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Abstract 

 
 

In many chronic neurodegenerative diseases including Alzheimer's disease (AD), chronic 

activation of microglia can be observed. Microglia, the resident macrophages of the central nervous 

system, are found in increased numbers surrounding senile amyloid plaques which play a central role in 

the inflammatory cascade. Macrophages were reported to contribute amyloid angiopathy and massive 

neuronal tissue destruction is also reported due to high macrophage number. It is also evidenced that 

COX-2-positive macrophages infiltrate into AD brain damage the blood-brain barrier. In autoimmune 

animal models, these two related cell types, microglia and macrophages were involved in brain 

pathology in multiple sclerosis and experimental allergic encephalomyelitis. When activated both 

secrete a variety of cytokines, including interleukin-1, interleukin-6, and tumor necrosis factor as well 

as reactive oxygen and nitrogen species (ROS/RNS). Since ROS act as signaling molecules in pro-

inflammatory redox-active signal transduction pathways, it is likely that intracellularly acting plant 

derived antioxidants, including polyphenols, have been shown to scavenge these "signaling" reactive 

oxygen species, and thus perform in an anti-inflammatory capacity. Also opportunities exist via diet 

and lifestyle for contributing to chronic inflammation or alternatively exert anti-inflammatory activity. 

 

A selection of Chinese medicinal plants and a sample library from the CSIRO including plant 

and fungal material such as fruit, leaves, stems, roots, tubers, seeds, juice and pulp, as well as food 

processing co-products or waste material, for example spent grain from brewing, were tested for ability 

to attenuate NO and TNF-α production, in vitro. The most potent of them was selected by a high 

through put screening procedure, involving murine microglia and macrophages. Considering the 

stability of activity during processing stages (patented processing methods of the CSIRO plant and food 

library), activity on both the cell lines and suppression of both NO and TNF-α without cytotoxicity, 



            

 

 

 

C.zeylanicum has been selected as the lead candidate for further chemical analysis. Though a variety of 

cinnamon species were extensively studied for the anti-oxidant, anti-diabetic, anti-microbial, anti-

cancer and anti-arthritis properties, there was not much evidence in support of anti-inflammatory 

properties especially relevant to the species C.zeylanicum. 

 

We have identified the presence of 9 bioactives in dried powder of C.zeylanicum bark, namely 

β-caryophyllene, p-cymene, cinnamaldehyde, 2-methoxy cinnamaldehyde, α-amyl cinnamaldehyde, 

citral, benzyl benzoate, furfural, cinnamyl alcohol. β-caryophyllene, p-cymene, cinnamaldehyde and its 

derivatives 2-methoxy cinnamaldehyde and α-amyl cinnamaldehyde, citral, benzyl benzoate and 

furfural have shown both NO and TNF-α inhibitory activity while cinnamyl alcohol and eugenol have 

shown NO inhibitory activity but not TNF-α inhibition. Neither of these constituents showed 

significant levels of cytotoxicity at doses inhibiting NO (percentage cell viability <80%), but citral, p-

cymene and α-amyl cinnamaldehyde showed cell death at IC50 doses of TNF-α inhibition.  

 

In conclusion, the compounds β-caryophyllene, cinnamaldehyde, 2-methoxy cinnamaldehyde, 

benzyl benzoate and furfural may be promising as leads in the development of anti-inflammatory 

treatments in diseases of pathological inflammation, including AD. 
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INTRODUCTION 
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1.1 Alzheimers disease 
 

Diseases such as cardiovascular disease, cancer, diabetes and neurodegenerative diseases, 

which are often described as lifestyle diseases, are responsible for around 70% of the total burden of 

illness and injury experienced by the Australian population. This proportion is expected to increase to 

80% by 2020 (National Public Health Partnership, 2001). Continuous improvement in health care and 

life style making people live longer and appear to increase in frequency of these ‘life style diseases’. 

Alzheimer's disease (AD) is the most common age-related neurodegenerative disorder, which currently 

affects 20 to 30 million people worldwide (1). Diet, lifestyle and environment are among the factors 

thought to influence susceptibility to these diseases. Over the last few decades, there is increase in 

interest to correlate certain diets and the incidence of disease. Diets such as the Mediterranean diet are 

suggested to be associated with a decreased risk in developing disease (2,3). Diet has been accepted to 

influence the risk of developing certain diseases, but exactly which foods, and by what mechanisms 

this occurs, is largely debateable. Some interesting findings were shown in connecting diet with disease 

risk, particularly in AD research. Numerous studies have emerged reputedly linking AD with various 

aspects of diet, including intake of dietary antioxidants and polyphenols, polyunsaturated fatty acids, 

folic acid, cholesterol and overall caloric intake (4). 

 

1.2 Pathophysiology of AD, disease modification and treatment approaches 

 

The brain pathology in AD that ultimately leads to cognitive decline and profound dementia is 

characterized by extensive neuronal loss, formation of neurofibrillary tangles (NFTs) and extracellular 

deposition of β-amyloid (Aβ) plaques in susceptible regions of the brain (5). This is accompanied by a 

chronic inflammatory response and extensive oxidative damage, most probably as a reaction to Aβ 

deposition (5).  
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Table 1.1: Treatment of Alzheimer’s Disease (6) 

Variable Target/Mechanism of 

Action 

Benefit 

Current treatment 

Tacrine  

(Cognex, Warner-Lambert, 

Morris Plains, New Jersey) 

Cholinesterase inhibitor 2.4-point improvement in ADAS*-

Cognitive score compared with placebo 

(7) 

Donepezil  

(Aricept, Eisai, Inc., 

Teaneck, New Jersey, and 

Pfizer, Inc., New York) 

Cholinesterase inhibitor 2.9-point improvement in ADAS*-

Cognitive score compared with placebo 

(8) 

Rivastigmine (Exelon, 

Novartis, Basel, 

Switzerland) 

Cholinesterase inhibitor 2.6-point improvement in ADAS*-

Cognitive score compared with placebo 

(9) 

Galantamine (Reminyl, 

Janssen, Titusville, New 

Jersey) 

Cholinesterase inhibitor 3.6-point improvement in ADAS*-

Cognitive score compared with placebo 

(10) 

Vitamin E Antioxidant Delay in time to institutionalization, 

death, loss of >/-2 activities of daily 

living, or progression from CDR score 

of 2 to 3 (11) 

Therapy under development 

Immunotherapy Amyloid plaques Halt progression by clearing existing 

amyloid plaques 

Secretase inhibitors β-secretase, γ-secretase Reduce formation of β-amyloid by 

inhibiting an enzymatic step in the 

intracellular process of APP† 

NSAIDs† Inflammatory response Slow progression by reducing amyloid 

plaque–associated inflammation 

* ADAS = Alzheimer’s Disease Assessment Scale; CDR = Clinical Dementia Rating;  

† Includes both nonspecific cyclooxygenase and selective cyclooxygenase-2 inhibitors. 

 

There are several medications currently used to treat AD, and many therapies under 

development (Table 1.1). A separate but important issue involves the treatment decisions that are made 

during the final stages of AD. Treating this disease is one of the important, but unmet needs in 

medicine. Current drugs improve symptoms, but do not have any profound disease-modifying effects, 

so they are of limited benefit to most patients. Other drugs are used to manage mood disorder, agitation 
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and psychosis in later stages of the disease, but there is no treatment with a strong disease-modifying 

effect currently available. Three main classes of disease-modification approaches may be defined: 

those that target specific aspects of AD pathology; those that aim for neuroprotection, and those based 

on epidemiological observation. 

 

1.2.1 Aβ in AD pathology 

Aβ is the main constituent of senile plaques and these form one of the key pathological features 

of AD. Although the initial cause of sporadic AD is still debated, the ‘amyloid cascade hypothesis’ 

states that the aberrant production, aggregation and deposition of Aβ is a causative process in the 

pathogenesis of AD (12). Aβ is a proteolytic fragment of the amyloid precursor protein (APP), which is 

a ubiquitously expressed type I transmembrane protein. There are two proteolytic processing pathways 

of APP and its metabolic derivatives in vivo. In the non-amyloidogenic pathway, APP is cleaved by α-

secretases of the ADAM define family of proteases, releasing a large soluble amino (N)-terminal 

ectodomain, APPs-α, and this has been proposed to exert neurotrophic and neuroprotective functions 

(13). This cleavage event occurs in the Aβ domain and precludes formation of full-length pathogenic 

Aβ peptides. In the amyloidogenic pathway, APP molecules are sequentially processed by two aspartyl 

proteases (Figure 1.1). APP is first cut by β-secretase (BACE1) to generate a slightly shorter N-

terminal ectodomain, APPs-β. This is then cleaved by γ-secretase within the transmembrane domain to 

generate the carboxyl terminus of the Aβ peptide (5,14). The γ-secretase also cleaves near the cytosolic 

border of the membrane (ε-cleavage), liberating the APP intracellular domain (AICD), which is a 

soluble proteolytic fragment with potential signaling functions, which include transcriptional regulation 

(15).  Aβ is a peptide product of a secretase soluble cellular metabolite (16) comprising two 

predominant forms with different COOH-termini, Aβ40 and Aβ42. Other similar intracellular domains 
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(ICDs) are also generated by γ-sectrease, from other known substrates, such as NOTCH and ErbB-4 

(14). 

 

The γ-secretase exists in a multiprotein complex containing presenilin, a family of related multi-

pass transmembrane proteins that play a key role in the modulation of intracellular Ca2+ involved in 

presynaptic neurotransmitter release and long-term potentiation induction. During APP proteolysis, it 

generates Aβ peptides of variable length (14,17). Of these peptides, the 40- and 42-amino acid Aβ 

species are those most commonly deposited in the brain, and the longer Aβ42 isoform is thought to be 

the key pathogenic species (5). The view that Aβ42 plays a central role has developed from observations 

that mutations in the APP and presenilin genes invariably increase production of the longer Aβ42 

species and thus higher the Aβ42/Aβ40 ratio in primary fibroblasts and plasma of individuals affected 

with familial AD and also in transfected cells and transgenic animals (5). Aβ42 is the first species to be 

deposited in the brain of individuals with AD (5), despite the fact that Aβ40 is the principal species 

produced in humans. Aβ42, is thought to help initiate amyloid deposition in the brains of patients with 

Alzheimer’s disease (18–20). Aβ42 is particularly prone to aggregation in vitro and aggregated Aβ42 

peptide is toxic to various cell types in culture (5). Aβ42 forms aggregates that are thought to initiate the 

pathogenic cascade, leading ultimately to neuronal loss and dementia (21). 
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Figure 1.1 | Action of Secretases.  Cleavage of APP with γ and β secretases results in the 40-42 amino 

acid Aβ peptide, which aggregates to form insoluble extracellular plaques, typical in AD. 

 

Some researchers have found evidence that Aβ fibrils form pores in neurons, leading to calcium 

influx and the neuron death associated with AD (22,23) (Figure 1.2). Apart from the direct role in cell 

death, Aβ-mediated glutamate receptor modifications can lead to synaptic dysfunction, resulting in 

excitotoxic neurodegeneration during the progression of AD. Cognitive deficits could be caused by Aβ-

induced changes in GABAergic and NMDA receptor functions, involving metabotropic glutamate 

receptor (mGluR) signaling. The mGluRs are located in the presynaptic membrane and regulate 

glutamate release, thereby optimizing synaptic transmission (24). They are inhibited by Aβ, probably 

through inhibiting mGluR activation of PKC (25).   

 
Dementia 
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Figure 1.2 | Amyloid cascade hypothesis.  The sequence of pathogenic events that are thought to lead 

to Alzheimer’s disease (AD) is shown (21,21). 

 

1.2.1.1. Targeting Aβ  

 There are many aspects of AD pathology that may be targeted. Treatment approaches 

that fall into this class include the classic targets of Aβ and NFTs, as well as the more recently studied 

target of synaptic loss. These treatment approaches may be further classified by target and action: 

blocking Aβ aggregation; anti-amyloid immunotherapy; lowering Aβ production; targeting tau; and 

targeting synaptic loss. 

 

Blocking Aβ aggregation 

Aggregation of Aβ could be blocked by using small drugs capable of penetrating the brain that 

may interfere in Aβ-Aβ peptide interactions. The glycosaminoglycan (GAG) mimetic, Tramiprosate 

(ALZHEMEDTM), is a small, orally-administered molecule known to be an Aβ antangonist. It crosses 

the blood brain barrier (BBB) and binds to soluble Aβ peptide, interfering with the amyloid cascade 

that is associated with amyloid deposition and the toxic effects of Aβ peptide in the brain. Phase III 

clinical trials of Tramiprosate, however, have failed in both North America and Europe (Neurochem, 

unpublished data). Tramiprosate failed to demonstrate efficacy in long-term clinical testing of cognitive 

improvement. 

 

Homocysteic acid (HA) seems to induce amyloid effects on intracellular Aβ42 accumulation. In 

the presence of Aβ, HA accumulates Aβ42 into neuronal cell, which induces α-synuclein and 

consequently induces tau aggregation. Then neuronal degeneration will be induced by lower level of 

HA (26). Higher level of HA also induces the neuronal degeneration in the absence of amyloid by 
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oxidative stress and mitochondrial inhibition. In the 3xTg-AD mouse model, the anti-HA polyclonal 

antibody inhibited the disease process (26). 

 

Anti-amyloid immunotherapy 

In a recent study, active Aβ vaccination reduced the plaque burden in aged Caribbean vervet 

monkeys and stabilised or improved cognitive impairment. This supports the potential of active Aβ 

immunotherapy as a prevention or treatment approach for early AD. In 1999, Elan Corporation’s 

Schenk et al. study reported that amyloid pathology was reduced in an APP transgenic mouse model, 

following vaccination with aggregated Aβ42. Aβ42 immunisation augmented a highly specific immune 

response to clear Aβ, markedly reducing the pathology in the animal model (27). Elan’s 

immunotherapy, Bapineuzumab, a fully humanised, monoclonal antibody, raised against the N-

terminus of Aβ, is currently in Phase III clinical trials. It has shown, preclinically, that it can reduce 

amyloid burden, and has favourable effects on synaptic density and memory. When mouse splenocytes, 

however, were examined in vitro, no T-cell proliferative response to Aβ was seen, indicating that a T-

cell response is not required for amyloid plaque reductions. These findings have led to three different, 

but not mutually exclusive, hypotheses to explain the antibody mediated effects: microglial activation 

and phagocytosis of amyloid; direct resolution of deposits; and peripheral sink – capture of Aβ. 

Microglial activation and phagocytosis of amyloid 

A small proportion of peripherally administered antibody reached the CNS and binds to 

amyloid deposits, triggering endogenous microglia to phagocytose the amyloid. This mechanism 

requires antibodies to reach parenchymal deposits, and there is evidence that this occurs. Peripherally 

administered anti-amyloid antibodies have been shown to directly bind to amyloid deposits in the brain 

(28). 
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Direct resolution of deposits 

Antibodies restricted to amino acids 3-6 of the Aβ peptide are able to resolve, in vitro, 

aggregated Aβ fibrils (29). It has been proposed that this direct resolution of amyloid deposits may 

underlie its therapeutic effects (29). The mechanism, however, of the dissolution of an existing, 

insoluble fibril by an antibody, is still not understood. It is also documented in vitro efficacy of 

antibodies to different Aβ epitopes, indicating that the effect cannot be indisputably linked to amino 

acids 3-6 in vivo (29). 

 

Peripheral sink – Aβ capture 

An unusually high (picomolar) affinity for soluble Aβ is shown by the monoclonal antibody 

266. It is efficient in amyloid reduction on passive administration, but does not bind to plaques. It was 

proposed that at concentrations sufficient to produce detecTable levels in the CSF, the antibody 

captures the serum soluble Aβ and produces a net flux of Aβ from the CNS, to the periphery, down the 

concentration gradient of soluble Aβ. Over an extended time period, this would lead to decreased 

parenchymal amyloid load (30). Antibody 266 is unique in the scientific literature, because its efficacy 

does not depend on binding to brain amyloid deposits. Several (lower affinity) antibodies that recognise 

only soluble Aβ did not show efficacy in the Elan Corporation’s studies (28,31), while a vaccination 

with peptides that reflect the 266 epitope was also not efficacious (31). Chronic capture of soluble Aβ 

might contribute to the observed amyloid reduction, but very high affinity to soluble Aβ may be 

necessary to reduce parenchymal amyloid in the absence of other mechanisms (32). Clinical trials are 

currently being conducted by Elan Corporation for Bapineuzumab (Phase III North American studies) 

and ELND005 (Phase II study). 

 

Lowering Aβ production 
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This is the most direct approach in anti-amyloid therapy. Selectively lowering production of 

Aβ42 could be a promising strategy for prevention or treatment of this disease (33). The three potential 

strategies to reduce Aβ production are: inhibition of γ-secretase; inhibition of β-secretase; and 

stimulation of α-secretase. 

 

Inhibition of γ-secretase 

The γ-secretase is an unusual transmembrane protease complex, consisting of at least four 

proteins – presenilin, nicastrin, anterior pharynx (APH1) and presenilin enhancer 2 (PEN2) (17)– with 

a still unknown active site structure. The identification of several γ-secretase components, and the 

generation of gene targeted models, lead to the rapid identification of several γ-secretase substrates 

other than APP. These include the notch receptor 1 (NOTCH1) (34), the notch ligands delta-like 

protein 1 (DELTA1) and jagged 1 (JAG2), v-erb-a erythroblastic leukaemia viral oncogene homologue 

4 (ERBB4) and others (35). As a result of these other substrates, γ-secretase inhibitors have lead to a 

number of detrimental effects, including a reduction of thymocyte numbers, thymocyte differentiation 

blockade (36), splenic B-cell maturation and profound changes in the gastrointestinal tract (37). 

 

In 2001, Bristol-Myers Squibb announced that the first γ-secretase inhibitor had entered phase 

II clinical trials. The results have not been published. Lilly published a 6-week phase II trial of a 

functional γ-secretase inhibitor. This demonstrated a significant decrease in Aβ concentration in 

plasma, but not CSF, using a dose that was well tolerated during the short trial (38). Tarenflurbil 

(Flurizan, Myriad Genetics), γ-secretase activity modulator that lowers Aβ42 selectively, in an earlier 

phase 2 study (39) suggested that patients with mild AD had a dose-related slower rate of decline than 

those treated with placebo and that the drug was well tolerated. But in the succeeded multi-centre phase 
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III clinical trial it failed to show effects on cognition or activities of daily living after 18 months of 

treatment in patients with mild AD.  

 

Semagacestat, a γ-secretase inhibitor from Eli Lilly was compared with placebo in two pivotal 

Phase III trials, in more than 2,600 patients with mild-to-moderate Alzheimer's disease. Lilly has now 

reviewed data from a pre-planned interim analysis of semagacestat studies that has showed, as 

expected, cognition and the ability to complete activities of daily living of placebo-treated patients 

worsened. However, by these same measures, patients treated with semagacestat worsened to a 

statistically significantly greater degree than those treated with placebo. In addition, data showed 

semagacestat is associated with an increased risk of skin cancer compared with those who received 

placebo. This was the latest in a long line of setbacks for novel Alzheimer's therapies. 
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Inhibition of β-secretase 

The β-secretase, also known as the transmembrane aspartic protease β site cleaving enzyme 1 

(BACE1), has met a renewal of interest following the realisation that presenilin might be a γ-secretase 

component (40) and the subsequent problems with inhibition of notch cleavage. The physiological role 

of the homologue, BACE2, and its substrates, are unknown. This enzyme does not seem to have a key 

role in APP processing, however, so it is not considered to be a drug target for AD (41). Serious 

challenges, with respect to BBB penetration and selectivity of inhibitors are expected. It is also 

currently unclear whether cross-inhibition of BACE2 is accepTable or whether one has to create 

exclusive specificity for BACE1 (41). An unclear and less exploratory pattern of behaviour, associated 

with increased 5-hydroxytryptamine (serotonin) turnover in the hippocampus, was reported in BACE1-

knockout mice. This raises the possibility that BACE1 could play a role in neurotransmitter turnover or 

release (42). The effect of BACE1 knockout on memory function has been analysed in a study using 

one of the standard APP transgenic mouse models of amyloid function, Tg2576 (43), where BACE1 

deficiency was found to rescue memory deficits and cholinergic dysfunction (44). Altogether, the 

absence of Aβ production and distinct pathology in BACE1-knockout mice is quite encouraging for β-

secretase drug development. Inhibitor development is, however, proving to be challenging (41). 

Usually potent and specific peptidic inhibitors can be identified for aspartic proteases, but it is more 

difficult to generate small molecules with the desired pharmacokinetic properties (45). X-ray crystal 

structure reveals a large active site for β-secretase and this poses an additional hurdle in drug 

development (46). Novel drugs that simultaneously modulate both β- and γ-secretase cleavage of APP 

are also under development. 
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Stimulation of α-secretase 

To reduce APP substrate, the α-secretase pathway might be stimulated through cell-surface 

receptors (47). The potential side effects of this approach, however, remain unknown. The stimulation 

of α-secretase by M1 muscarinic receptor agonists, which could function as cognition enhancers, has 

been explored in depth. M1-agonist treatment patients with AD have shown decreased CSF levels of 

Aβ42 (48). Research is needed, however to establish the side effects caused by activation of other 

muscarinic receptors. EHT0202 is a potential oral drug that acts by exerting a specific regulation on 

GABAA receptors and links APP processing to GABAA signalling (49). It redirects APP processing 

towards the α-secretase pathway. Phase IIa safety results and the potential efficacy signals observed in 

AD patients support the advancement of EHT0202 into later stage clinical development, to collect 

further evidence about safety and efficacy, using a larger number of patients over a longer trial period. 

EHT0202 treated patients have shown encouraging signs of cognitive improvement, as measured by 

ADAS-Cog, the gold standard test for cognition. These results build on earlier observations based on 

EHT0202 use in animal models of AD. It was also observed, in some assessments, including ADAS-

Cog that the ApoE4-positive subpopulation (patients with one or two ApoE4 alleles) tends to respond 

to EHT0202 treatment better than those patients with no ApoE4 allele. These first patient data support 

the progression of EHT0202 into phase IIb trials, in order to establish the cognitive benefits of 

EHT0202 in a longer and larger clinical trial, to further explore the benefit of EHT0202 in the ApoE4 

positive population and to identify the optimal therapeutic dosage for EHT0202. 

 

1.1.1. Tau in AD pathology 

Tau is one of the microtubule-associated proteins (MAPs) that stabilize neuronal microtubules 

for their role in the development of cell processes, establishment of cell polarity and intracellular 

transport (50). Neurofibrillary protein aggregates are one of the major hallmarks of AD. These 
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aggregates, also known as neurofibrillary tangles (NFTs), are formed as a result of abnormal 

hyperphosphorylation of tau protein, aggregation into ‘paired helical filaments’ (PHFs), and loss of 

ability to maintain the microtubule tracks. Despite a lack of understanding of the intermediate steps 

involved, NFT formation seems to cause inappropriate signals that lead to an imbalance of 

kinases/phosphatases, resulting in hyperphosphorylation of tau and its detachment from microtubules. 

Microtubule breakdown follows, and aggregation of tau into PHFs, which in turn bundle into NFTs of 

‘neuropril threads’ that lead to the breakdown of intracellular transport and neuronal degeneration. 

 

The pathological cascade for the disease process is most likely to be: Aβ deposition leading to 

tau phosphorylation and tangle formation eventually leading to neuronal death (12). Specific kinases 

responsible for the hyperphosphorylation are not yet known, but Aβ may facilitate Ca2+ entry into 

neurons, causing calcium-activated kinases to excessively phosphorylate tau protein thereby leading to 

NFTs. Fibrillar Aβ can induce MAPK, leading to tau phosphorylation and hence to NFTs, but 

inhibition of protein phosphatases, especially PP2A, is reportedly more responsible for 

hyperphosphorylated tau than kinases (51,52). Tangles are harmful to neuronal processes but tangles 

alone may not be toxic to the cell until they become modified by truncation (53). Studies also suggest 

that the amino terminal region of tau may be a primary site of toxicity in neurodegenerative disease 

(53). Glycation of N-terminus of tau is a consequence of oxidative damage and cross-linking, which 

accumulates once tangles have formed (54). There is an increase of tau in the cerebrospinal fluid (from 

~200 pg ml-1 to ~600 pg ml-1), which is thought to arise from dying neurons (55). 
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1.2.2 Targeting Tau 

Hyperphosphorylation of microtubule-associated protein tau at specific sites is a recognized 

pathological process in AD. The concept of designing medicines to stop abnormal tau protein 

formation is another promising approach in the AD drug development process (56). The new drug 

candidate developed by Canada-based Allon Therapeutics Inc., AL-108, has passed phase II clinical 

trials in U.S.F.D.A. approved clinical trials. Rember (methylthioninium chloride), a potential disease-

modifying oral drug under development by TauRx, a Singapore-based company, acts by targeting the 

tau aggregation pathway. This has the potential to prevent NFT development in the brain 

 

 (56). It has also been shown to reverse tau pathology in mouse models of AD. Peripheral 

administration of a novel Hsp90 inhibitor (EC102), has promoted selective decreases in toxic forms of 

phosphorylated tau, using a mouse model of tauopathy (57).  

 

Protein kinase A (PKA) is a crucial kinase in AD-like tau hyperphosphorylation. In a study, tau 

hyperphosphorylation was induced by injecting bilaterally a specific PKA activator, isoproterenol 

(ISO) into hippocampus of rat brain and melatonin (MT) was shown to protect against ISO-induced tau 

hyperphosphorylation (58). MT also attenuates tau hyperphosphorylation in Tg2576 transgenic mice 

(59). 

 

1.2.3. Involvement of cholinergic system in AD  

The pathogenesis of AD has been linked to a deficiency in the brain neurotransmitter, 

acetylcholine, based on observations that there is a correlation between cholinergic system 

abnormalities and intellectual impairment (60). As a result, the current standard of care for mild to 

moderate AD is to improve cognitive function by treatment with acetylcholinesterase inhibitors 
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(AChEIs). Acetylcholine dysfunction, however, is not a primary pathological cause for AD, but a 

consequence of the disease (61). In the UK, three AChEIs (donepezil, rivastigmine and galantamine) 

are licensed as medications for symptomatic treatment of AD. Apart from their use in stabilisation of 

cognitive decline, there is also evidence linking these agents with improvement in behavioural and 

psychological symptoms of dementia (62). The symptomatic efficacy of AChEIs is attained through 

their augmentation of acetylcholine-mediated neurotransmission. 

 

There is also evidence that AChEIs may slow disease progression and may have disease 

modifying effects (63,64). To establish AChEIs as anti-inflammatory agents, research is required to 

emphasise the direct link between the cholinergic system and inflammation, as well as the effects of 

AChEIs on inflammatory mediators. Acetylcholine has been shown to suppress the pro-inflammatory 

cytokine release from peripheral tissue-activated macrophages, in an animal model of toxaemia, 

through its action of specific nicotinic receptors (65). There is also evidence of cholinergic modulation 

of microglial activation by α7 nicotinic receptors, through murine primary cell cultures (66). Data has 

also shown that the AChEIs, Huperzine A and tacrine, both directly attenuate Aβ peptide-induced 

oxidative injury (67). The protective effects of donepezil against the toxicity of Aβ, has also recently 

been shown in rat septal neuronal cells (68). Despite the evidence mounting in favour of AChEIs as 

anti-inflammatory agents, more research is now needed to clarify their anti-inflammatory role in AD 

patients, and to define the mechanisms involved (Table 1.2). 

 

Tacrine (an acridine) produces hepatotoxicity and must be administered four times daily and is 

consequently no longer marketed in the United States. As a result of this toxicity, tacrine derivatives 

are being examined for efficacy and safety, as possible alternatives. Velnacrine, one of these derivates, 

has recently been examined in the Cochrane review, which concluded that it has a similar side effect 



            

 

17 

 

profile to tacrine and should therefore not be recommended for use in AD (69). Acridines are likely to 

be discontinued as a treatment strategy for AD. 

 

Donepezil (a piperidine) has a very low incidence of nausea and diarrhoea at the 10 mg dose 

(the higher of the two available doses) and is administered once daily. Trials suggest that the incidence 

of nausea and diarrhoea is greater with the other AChEIs, rivastigmine (a carbamate) and galantamine 

(a phenanthrene alkaloid), than with donepezil, especially at the higher doses; both are administered 

twice daily (70). Studies have suggested that rivastigmine may be a suiTable alternative for patients 

who are unresponsive to donepezil or galantamine (71). Transdermal patches of rivastigmine existing 

as a 24 hour patch have also been shown to improve cognitive function, memory, lead to reduced 

incidences of nausea and vomiting compared to capsules, allowing for higher doses and therefore better 

efficacy in some patients (72). One study has found that switching from donepezil to rivastigmine 

patches did not result in any significant reduction in drug function (71), suggesting that it may be a 

suiTable alternative to donepezil. Galantamine has a dual mechanism of action, combining allosteric 

modulation of nicotinic acetylcholine receptors with reversible, competitive inhibition of 

acetylcholinesterase. There are no published clinical trials, however, to compare galantamine to other 

AChEIs to determine whether this pharmacologic property is associated with any additional clinical 

benefit.  

 

Another AChEI, physostigmine was shown to have some shown some promise in AD treatment 

research by benefitting memory improvement more than two decades ago, but was dropped as a target 

because it has a very short half-life, which would require frequent administration (73). Recent studies 

have looked to overcome this shortfall by trialling alternative drug formulations and routes of 

administration. At present however, there is limited evidence to suggest that physostigmine is effective 
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in any of the forms that have been tested, including controlled release oral formula, IV infusion, and 

transdermal patches. Data also suggests that this drug has a poor side effect profile, with a number of 

adverse effects causing more people to withdraw from trials. As such, a Cochrane review has 

concluded that physostigmine shows no benefit over other AChEI drugs, and therefore should not be 

recommended for AD treatment and does not require further testing. 

 

A long-acting irreversible AChEI, metrifonate, has entered clinical trials as another potential 

treatment of AD (74). Metrifonate has been used in the treatment of schistosomiasis, but not for any 

long-term uses. While it shows some positive effects on cognition, it was also unfortunately shown to 

lead to severe and serious side effects with long-term use in some study participants, with patients 

suffering from respiratory paralysis and neuromuscular difficulties. As a result of this, AD trials of 

metrifonate have ceased. The irreversible nature of this drug is the likely cause of the side-effects and 

unfortunately means that similar long-acting AChEIs may be more likely to harm participants than will 

make up for the reduced dose frequency. 

 

1.2.4 Loss of synapses in AD 

Among the pathologic hallmarks of AD neurodegeneration, only synaptic loss in the brains of 

AD patients closely correlates with the degree of dementia in vivo. Recent research has shown that 

reduction of synaptogenic protein kinase C (PKC) isozymes and their downstream synaptogenic 

substrates, such as brain-derived neurotrophic factor occurs in association with elevation of soluble Aβ, 

but synapses are actually lost before Aβ plaques and NFTs even develop, and that synaptic loss 

provides the strongest correlation with the extent of AD progression of all currently known disease 

markers (75). Some reports suggest that prevention of synapse loss also prevents the other pathological 

features of AD, including high levels of Aβ accumulation, neuronal loss, plaque formation and even the 
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hallmark symptom of reduced cognitive function. Through the use of mice genetically engineered to 

reproduce the pathology and symptoms of human AD, researchers have shown that cognitive 

dysfunction actually develops before plaques and tangles appear (76). This may suggest that plaques 

and tangles are not the cause of AD, but rather a consequence of it.  

 

Targeting synaptic loss 

This is a new and alternate treatment approach to AD, where synaptogenesis is targeted in an 

attempt to slow the progression and development of AD and to treat AD that is symptomatic. As 

mentioned earlier, the PKC enzymes are known to play a role in synapse maintenance and have been 

shown to exist in lower than normal levels in AD patients (75). A reduction in PKCα and PKCε appear 

to be most strongly associated with Aβ production, with PKCε also playing a key role in synapse 

formation (75). As a result, a recent study examined the effects of Bryostatin, a drug synthesised to 

target PKCε in particular, in mice models of AD (75). Evidence from this study suggests that 

Bryostatin was associated with the growth of new synapses, as well as the preservation of existing 

ones. In the mice treated with Bryostatin there was also a decrease in PKCε loss and soluble Aβ levels. 

This has led to the argument that Bryostatin may prevent the hallmark pathology of AD, hence it is set 

to progress to Phase II clinical trials. 

 

It has also been found that the cognitive dysfunction of AD is strongly related to loss of 

synpases in the hippocampus and cortex (77). Following from this, there have also been preclinical 

studies that have provided promising evidence to suggest that administration of the rate-limiting 

precursors of the phosphatides, including uridine, omega-3 polyunsaturated fatty acids and choline, 

may increase synapse production and repair by increasing the levels of phosphatides that that make up 

much of the synaptic membranes (78,79). Animal models have even shown improvement in cognitive 
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dysfunction with the administration of these precursors (80,81). These findings have led to the creation 

of Souvenaid, a medical drink containing precursors and nutrients that have been shown to be involved 

in synaptic membrane synthesis (82). In a recent double-blinded randomized clinical trial (RCT), 

Souvenaid was compared to placebo in patients with mild AD. The supplement was well-tolerated and 

has shown some promise in regards to AD treatment. The trial showed a significant improvement in 

memory for those patients taking Souvenaid, compared to placebo (82) and seems to add further human 

evidence in support of the results found by Honpaisan et al. in their mice models. 

 

PKC activators in synapse maintenance 

Regulation of potassium channels, calcium homeostasis, and protein kinase C (PKC) activation 

are molecular events that have been implicated during associative memory which are also altered or 

defective in AD. PKC is also involved in the processing of the amyloid precursor protein (APP), a 

central element in AD pathophysiology. Benzolactam (BL), a novel PKC activator reversed potassium 

channels defects, enhanced secretion of APPα in AD cells, and significantly increased the amount of 

sAPPα and reduced Aβ40 in the brains of APP[V717I] transgenic mice (83). Another PKC activator, 

bryostatin 1, at subnanomolar concentrations dramatically enhanced the secretion of the α-secretase 

product sAPPα in fibroblasts from AD patients (83). In addition, in a more recently developed AD 

double-transgenic mouse, bryostatin was effective in reducing both brain Aβ40 and Aβ42 ameliorated 

the rate of premature death and improved behavioral outcomes (83). Collectively, these data 

corroborate PKC and its activation as a potentially important means of ameliorating AD 

pathophysiology and perhaps cognitive impairment, thus offering a promising target for drug 

development. Because bryostatin 1 is devoid of tumor-promoting activity and is undergoing numerous 

clinical studies for cancer treatment in humans, it might be readily tested in patients as a potential 

therapeutic agent for AD. Apart from these, PKC enzymes are known to control synaptogenesis and are 
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reduced in AD patients. It is therefore possible that PKC activators could be useful therapeutic targets 

in AD prevention and treatment. 

 

1.2.5 Involvement of metals in AD 

Various metals have been implicated as possible contributors in the development of AD. There 

is increasing evidence to support the argument that both APP and its proteolytic product Aβ play a role 

in metal ion homeostasis. Zinc and copper ions can interact with both APP and Aβ to potentiate AD, 

and do this by participating in their aggregation, and in the generation of ROS (84). A number of metal 

ions, including Fe2+, Fe3+ , Al3+, Zn2+, and Cu2+, are found co-localised with β-sheets of Aβ42 in senile 

plaque cores in AD brains. Data from in vitro studies shows that Al3+ and Fe2+/Fe3+ are directly 

involved in the precipitation of β-sheets of AB42 in senile plaque cores, while Cu2+and Zn2+ induce 

similar assembly of transiently appearing Aβ oligomers at the early state (85). The co-deposition of 

Al3+, Fe3+ and β-sheets of Aβ42 may act as a source of ROS and begin to explain some of the oxidative 

damage found in the immediate vicinity of senile plaques (86). Whether such metal ion-Aβ42 synergism 

is an integral part of the aetiology of AD or not, however, remains unconfirmed. 
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Metal chelators 

Copper and zinc are both enriched in Aβ deposits in AD, and may enhance the Aβ aggregation. 

These aggregates could be solubilised by copper and zinc ion chelators in vivo (87), by preventing the 

ions from binding to Aβ and thus potentially reducing plaque formation. There are even animal model 

and in vitro studies that suggest that metal protein attenuating compounds (MPACs) can help in the 

dissolution and clearance of Aβ plaques (88).  Zinc chelation, with the antibiotic clioquinol, was used 

by Prana Incorporated, in a small Phase II trial, in which 36 patients received 36 weeks of treatment. 

The treated group showed no significant cognition score differences, but post hoc stratification by 

illness severity revealed a significant clinical effect from the treatment in those more severely affected 

(41). On the other hand, only the less severely affected group showed any significant reduction in 

plasma Aβ42. A Cochrane review (88), has also argued that clioquinol could have significant adverse 

effects (1 case in 36 participants). Further trials are planned (89). Though the theoretic principle seems 

attractive, a track record of failure when attempting to interfere specifically with Aβ42 self-assembly 

using small molecules, has reduced the priority of this approach. The suggestion that Aβ upregulates 

glucose metabolism in neurons, arose from demonstrations that both heat shock and iron chelators 

protect cells from Aβ (90,91). Both of these conditions induce the transcription factor HIF-1, as does 

mild oxidative stress, a condition associated with AD. Since HIF-1 upregulates glycolysis in a manner 

similar to that seen in Aβ resistant cell lines, HIF-1 was studied in more detail and to be regulated by 

Aβ (92). As a result, therapeutics that elevate HIF-1, such as metal chelators, have the potential to 

reduce neuronal cell death caused by Aβ and other pathologies involving oxidative stress but remain 

unproven. 
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1.2.6 Cholesterol as a target in AD  

Epidemiological studies support the potential of cholesterol-lowering ‘statins’ as a treatment for 

AD. This may reflect the fact that the main genetic factor for AD, ApoE4 (93), is associated with 

increased plasma cholesterol (94). Epidemiological studies support the potential of cholesterol-

lowering ‘statins’ as treatment for AD (95,96).  

 

Several in vitro and in vivo studies have shown that APP processing is cholesterol-dependent, 

and that cholesterol depletion leads to reduced Aβ production, though the mechanisms behind this are 

not completely understood. It remains unclear, however, if noTable changes in human brain Aβ 

metabolism will result from lowering cholesterol levels under physiological conditions, since several of 

the studies used severely perturbed systems (97). The hypothesis that physiological changes to 

cholesterol metabolism can reduce amyloid load is supported by the finding that Aβ production is 

reduced by inhibitors of acyl-co-enzyme A acyltransferase (ACAT), which catalyses the formation of 

cholesteryl-esters from cholesterol (98). 

 

To examine the benefit of statins in AD, a recent RCT was conducted, comparing atorvostatin 

with placebo in a long-term trial (99). This study found no beneficial effects, though the statin was 

well-tolerated. The authors admit that a possible limitation of the study is that it was performed using 

participants with normal LDL levels. This means that it is possible that statins could show an effect on 

patients with hypercholesterolaemia, who are the population from which epidemiological data stems. 

The study also excluded patients with any cardiac or vascular disease which could be a possible target 

population that could benefit from statin use. Further studies could also show some role of statins in 

prevention of AD, as opposed to treatment of established AD that was examined in this study. 
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It is also possible, however, that the reported beneficial effects of statins actually result from 

their anti-inflammatory actions (100), as opposed to their direct effects on cholesterol metabolism. 

Prospective data on statin therapy for AD remain mixed (97). As a result, more prospective randomised 

treatment trials of statins in AD are still needed. 

 

1.2.7 Inflammation and the immune response in AD 

1.2.7.1 The role of microglia and astrocytes in chronic inflammation in AD 

The two major types of brain cells that participate in the immune/inflammatory response are 

astrocytes and microglia. Microglia are abundant in senile plaques (101,102) and also surrounded by 

astrocytes (103). These cells function together in response to brain injury (104). This occurs through 

gliosis, one inflammatory response present in AD, where fibrous astrocytes become more numerous 

(105) and become activated and involved in prostaglandin/arachidonic acid-mediated inflammation 

(106). Microglial proliferation and activation is then thought to be further promoted, or has its 

cytotoxic activity modulated, by the growth factors produced by astrocyte reactions (107). Glial cells 

generate many molecules associated with inflammatory and immune functions. Inflammatory cytokines 

and other microglia-derived factors account for the neurotoxicity in gliosis, while reactive-astrocyte 

products such as IL-1 tend to be neuroprotective (108,109). 

 

The inflammatory response at the site of injury, however, also represents a source of numerous 

growth factors and cytokines, with trophic, mitogenic, chemotactic and angiogenic activities (Table 

1.2). 
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Table 1.2 | Secretory products of microglia and astrocytes that may have damaging or protective 

functions in AD (110). 

Factor Microglia Astrocytes 

Cytokines IL-1α & β, IL-3, IL-5, IL-6, IL-8, 

INF-α, TNF-α 

IL-1α & β, IL-3, IL-5, IL-6, IL-8, CSF-1, 

G-&CSF, TNF-α 

Coagulation 

Factors 

Plasminogen & Urokinase type 

Plasminogen Activator 

Tissue Plasminogen & Urokinase type 

Plasminogen Activator 

Complement 

Proteins 

C1, C3, C4 C3, C4, C6, C7, C8, C9, Factor B, Factor 

I, Membrane Cofactor Protein, CD46, 

Clusterin, Vitrorectin 

Eicosanoides Prostaglandin D2, Leucotriene C4  

Growth Factors Nerve Growth Factor, 

Transforming Growth Factor α & 

β, Basic Fibroblast Growth Factor 

Nerve Growth Factor, Transforming 

Growth Factor α & β, Basic Fibroblast 

Growth Factor, Ciliary Neurotrophic 

Factor, Insulin-like Growth Factor I, Glia 

derived Growth Factor 

Reactive N2 

Intermediaries 

Nitric Oxide Nitric Oxide 

Reactive O2 

Intermediaries 

Superoxide ions  

Proteases & 

Protease 

Inhibitors 

Metalloproteinase Inhibitor TIMP-

1 & TIMP-2 

Protease Nexin 1, α-1-

Antichymostrypsin, α-2-Macroglobulin, 

Cathepsin G 

Transport 

proteins 

 Apolipoprotein D, Apolipoprotein B 

Matrix proteins  Laminin, Fibronectin, Tenascin, 

Heparan-,Chondroitin- & Dermatin-

Sulfate Proteoglycans 

Adhesion 

factors 

 VCAM-1, NCAM, NCAM-1 & ICAM-2 
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1.2.7.2 Involvement of cytokines, chemokines and complement system in AD pathogenesis 

Aβ activation of microglia causes production of inflammatory cytokines, including interleukin-

1β (IL-1β) and tumor necrosis factor-α (TNF-α). Aβ also activates the transcription factor nuclear 

factor-κB (NF-κB), which increases cytokine production by neurons and microglia (111). Microglia-

induced enzymes, such as nitric oxide synthase, generate nitric oxide, leading to peroxynitrite 

formation and oxidative stress. 

IL-1β further aggravates the inflammatory response by promoting more APP synthesis and by 

promoting the production of more Aβ-binding proteins by astrocytes (112). Over-expression of IL-1 

near amyloid plaques may promote the phosphorylation of tau protein, leading to the formation of 

NFTs and neuron death (113). 

 

Nearly all the cytokines and chemokines that have been studied in reference to AD, including 

IL-1β, IL-6, TNF-α, IL-8, transforming growth factor-β (TGF-β) and macrophage inflammatory 

protein-1α (MIP-1α), seem to be upregulated in individuals with AD when compared to levels in 

control individuals (114). An association between AD and polymorphisms in a number of pro-

inflammatory genes has been described, including those that code for IL-1, (115), IL-6 (116), TNF-α 

(117,118), and α1-antichymotrypsin, an acute phase protein (119).  

 

It has been shown that TGF-β treatment of human astrocytes markedly elevated APP mRNA 

levels and also increased the half-life of the APP message by at least five-fold (120).  Rogers et al. 

(1999) also demonstrated that IL-1α and IL-1β increase APP synthesis by up to 6-fold in primary 

human astrocytes and by 15-fold in human astrocytoma cells without changing the steady-state levels 

of APP mRNA (121). 
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Animal models of AD, such as Tg2576 over-expressing APP carrying the Swedish mutation, 

also show enhanced levels of TNF-α, IL-1α, IL-1β, chemo-attractant protein-1, COX-2, and 

complement component 1q (122–124). In addition, it has also been reported that mice overexpressing 

the mutant human P301 tau protein have an increased immunoreactivity to IL-1 and COX-2 (125). The 

production of interleukins and other cytokines and chemokines may also lead to microglial activation, 

astrogliosis and further secretion of pro-inflammatory molecules and amyloid, thus perpetuating the 

pathological cascade of AD (126). It has been proposed that pro-inflammatory cytokines could affect 

Aβ formation by raising susceptibility to Aβ deposition or aggregation, or transcriptional upregulation 

of β-secretase and APP, as will be explained in detail in sections to follow. 

 

Inflammation – susceptibility to Aβ deposition or aggregation 

Studies performed with a transgenic amyloidosis animal model overexpressing V717F β-

amyloid precursor protein showed that plaques did not develop unless inflammation was induced. This 

suggests that cerebral amyloid deposition increases under inflammatory conditions (127,128). Under 

non-inflammatory conditions, transgenic mice did not develop reactive amyloid or Amyloid A (AA) 

deposits in the brain. When a systemic acute-phase response was induced in transgenic mice, however, 

there was enhanced amyloid deposition. The deposition was preceded by an increase in cytokine levels 

in the brain, suggesting that systemic inflammation may be a contributing factor in the development of 

cerebral amyloid. Guo et al. have shown that the non-steroidal anti-inflammatory agent, indomethacin, 

reduced inflammation and cytokine expression and protected against the deposition of AA in the brain. 

These studies indicate that inflammation plays an important role in the process of amyloid deposition 

and inhibition of inflammatory cascades may attenuate amyloidogenic processes, such as AD 

(127,128). It has also been suggested that Aβ amyloidogenesis results from an IL-1/IL-6 mediated 
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acute phase reaction in the brain (129). Recent observations have shown elevated levels of other 

inflammatory proteins in AD brains. These include TNF-α, macrophage-colony stimulating factor (M-

CSF), heme oxygenase-1 (HO-1), IL-1, and IL-6 (130–132). 

 

Transcriptional upregulation of β-secretase 

Cytokines are also able to upregulate β-secretase (BACE1) mRNA, protein and enzymatic 

activity (133). In neuronal Aβ formation, the enzymes BACE1 and presenilin-1 (PS1) play key role 

(Figure 1.1) since in their absence, Aβ synthesis is either abolished or considerably reduced (134). This 

is consistent with with data showing increased expression and activity of BACE1 in NT2 cells (from a 

Neuron-committed Teratocarcinoma cell line) exposed to oxidative stress (135), in experimental 

traumatic brain injury (136) and in reactive astrocytes in chronic models of gliosis (137). 

 

Involvement of the complement system in AD  

The complement system involves a collection of proteins including those designated C1 to C9, 

which participate in an amplifying cascade of enzymes, resulting in large numbers of downstream 

complement factors. The complement system participates in antigen-antibody reactions when outside 

the brain. Within the brain, however, complement protein C1b binds to Aβ fibrils, which are then 

phagocytosed by microglia. These fibrils may remain largely undegraded by the microglia, resulting in 

a “frustrated phagocytosis” that could lead to a worsened condition due to heightened microglia 

activation, if the toxic elements of the phagolysosome are released into the cell environment (138). In 

vitro fibrillar amyloid activates both the classical and alternative complement cascades (139), which 

could lead to further degeneration as a result of this possible frustrated phagocytosis. In line with this 

postulation, chronic treatment with a C5a antagonist, PMX205: hydrocinnamate-[Om-Pro-D-

cyclohezylalanine-Trp-Arg], decreases AD pathology in two mouse models. 
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1.2.8 Anti-inflammatory drugs 

Epidemiological studies suggest that non-steroidal anti-inflammatory drugs (NSAIDs) and 

cholesterol lowering agents (statins) are protective against AD but with U-shape dose response. There 

are many theories as to how these drug classes interfere with the disease cascade but the exact 

mechanism is still to be elucidated. Inflammation seems to play a clear role in AD pathology and this 

could explain the actions of both drug classes. Their use, however, stemmed from epidemiological 

studies, with understanding applied post hoc. 

 

NSAIDs 

Interest in the use of NSAIDs for AD prevention was sparked by a study that indicated that 

indomethacin, in doses of 100-150 mg/day, appeared to protect mild-to-moderately impaired AD 

patients from the degree of cognitive decline exhibited by well-matched controls (140). The pathology 

of AD clearly involves an inflammatory component (141) and a large body of epidemiological 

evidence indicates that use of a subset of NSAIDs is associated with a reduced risk of AD (142). The 

putative targets of NSAID actions is thought to be microglia associated with the senile plaques (143). 

Patients receiving long-term NSAID therapy have been shown to exhibit a 65% reduction in plaque-

associated reactive microglia (144). The latest clinical trial results show reduced risk of AD in NSAID 

users, but only in association with patients with an ApoE4 allele, and show no advantage for Aβ42-

lowering NSAIDs (145). 

 

The underlying mechanisms for the reduction of inflammation by NSAIDs in AD, remain 

unclear. Several mechanisms, however, have been proposed to explain the beneficial effects of 
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NSAIDs in AD: protection against Aβ aggregation and APP processing; COX-2 inhibition; and PPARγ 

activation. 

 

Protection against Aβ aggregation and APP processing 

The neurotoxic and proinflammatory actions of the Aβ peptide are dependent on its aggregation 

and β-sheet conformation. Certain NSAIDs may alter the β-sheet conformation of Aβ, with studies 

suggesting they affect the aggregation of Aβ peptides in vitro (146,147). Ibuprofen has been associated 

with the reduction of pro-amyloidogenic α1-antichymotrypsin (ACT), an effect likely mediated by a 

decrease in IL-1β. Chronic use of NSAIDs, such as aspirin for arthritis, has been shown to decrease the 

risk of developing AD, by as yet unknown mechanisms. These drugs inhibit human Aβ aggregation in 

vitro, and reversed the β-sheet conformation of preformed fibrils, at clinically relevant doses. Aspirin 

prevented enhanced Aβ aggregation by aluminium, an environmental risk factor for AD. This anti-

aggregatory affect was restricted to NSAIDs, and not exhibited by other drugs used in AD therapy 

(146). The protective effect of NSAIDs has been associated with decreased secretion of Aβ peptides 

and soluble APP (APPs), though there is still much debate about the molecular mechanism involved 

(136,148–150). One hypothesis claims that a group of NSAIDs may directly affect the generation of 

Aβ42, which is the most aggressive form of the amyloid peptide. It has been suggested that this subset 

of NSAIDs is able to shift the cleavage products of APP to shorter, less fibrillogenic forms (148), 

probably through an allosteric effect of γ-secretase by altering PS1 conformation (151). 

 

COX-2 inhibition 

The canonical targets of NSAIDs are cyclooxygenases (COXs) 1 and 2. The effect of NSAIDs 

on Aβ generation, however, has been proven to be independent of COX activity (152). This 

corroborates the recent failure of a clinical trial with a selective COX-2 inhibitor (153), suggesting that 
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another mechanism is behind the protective effect of NSAIDs in AD. Furthermore, recent data revealed 

that the effects of COX-2 inhibitors could be adverse, since many selective COX-2 NSAIDs are able to 

raise Aβ42 levels (154). 

 

A small trial of indomethacin hinted at an improvement (140) but large placebo-controlled trials 

of specific COX-2 inhibitors in AD have not been successful (153). This implies that inhibition of this 

target does not change the disease course. In a randomised controlled trial, a low dose of the traditional 

non-selective NSAID, naproxen, was also unable to slow cognitive decline in patients with mild to 

moderate AD (153). Some NSAIDs, as discussed above, are able to specifically lower Aβ42 production 

at high doses, but this excludes the two COX-2 inhibitors and naproxen that failed in AD trials (148). 

Chronic administration of high doses of ibuprofen has also been shown to lead to a reduction in 

amyloid load and microglial activation in APP transgenic mice in vivo (131,155). The therapeutic 

effects of NSAIDs might therefore be mediated by direct or indirect effects on Aβ aggregation. A large 

phase III trial on indomethacin, however, has failed. 

 

PPARγ activation 

A potential downstream target of some NSAIDs is the peroxisome proliferator-activated 

receptor-γ (PPAR-γ) (156,157). The most prescribed NSAIDs that may potentially reduce the risk of 

AD (ibuprofen and indomethacin), have been shown to be effective PPAR-γ activators (156). Although 

PPAR-γ ligands have an anti-inflammatory effect in vivo and in vitro, the precise mechanism by which 

PPAR-γ activity is modulated by its ligands has not been fully elucidated. The major regulatory events 

identified in PPAR-γ function are ligand binding, co-activator docking, phosphorylation, and 

proteasome degradation (158) (Figure 1.3).  
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Figure 1.3 | BACE1 repression by PPAR 

 

Incubation of N2a cells with NSAIDs that are PPAR-γ activators, showed a decrease in BACE1 

gene promoter activity, an effect not produced by NSAIDs that are not PPAR-γ agonists, such as 

sulindac sulphide and aspirin (159). Overexpression of PPAR-γ1 and PPAR-γ2 also significantly 

reduced BACE1 promoter activity. The identification of a PPAR response element in the BACE1 

promoter has also supported the possibility that PPAR-γ ligands may downregulate BACE1 

transcription. This suggests that the potential effect of NSAIDs could be through regulation of BACE1 

promoter activity (159) (Figure 1.3). At very high concentrations, NSAIDs can somehow modulate γ-

secretase cleavage, such that Aβ42 levels are reduced while the smaller isoform that is less prone to 

aggregation Aβ38 is increased (160). Only extended clinical trials comparing several compounds, 

including Aβ42-lowering NSAIDs, will conclusively establish whether or not NSAIDs can slow disease 

progression and if so whether this is related to the Aβ42 –specific or via an alternative pathway. 

 

Despite the beneficial effects, penetration of the BBB remains the greatest obstacle for NSAID 

use in AD. One study, examining NSAID use and risk in AD over a five-year period (the longest study 
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of this kind), produced mixed results for different types of NSAIDs, with ibuprofen showing the most 

benefit.  Other NSAIDs, however, showed no benefit, with researchers noting that NSAID use may not 

have accounted for the reduced AD risk (161). 

 

Nicotinic receptor agonists 

Nicotinic receptor agonists, in relation to their anti-inflammatory action, suppress cytokine 

release and modulate microglial activation. In line with this, nicotine itself has been suggested as a 

possible protective agent against the development of AD (162). In animal models and observational 

studies, nicotine inhalation has been implicated as having a potentialpositive effect in AD. However, 

there have only been limited studies examining these effects, with only one randomised double-blind 

trial found for inclusion in a Cochrane review. To date, there is no real evidence to confirm the animal 

models or observational studies. This potential intervention needs more supportive evidence to show 

benefits that would exceed the adverse effects of nicotine. 

 

A nicotinic receptor agonist called ABT-089 (2-methyl-3-(2-(S)-pyrrolidinylmethoxy)pyridine 

dihydrochloride; Abbott Laboratories) targets the α4β2 nicotinic receptor subtype (163) however, 

produced no statistically significant improvement in patients with Alzheimer disease in clinical trials 

(164). An α7 nicotinic receptor agonist, A-582941 (2-methyl-5-(6-phenyl-pyridazin-3-yl)-octahydro-

pyrrolo[3,4-c]pyrrole; Abbott Laboratories), decreased hyperphosphorylation of tau protein in Tg2576-

transgenic mice that overproduced APP (165). Another agonist, ABT-107 (5-(6-[(3R)-1-

azabicyclo[2,2,2]oct-3-yloxy]pyridazin-3-yl)-1H-indole; Abbott Laboratories), improved cognition in 

monkeys, rats, and mice, and when administered with the acetylcholinesterase inhibitor donepezil 

hydrochloride it also improved short-term recognition memory (166). Spinal tau hyperphosphorylation 

was reduced by a continuous infusion of ABT-107 in tau/APP-double-transgenic mice, suggesting that 
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this approach may be useful in treating patients with AD (165). Recent testing in normal human 

controls, in whom this drug appeared to be well tolerated, with good pharmacokinetic findings and only 

mild adverse effects (167). 

 

Another anti-inflammatory agent that does not belong to the NSAID class, but which may be 

useful in the treatment of AD, is propentofylline. Propentofylline is a phosphodiesterase inhibitor that 

also acts as an adenosine reuptake inhibitor. It readily crosses the BBB and appears to play a role in 

reducing inflammation by inhibiting free radical production and reducing microglial cell activation 

(168). A Cochrane review has found that evidence appears to suggest that propentofylline may be 

beneficial in many areas of cognitive function, but that this information is currently limited. The reason 

for this is that a pharmaceutical company producing propentofylline has been unwilling to release 

unpublished studies, suggesting that there could be a publication bias.  

 

1.2.9 Oxidative damage in Alzheimer’s disease 

There is increasing evidence that free radical–induced oxidative damage may play a role in the 

pathogenesis of Alzheimer’s disease. It could be an early event in the disease, even when there is no 

Aβ deposition (169). Free radicals are reactive oxygen compounds that include superoxide, hydrogen 

peroxide, and hydroxyl radicals that may attack and damage lipids, proteins, and DNA. Reactive 

oxygen species (ROS) are very small molecules or ions that are formed as natural byproducts of the 

normal metabolism of oxygen, and have important roles in cell signalling, but can also cause 

deleterious effects associated with cell damage. Oxidative stress results from the imbalance between 

the production of ROS and a biological system’s ability to readily detoxify the reactive intermediates or 

easily repair the resulting damage. Increasing oxidative stress can cause cell apoptosis, cell death; and 

necrosis. The brain is especially sensitive to oxidative damage due to its high content of unsaturated 
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and oxidation-susceptible fatty acids, high use of oxygen, and low levels of antioxidants. Evidence for 

oxidative damage has been obtained from postmortem brain tissue as well as from living patients with 

Alzheimer’s disease.  

 

Peroxidation of polyunsaturated fatty acids, or lipid peroxidation, is especially important, 

because it is a self-propagating reaction that will continue until it is terminated by defences or until the 

substrate is exhausted. Free radical attack on polyunsaturated fatty acids leads to structural damage to 

membranes. It also generates several aldehyde byproducts, including malondialdehyde and C3-C10 

straight chain aldehydes, as well as α,β-unsaturated aldehydes such as 4-hydroxy-2-nonenal (HNE) and 

acrolein. Of these, the α,β-unsaturated aldehydes in particular may be primary effectors of tissue 

damage (170). Acrolein is found to be increased levels in AD brain (171). They show high reactivity 

with nucleophiles, including sulfhydryl groups of cysteine, histidine, and lysine, as well as impairing 

key neuronal processes (172,173). Lipid peroxidation also produces oxidised and endocyclised 

products of arachidonic acid (F2-isoprostanes or F2-IsoPs) or docosohexaenoic acid (F4-

neuroprostanes or F4-NeuroPs) that are quantitative in vivo biomarkers of free radical damage 

(174,175). 

 

Free radicals, particularly the hydroxyl radicals, also attack nucleic acids. This leads to strand 

breaks, cross-linking and base modifications and these may contribute to alterations in protein 

production and propagate neuron dysfunction and death. Mitochondrial DNA (mtDNA) is more 

susceptible to free radical-mediated damage than nuclear DNA (nDNA), as a result of its proximity to 

the site of ROS production. It also lacks protective histones and significant noncoding sequences, and 

has limited repair capacity. As Dizdaroglu et al. argue in their review, DNA attack by ROS can lead to 

the generation of more than 20 oxidised base adducts, with 8-hydroxydeoxyguanine (8-OHdG) the 
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most prominent because of the relatively low oxidation potential of guanine (176). In addition to direct 

oxidation by ROS, DNA can also be modified by α,β-unsaturated aldehyde byproducts of lipid 

peroxidation through an initial addition of the exocyclic amino group, followed by ring closure of N-1 

onto the aldehyde group to generate a bulky exocyclic 1-N2-propanodeoxyguanosine adduct (177). 

These adducts are potentially biologically relevant, because they may promote DNA-DNA and DNA-

protein cross-linking that can limit transcription (178). Similar to the products of lipid peroxidation, 

protein oxidation is not simply a reflection of damaged tissue, but an effector of cellular dysfunction 

(179).   

 

The brain is the organ with the highest basal rate of glucose consumption and most of the 

energy generated by the oxidation of glucose is used for the work necessary to maintain the ionic 

balances associated with synaptic transmission. When the nervous system is subjected to the oxidative 

stress of age-associated disease, there is a redistribution of glucose breakdown to pathways that more 

efficiently produce molecules involved in anti-oxidant metabolism. 

 

Studies with Aβ-resistant CNS cell-lines (180,181) strongly support the suggestion that a 

change in ROS metabolism is a key component of Aβ toxicity. If oxidative stress is key to Aβ toxicity, 

then components of the cellular antioxidant machinery are also likely to be upregulated. One key 

component among these is the pathway that produces reducing equivalents to maintain antioxidant 

defences, such as glutathione and the thioredoxins. Within this pathway, NADPH is the primary 

reducing intermediate and is principally supplied by the pentose shunt. As a result, NADPH levels and 

the activity of the rate-limiting pentose shunt enzyme, glucose-6-phosphate dehydrogenase (G6PD), 

were examined in Aβ resistant clones of the neuroendocrine-like cell line, PC12. This showed that Aβ 

resistant cells have elevated levels of both G6PD and NADPH, and that the flux of glucose through the 



            

 

37 

 

shunt is also increased. Glycolysis is higher in Aβ resistant cells, as is the uptake of glucose. A variety 

of assays have clearly shown that Aβ resistant cells have elevated glycolytic and pentose shunt 

activities. These Aβ resistant clones also have greatly reduced levels of endogenous ROS (92). 

 

Animal studies have shown that exposure of CNS tissue to low levels of stress, such as mild 

ischaemia or even dietary restriction, increases the resistance of neurons to more severe oxidative 

insults (182). This phenomenon has been studied most extensively with ischaemia and is thought to be 

mediated by the upregulation of a variety of defence mechanisms which then enable the nerve cells to 

protect themselves from a subsequent potentially lethal insult. The same phenomenon is seen with 

amyloid toxicity, where pretreatment with low levels of Aβ upregulates the pentose shunt and protects 

cells from high concentrations of Aβ (92). Observations of Aβ resistant cell lines in culture lead to the 

prediction that AD brain tissue will have elevated pentose shunt and glycolytic activities. There is a 

significant increase in CO2 production from glucose, as well as O2 uptake, in biopsied AD brain tissue, 

relative to age-matched controls. This demonstrates enhanced glycolysis and elevated respiration (183–

185). With respect to pentose shunt activity, there is an approximately 50% increase in G6PD activity 

in AD brain (92). Other studies have shown a similar increase in G6PD, and another shunt enzyme, 3-

phosphogluconate dehydrogenase, in AD brains (186), as well as an increased level of G6PD in 

surviving pyramidal neurons (187).  

 

The production of free radicals in the brains of patients with AD comes from sources that are 

unique to the AD affected brain. Evidence has shown that the β-amyloid peptide and advanced 

glycation end products (AGEs) may be sources of free radical production (188,189). The β-amyloid 

peptide is the main component of the senile plaques that are the hallmark pathology of the AD-affected 

brain. Free radicals are produced by the β-amyloid peptide once it is formed outside the neurons, and 
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these free radicals were found to be neurotoxic to hippocampal cells and the synaptosomal membranes 

(188). AGEs are post-translationally modified proteins that are formed when the amino group of the 

protein reacts non-enzymatically with monosaccharides. The protein undergoes further modification 

via oxidation, condensation, and dehydration to produce the AGEs. This reaction, which is catalyzed by 

transition metals such as iron, also produces free radicals. AGEs may increase oxidative stress via 

either direct radical production by chemical oxidation and degradation of AGEs, indirect oxidative 

stress via AGE-receptor binding and activation of signaling pathways, or by interacting with microglia 

in an acute phase reaction that results in a respiratory burst and free radical production (190). AGEs 

have been found in the senile plaques of AD-affected brains (191). AGE modified β-amyloid 

accelerates the aggregation of soluble non-fibrillar β-amyloid in vitro, which suggests that this may 

also occur in vivo (192). 

 

The production of ROS could activate NF-κB, the nuclear transcription factor, which is 

important in the expression of many genes whose proteins are involved in the control of apoptosis (cell 

suicide), in the development of B and T cells, in anti-viral and bacterial responses, in responses to 

multiple stresses, in embryonic development and in inflammatory responses. NF-κB exists in the 

cytosol as a pre-formed trimeric complex. The P50/P65 protein dimer is associated with an inhibitory 

protein known as I-κB. Oxidants trigger a change in the cell that results in phosphorylation of the I-κB 

subunit. After I-κB is phosphorylated, a process of the proteolytic digestion of this subunit is activated. 

When the inhibitor subunit is dislodged from the P60/P65 heterodimer the activator NF-κB can migrate 

to the nucleus and bind to DNA, thereby initiating transcription. Downstream products of NF-κB 

activation include inflammatory cytokines such as, TNF-α and nitric oxide synthase (NOS). 

Antioxidants such as the one present in plant, herbs  and mushrooms could play an important role in 

preventing these diseases by counteracting these oxidants that modulate NF-κB activation. 
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Antioxidants 

As explained in the previous section, oxidative damage plays a major role in AD and the agents 

that could prevent or minimize could be of therapeutic advantage. Several studies carried out on 

antioxidants showed their anti-inflammatory, anti-atherosclerotic, anti-mutagenic, anti-carcinogenic, 

anti-bacterial activities along with other potential health promoting properties (193). Currently there is 

an increase of interest in phytochemicals as potential sources of natural antioxidants with low 

cytotoxicity, which are candidates for the prevention of oxidative damage.  

 

There is increasing evidence to suggest that omega-3 polyunsaturated fatty acids (PUFA) may 

help to prevent dementia as a result of their many positive effects (194). Omega-3 PUFA is thought to 

prevent atherogenesis and to have anti-inflammatory, anti-oxidant and anti-amyloid actions, as well as 

being neuroprotective. All of these may be involved in the prevention of dementia. At the moment 

however, available data is only observational or epidemiological, without any clinical trials to date. 

Animal models have shown positive effects, but have yet to be replicated in humans. As such, until trial 

data is available, omega-3 PUFA cannot be recommended specifically for dementia prevention. An 

RDI is defined for both CVD and cardio-matabolic disease. Protection is expected from proven 

protection of cardio risk factors of AD. Ongoing trials are investigating the effects of PUFAs on 

cognition in a wide range of conditions including in-utero and normal toddler development, pediatric 

bipolar disorder, autism, post-operative cognitive dysfunction, cardiovascular disease, septic 

encephalopathy, post traumatic stress disorder, intracTable partial seizures, and aging in the frail 

elderly. None are focused on assessing a selective response that may be dependent on ApoE status or 

involve AD directly, although the study of frail aging led by Bruno Vellas at the University Hospital in 

Toulouse, France could provide further insights into the cognitive decline associated with aging, mild 

cognitive impairment (MCI), or even early AD depending on how many subjects reach such study 
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endpoints by the end of the 36 month trial period. Additional trials are currently in the planning stages 

and so further insights into the potential benefits of omega-3 PUFA supplementation in AD may be 

years away, but nonetheless they are being relentlessly pursued by investigators across the globe that 

are not dismayed by clinical trial data presented to date (195). 

 

The drug procaine has been used as an “over the counter” preparation in many countries (196). 

It has been promoted as an “anti-ageing” treatment but has also been said to prevent and even reverse 

the effects of dementia. A Cochrane review, however, has recently argued that there is more evidence 

to suggest that use of procaine is detrimental than beneficial; serious side effects such as bradycardia, 

dizziness, anxiety, nausea, conculsions occurred in a small number of participants. Studies of healthy 

patients suggest that it may have a positive effect on memory, however, in contrast, the results of a 

study on demented patients showed a negative effect of the drug. This suggests that, despite the 

numerous claims that abound, procaine should not be used in the treatment of AD.  

 

1.3 Status of therapeutic strategies 
 

There is an abundance of reported information describing AD biology and treatment. At the 

present time however, the gaps in understanding are still extensive. As the literature currently stands, 

however, the most promising therapies for AD are probably those that prevent formation of NFTs and 

senile plaques and thus reduce the apoptotic death of neurons. The most promising advances are the 

development of drugs that block the formation of the Αβ peptide (197), and a novel strategy to induce 

an immunologic response capable of clearing the amyloid plaques already formed (198). There are 

increasing levels of evidence becoming available to support this proposition with research continuing. 

But the succession of failures is frequent in clinical trial stages. One among the reasons would be that 
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the transgenic mouse models frequently used to select lead drug candidates are actually a poor 

substitute for the aged human brain.  Another consideration may be that different states of microglial 

activation may have different impacts on the disease.  

 

Drugs used to treat advanced AD may be efficacious at the pre-symptomatic stage but there is 

an ethical issue here. One of the potential pitfalls and areas of concern in the development and testing 

of AD treatments is the fact that side effects of the administered drugs may be more common in older 

patients (199). Older patients may also have multiple co-morbidities requiring multiple medications, 

leading to a greater potential for potential drug interactions (199). As a result of this, safety testing of 

new treatments is of great importance in the development and testing of AD treatments.  

 

Despite the disappointing trial results with anti-inflammatory treatment in AD patients with 

clinically manifest dementia, the continuing accumulation of evidence of both epidemiological studies 

as well as laboratory experiments that suggest an early and pivotal role of inflammatory processes in 

the pathogenesis of AD offer a new and tempting perspective on the potential role of NSAIDs in the 

primary prevention of this disease. Randomised controlled trials will reveal whether this class of drugs, 

or alternative agents with different inflammatory targets and side effect profiles, can indeed delay or 

prevent AD (200). Until the results of these strategies in animals can be safely duplicated in humans, 

the anti-inflammatory treatment approach seems to stay.  

 

The strategy of combining presymptomatic diagnosis with preventative medicine seems to be 

the most pragmatic approach in both medical and socio-economical terms. Also specific drugs are 

unavailable to treat inflammation associated with AD despite the fact that inflammation seems to play a 

clear role in AD pathology hence there is a need to discover them. 
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Hypothesis and aims 
 

Inflammation, involving the innate and adaptive immune systems, is a normal response to 

infection. However, chronic inflammation may result in auto-immune or auto-inflammatory disorders, 

neurodegenerative diseases such as AD. AD therapy currently stands in addressing the symptoms of the 

disease and results in minor improvements in cognitive functions. The elucidation of the inflammatory 

processes responsible for AD has demonstrated similarities to other inflammation-associated diseases. 

It is therefore not surprising that therapies used for the treatment of other medical conditions, namely 

NSAIDs, statins and antioxidants, may be of benefit in AD. A variety of safe and effective anti-

inflammatory agents are available, including aspirin and other non-steroidal anti-inflammatories such 

as statins. New therapeutics such as the new types of anti-inflammatory agents include “biologicals” 

such as anti-cytokine therapies and small molecules that block kinases, PPAR agonists and small RNAs 

under development.  

 

Opportunities exist via diet and lifestyle for contributing to chronic inflammation or 

alternatively exert anti-inflammatory activity. A range of dietary plants and mushrooms and also non-

dietary herbals have been reported to exhibit anti-inflammatory bioactivity, mainly through anti-

oxidant mechanism. It is plausible to use a cellular model of inflammation involving the inducible NOS 

pathway to evaluate the potential anti-inflammatory properties of a selection of dietary plants and 

mushrooms and to select most potent plant extract for identifying the potent anti-inflammatory 

compounds present in them. 
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Hypothesis 

1. Extracts from common dietary plants, herbs and mushrooms, contain anti-inflammatory 

compounds with a potential for treating inflammatory process in AD. 

2. Most potent extract (lead) with anti-inflammatory properties can be identified by using cell-

based anti-inflammatory assays. 

3. Individual compounds with anti-inflammatory potential can be identified by bio-activity guided 

purification of the lead candidate or by comparison with identified constituents. 

 

Aims 

1. To select the most potent anti-inflammatory plant extract from plant, mushroom and herbal 

libraries by screening capacity to down-regulate the LPS, IFN-γ induced production of NO and 

TNF-α. 

2. To fractionate the most potent plant extract, by preparative HPLC, followed by testing of the 

individual fractions for anti-inflammatory properties - and then use MS for chemical 

identification. 

3. To identify potent compounds in the extract by solvent extraction and GC/MS, followed 

by purchasing these individual compounds, and testing them for  anti-inflammatory properties. 
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CHAPTER 2 

STUDIES ON ANTI-INFLAMMATORY PROPERTIES OF SELECTED PLANT EXTRACTS 

USED IN CHINESE TRADITIONAL MEDICINE 
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2.1 Introduction 
 

There is growing evidence that reactive oxygen species (ROS) such as superoxide anion (O2
.-1, 

hydroxyl radicals, singlet oxygen (1O2) and hydrogen peroxide (H2O2) play an important role in many 

age-related diseases including cancer, cardiovascular diseases, diabetes, inflammation, degenerative 

diseases, anaemia, and ischemia(201). The production of ROS could activate NF-κB, the nuclear 

transcription factor, which is important in the expression of many genes whose proteins are involved in 

the control of apoptosis, in the development of B and T cells, in anti-viral and bacterial responses, in 

responses to multiple stresses, in embryonic development and in inflammatory responses. NF-κB is a 

ubiquitious transcription factor exists in the cytosol composed of two DNA binding sub-units, p50 and 

p65 (202). The P50-P65 protein dimer is associated with an inhibitory protein known as I-κB. Oxidants 

trigger a change in the cell that results in phosphorylation of the I-κB subunit (203). After I-κB is 

phosphorylated, a process of the proteolytic digestion of this subunit is activated. When the inhibitor 

subunit is dislodged from the P50-P65 heterodimer the activator NF-κB can migrate to the nucleus and 

bind to DNA, thereby initiating transcription. Downstream products of NF-κB activation include NO 

and inflammatory cytokines such as, TNF-α. Antioxidants are playing an important role in preventing 

these diseases by counteracting these oxidants that modulate NF-κB activation. Currently there is an 

increase of interest in phytochemicals as potential sources of natural antioxidants with low cytotoxicity, 

which are candidates for the prevention of oxidative damage.  

 

Recent studies showed that a number of medicinal and dietary plants extracts containing 

polyphenols, flavonoids, and other compounds exhibited significant antioxidant activities (204). Anti-

inflammatory activities was shown by alkaloids from Forsythia suspensa in rats (205), anti-

inflammatory and antioxidant activities of the aerial part of Helichrysum italicum extracts have been 
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established in various in vivo and in vitro experimental models (206). A significant anti-inflammatory 

effect of aqueous extract of Scrophularia frutescens L, a anti-inflammatory drug in the folk medicine, 

was reported in carrageenan-induced oedema test on the rat paw (207). 

   

Several studies carried out on antioxidants showed their anti-inflammatory, anti-atherosclerotic, 

anti-mutagenic, anti-carcinogenic, anti-bacterial activities along with other potential health promoting 

properties(193). For instance, 3-O-Methylquercetin (3-MQ), a flavanoid isolated from Rhamnus 

nakaharai Hayata, concentration-dependently inhibited LPS-induced NO production (IC50 = 4.23 µM) 

and significantly and concentration-dependently inhibited LPS-induced iNOS protein and mRNA 

expressions in RAW 264.7 cells (208). 

 

 

Figure 2.1 Molecular basis of inhibition of LPS and IFN-γ induced NO and TNF-α production. 

Activation of RAGE via AGES or beta-amyloid activates the transcription of various NFkB-regulated 

genes including iNOS and TNF-α. 
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The activation of macrophages leads to secretion of pro-inflammatory cytokines, apoptotic and 

inflammatory molecules such as TNF-α, nitric oxide (NO) which are believed to play an important role 

in modulating inflammation (209) (Figure 2.1). However, different pathological disorders, such as 

immune diseases, inflammation, cancer and other age related diseases, are closely associated with the 

production of excess amounts of NO and cytokines like TNF-α (210). Based on this fact, this study 

aims to evaluate anti-inflammatory activities of 58 species of Chinese medicinal herbs extracts selected 

based on phenolic & flavonoid contents, and to correlate these effects to their antioxidant potential.  

 

2.2 Materials and methods 

Materials 

Chemicals, reagents and equipment              

DMSO, sodium nitrate, hydrogen peroxide, 95% ethanol, Bovine serum albumin, 

Lipopolysaccharide (LPS) (E.coli serotype 0127:B8), N-(1-1-napthyl) ethylenediamine 

dihydrochloride, Ethylenediaminetetra acetic acid (EDTA), Penicillin G Sodium Benzyl, Resazurin 

Sodium 10%, Streptomycin, Sulfanilamide, Tetra methyl benzidine (TMB), Trypan blue 0.4%  were 

purchased from Sigma-aldrich, Australia, Hydrochloric acid, Sodium hydrogen carbonate, Sodium 

chloride, Sodium di-hydrogen orthophosphate, Sodium hydroxide and Di-Sodium hydrogen 

orthophosphate from Univar. Antibiotics, Dulbecco’s modified Eagle’s medium (DMEM), Foetal 

bovine serum (FBS) and Glutamine were purchased from GIBCO. Interferon-γ (murine) and TNF-α – 

ELISA kits were purchased from Peprotech. 96-well flat bottom tissue culture plates and ELISA plates 

were purchased from BD (Greiner bio-one, Cellstar, BD), Cell scrapers from purchased from Sarstedt, 

Germany. 
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Plant material 

Chinese herbs were selected by our collaborators Sundar Koyyalamudi initially for testing anti-

oxidant content nad were obtained as the dried plant materials from Beijing Tong Ren Tang Chinese 

Herbal Medicine shop, Sydney, Australia. The scientific names and their medicinal use are listed in 

Table 2.1.  

 

Table 2.1 List of the plants used in this study and their traditional medicinal usages 

S.No Medicinal Plant name Chinese Name Medicinal Use 

1 Viscum coloratum (Komar.) Nakai Hui ji sheng Antiarrhythmic activity (211) 

2 Prunella vulgaris L. Xia ku cao 
Antioxidant and anti 

inflammatory properties (212) 

3 Semen coicis L. Yi yi ren Anti-diabetic (213) 

4 Pogostemon cablin Benth. 
Guang huo 

xiang 

Anti-insecticidal, anti-fungal and 

bacteriostatic (214) 

5 
Pseudostellaria heterophylla (Miq.) 

Pax ex Pax et Hoffm. 
Tai zi shen Anti-oxidant activity (215) 

6 Paeouis suffuticosa Sndr. Mu dan pi Anti-oxidant activity (216) 

7 Corydalis yanhusuo W. Yan hu suo 
Improve blood circulation, 

treating headache (217) 

8 Hedyotis diffusa Willd. 
Bai hua she she 

cao 
Antioxidant activity (218) 

9 Leonurus japonicus Houtt. Yi mu cao Antipyretic (219) 

10 
Andrographis paniculata (Burm.f.) 

Wall. ex Nees 
Shuan xin lian 

Liver disorders, bowel 

complaints ofchildren, colic pain 

(220) 

11 Salvia miltiorrhiza Bunge. Dan shen Anti-oxidant activity (221) 

12 Paeonia lactiflora Pall. Bbai shao Antihyperlipidemic (216) 

13 Polygala tenuifolia Willd. Yuan zhi 
Expectorant, tonic and sedative 

agent (222) 

14 
Rehmannia glutinosa (Gaertn.) 

Steud. 
Sheng di huang Anti-oxidant activity (223) 

15 Cyperus rotundus L. Xiang fu Anti-oxidant activity (214) 

16 Rhizoma Alpinae officinarum Gao liang jiang Gastric ailments (224) 

17 Lysinachia christinae Hance. Jin qian cao 
Gallstones, urethra stones and 

rash (225) 
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18 Ducheshea indica (Andr.) Focke. She mei Anti-cancer (213) 

19 
Asparagus cochinchinensis (Lour.) 

Merr. 
Tian men dong Anti-oxidant activity (226) 

20 Schizandra chinensis (Turcz.) Baill. Wu wei zi Anti-stress effect (227) 

21 Acanthopanax senticosus Herms  Adaptogenic activity (228) 

22 Paris polyphylla Smith Qi ye yi zhi hua Anti-cancer (213) 

23 Smilax glabra Roxb． Tu fu ling 
Anti proliferative properties 

(229) 

24 
Pleione bulbocadioides 

(Franch.)Rolfe. 
Shen ci gu Anti-cancer (230) 

25 Tussilago farfara L. Kuan dong 
Antitussive herbal medicine 

(231) 

26 Aster tataricus L. Zi wan Anti tumor activity (232) 

27 Uncaria rhyncophylla Miq Gou Teng 
Antioxidant activity and anti-

inflammatory activity (233) 

28 
Rabdosia rubescens（Hamst.）
Wuet. 

Dong ling cao 
Stomachache, pharyngitis, sore 

throat and cough (234) 

29 
Platycodon grandiflorus (Jacq.) A. 

DC. 
Jie geng Immunomodulation (235) 

30 
Curcuma zedoaria (Christm.) 

Roscoe 
E zhu 

Anti-oxidant acitivity, Anti-

mutagenic activity and Anti-

microbial activity (236) 

31 Artemisia vulgaris L. Ai ye 

Hemodynamic actions, Anti-

corrosive effects, Anti-oxidant 

and anti-fungal activity (237) 

32 Plantago asiatica L. Che qian cao Chronic Liver Disease (238) 

33 Sarcandra glabre (Thunb.) Nakai Zhong jie feng 
Antitumor and anti-bacterial 

(215) 

34 Solanum nigrum L. Long Kui 
Hepatic cancer and several other 

cancers (239) 

35 Poria cocos (Schw.) Wolf Fu lin 

Anti-rejection activity, Anti-

inflammatory activity and Anti-

oxidant activity (240) 

36 Codonopsis pilosula Franch. Dang shen 
Immunomodulatory activity and 

Anti-oxidant properties (241) 

37 Curcuma  aromatica Salisb Yu jin 
Anti-inflammatory and 

gastrointestinal (242) 

38 Scutellaria baicalensis Georgi. Huang qi 
Anti-inflammatory and anti-

tumor (243) 

39 
Actinidia arguta (Sieb.et 

Zucc.)Flarich.ex Miq. 
Teng li gen 

Anti-cancer and anti-allergic 

(244) 

40 Taxillus chinensis (DC.) Danser Sang ji sheng Obesity (245) 

41 Eucommia ulmoides Oliv. Du zhong 
Neuroprotective, Anti-cancer 

and antifungal (246) 

42 Atractylodes macrocephala Koidz. Bai zhu Anti-inflammatory activity (247) 
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43 Rheum officinale L. Da huang 

Digestive system diseases,  

treatment of various 

haemorrhages and trauma (248) 

44 Sophora japonica (L.) Schott. Gui hua Anti-inflammatory activity (244) 

45 Polygonum cuspidatum Houtt. Gu zhang 
Anti-oxidant activty and Anti-

inflammatory activity (212) 

46 Ligustrum lucidum Ait. Nv zhen zi Anti-oxidant activity (249) 

47 Polygonum aviculare L. Bian cun 

Anti-oxidant activity, treatment 

of various inflammatory 

diseases, hepatitis, tumors and 

diarrhea (250) 

48 Solanum lyratum Thunb. Bai ying 

Regulating body immune 

function 

and ability, anti-allergic (251) 

49 Akebia quinata (Houtt.)Decne. Ba yue zha 
Anti-inflammatory, anti-cancer 

and anti-phlogistic (252) 

50 Sanguisorba officinalis L. Di yu Anti-allergic (253) 

51 Spatholobus suberectus Dunn. Ji xie teng 
Anti-tumour and rheumatic 

arthralgia (254) 

52 
Saposhnikovia divaricata 

(Turcz.)Schischk 
Fang feng Anti-inflammatory (255) 

53 Mahonia fortunei (Lindl.)Fedde Shi da gong lao 
Anti-bacterial and anti-fungal 

(256) 

54 
Cynanchum paniculatum (Bge.) 

Kitag 
Xu chang qing Anti-tumor (257) 

55 Lobelia chinensis Lour. Ban bian lian 
Antipyretic, anti-inflammatory, 

and antitoxic effects (258) 

56 Scutellaria barbata Don. Ban zhi lian 
Anti-tumour and anti-bacterial 

(259) 

57 Sophora flavescens Ait. Ku shen 
Antibacterial (260) 

 

58 Pinellia ternate (Thunb.) Breit. Ban xia 
Antimicrobial and anti-

inflammatory (248) 

 

Stock solutions 

A stock solution of 10mg/ml E. coli LPS (serotype O127:B8) in sterile PBS was used for cell 

assays with LPS. Concentrations of LPS in Dulbecco’s modified Eagle’s medium (DMEM) ranging 

from 0.1ug/ml to100μg/ml were used for the construction of a dose-dependent activation curve. A 

stock solution of 1000U/ml Murine IFN-γ (Lot# 10098) in DMEM was used to stimulate cells. A dose-

dependent activation curve was constructed using concentrations of IFN-γ ranging from 0.1U/ml to 
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500U/ml. 
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Methods 

Assays not mentioned  

Assays not mentioned in this methods section (such as determination of the flavonoid and antioxidant 

content) are described the following publication: Ravipatiet al (2012) BMC Complementary and 

Alternative Medicine 12:173ff. 

 

Preparation of the plant extract   

Plant extracts were prepared and supplied by Anjaneya S. Ravipati, School of Natural Science, 

UWS. The plant materials were ground to a fine powder in a grinder and 3 g of each powdered plant 

material was taken and incubated in hot water at 1210C for 1 h. Then transferred to centrifuge tubes and 

allowed to cool at room temperature. Then samples were centrifuged at 10,447 x g for 20 min), the 

supernatant was transferred into a 50mL volumetric flask adjusted the volume to 50 mL. The samples 

were stored at -20 0C until analysis.   

 

Cell Maintenance 

RAW 264.7 macrophages were individually grown in 175cm2 flasks on DMEM containing 5% 

FBS respectively, supplemented with supplemented with penicillin (200 U/ml), streptomycin (200 

μg/ml) and fungizone (2.6 μg/ml) and Glutamine (2 mM). The cell line was maintained in 5% CO2 at 

37°C, with media being replaced every 3-4 days. 

 

Concentration of cells 

Once cells had grown to confluence in the culture flask, they were removed using a rubber 

policeman, as opposed to using trypsin which can remove membrane-bound receptors such as RAGE. 
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The obtained cell suspension was concentrated by centrifugation for 3 minutes at 900rpm and 

resuspended in a small volume of fresh serum-free DMEM. 

 

Cell count 

Equal volumes of the resuspended cell solution and Trypan blue (0.1%) were mixed to give a 

total volume of 20μl. Half of this solution was placed onto a Neubuaer counting slide, which shows a 

large square divided into four smaller squares. Viewed under the microscope, the slide was used to 

calculate the number of cells per microliter of cell solution by counting cells in one of the small squares 

(equivalent to 0.1μl) and using the following equation - cell count x 2 (dilution factor for Trypan blue) 

x 10 (total dilution factor) = number of cells per microliter. 

 

Activation of cells  

For assays with extracts, 50μl volume of the dilutions (in media) were added an hour prior to 

addition of activator. Due to the often inconsistent nature of LPS at activating cells, a combination of 

25μg/ml LPS and 10U/ml IFN-γ, both in DMEM, was used for activation. Usually a maximum dose of 

the extracts used was 2.5 mg/ml and a minimum of 6 doses made by serial dilution. Cells with 

media alone were used as negative control, while Cells with activator was used as a positive 

control. Then the cells were incubated for 24 hrs at 37oC and 5% CO2. 

 

Determination of nitric oxide by Griess assay 

Nitric oxide is determined by the Griess reagent quantification of nitrite, one of its stable 

reaction products. The Griess reagent is freshly made up of equal volumes of 1% sulfanilamide and 

0.1% napthyethylene-diamine in 5% HCl, and in the presence of nitrite forms a violet colour. From 
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each well 80 µl of supernatant was transferred to a fresh 96-well plate and mixed with 80 µl of Griess 

reagent and after 30 minutes the colour produced was measured at 540 nm in a microplate reader (Bio-

rad, Australia) and expressed as a percentage of that in control cells, after background fluorescence was 

subtracted. Remaining 20 µl of supernatent removed from each well was used for TNF-α assay using 

sandwich ELISA. Then the cell viabilty was assessed using Alamar Blue assay.  

 

Determination of cell viability by Alamar Blue assay 

Alamar Blue assay is a colorimetric assay involving the cellular reduction of resazurin to 

resorufin. Added 100ul of Alamar Blue solution (10 % Alamar Blue (Resazurin) in DMEM media) to 

each well and incubated at 370C for 1-2 hrs. After incubation, Fluorescence was measured with 

excitation at 530 nm and emission at 590 nm in a POLARstar Omega microplate reader (BMG 

Labtech, Mornington, Australia) and expressed as a percentage of that in control cells, after 

background fluorescence was subtracted. 

 

TNF-α determination by ELISA 

Capture antibody was diluted to 0.5μg/ml in PBS (1.9mM NaH2PO4, 8.1mM Na2HPO4, 154mM 

NaCl) (pH 7.4) and 100μl of diluted capture antibody was added to each well on a 96 well plate, sealed 

with parafilm and incubated overnight at room temperature. Then the plate was washed four times with 

wash buffer (0.05% Tween-20 in PBS). 250μl of block buffer (1% BSA in PBS) was added to each 

well, covered and incubated for 1 hour at room temperature. Then the plate was washed for 4 times, as 

before. Serial dilutions of TNF-α standard from 0 to 10000pg/ml in diluent (0.05% Tween-20, 0.1% 

BSA in PBS) were made. 50μl of cell supernatant or TNF-α standard in duplicate was added to each 

plate, covered and incubated for 2.5 hours. Then the plate was washed 4 times using wash 

buffer.Detection antibody was diluted to 0.125μg/ml in diluent and added 100μl of diluted detection 
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antibody to each well, covered and incubated for 2.5 hours. Then the plate was washed using wash 

buffer. Avidin Peroxidase conjugate was diluted in a ratio of 1:4000 in diluent and 100μl of diluted 

Avidin Peroxidase conjugate solution was added to each well, covered and incubated for 30 minutes. 

Then the plate was washed using wash buffer. 100μl of TMB Liquid Substrate Solution (0.5 mg TMB 

dissolved in 1 ml DMSO and made upto 10 ml using Phosphate-citrate buffer that has 30% H2O2 in 

concentration of 1 µl per 10 ml total volume) was added to each well. The colour development was 

monitored at 655nm, taking readings every 5 min. After 25 min the reaction was stopped using 0.5M 

Sulphuric acid and measured the absorbance at 455nm. 

 

Data calculation and statistics 

Two independent experiments were conducted with each experiment having samples in 

duplicates and dose-dependent curves were obtained for each read-out. Data calculations were done 

using MS-Excel 2007 & MS-Excel 2010 softwares and IC50 values were obtained by using the 

sigmoidal dose-response function in Graphpad Prism (v5.04). IC50 values from each experiment were 

averaged and standard deviation (SD) between these averages was calculated by using MS-Excel 2010. 

The results were expressed in mean ± standard deviation. Throughout our study, significant differences 

were assessed by one-way analysis of variance (ANOVA) with Dunnett’s post hoc tests, unless 

otherwise mentioned. Correlation co-efficient was calculated by two tailed standard (Pearson) test 

using the GraphPad Prism (v5.04) and plotted using MS-Excel 2010. 
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2.3.Results 
 

Screening for anti-inflammatory properties using RAW 264.7 macrophages 

The plant extracts showed exhibited significant anti-inflammatory properties by inhibiting the 

production of NO and TNF-α in LPS-induced RAW 264.7 macrophages without affecting cell viability. 

The inhibitory activity of the extracts were expressed in IC50 values and presented in Table 2.2. 

 

Table 2.2 Inhibitory activity of selected medicinal herbs against NO and TNF-α production and cell 

viability in the RAW 264.7 cell line  

 

Sample 

no 

IC50 for NO 

production inhibition 

(mg/ml) ± SD 

Percentage Cell 

viability at IC50 

(NO) ± SD 

IC50 for TNF-α 

production inhibition 

(mg/ml) ± SD 

Percentage Cell 

viability at IC50 

(TNF-α) ± SD 

1 0.43 ± 0.16 89.2 ± 8.2 2.46 ± 0.00 104.5 ± 6.4 

2 0.12 ± 0.11 93.9 ± 6.6 2.38 ± 0.40 94.2 ± 4.0 

3 0.63 ± 0.03 95.4 ± 5.7 1.17 ± 0.22 94.6 ± 5.7 

4 0.07 ± 0.00 90.65 ± 9.3 0.42 ± 0.22 67.8 ± 0.6 

5 1.06 ± 0.41 109 ± 12.7 >2.5  NA  

6 0.09 ± 0.00 90.3 ± 5.7 0.64 ± 0.09 63.1 ± 3.1 

7 0.10 ± 0.01 70.7 ± 9.8 0.92 ± 0.05 62.7 ± 1.6 

8 0.05 ± 0.00 85.6 ± 0.0 0.70 ± 0.08 57.3 ± 3.1 

9 0.04 ± 0.00 78.35 ± 6.2 0.18 ± 0.11 62 ± 2.5 

10 0.05 ± 0.01 85.2 ± 6.6 0.10 ± 0.00 77.6 ± 7.2 

11 0.20 ± 0.05 95.35 ± 4.6 0.90 ± 0.06 62 ± 7.6 

12 0.30 ± 0.02 92.8 ± 1.0 1.07 ± 0.11 72.15 ± 0.5 

13 0.10 ± 0.08 89.55 ± 13.8 0.67 ± 0.05 52.55 ± 12.8 

14 1.05 ± 0.92 91.7 ± 11.7 >2.5  NA  

15 0.35 ± 0.37 86.6 ± 19.0 2.39 ± 0.64 107.5 ± 10.6 

16 0.12 ± 0.01 92.8 ± 5.1 0.50 ± 0.00 85.55 ± 13.4 

17 0.06 ± 0.00 88.5 ± 0.0 0.85 ± 0.14 68.9 ± 3.1 

18 0.04 ± 0.02 100.15 ± 1.2 0.38 ± 0.00 73.95 ± 2.1 

19 1.49 ± 1.04 98.35 ± 3.7 >2.5  NA  

20 0.27 ± 0.32 88.05 ± 16.9 2.31 ± 0.09 107.65 ± 11.8 

21 0.12 ± 0.08 93.85 ± 8.7 1.23 ± 0.00 106.8 ± 11.6 

22 0.13 ± 0.06 91.35 ± 6.2 0.30 ± 0.40 67.1 ± 1.6 

23 0.36 ± 0.38 92.7 ± 13.2 2.35 ± 0.22 104.5 ± 6.4 

24 0.58 ± 0.39 101.5 ± 0.7 1.59 ± 0.22 98.6 ± 2.0 

25 0.33 ± 0.24 101 ± 1.4 >2.5  NA  
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26 0.14 ± 0.08 98.95 ± 1.5 2.3 ± 0.09 99.7 ± 0.5 

27 0.05 ± 0.02 98.8 ± 1.7 0.45 ± 0.05 92.9 ± 11.5 

28 0.05 ± 0.01 90.65 ± 2.1 0.36 ± 0.08 65.6 ± 2.5 

29 0.43 ± 0.08 83.05 ± 3.6 1.79 ± 0.11 59.45 ± 2.1 

30 0.25 ± 0.02 81.1 ± 8.0 1.79 ± 0.23 72.2 ± 1.5 

31 0.05 ± 0.00 93.2 ± 6.6 0.21 ± 0.03 70.7 ± 0.6 

32 0.05 ± 0.00 81.9 ± 0.0 0.10 ± 0.05 70.0 ± 8.7 

33 0.11 ± 0.02 91.0 ± 8.8 0.40 ± 0.15 64.2 ± 1.6 

34 2.50 ± 0.00 0.0 ± 0.0 1.24 ± 0.20 67.5 ± 2.1 

35 0.34 ± 0.01 85.9 ± 9.8 >2.5    NA   

36 0.62 ± 0.09 90.3 ± 10.7 >2.5    NA   

37 0.46 ± 0.12 94.7 ± 0.5 >2.5    NA   

38 0.04 ± 0.00 91.8 ± 4.6 0.18 ± 0.05 73.6 ± 0.6 

39 0.07 ± 0.01 90.3 ± 1.6 0.73 ± 0.25 83.1 ± 4.6 

40 0.05 ± 0.00 87.0 ± 0.0 0.14 ± 0.05 63.5 ± 7.7 

41 0.07 ± 0.00 95.7 ± 0.0 0.80 ± 0.20 86.7 ± 0.5 

42 1.09 ± 0.20 104.0 ± 5.7 >2.5    NA   

43 0.15 ± 0.08 99.5 ± 2.2 0.58 ± 0.24 65.7 ± 3.6 

44 0.06 ± 0.02 91.0 ± 2.5 0.18 ± 0.08 78.7 ± 0.5 

45 0.12 ± 0.04 95.4 ± 2.6 0.55 ± 0.12 56.9 ± 5.7 

46 0.14 ± 0.13 88.8 ± 15.8 0.30 ± 0.11 85.6 ± 20.4 

47 0.23 ± 0.26 87.0 ± 9.2 >2.5    NA   

48 0.49 ± 0.02 107.5 ± 10.6 1.68 ± 0.89 75.4 ± 7.2 

49 0.43 ± 0.05 105.5 ± 7.8 1.63 ± 0.40 84.5 ± 19.0 

50 0.03 ± 0.01 84.2 ± 5.2 0.07 ± 0.01 72.6 ± 2.1 

51 0.06 ± 0.02 96.8 ± 1.6 0.20 ± 0.04 82.3 ± 15.8 

52 0.42 ± 0.36 104.7 ± 7.6 >2.5    NA   

53 0.09 ± 0.00 95.0 ± 0.0 0.17 ± 0.00 93.6 ± 1.1 

54 0.24 ± 0.29 96.5 ± 1.1 >2.5    NA   

55 0.36 ± 0.32 91.5 ± 13.5 2.44 ± 0.23 103.5 ± 4.9 

56 0.05 ± 0.03 98.2 ± 2.5 0.60 ± 0.00 80.5 ± 20.5 

57 0.13 ± 0.08 89.6 ± 6.7 0.08 ± 0.03 94.6 ± 6.7 

58 1.05 ± 0.05 108.5 ± 9.2 >2.5    NA   
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Effect of plant extracts on LPS /IFN-γ induced NO production in RAW 264.7 cells 
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Figure 2.2: Concentration-dependent effect of potent plant extracts (with IC50 values less than or equal 

to 0.1 and CV >80%) in RAW264.7 macrophages, compared with activated cells as positive controls. 

Results are the mean of 2 independent experiments and error bars represent the SD. 

  

All extracts, except S. nigrum, significantly suppressed NO production induced by LPS and 

IFN-γ in a dose-dependent manner and IC50 values were in the range of 0.04 to 1.49 mg/ml. The most 

potent inhibitory effect against NO production was shown by S. officinalis L., L. japonicus Houtt., D. 

indica (Andr.) Focke., S. baicalensis Georgi., H. diffusa, Willd., A. paniculata (Burm.f.) Wall. ex 

Nees,U. rhyncophylla Miq, R. rubescens(Hamst.)Wuet., A. vulgaris L.,P. asiatica L.,T. chinensis (DC.) 

Danser, S. barbata Don., L. christinae Hance., S. japonica (L.) Schott., S. suberectus Dunn., P. cablin 

Benth., A. arguta, E. ulmoides Oliv., P. suffuticosa Sndr., M. fortunei (Lindl.)Fedde, C. yanhusuo W., 

and P. tenuifolia Willd. with IC50 values less than or equal to 0.1 (Figure 2.2) and the cell viability of 
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these extracts was usually more than 80% at their IC50 concentration, which indicates their non-toxic 

nature on macrophage cells.  

R. glutinosa (Gaertn.) Steud., P. ternate (Thunb.) Breit., P. heterophylla (Miq.) Pax ex Pax et 

Hoffm., A. macrocephala Koidz., A. cochinchinensis (Lour.) Merr. down regulated the NO production 

with IC50 values more than 1 mg/mL but to a maximum of 1.49 mg/ml. All the remaining extracts had 

IC50 values in between 0.1 and 1 mg/ml. 

 

Effect of plant extracts on LPS /IFN-γ induced TNF-α production in RAW 264.7 cells 
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Figure 2.3: Concentration-dependent effect of potent plant extracts (with IC50 values less than or equal 

to 0.1 and CV >80%) in RAW264.7 macrophages, compared with activated cells as positive controls. 

Results are the mean of 2 independent experiments and error bars represent the SD. 

  

We also studied the effects of plant extracts on LPS and IFN-γ induced TNF-α production in 

RAW 264.7 cells. The inhibitory effect, expressed in the form of IC50 values, was in the range of 0.1 to 

2.46 mg/ml. Considering cell viability of atleast 80% the effective inhibitory effect was shown by the 

following extacts: S. chinensis (Turcz.) Baill., C. rotundus L., A. senticosus Herms, S. glabra Roxb., V. 
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coloratum (Komar.) Nakai, L. chinensis Lour., A. tataricus L., P. bulbocadioides (Franch.) Rolfe., S. 

flavescens  Ait., S. coicis L., P. vulgaris L., M. fortunei (Lindl.)Fedde, U. rhyncophylla Miq, E. 

ulmoides Oliv, L. lucidum Ait., A. officinarum, A. quinata (Houtt.)Decne., A. arguta, S. suberectus 

Dunn., S. barbata Don. Among them, S. flavescens Ait., S. coicis L., P. vulgaris L., M. fortunei 

(Lindl.)Fedde, U. rhyncophylla Miq, E. ulmoides Oliv., L. lucidum Ait., Alpinae officinarum, A. quinata 

(Houtt.)Decne., A. arguta, S. suberectus Dunn., S. barbata Don. showed significant inhibition of TNF-

α production with IC50 values below 0.1 mg/ml concentration (Table 2.2).  

 

As presented in the Table 2.2 most of the plants showed cell viability > 80% against the 

inhibition of NO production, while it ranged from 50 to 94.55% against the inhibition of TNF-α 

secretion. There was no TNF-α inhibition activity found with P. heterophylla, R. glutinosa, A. 

cochinchinensis, T. farfara, P. cocos, Codonopsis pilosula, C. aromatic, Atractylodes macrocephala, P. 

aviculare, S. divaricate, C. paniculatum and Pinellia ternate that required IC50 value more than 2.5 

mg/ml concentration.  

 

When considering inhibition of both NO and NO and TNF-α production, S. flavescens  Ait., S. 

coicis L., P. vulgaris L., M. fortunei (Lindl.)Fedde, U. rhyncophylla Miq, E. ulmoides Oliv., L. lucidum 

Ait., R. Alpinae officinarum, A. quinata (Houtt.)Decne., A. arguta, S. suberectus Dunn., S. barbata 

Don. showed activity without affecting cell viability (>80% at corresponding IC50 values).  
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Correlation studies 

  

A B 

Figure 2.4: Correlation of cell viability with NO (R2 = 0.2063) and TNF-α (R2 = 0.3236) release was 

determined by using GraphPad prism (V5.04).  

 

There was no significant correlation for cell viability with anti-inflammatory potency, measured 

as inhibition of NO (R2 = 0.2063) and TNF-α production, respectively, (R2 = 0.3236) as shown in 

Figure 2.4.  

The anti-inflammatory properties were also compared to the anti-oxidant data from the 

collaboraters at UWS. Phenolic content flavonoid content, DPPH-scavenging activity and percentage 

yeast oxidative stress inhibition of these plant extracts were determined and correlated with the IC50 

values of NO and TNF-α. 
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A B 

Figure 2.5: Correlation of phenolic content with NO (R2 = 0.0002) and TNF-α (R2 = 0.0011) release 

was determined by using GraphPad prism (V5.04).  

 

  

A B 

Figure 2.6: Correlation of flavanoid content with NO (R2 = 0.0224) and TNF-α (R2 = 0.0037) release 

was determined by using GraphPad prism (V5.04). 
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A B 

Figure 2.7: Correlation of DPPH-scavenging activity with NO (R2 = 0.1414) and TNF-α (R2 = 0.0363) 

release was determined by using GraphPad prism (V5.04). ). Significance of correlation was checked 

by standard (Pearson) test with two tailed P values and 95% confidence interval (p <0.005). 

 

  

A B 

Figure 2.8: Correlation of yeast oxidative inhibition with NO (R2 = 0.0755) and TNF-α (R2 = 0.0066) 

release was determined by using GraphPad prism (V5.04). ). Significance of correlation was checked 

by standard (Pearson) test with two tailed P values and 95% confidence interval (p <0.005). 
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oxidative inhibition. The was no evidence, that NO inhibition was significantly correlated to DPPH-

scavenging activity (R2 = 0.1414) and yeast oxidative inhibition (R2 = 0.07548). 

 

2.4 Discussion 
 

After screening 58 Chinese medicinal plants, we have identified that all water extracts, except 

S.nigrum possessed potential anti-inflammatory properties.  In detail, S. flavescens Ait., S. coicis L., P. 

vulgaris L., M. fortunei (Lindl.)Fedde, U. rhyncophylla Miq, E. ulmoides Oliv., L. lucidum Ait., A. 

officinarum, A. quinata (Houtt.)Decne., A. arguta, S. suberectus Dunn., S. barbata Don. inhibited both 

NO and TNF-α production with very low toxicity.  

 

This study coincides with previously evidences of anti-inflammatory activity of P. vulgaris L. 

(212), U. rhyncophylla Miq (233) and A. quinata (Houtt.) Decne (249). Among these P. vulgaris L. 

(212) and U. rhyncophylla Miq (233)  were also known to possess antioxidant activity. Anti-diabetic 

medicinal plant S. coicis L. (213), also had shown strong anti-inflammatory properties in our study . 

 

S. flavescens  Ait. (260), M. fortunei (Lindl.)Fedde (256), E. ulmoides Oliv. (246) and S. 

barbata Don (259) were known for their anti-microbial properties. E. ulmoides Oliv. (246)  and S. 

barbata Don (259) also were shown to have anti-tumour effects. Neuroprotective properties of E. 

ulmoides Oliv also was known previously (246). A. arguta was also previously shown to possess anti-

tumour effects and anti-allergic effects (244). A. officinarum was reported to have beneficial effects 

against gastric ailments (224). We had shown that they do possess anti-inflammatory properties in 

addition to all these properties.  
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These extracts were found be the most potent and could be promising candidates against 

inflammatory diseases. This study has established the anti-inflammatory properties of the whole herbal 

extracts rather than the individual constituents, therefore further systematic investigations are needed to 

characterise the bioactive compounds of these plant extracts. If bioactive properties can be verified in 

suiTable animal models and ultimately in humans, these plant extracts might represent useful dietary 

(or pharmaceutical) tools for use against inflammatory diseases including AD. 

 

In addition, the findings from our correlation studies show that phenolics and flavonoids from 

these medicinal herbs might not be essential for the anti-inflammatory activities. This could imply that 

antioxidant activity might not be directly relevant for a herbs’ potential to downregulate NO and TNF-α 

release. 
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CHAPTER 3 

ANTI-INFLAMMATORY PROPERTIES OF WOOD EAR (AURICULARIA POLYTRICHA), 
OYSTER (PLEUROTUS OSTREATUS), HONEY BROWN (Armillaria mellea), WHITE 

BUTTON (AGARICUS BISPORUS), ENOKI (FLAMMULINA VELUTIPES)AND SHIITAKE 

(LENTINUS EDODES) MUSHROOMS  
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3.1 Introduction 
 

The cerebral cortex, basal forebrain and hippocampal regions of the brains of AD patients 

exhibit numerous pathological hallmarks, including amyloid plaques, neurofibrillary tangles (NFTs), 

elevated levels of advanced glycation endproducts (AGEs) and their receptor (RAGE) (114). Amyloid 

plaques are surrounded by activated microglia and astrocytes, which drive the inflammatory response 

involving production of free radicals such as nitric oxide and superoxide as well as pro-apoptotic 

cytokines such as TNF-α. Amyloid plaques containing Aβ42 have also been shown to activate micro- 

and astroglia. And increased levels of radicals and pro-inflammatory cytokines (IL-1β, IL-6 and TNF-

α) can be observed in microglial or astroglial cells adjacent to plaques (261). In cell culture 

experiments, fibrillar Aβ induces the expression of various cytokines and chemokines such as TNF-α 

or MCP-1 (262,263). A further study, using rat astrocyte cultures, suggested that Aβ42 oligomers 

induced a strong early inflammatory response, whereas fibrillar Aβ induced a weaker pro-inflammatory 

response, consistent with a more chronic form of inflammation. IL-1, IL-6, TNF-α MIP-1α and MCP-1 

increase in a dose-dependent manner after cultured microglia are incubated with Aβ (264–269). The 

pathology of AD clearly involves an inflammatory component (270), and a large body of 

epidemiological evidence indicates the use of a subset of NSAIDs is associated with reduced risk for 

AD (142). The putative target of NSAIDs actions is thought to be microglia associated with the senile 

plaques (271). Patients receiving long term NSAIDs therapy exhibit a 65% reduction in plaque-

associated reactive microglia (144).  

 

A range of dietary mushrooms have been shown to exhibit anti-inflammatory bioactivity by 

anti-oxidant and other mechanisms and some varieties have been assessed for neuroprotection in 

relation to cognitive function, with capacity for brain tissue regeneration shown for ‘Lions Mane’ 
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mushrooms (272), however, potential protective relationship between mushrooms and cognitive health 

has not been fully explored.  

 

In this study, we have evaluated the potential anti-inflammatory and neuroprotective properties 

of a selection of mushrooms by using in vitro assays modelling inhibition of RAGE receptor-mediated 

cellular inflammation. A generic food-compatible method for processing dietary plants was applied to a 

selection of mushrooms including: Honey Brown (Armillaria mellea), Enoki (Flammulina velutipes) 

Wood Ear (Auricularia polytricha), White Button (Agaricus bisporus), Shiitake (Lentinus edodes) and 

Oyster mushrooms (Pleurotus ostreatus). Processing, which involved heating, physical and chemical 

treatments to disperse solids including ultrasonication, was intended to select for process-stable or 

process-modified products and also investigate the stability of bioactive species to processing 

conditions. The bioactivities detected thereby reflected process-stable components, concentrated 

approximately 10-fold by freeze-drying, and were systematically compared with unprocessed controls.  
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3.2 Materials and Methods 
 

Materials 

Mushrooms included in the study (White Button, Honey Brown (also called swiss brown), 

Wood Ear, Enoki, Shiitake and Oyster) and wheat-based cornflour (Home Brand) were obtained from 

retail suppliers in Melbourne, Australia. Regarding white button and honey brown mushrooms, both are 

taxonomically similar and called Agaricus bisporus. A young specimen with a closed cap and either 

pale white or light brown flesh is known as a button mushroom or white mushroom. In strains with 

darker flesh, the immature mushroom is variously marketed as a crimini mushroom, baby portobello, 

baby bella, mini bella, portabellini, Roman mushroom, Italian mushroom, or brown mushroom. L-

ergothioneneine, Vitamin D2, iodo-acetic acid, mushroom polyphenol oxidsase (tyrosinase, 

EC1.14.18.1), EDTA, asorbic acid, lipopolysaccharide and phytohemeagglutinin were obtained from 

Sigma Aldrich (St Louis, Missouri USA). Clarase G Plus, Mannanase and Fungal Lipase 8000 were 

obtained from Enzyme Solutions (Victoria, Australia). Tetra sodium pyrophosphate was obtained from 

BDH, England); 1 methanol from Merck KGaA (Darmstadt, Germany); ethanol from CSR Distilleries 

(Victoria, Australia), sodium phosphate from Univar (NSW, Australia), Flavourzyme (EC 3.4.11.1; 

1000L), and porcine pancreatic Trypsin (EC 3.4.21.4; Novo 6.0 S, Saltfree), were obtained from 

Novozymes (Bagsvaerd, Denmark). 

 

Methods 

Mushroom Processing 

Sample processing methods designated unprocessed, Stage 1 and Stage 2 processing (273) were 

applied to mushrooms and the processing was done at CSIRO, Werribee. ‘Unprocessed’ forms of 

mushrooms were prepared by washing, drying and chopping fresh mushrooms and freeze drying. All 

dried samples were stored with desiccant at -180C and ground by mortar and pestle to fine powder 
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before analysis. Stage 1 and 2 processing involved heating (ie, ‘cooking’), mechanical dispersion and 

treatments intended to solubilise both hydrophobic and hydrophilic solutes. Successive stages of 

processing (Stage 1, Stage 2) provided for progressive enrichment of bioactivity, and each represented 

a scalable, food regulation-compliant processing method, according to Australian standards, in terms of 

use of additives and technologies. 

 

‘Stage 1-processed’ mushrooms were prepared by washing the raw, edible mushroom 

components, blending in a food processor with water (1:2 ratio w/v) before boiling by microwave 

heating (9000 W, 10 min). After cooling to room temperature, ascorbic acid (0.1% of solids) and 

ethanol (1% of solids) were added for anti-microbial stabilisation. Samples were ultrasonicated using a 

400 W probe at 100% power for 2 minutes (Hielscher 400UPS, Hielscher, Germany) before freeze 

drying. 

 

‘Stage 2-processed’ mushrooms were prepared by reconstituting the Stage 1 product at 2% total 

solids in de-ionised water and stirring for 2 hours. After addition of the following processing aids: 

wheat-based cornflour (0.01% w/v); Clarase G Plus (0.001% w/v); Fungal Lipase (0.01% w/v); tetra 

sodium pyrophosphate (0.01% w/v), the pH was adjusted to 5.5 using 1.0 M NaOH or 1.0 M HCl and 

samples were incubated at 45° C for 17 hours with agitation (Grant OLS 200 shaking waterbath at 100 

rpm, Grant, England). Enzymes were subsequently inactivated by heating to 90°C for 30 min then 

cooled to room temperature before homogenisation for 2 min (T25 probe, Ultra-turrax, IKA, 

Germany). The sample was filtered (150 μM sieve) and the filtrate centrifuged (16900x g for 10 min at 

20°C, Sorvall Centrifuge, SLA 3000 rotor 1 (Sorvall, Sweden). The supernatant was homogenised by 

passes through an in-house homogeniser (adapted from Milkscan, Foss, Denmark) before freeze 

drying. 
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Screening for bio-activity using RAW 264.7 macrophages 

The samples were tested on RAW 264.7 macrophages, for the LPS and IFN-γ induced NO and 

TNF-α downregulating activity by employing a method which was described in Chapter 2. Usually the 

maximum dose of the extracts used was 2.5 mg/ml and a minimum of 6 concentrations were prepared 

by serial dilution. Apigenin is included in the assay as a reference standard. Two independent 

experiments were conducted with each experiment having samples in duplicates and dose-dependent 

curves were obtained for each read-out. IC50 values were obtained by obtained by using the sigmoidal 

dose-response function in Graphpad Prism (v5.01 – v5.04). IC50 values from each experiment were 

averaged and SD between these averages was calculated. The results were expressed in mean ± SD.  

 

3.3 Results 

Anti-inflammatory properties of mushrooms 

Positive anti-inflammatory activity was identified in the murine macrophage assay by 

suppression of both NO and TNF-α in the absence of significant loss of cell toxicity (i.e., <20% at the 

IC50), after taking into account contributions from reagent controls. Treatment with the positive control 

apigenin reduced both NO and TNF-α secretion with IC50 values of 0.042 mg/ml and 0.071 mg/ml, 

respectively (Table 3.1). L-ergothioneine also decreased NO secretion (IC50: 0.109 mg/ml) but had a 

weak effect on TNF-a sectretion (IC50: >2.5 mg.ml, Table 3.1). Of the 6 mushroom types tested, anti-

inflammatory activity was detected in various Shiitake, Oyster, Wood Ear, Swiss Brown and White 

Button mushroom products (Table 3.1), with Oyster and Shiitake the focus of further studies. 
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Table 3.1.  Summary of IC50 values for reference compounds and selected mushroom products 

exhibiting significant attenuation of NO and TNF-α, without evidence of cell toxicity, in 

RAW 264.7 macrophages.  

Sample Product Type 

IC50 for NO 

production 

inhibition (mg/ml) 

± SD 

IC50 for  TNF-α 

production 

inhibition (mg/ml) 

± SD 

Apigenin none 0.04 ± 0.01 0.07 ± 0.00 

L-ergothioneine none 0.11 ± 0.01 >2.5  

Wood Ear Stage 1 0.15 ± 0.00 1.02 ± 0.05 

 Stage 2 0.98 ± 0.25 2.23 ± 0.38 

Oyster Stage 1 0.26 ± 0.01 0.2 ± 0.11 

 Stage 2 0.32 ± 0.35 0.30 ± 0.04 

Honey brown Stage 1 1.07 ± 0.22 >2.5   

 Stage 2 1.04 ± 0.15 >2.5   

Button Stage 1 1.5 ± 0 >2.5   

 Stage 2 1.25 ± 0.26 >2.5   

Enoki Stage 1 0.09 ± 0.07 >2.5   

 Stage 2 0.75 ± 0.90 >2.5   

Shiitake Unprocessed 0.02 ± 0.00 0.02 ± 0.01 

 Stage 1 0.10 ± 0.05 1.34 ± 0.16 

 Stage 2 0.17 ± 0.11 2.11 ± 0.56 
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Figure 3.1.  Comparison of IC50 values for reference compounds and selected mushroom products 

exhibiting significant attenuation of NO and TNF-α, without evidence of cell toxicity, in RAW264.7 

macrophages, showing the mean of 2 independent experiments and error bars representing SD. 

 

 

Shiitake mushrooms exhibited dose dependent suppression of both NO and TNF-α throughout 

the processing stages but the activity was found to be gradually reduced through the stages (Figure 3.1). 

(Table 3.1). This suggested that bioactive components in Shiitake mushroom may be unstable to heat or 

ultrasonics treatments, and also that bioactives responsible for NO and TNF-α suppression, were 

chemically distinct.  

 

Similar effects were found with Oyster and Wood ear mushrooms. Honey brown, Button and 

Enoki mushrooms had shown NO suppression but no TNF-α suppression. Anti-inflammatory activity 
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of Stage 2 mushroom products was generally lower than or similar to Stage 1 products except for 

Honey brown (Table 3.1), suggesting that loss of activity was associated with Stage 1 processing 

conditions. 

Figure a 
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Figure b 

 

Figure c 
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Figure d 

0.0 0.5 1.0 1.5 2.0 2.5

0

50

100

150
% NO

% CV

%TNF-

Concentration of Oyster mushroom - stage 2 (mg/ml)

S
ta

n
d

a
rd

is
e

d
 C

h
a

n
g

e

fr
o

m
 C

o
n

tr
o

l 
(%

)

 

Figure 3.2. Concentration-dependent effects of mushrooms on inflammatory markers (NO and TNF-α 

production) as well as cell viability from RAW264.7 macrophages. Data show % change compared to 

activated cells (positive control)  in the presence of (a) unprocessed, dried Shiitake, (b) Shiitake Stage 

1, (c) Oyster Stage 1 products and (d) Oyster Stage 2 products showing the mean of 2 independent 

experiments and error bars representing SD (p<0.001). 

 

 

Stage 1 and 2 Oyster mushroom products strongly reduced both TNF-α release (IC50=0.20 

mg/ml) in murine macrophages and lowered NO release (IC50=0.259 mg/ml). Other mushroom products 

generally reduced NO strongly with moderate or no supression of TNF-α release and without 

cytotoxicity (Table 3.1). 
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3.4 Discussion 

In general, edible mushroom consumption is associated with health benefits. In traditional 

Oriental therapies, mushrooms have a long history of medicinal use. Putative benefits of dried 

Yamabushitake mushroom (Hericium Erinaceus) has been reported in the treatment of mild 

cognitively-impaired 50-80 year-old Japanese men and women , which improved cognitive function 

reverting after cessation of treatment (274). Yamabushitake mushroom was also promoted expression 

of nerve growth factor in human astrocytoma cells via the JNK pathway (275), its extracts stimulated 

neurite outgrowth in NG108-15 cells (276) and prevented impairments of spatial short-term and visual 

recognition memory induced by Aβ(25-35) peptide in mice (272). Functional Independence Measure 

was improved in dementia patients by chemically-derivitised phospholipids from Yamabushitake due 

to protection against Aβ-specific toxicity (277). Thus, consumption of mushrooms and specific extracts 

has been linked to several possible modes of protection against dementia and possibly AD.  

 

Button mushroom had shown blood glucose and cholesterol lowering ability in diabetic and 

hypercholesterolemic rats (278). Lentinus edodes, commonly called Shiitake mushroom is the second 

most popular and the third widely cultivated edible mushroom in the world (279). Several important 

compounds including bioactive polysaccharides (lentinan), dietary fiber, ergosterol, vitamin B1, B2 

and C and minerals have been isolated from the fruiting body, mycelia, and culture medium of this 

mushroom. Many recent studies have shown its pharmacological attributes including antitumor, 

antimicrobial, liver function improving and cholesterol lowering activity (280–283). Active Hexose 

Correlated Compound (AHCC) is an α-glucan rich compound isolated from Shiitake (284) produced an 

anti-cancer effect in 269 human hepatocellular carcinoma patients (285), in 1 patient case study (286) 

and in 44 hepatocellular carcinoma patients (287). AHCC’s immunomodulatory functions observed in 

mouse models (288,289) are also reproduced in a double-blind, placebo-controlled trial of 21 people 
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(281). AHCC administered by gavage reduced the bacterial load in the mice (290) and various other 

infectious agents (291). In addition to anti-microbial effects Shiitake can reduce platelet aggregation 

(292) and lowered cholesterol due to the presence of a compound known as  eritadenine (2(R),3(R)-

dihydroxy-4-(9-adenyl)-butyric acid) (293). Lentinan, a (1-3)-beta-β-glucan extracted from the 

mushroom L. edodes, is a potent immunostimulatory drug, and licensed in Japan for antitumor therapy. 

Credited to such property, the Korea Food & Drug Administration approved on January 2000 that the 

extracts of the mycelium of Shiitake mushrooms can protect and help recover the liver from substances 

such as alcohol. The immunomodulatory effects of lentinan range from enhanced host resistance to 

bacterial, fungal, viral or parasitic infections to antitumor effects (294–296). Shiitake mushrooms 

possess anti-bacterial properties (297–299) and  anti-viral properties (300,301) including anti-HIV 

(Human Immunodeficiency Virus) (302–304) and anti-HSV-1 (Herpes Simplex Virus -1) (305). 

Shiitake mushrooms naturally contain anti-viral agents known as proteinase inhibitors (306). In vivo, 

orally administered AHCC increased resistance to pathogens such as influenza virus (307) and west 

nile encephalitis (283).  

 

Bioactivity of Hericium Erinaceum was attenuated in the oven-dried product (308). Also 

variability in biological potency of extracts was related to the source and process history of the 

medicinal mushroom Agaricus blazei (309). Such phenomena of process instability of bioactive factors 

also coincided with our study in addition to the precedent for neuroprotective bioactivity of 

mushrooms. 
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L-ergothioneine was present at 0.2 to 2.6 mg/g dry weight across a range of cultivated 

mushrooms including White button, Shiitake and Oyster (310) as studied here. The mushroom 

metabolite, L-ergothioneine is a naturally occurring anti-oxidant in plants and animals, that cannot be 

synthesised in humans and levels in human tissues reflect dietary intake. L-ergothioneine together with 

Vitamins C and E, provided in vivo anti-oxidant protection, through metal chelation, scavenging of 

reactive oxygen species (310) and protection against lipid peroxidation (311),. This is also implicated 

in our study that L-ergothioneine had shown NO suppression by itself. It had shown no significant 

TNF-α suppression in the assays indicating that it might not play a role in the pro-inflammatory 

cytokine suppressing properties. 

 

Despite the reports of exhibiting anti-oxidant activity in FRAP and DPPH assays (312), Wood 

Ear mushroom has not been previously associated with neuroprotection, which might be related to the 

process instability of bioactive factors. In addition, polysaccharide fractions present in an aqueous 

extract of Wood Ear exhibited anti-inflammatory activity in animal studies (313). The chemical 

composition of an aqueous extract from Wood Ear was total sugars, 42.5%; uronic acids, 19.6%; 

sulphate, 15.8%; nitrogen, 1.7% and ash, 20.3% (314). Hispidin, an analogue of resveratrol, found in 

the fruit and culture broth of the medicinal mushroom Phellinus Linteus has been reported to inhibit 

BACE1 (315)  and might account for the activity observed in Wood Ear. In a study with LPS-induced 

RAW 264.7 macrophages, a new immunomodulatory protein was purified from the fruiting body of 

Auricularia polytricha enhanced the production of both NO and TNF-α (316). Another study with 

polysaccharides fractions from the same mushroom had also shown similar results of NO and TNF-α 

enhancement in RAW 264.7 macrophages (317). These results directly contradicted our observation 

where both NO and TNF-α were suppressed. 
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An extract of Oyster mushroom (P. ostreatus) has been demonstrated to protect against carbon 

tetrachloride-induced oxidative stress in rats in vivo via anti-oxidant mechanism (Jayakumar, Sakthivel, 

Thomas, & Geraldine, 2008). Phytochemical analyses of P. ostreatus extracts revealed low to moderate 

levels of terpenoids, tannins, steroidal glycosides and carbohydrates and possessed antimicrobial and 

antioxidant potentials (318). Oyster mushroom concentrate (OMC) suppressed LPS-induced secretion 

of TNF-α, IL-6 and IL-12p40, in RAW264.7 macrophages and also suppressed PGE2 and NO by 

down-regulation of COX-2 and iNOS expression, respectively. OMC also inhibited LPS-dependent 

DNA-binding activity of AP-1 and NF-κB in RAW264.7 cells (319). Orally administered OMC 

markedly suppressed secretion of TNF-α and IL-6 in LPS challenged mice, in vivo (319). Anti-

inflammatory activity of OMC was confirmed in concanavalin A (ConA)-stimulated mouse 

splenocytes by the inhibition of proliferation and secretion of interferon-γ (IFN-γ), IL-2, and IL-6 

(319). Our study coincides with these observations. 

 

Enokitake mushrooms (Flammulina velutipes) possess antioxidants like ergothioneine 

(320,321). Honey brown mushrooms (Armillaria mellea) also possess antioxidant and antimicrobial 

properties. Button mushroom (Agaricus bisporus) possesses high levels of ergosterol so that it could 

produce ergocalciferol by even brief exposure to UV light (322). Although they did not suppress TNF-

α in our study, these three mushrooms were demonstrated to suppress NO in cells for the first time.  

 

Anti-inflammatory activity of Shiitake mushroom extracts is not well studied in biological 

systems despite the promising results in chemical studies. A number of isolated mushroom constituents 

have been shown to modulate immunity. The water-soluble lignin in LEM (the extract of the solid 

culture medium of Lentinus edodes mycelia) has been known to have antiviral and immunopotentiating 

activities in vivo and in vitro. JLS-18, the water-soluble lignin rich fraction was prepared from LEM 
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using ultrafiltration and hydrophobic column chromatography, showed about 70 times higher antiviral 

activity than LEM in vitro. JLS-18 activated the cytotoxicity of NK cells of C3H mouse (male, 3 weeks 

old) and peritoneal macrophages of an ICR mouse (male, 7 weeks old), and activated T cells in vitro. 

JLS-18 also induced interleukin 6 (IL-6) secretion from human leukocytes infected with Sendai virus in 

vitro. These data showed that JLS-18, the water-soluble rich fraction of LEM, had antiviral and 

immunopotentiating activities (300). 

 

In vitro studies shown that Shiitake extract co-stimulated with either lipopolysacharide or 

ovalbumin (OVA) induced TNF-α in the RAW 264.7 macrophages and OVA specific T cells, 

respectively. In bone marrow derived macrophages it slightly increased IL-10 by itself but inhibited 

IL10 when treated along with LPS. The same studies also indicated that stimulation with extracts alone 

had no effect, LPS stimulation alone induced IL-1β and extracts plus LPS increased the secretion of 

pro-inflammatory cytokine, IL-1β. The extracts mediated inhibition of IL-10 and enhancement of pro-

inflammatory IFN-γ in Splenocytes from OT II mice. While in vitro data show that whole mushroom 

extracts regulate cytokine production by macrophage and T cell production boosting anti-tumor 

immunity and pro-inflammatory functions of edible mushrooms, it was harder to detect such 

phenomena in vivo (323). AHCC is a well-tolerated compound that possess antioxidant activity (324), 

and is metabolized via the CYP450 2D6 pathway (325).  

 

Various publications describe the strong positive influence of glucans on the immune system 

comprising antibacterial, wound-healing and antitumour activities while antioxidant activity of β-

glucan has been reported recently (326,327). Recent investigations have shown that Lentinan, a (1-3)-

beta-β-glucan extracted from the mushroom L. edodes, possesses antioxidant activity (328).  
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The polysaccharides extracted from L. edodes were able to decrease the level of serum NO2−, 

serum total cholesterol (TC), triglyceride (TG), low density lipoprotein cholesterol (LDL-c) in animals 

fed high-fat-diet, as well as enhanced the level of serum high density lipoprotein cholesterol (HDL-c) 

(329). The same study also discovered that polysaccharides from L. edodes might not only improve 

oxidative injury induced by free radicals and increase antioxidant enzyme activity, but also decreased 

the plasma endothelin (ET) levels. Oral administration of polysaccharides from L. edodes shown to 

increase antioxidant enzyme activity and improve blood lipid levels in rats and inhibit the oxidative 

injury induced by accumulating free radicals caused by high-fat-diet to a certain extent (329).  

 

Dose dependent antioxidant activity of methanol and water crude extracts from Shiitake 

mushroom  was demonstrated with chemical assays investigating antioxidant capacity in three different 

assays, namely, the β-carotene and linoleic acid system, 1,1-diphenyl-2-picrylhydrazyl (DPPH) radical 

scavenging activity, and inhibition of hemolysis of rat erythrocyte induced by peroxyl radicals (330). 

Stronger inhibition of lipid oxidation has occured at higher concentrations of the extracts in most cases. 

Moreover, the water extract of L. edodes was found to possess the strongest antioxidant activities 

among the four extracts. In general, a correlation between higher antioxidant activity and larger amount 

of total phenolics was found in the mushroom extracts. Though other antioxidants were probably 

present in these mushroom extracts, phenolic compounds could make a significant contribution to the 

antioxidant activity in these extracts (330). Another chemical study had shown that heat treated 

Shiitake mushroom may have increased health beneficial effects associated with the increase of 

antioxidant activities (331). The results from these chemical assays were in line with our biological 

assay showing NO suppression and these assays validated scavenging of free radicals generated during 

lipid peroxidation as one possible mechanism of the antioxidant activity of the mushroom extracts, e.g. 

by peroxy radicals, possibly through hydrogen-donating capacity. 
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It is possible that L-ergothioneine in its anti-oxidant capacity contributed to the anti-

inflammatory effects of Shiitake and other mushrooms by suppression of NO levels (Table 3.2), as was 

observed for RAW 264.7 cells stimulated by the fruit of Ganoderma lucidum (332). Superior anti-

oxidant activity was found in the aqueous extract which was associated with the phenolics [68]. In lung 

epithelial cells, L-ergothioneine exerted antioxidant and anti-inflammatory effect by inhibiting both 

hydrogen peroxide and TNF-α-mediated activation of the NF-κB inflammation cascade (333). 

However, anti-inflammatory activity of Shiitake tested in the DSS model of colitis in mice was 

inconclusive (323). 

 

After screening 6 mushroom types, Shiitake and Oyster mushrooms were identified as the most 

potent anti-inflammatorymushroom species. In general, fresh mushrooms exhibited significantly higher 

bioactivity than processed mushrooms, highlighting the instability to processing of bioactive factors. 

Nevertheless, effects of processing can inform the development of functional food ingredients from 

mushrooms. Indeed, processing may be required to resolve positive and negative inhibitory factors. If 

bioactive properties can be verified in suitable animal models and ultimately in humans, then these 

mushroom products could be used as dietary (or pharmaceutical) tools against inflammatory diseases 

including AD. 
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CHAPTER 4 

SCREENING OF CSIRO PLANT AND FOOD LIBRARY FOR SELECTING A LEAD WITH 

ANTI-INFLAMMATORY PROPERTIES 
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4.1 Introduction 
 

Nutrition offers promising perspectives for the prevention of AD. Several cohort studies have 

recorded dietary behaviour and then documented cognitive decline and incidence of dementia through 

repeated neuropsychological testing over many years of follow-up. Evidences are increasing for a 

protective role of antioxidants, homocysteine-related vitamins (vitamin B12 and folate) and n-3 poly-

unsaturated fatty acids (PUFA) against AD. Curcumin, a tumeric-derived antioxidant with anti-

inflammatory capabilities, that is believed to be responsible for the low prevalence of AD in India 

(334). Natural antioxidants are found in plants, fruits, and vegetables and could be contributing to 

better health by balanced diet and several epidemiological studies have evidenced the lowered risk 

cognitive decline or dementia in association with higher consumption of vegetables. In addition to 

food, natural antioxidants are commonly available as complementary medicines, with examples being 

fruit-derived flavonoids, vitamins C and E, Ginkgo biloba, α-lipoic acid and β-carotene. The term 

‘antioxidant’ covers a broad range of substances. The common action of these substances is the 

scavenging of extracellular and, depending on their membrane-permeability, intracellular free radicals 

including reactive oxygen (ROS) and reactive nitrogen species (RNS) (335). Understanding the 

molecular basis of the effects of food on cognition will help us to determine how best to manipulate 

diet in order to increase the resistance of neurons to insults and promote mental fitness.  

 

Several steps in the AD inflammatory pathway involve the production of free radicals such as 

superoxide and nitric oxide (336,337). The production of these radicals may play a more dominant role 

in the progression of AD than previously conceived (338). ROS and RNS have several detrimental 

effects, including DNA and cell membrane damage, mitochondrial inhibition and the activation of 

redox-sensitive transcription factors such as NFκ-B, effects that all exacerbate the excessive 

inflammation in AD (339). Antioxidants could play an important role in preventing the age-related 
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disorders such as cancer, cardiovascular diseases, diabetes, inflammation, degenerative diseases, 

anaemia, and ischemia, as there is a growing evidence that reactive oxygen species (ROS) such as 

superoxide anion (O2
.-1, hydroxyl radicals, singlet oxygen (1O2) and hydrogen peroxide (H2O2) play an 

important role (340).  

 

Currently there is an increase of interest in phytochemicals as potential sources of natural 

antioxidants with low cytotoxicity, which are candidates for the prevention of oxidative damage. 

Recent studies showed that a number of medicinal and dietary plant extracts containing polyphenols, 

flavonoids, and other compounds exhibited significant antioxidant activities (204). Several studies 

carried out on antioxidants showed their anti-inflammatory, anti-atherosclerotic, anti-mutagenic, anti-

carcinogenic, anti-bacterial activities along with other potential health promoting properties (193). The 

neuroprotective properties of several antioxidants including vitamins E and C (341,342), α-lipoic acid 

(343) and Gingko biloba (344) might be due to the result of free radical scavenging. Results from our 

studies with Chinese medicinal plants (Chapter 2) and mushrooms (Chapter 3), suggesting that 

although radical scavenging may provide some neuroprotection, effective prevention of AD requires 

secondary mechanisms of antioxidants. Some antioxidants are known to possess side-effects, 

supporting the involvement of secondary factors in AD prevention. One of the effective antioxidants, 

α-Lipoic acid inhibits degradation of the inhibitor of NFκ-B (IκB) and also directly inhibits NFκ-B in a 

DNA-binding-dependant manner (345,346). Like α-Lipoic acid Curcumin also inhibited NFκ-B in 

DNA binding and IκB-dependant mechanisms, but has several other beneficial characteristics, such as 

enhancing glutathione production (347) and direct in vitro inhibition of Aβ aggregation and plaque 

formation (348). Curcumin is also an agonist of PPARs (349,350).  
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Varieties of healthcare remedies used in many parts of the world have a common beginning 

from wild plants. Aspirin, for instance, owes its origin to the willow tree. Hippocrates used powder 

extracted from willow bark to treat pain and reduce fever in the 5th century BC. Over 2000 years later, 

the chemical compound salicin was isolated from willow bark. The new drug, formally acetylsalicylic 

acid, Aspirin by Bayer AGTM was named after the old botanical name for meadowsweet, Spiraea 

ulmaria. Plants remain the source of new compounds which constitute the base for new pharmaceutical 

products and a major component of the burgeoning markets for herbal health care remedies and natural 

therapeutic products. A plant is said to be medicinal when “at least one part possesses therapeutic 

agent” (351). Several new therapeutic agents from plant materials have been derived like reserpine, 

deserpidine, rescinnamine, vinblastine and vincristine. Among the therapeutic agents currently used for 

the treatment of certain types of cancer, the most important drugs are plant based eg., vincristine and 

vinblastine which both are isolated from Catharanthus roseus (Winka rosea). From just 94 species of 

plants that are used globally as drugs, about 122 componds were identified of defined structure and 

demonstrated that 80% of these have had an ethnomedical use identical or related to the current use of 

the active elements of the plant (352). The first tranquiliser, reserpine, came from the Indian plant 

Rawolfia serpentine used in Ayurvedic medicine for mental disturbances. Plants being a very important 

source of drugs many plant species have been screened. To mention some, digoxin from foxglove used 

to treat heart failure, paclixatel from yew leaves is a promising anticancer agent and Bromelain from 

Ananas comosus (L.) Merrill is used therapeutically as an anti-inflammatory agent. 

 

Drug development research conducted for the three to four decades has shown that plant 

materials are the potential sources of novel molecules (353). Often new drugs have originated from 

natural sources. Of about 250000 higher plant species in the world just less than 10% have been 

screened for biological activity (354) indicates the need to screen more for new drug development. The 

http://en.wikipedia.org/wiki/Bayer
http://en.wikipedia.org/wiki/Botany
http://en.wikipedia.org/wiki/Meadowsweet
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aim of this study was to screen dietary processed plant foods (n = 238) provided by CSIRO, in order to 

evaluate anti-inflammatory activities and select potential lead compounds to proceed for bioactive 

identification. In this study, a generic food-compatible method for processing was applied to a library 

of plant and food samples (273). Processing, which involved heating, physical and chemical treatments 

to disperse solids including ultrasonication, was intended to select for process-stable or process-

modified products and also investigate the stability of bioactive species to processing conditions.  

 

4.2 Materials and Methods 
 

Materials 

Plant and food samples in the library included in the study are representative of a typical 

healthy Australian diet and were obtained from retail suppliers in Melbourne, Australia. EDTA, asorbic 

acid, lipopolysaccharide were obtained from Sigma-Aldrich (St Louis, Missouri USA); methanol from 

Merck KGaA (Darmstadt, Germany); ethanol from CSR Distilleries (Victoria, Australia), sodium 

phosphate from Univar (NSW, Australia), DMSO, sodium nitrate, hydrogen peroxide, 95% ethanol, 

Bovine serum albumin, Lipopolysaccharide (LPS) (E.coli serotype 0127:B8), N-(1-1-napthyl) 

ethylenediamine dihydrochloride,  Penicillin G Sodium Benzyl, Resazurin Sodium 10%, Streptomycin, 

Sulfanilamide, Tetra methyl benzidine (TMB), Trypan blue 0.4% were purchased from Sigma-Aldrich 

(Castle Hill, Australia). Antibiotics, Dulbecco’s modified Eagle’s medium (DMEM), Foetal bovine 

serum (FBS) and Glutamine were purchased from GIBCO (Mulgrave, Australia). Interferon-γ (murine) 

and TNF-α – ELISA kits were purchased from Peprotech (NJ USA).  
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Methods 

Sample Processing 

Sample processing methods designated unprocessed, Stage 1 and Stage 2 processing were 

applied to plants at Food Science Australia, CSIRO as described in Chapter 3. Samplese were eluted 

with and without glucose, whereas the addition of a sugar in the process allows for the generation and 

selection of component susceptible to sugar mediated reactions, for example through the Maillard 

reaction, or by caramelization. Typically, glucose is added to the aqueous medium to a final 

concentration of 1% glucose. 

 

Screening for anti-inflammatory properties using N11 microglia and RAW 264.7 macrophages 

The samples were tested in two sets, one on N11 microglia and another on RAW 264.7 

macrophages, both for the LPS and IFN-γ induced NO and TNF-α suppression by employing a method 

which was described in Chapter 2. Those which were active were then reprocessed and tested for 

concordant activity in RAW 264.7 macrophages. Usually the maximum dose of the extracts used was 

2.5 mg/ml and a minimum of 6 doses made by serial dilution. Two independent experiments were 

conducted with each experiment having samples in duplicates and dose-dependent curves were 

obtained for each read-out. IC50 values were obtained by sigmoidal dose-response function in Graphpad 

Prism (v5.01 – v5.04). IC50 values from each experiment were averaged and SD between these 

averages was calculated. The results were expressed in mean ± SD.  
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4.3 Results 
 

Lead selection process 

The samples that had shown the LPS and IFN-γ induced NO and TNF-α downregulating activity on 

both N11 microglia and RAW 264.7 macrophages, were then reprocessed and tested for concordant 

activity on RAW 264.7 macrophages. The most potent sample in both the assays and without 

cytotoxicity was selected as the lead compound for further analysis and the whole selection process is 

as shown below as a flow chart (Figure 4.1). 

 

Figure 4.1 Lead selection process based on the anti-inflammatory properties exhibited on murine 

microglia and murine macrophages 
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Primary selection of active samples from the library using microglia 

238 samples from the CSIRO library (Appendix 1) were screened for the LPS and IFN-γ 

induced NO down-regulating property in N11 microglia using a method explained in Chapter 2. The 

testing was done in two independent experiments with samples in duplicates. The active species was 

categorized as most potent and potent based on the IC50 values. 

 

Table 4.1: Very potent (IC50 < 0.1mg/ml) anti-inflammatory samples tested in N11 microglia 

Sample 

No 

Eluted 

in 
Sample 

IC50 for NO 

production inhibition 

(mg/ml) ± SD 

Percentage Cell 

viability at IC50 

(NO) ± SD 

P0347 mQ onion 0.087 ± 0.03 99 ± 5.6 

P0348 Glucose onion 0.075 ± 0.01 101 ± 0 

P0349 mQ oregano 0.066 ± 0.02 96 ± 2.1 

P0350 Glucose oregano 0.083 ± 0.03 96 ± 2.8 

P0351 mQ oyster mushroom 0.47 ± 0.58 96 ± 5.6 

P0352 Glucose oyster mushroom 0.27 ± 0.30 98 ± 8.4 

P0353 mQ red sweet potato 0.067 ± 0.02 95 ± 7.1 

P0354 Glucose red sweet potato 0.054 ±  0 90 ± 0 

 

Among the 238 samples, three plant species namely onion, oregano, and red sweet potato and 

one mushroom variety, Oyster were shown to be very potent (IC50 < 0.1mg/ml) and non-toxic (cell 

viability > 80% at IC50 for NO) in the primary screen (Table 4.1). These four species were shown to 

exhibit NO suppression both in water and glucose elutes. 
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Table 4.2: Potent (IC50: 0.1 - 0.25 mg/ml) anti-inflammatory samples tested in N11 microglia 

Sample 

No 

Eluted 

in 
Sample 

IC50 for NO 

production inhibition 

(mg/ml) ± SD 

Percentage Cell 

viability at IC50 

(NO) ± SD 

P0560  Glucose Lime Zest 0.13 ± 0.04 93.00 ± 9.64 

P0563   mQ English Breakfast Tea leaves 0.24 ± 0.13 94.33 ± 2.89 

P0564   Glucose English Breakfast Tea leaves 0.30 ± 0.21 91.67 ± 2.08 

P0571  mQ Honey Brown mushroom 0.16 ± 0.13 106.50 ± 12.02 

P0572   Glucose Honey Brown mushroom 0.11 ± 0.04 104.00 ± 14.14 

P0573  mQ Button Mushroom 0.14 ± 0.01 105.00 ± 15.56 

P0574  Glucose Button Mushroom 0.35 ± 0.00 124.00 ± 0.00 

P0583 mQ cinnamon 0.21 ± 0.10 88.50 ± 19.62 

P0584   Glucose cinnamon 0.29 ± 0.34 89.17 ± 14.60 

P0587  mQ cloves 0.28 ± 0.30 83.00 ± 5.20 

P0588   Glucose cloves 0.15 ± 0.01 95.27 ± 9.19 

P0595   mQ White Zucchini 1.62 ± 1.31 115.33 ± 2.08 

P0596  Glucose White Zucchini 1.31 ± 1.08 113.67 ± 4.73 

 

Another 7 species including 5 plants namely Lime zest, English breakfast tea leaves, cinnamon, 

cloves and white zucchini and two mushrooms namely honey brown and button, were shown to be 

potent (IC50: 0.1 - 0.25 mg/ml) and non-toxic (cell viability > 80% at IC50 for NO) in the primary 

screen (Table 4.2). Except lime zest, all these samples inhibited NO irrespective of their elution 

method. Altogether, 21 samples were progressed into the next round of testing for NO and TNF-α 

suppression in murine macrophages.  

  

Secondary screening of active samples from screen 1 using RAW macrophages 

The potent and very potent samples from the primary screen, based on down-regulation of NO 

production, were re-tested for anti-inflammatory activity in a second cell line (RAW 264.7 

macrophages) (Figure 4.1). Altogether, 10 samples were selected for reprocessing (Chapter 3) and used 

in the final screen.  



            

 

91 

 

Table 4.3: Reprocessed samples tested in RAW 264.7 macrophages 

Samples 

No Sample 

IC50 for NO 

production 

inhibition 

(mg/ml) ± SD 

Percentage 

Cell viability 

at IC50 (NO) 

IC50 for TNF-

α production 

inhibition 

(mg/ml) ± SD 

RP0349FO oregano 0.04 ± 0.01 121.0 ± 0.01 >2.5 

RP0351FO oyster mushroom 0.07 ± 0.01 115.0 ± 0.01 0.30 0.02 

RP0353FO red sweet potato >2.5 NA 0.50 ± 0.01 

RP0559FO Lime Zest 0.47 ± 0.04 107.0 ± 5.73 0.83 ± 0.00 

RP0571FO Honey Brown mushroom 0.84 ± 0.01 123.0 ± 9.19 1.25 ± 0.04 

RP0573FO Button Mushroom 0.83 ± 0.00 102.0 ± 2.10 0.31 ± 0.01 

RP0583FO cinnamon 0.05 ± 0.00 86.0 ± 4.20 0.43 ± 0.00 

RP0587FO cloves 0.05 ± 0.01 79.5  >2.5 

RP0595FO White Zucchini >2.5 NA 0.33 ± 0.00 

RP1043FO Madura Premium blend tea 0.05 ± 0.00 113.0 ± 0.01 >2.5 

 

The individual IC50 value for the reprocessed samples and their dose-response curves are shown 

in Table 4.3 and Figure 4.2.  Oregano, cloves and Madura premium blend tea were shown to possess 

NO suppressing property but with no TNF-α suppression. White zucchini and red sweet potato behaved 

exactly opposite to this and had shown TNF-α suppression but no NO suppression in RAW 

macrophages. Lime zest, Honey brown and button mushrooms and cinnamon had shown increased cell 

viability in the reprocessed samples (Figure 4.2).  

 

Among the 10 samples shown in Table 4.5, cinnamon was chosen for bioactivity guided-

fractionation (Chapter 5) as the most promising candidate since it not only showed both anti-NO 

(P0583: IC50 = 0.2087 mg/ml at 89% CV; P0584: IC50 = 0.2889 mg/ml at 89% CV) and anti-TNF-α 

activity at low concentrations and with low cell toxicity, but the activity was exhibited consistently 

(reprocessed sample IC50: NO=0.050 mg/ml at 86.0% CV, TNF-α=0.433 mg/ml) throughout the 

processing stages (Chapter 3).  
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Lime Zest
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Honey brown mushroom
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Button mushroom

0.0 0.5 1.0 1.5 2.0 2.5
0

100

200

300
% NO

% CV

%TNFa

Sample Conc. (mg/ml)

S
ta

n
d

a
rd

is
e

d
 C

h
a

n
g

e

fr
o

m
 C

o
n

tr
o

l 
(%

)

 

 

Cinnamon

Sample Conc. (mg/ml)

S
ta

n
d

a
rd

is
e
d

 c
h

a
n

g
e

fr
o

m
 c

o
n

tr
o

l 
(%

)

0.0 0.5 1.0 1.5 2.0 2.5
0

50

100

150

200
% NO

% CV

% TNF-

 

Figure 4.2: Concentration-dependent effects 

of mushrooms on inflammatory markers 

(NO and TNF-α production) as well as cell 

viability from RAW264.7 macrophages. 

Data show % change compared to activated 

cells (positive control) in the presence of 

different mushroom samples.  Data show the 

mean of 2 independent experiments each with 

samples in triplicates and error bars 

representing SD (p<0.01). 
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4.4 Discussion 
 

High throughput screening of plants from a large library of plant and food was made possible 

by employing in vitro bio-assays to test for the anti-inflammatory properties. Many plants were shown 

to be active against NO and TNF-α in murine microglia and murine macrophages. Commonly the 

selected plant and mushroom extracts decreased NO dose-dependently. Interestingly, with extracts such 

as Lime zest, honey brown and button mushroom we have observed increase in cell viability at initial 

doses (at a range of 1 to 1.25 mg/ml) followed by a gradual decrease. TNF-α was increased with some 

samples e.g., honey brown mushroom. While it is sensible to assume that the increase in cell viability 

would be leading to increased production of TNF-α, it is not always the case. With button mushroom 

cell viability is increased but TNF-α is decreased. It could be due to the improvement in cell viability 

due to lowered levels of TNF-α, which is an important cytokine that plays a role in apoptosis. One of 

the possible explanations could be enhanced proliferation of cells due to the extracts. However, the 

exact mechanism of such inconsistent behavior couldn’t be predicted with these assays.  

 

Considering the stability of activity during processing stages, activity on both the cell lines and 

suppression of both NO and TNF-α without cytotoxicity, cinnamon was selected as the lead candidate 

for further chemical analysis and bioactivity-guided fractionation. A variety of cinnamon species were 

extensively studied for the anti-diabetic, anti-microbial, anti-cancer and anti-arthritis properties. 

Despite the fact that cinnamon has been demonstrated to have anti-oxidant properties, there is not much 

evidence in support of anti-inflammatory properties. However, we suspect that the components of 

cinnamon are not only bioactive in relation to anti-oxidant properties, and hence we are investigating 

their anti-inflammatory properties. For achieving this, we needed to identify the active components of 

cinnamon by chemical analytical methods and to test them on anti-inflammatory in vitro bioassays.  
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CHAPTER 5 

IDENTIFYING ACTIVE ANTI-INFLAMMATORY INGREDIENTS FROM 

CINNAMOMUM ZEYLANICUM (CINNAMOMUM VERUM)  
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5.1 Introduction 

In traditional oriental therapies, cinnamon has a long history of medicinal use. Cinnamon has 

been used in Asia not only as a traditional food but also as a herbal medicine; hence it is likely that that 

cinnamon contains bioactive components. A variety of cinnamon species were extensively studied for 

their anti-diabetic and anti-microbial properties. There are studies of relevance to cinnamon’s anti-

cancer and anti-arthritis properties as well. Most of the work on cinnamon has focused on its 

antioxidant activity (355). For example, it was suggested that regular consumption of tea made from 

the bark of C. zeylanicum  (100mg/300ml: daily) could be beneficial to oxidative stress related illness 

in humans (356).  

However, research into the anti-inflammatory properties of cinnamon is limited. Studies on 

anti-inflammatory properties have been directed toward the species Cinnamomum osmophloem kaneh 

(357,358), belonging to the family Lauraceae, a tree that commonly grows naturally in the forests of 

Taiwan. This species is chosen generally for analysis because the chemical constituents of its oil are 

similar to those of Cinnamomum cassia bark oil (357), which is the common additive to foods and 

beverages termed ‘cinnamon’. However, there is limited published research about a possible anti-

inflammatory activity of the ‘true’ cinnamon of India, Cinnamomum zeylanicum (C.zeylanicum).  

Therefore, the aim of this study was to examine C.zeylanicum for anti-inflammatory activity 

and to try to isolate and analyse of its active anti-inflammatory constituents.  
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5.2 Materials and Methods 
 

Materials 

Dried powder of the species C.zeylanicum was supplied by l, Bennett, CSIRO Food Science, 

Werribee. The sample P0583 was made from C.zeylanicum sticks and the samples P1105 was made 

from ground C.zeylanicum powder. DMSO, 95% ethanol, bovine serum albumin, lipopolysaccharide 

(LPS) (E.coli serotype 0127:B8), EDTA, N-(1-1-napthyl) ethylenediamine dihydrochloride, penicillin 

G sodium benzyl, resazurin sodium 10%, streptomycin, sulfanilamide, tetra methyl benzidine (TMB), 

trypan blue 0.4%, benzyl benzoate, phenacetin, furfural, imipramine hydrochloride, cinnamaldehyde, 

p-cymene, β-caryophyllene were purchased from Sigma-aldrich, Australia. Antibiotics, Dulbecco’s 

modified Eagle’s medium (DMEM), foetal bovine serum (FBS) and glutamine were purchased from 

GIBCO. IFN-γ (murine) and TNF-α – ELISA kits were purchased from Peprotech. Diatomaceous Earth 

was purchased from Dionex. 

 

Methods 

Preparation of the C.zeylanicum sample for HPLC purification  

The cinnamon sample P1105 (prepared in a similar manner to the first tested cinnamon sample 

RP0583) was suspended in 1% ethanol (99% water), vortexed for 2 min and allowed to stand at room 

temperature overnight. Prior to HPLC analyses, insoluble precipitates were removed by filtration (using 

a 0.45 µm syringe filter) or by centrifugation (14000 rpm, 5 min). 

 

HPLC fractionation of C.zeylanicum sample 

The general principle of bioactivity guided purification assumes that the active constituents of 

C.zeylanicum are contained in defined fractions and the active constituents of these fractions could be 
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identified using mass spectroscopy and NMR. For optimization purpose, the initial HPLC fractionation 

of the selected lead, RP0583 from the CSIRO library, was performed using a 150 x 4.6 mm 

Phenomenex Luna C18 reversed phase column. Automatic injection was carried out at a flow rate of 1 

ml/min and a linear gradient elution was performed with methanol ranging from 50 to 100% in an 

aqueous solution of 2 g/l formic acid at a flow rate of 1.0 ml/min for 30 min. Using a PDA detector, the 

spectrum between 200 and 400 nm was recorded during the chromatographic run. 

 

 The cinnamon sample P1105 (prepared in a similar manner to the first tested cinnamon sample 

RP0583) was suspended in 1% ethanol, vortexed for 2 min and allowed to stand at room temperature 

overnight. Then two different sample were prepared for HPLC analyses, one undergoing filtration (0.45 

µm sringe filter) and another centrifugation (14000 rpm, 5 min) of the supernatant. Automatic 

fractionation of samples was carried out at the same conditions mentioned before using C18 column 

and collected at 2 min blocks. In turn 7 samples for filtered sample and another 7 for centrifuged 

sample were collected and concentrated to 1 ml by drying using nitrogen. These fractions were tested 

for bio-activity (down-regulation of LPS and IFN-γ induced NO and TNF-α production) on RAW 

264.7 macrophages as mentioned before. Cytotoxicity of the fractions was also studied simultaneously.

   

Solvent extraction of C.zeylanicum - sequential extraction with multiple solvents 

Extractions were performed on a Dionex Accelerated Solvent Extractor 350 at a temperature 

using 5 min static time and 2 cycles. Temperatures and heating duration were varied according to the 

solvent of extraction as suggested by the instructions of the Dionex Accelerated Solvent Extractor. 

DCM extract was heated at 100° C for 5 min. EA extract was heated at 100° C for 5 min. Ethanol 

extract was heated at 120° C for 6 min. Methanol extract was heated at 120° C for 6 min. Water extract 

was heated at 180° C for 9 min.  
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A 250 mg sample of C.zeylanicum powder was used in a 4:1 ratio with diatomaceous earth and 

was extracted sequentially in the following solvents of increasing polarity: DCM, EA, ethanol, 

methanol and water. The volume of the extracts was then reduced to 2 mL using a rotary evaporator. 

One-in-two dilutions were made of the concentrated extracts. A further one-in-two dilution was made 

in serial of the ethanol extract. These were evaporated with nitrogen gas and redissolved in 1 mL of 

either ethanol or water for chemical analysis using GC-MS techniques and biological assays. 

 

Solvent extraction of C.zeylanicum - extraction with ethanol 

A further 100 mg sample of C.zeylanicum powder was extracted in a 4:1 ratio with 

Diatomaceous earth (DE) in ethanol. The volume of the extract was reduced to 2 mL on a rotary 

evaporator. A one-in-two dilution was made of the concentrated extract. This was evaporated with 

nitrogen gas and redissolved in 1 mL of ethanol for analysis using GC-MS techniques and biological 

assays. 

 

Solvent extraction of C.zeylanicum - extraction with water 

A further 100 mg sample of C.zeylanicum powder was extracted in a 4:1 ratio with DE in water. 

The volume of the extract was reduced to 2 mL on a rotary evaporator. A one-in-two dilution was made 

of the concentrated extract. This was evaporated with nitrogen gas and redissolved in 1 mL of water for 

analysis using GC-MS techniques and biological assays. 

 

Preparation of standards for GC-MS analysis 

Standards were purchased according to the literature and standard solutions of β-caryophyllene 

(97.9 mM), cinnamaldehyde (153 mM), p-cymene (149 mM), trans-anethole (135 mM), trans cinnamic 

acid (3402 mM), α-amylcinnamaldehyde (99 mM), citral (131 mM), eugenol (135 mM), coumarin 
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(15.3 mM), benzyl benzoate (94.2 mM), furfural (208 mM), cinnamyl alcohol (50 mM), cinnamyl 

acetate (50 mM), estragole (100 mM) and o-methoxycinnamaldehyde (50 mM) were prepared in 

ethanol for GC-MS analysis.  

  

GC-MS analysis 

GC-MS analysis was performed on an Agilent (California, USA) 7890A gas chromatograph 

with 5975C inert XL EI/CI mass selective detector (MS) and CombiPral, a CTC-PAL autosampler. Gas 

chromatography separation was performed on J&W scientific (California, USA) HP-5MS (30 m × 0.25 

mm ID, 0.25 μm). The injection volume of sample was 1 μL, using a split ratio of 10:1, at a 

temperature of 250°C.  The injection syringe is pre-cleaned with ethanol once, then the sample five 

times before each injection. The syringe is then rinsed with ethanol five times after each injection. 

Separation was performed at a constant flow rate of 1 ml/min by programming the column pressure. 

The oven temperature was initially 80ºC for 1 min and then increased at a rate of 4°C min-1 until 200ºC 

was reached. The MS transfer line was set to a temperature of 250°C, the EI source to 230°C and the 

quadrupole at 150°C. Measurement was delayed for solvent for 3 min and the acquisition mode was set 

to scan 40 – 500 m/z. The components were identified based on the comparison of their GC retention 

times, interpretation of their mass spectra and confirmed by mass spectral library search using the 

National Institute of Standards and Technology (NIST) database (359). This work was supported and 

the spectral data interpreted by Dr. Samuela Lee from CompleMed, UWS.  

 

Screening for anti-inflammatory activity using RAW 264.7 macrophages 

The samples were tested on RAW 264.7 macrophages, for the LPS and IFN-γ induced NO and 

TNF-α downregulating activity by employing a method which was described in Chapter 2. Usually the 
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maximum dose of the extracts used was 2.5 mg/ml and a minimum of 6 concentrations made by serial 

dilution. Two independent experiments were conducted with each experiment having samples in 

duplicates and dose-dependent curves were obtained for each read-out. Data calculations were done 

using MS-Excel 2007 & MS-Excel 2010 softwares and IC50 values were obtained by sigmoidal dose-

response function in Graphpad Prism (v5.01 – v5.04). IC50 values from each experiment were averaged 

and SD between these averages was calculated.  Significant difference in the data is calculated by 

Bartlett's test for equal variances (p value <0.0001). The results were expressed in mean ± SD.  

 

5.3 Results  

Anti-inflammatory properties of C.zeylanicum fractions 

 

In chapter 4 of this thesis, a library of food and plant samples were screened for their anti-

inflammatory properties and cinnamon was selected as the lead compound (Table 4.5). Cinnamon was 

chosen for bioactivity guided-fractionation as the most promising candidate because it showed potent 

anti-inflammatory activity, since it inhibited both NO and TNF-α production in macrophages at low 

concentrations and also exhibited low toxicity. A newly produced cinnamon sample, freshly supplied 

by CSIRO (P1105) was again tested for its anti-inflammatory properties and found to be active against 

NO and TNF-α in macrophages cells, without affecting cell viability (Figure 5.1). 
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Figure 5.1 Concentration-dependent effects of cinnamon on inflammatory markers (NO 

and TNF-α production) as well as cell viability (CV) in RAW264.7 macrophages. Data 

show % change compared to activated cells (positive control)  in the presence of C. zeylanicum 

(P1105) showing the mean of 2 independent experiments each with samples in triplicates and 

error bars representing SD (p<0.0001). 

 We assumed that the active constituent(s) of C.zeylanicum could be easily separated by HPLC 

fractionation and the active constituent(s) could be identified from the selected fraction(s) by using 

mass spectroscopy and NMR. Prior to analysis, two different sets were prepared for HPLC analyses, 

one by filtration and another by centrifugation of the supernatant. The two sets were prepared and 

tested to see if the particular method has advantage over the other. The results clearly implied that both 

methods do not affect much of the separation but filtration seems to provide a larger yield (evident by 

larger peaks)  than the centrifugation method (Figure 5.2). 

 

Cinnamon (P 1105)

0.0 0.5 1.0 1.5 2.0 2.5

0

50

100

150

200
% NO

% CV

%TNF-

Sample Conc. (mg/ml)

S
ta

n
d

a
rd

is
e
d

 c
h

a
n

g
e

fr
o

m
 c

o
n

tr
o

l 
(%

)



            

 

102 

 

A
b
so

rb
an

ce
 U

n
it

s 

 

Time 

a Fractionation of the filtered cinnamon sample P 1105 by HPLC 
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b  Fractionation of the centrifuged cinnamon sample P1105 by HPLC 

Figure 5.2. HPLC fractionation: Fractionation of (a) filtered and (b) centrifuged samples at a flow 

rate of 1 ml/min and a linear gradient elution were performed for 30 min with methanol ranging from 

50 to 100% in an aqueous solution of 2 g/ml formic acid. 7 fractions were collected in 2 min blocks. 
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In order to identify the most active fraction, the fractionated samples were tested for anti-inflammatory 

activity in RAW 264.7 macrophages using down-regulation of NO and TNF-α production as readouts. 

The data were collected from two independent experiments, performed in duplicates (Table 5.1). 

 

Table 5.1 Summary of IC50 values for the sample fractions exhibiting significant attenuation of NO and 

TNF-α, without evidence of cell toxicity, in RAW264.7 macrophages  

Fraction IC50 for NO 

production 

inhibition: 

filtered (mg/ml) 

IC50 for NO 

production 

inhibition: 

centrifuged (mg/ml) 

IC50 for TNF-α 

production 

inhibition:  

filtered (mg/ml) 

IC50 for TNF-α 

production 

inhibition: 

centrifuged(mg/ml) 

P1105-Fr1 0.15 0.08 0.12 0.08 

P1105-Fr2 0.08 0.08 0.06 0.08 

P1105-Fr3 0.15 0.08 0.11 0.13 

P1105-Fr4 0.12 0.11 0.11 0.17 

P1105-Fr5 0.08 0.08 0.06 0.08 

P1105-Fr6 0.08 0.08 0.09 0.08 

P1105-Fr7 0.08 0.08 0.09 0.08 
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Figure 5.3. Anti-inflammatory activity of cinnamon fractions:  Data show the IC50 values 

for NO and TNF-α production in activated  RAW 264.7 macrophages in the presence of the 

fractions of C. zeylanicum showing the mean of 2 independent experiments each with 

samples in triplicates and error bars representing SD. 

 

Surprisingley, all fractions showed anti-inflammatory activity but among the cinnamon 

fractions the most active compounds are found to be in Fractions 2, 5, 6 & 7 (Figure 5.3). It could be 

possible that the activity is contained in so many different fractions, because many different due anti-

inflammatory compounds with different polarity might be present in C. zeylanicum. Therefore, this 

approach was abandoned. A different approach involving the extraction of cinnamon with solvents of 

different polarity, followed by identification of the all compounds CG-MS, and their individual testing 

by anti-inflammatory bioassyas was followed instead.  

 

Determination of anti-inflammatory properties of C.zeylanicum sequential and direct extracts 

C. zeylanicum was extracted in a sequential extraction procedure using solvents in an increasing 

polarity gradient. This served the purpose of fractionating the cinnamon sample to extract its individual 

components. These components were then identified using GC-MS. We then compared this sequential 

extraction procedure against a direct extraction procedure using a single polar solvent, either ethanol or 
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water, for the anti-inflammatory activity and cell-viability as measured by NO and TNF-α inhibition 

and an Alamar blue assay. 

 

Identification of constituents of C.zeylanicum bark extractsby GC-MS  

After accelerated solvent extraction (ASE) of C. zeylanicum bark, a total of 9 compounds were 

identified in the bark extracts, as summarised in Table 5.2.  

Table 5.2: Compounds identified in extracts of C. zeylanicum 

Solvent  Constituent identified Retention 

time (min) 

Concentration 

(µM) 

Sequential Extracts     

Dichloromethane 

(DCM)  

 

Trans-cinnamaldehyde 12.78 120.09 

Cinnamyl alcohol 13.97  1.72  

β-Caryophyllene 16.99 0.78 

Benzyl benzoate 26.83 40.84 

p-cymene 8.63 65.22 

Eugenol 15.29 0.82 

Ethylacetate (EA) 

.  

Trans-cinnamaldehyde 12.72 0.07 

Eugenol 15.30 0.04 

β-Caryophyllene 17.03 0.52 

Benzyl benzoate                        26.84 4.73 

Ethanol  None    

Methanol Eugenol 15.30 0.02 

 Benzyl benzoate 26.83 1.90 

Water  None    

Direct extracts     

Ethanol 

 

Trans-cinnamaldehyde 12.75 42.24  

Cinnamyl alcohol 14.01 0.80 

Eugeno l 15.30 0.36 

β-Caryophyllene 16.99 1.94 

o-methoxycinnamaldehyde 20.44 36.25 

α-amyl cinnamaldehyde 22.49 0.01 

Benzyl benzoate 26.84 15.4 

Water Furfural 4.33 109.01 

o-methoxycinnamaldehyde 20.54           2.68 
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6 compounds namely, cinnamaldehyde, cinnamyl alcohol, eugenol, β-caryophyllene, p-cymene 

and benzyl benzoate were identified in the sequential extracts. 3 compounds namely α-amyl 

cinnamaldehyde, o-methoxy cinnamaldehyde and furfural were identified exclusively in direct extract. 

Cinnamaldehyde and β-caryophyllene were identified in DCM, EA and direct ethanol extracts. Benzyl 

benzoate and eugenol, both were identified in DCM, EA, methanol and direct ethanol extracts. 

Cinnamyl alcohol was identified in DCM and direct ethanol extract. In the direct water extract furfural 

and o-methoxy cinnamaldehyde were identified. α-amyl cinnamaldehyde was exclusively identified in 

direct ethanol extract. No constituents were identified in water and ethanol extracts from the sequential 

extraction procedure. 

 

The identification of furfural is arguable as there is no previous evidence of its presence in 

natural plants. Considering the total yield of compounds identified, the sequential extraction procedure 

has been shown to be more effective than direct extraction, as it exhibits a significantly higher retention 

rate. Sequential extracts compared for 236.75 µM of constituents against 101.6 µM in direct extracts, 

excluding furfural. This is likely to be due to the gradient of polarity created by sequential extraction 

being able to interact with a wider variety of constituents with differing electronic properties. However 

the exclusive presence of few compounds such as α-amyl cinnamaldehyde, o-methoxy cinnamaldehyde 

and also furfural justifies the fact that direct extraction cannot be ruled out completely. 
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Figure 5.4. GC-MS chromatogram of the DCM extract of C.zeylanicum 
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Figure 5.5. GC-MS chromatogram of the EA extract (sequential) of C.zeylanicum 
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Figure 5.6. GC-MS chromatogram of C.zeylanicum extracted directly with ethanol 
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Figure 5.7. GC-MS chromatogram of the methanol extract (sequential) of C.zeylanicum 
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Figure 5.8. GC-MS chromatogram for C.zeylanicum extracted directly with water 
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Figure 5.9. GC-MS chromatograms of standard compounds  
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Figure 5.10: Chemical structures of active compounds identified from C.zeylanicum extracts. 

 

Effects of extracts and their individual constituents on NO production in LPS-stimulated RAW 264.7 

cells 

Anti-inflammatory effects of the C. zeylanicum extracts was tested using inhibition of LPS 

induced NO production. It was found that the sequential extracts in DCM, EA, ethanol, methanol, 

water and also direct ethanol and water extracts all suppressed NO production (Table 5.3). In addition, 

these extracts produced no considerable cytotoxicity (Table 5.3).  
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Table 5.3: Anti-inflammatory activity and cell-viability of sequential and direct extracts of C. 

zeylanicum in RAW 264.7 macrophages showing the mean of 2 independent experiments each with 

samples in triplicates and SD. 

Extract 

IC50 for NO 

production 

inhibition 

(mg/ml) ± SD 

Percentage Cell 

viability at IC50 

(NO) ± SD 

IC50 for TNF-α 

production 

inhibition 

(mg/ml) ± SD 

Percentage Cell 

viability at IC50 

(TNF- α) ± SD 

Sequential 

DCM 0.06 ± 0 92.4 ± 5.52 0.17 ± 0.04 61.2 ± 5.52 

EA 0.02 ± 0 84.7 ± 3.96 0.07 ± 0.01 53.2 ± 9.90 

Ethanol 0.05 ± 0.01 113 ± 9.90 0.03 ± 0.04 113.5 ± 16.26 

Methanol 0.11 ± 0.01 123.5 ± 4.95 0.24 ± 0.02 95.2 ± 3.39 

Water 0.16 ± 0.01 122 ± 15.56 0.82 ± 0.03 87 ± 17.54 

Direct 

Ethanol 0.03 ± 0.01 98.65 ± 6.15 0.09 ± 0.01 78.4 ± 4.10 

Water 0.07 ± 0 108 ± 11.31 0.49 ± 0.01 91.1 ± 5.52 

 

These results are comparable to previous results reported by Lee et al. (360), where the extracts 

of C. cassia had significant inhibitory effects of NO production, with an IC50 value between 1 and 5 

μg/ml. Additionally, Tung et al (357) reported an IC50 value of 11.2 μg/ml of the essential oil from c. 

osmophloeum twigs. Hence the extracts of C. zeylanicum are comparably lower in anti-inflammatory 

activity in relation to C. cassia and C. osmophloeum, however some of our extracts are still quite 

potent, such as the EA extract which showed an IC50 value of 20 μg/ml. Because this extract also 

showed a good potential to promote cell viability, constituents which contribute could possibly be 

considered as a possible treatment for inflammatory diseases.  

 

The direct extracts in ethanol and water direct extracts were also found to have significant 

capacity to inhibit the production of NO (Table 5.3). As in the sequential extracts, similarly, the ethanol 

extract has a higher level of NO inhibition than the water extract. While the direct water extract had 
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similar non-cytotoxic effects on the cells when compared with the sequential water extract, the direct 

ethanol extract was higher in cytotoxicity than its sequential analogue (Table 5.3). Hence it is possible 

to once again validate the use of the sequential extraction procedure, as it produced less cytotoxic 

fractions. This may be due to non-polar toxic constituents being first removed by the use of the non-

polar solvents, before they can affect the cells in ethanol solution, i.e. the sequential ethanol extract has 

less cytotoxic components because they were removed prior to extraction in Ethanol in one of the non-

polar solvents such as DCM or EA.  

 

In examining the correlation of the chemical constituents of the extracts to the complete 

extracts, some of the constituents of the C. zeylanicum extracts were tested in the same manner as the 

extracts. The constituents are listed in Table 5.4 and all of them showed NO down-regulation.. β-

caryophyllene, p-cymene, 2-methoxy cinnamaldehyde, citral, estragole and α-amyl cinnamaldehyde 

were highly active with IC50 values below 0.1 mg/ml. In addition, neither of these constituents showed 

significant levels of cytotoxicity. However, Trans-anethole, trans-cinnamic acid, coumarin, benzyl 

alcohol showed significant cytotoxicity (data not presented).  

 

Effects of extracts and their constituents on TNF-α production in LPS-stimulated RAW 264.7 cells 

Large amounts of TNF-α have been demonstrated to be released in response to LPS  (361).  

Hence therefore, another method of examining the inhibitory effects of the C. zeylanicum is by 

measuring the inhibition of TNF-α production. It was observed that the sequential extracts in DCM, 

EA, ethanol, methanol and water all inhibit the production of the TNF-α (Table 5.3). Therefore the 

extract with the highest anti-inflammatory properties in reagrds to TNF-a production was the ethanolic 

extract. These results are comparable to previous results reported by Chao et al. (358), who 

demonstrated that the essential oil from the leaves of C. osmophloeum had significant inhibitory effects 
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of TNF-α production, with a reduction of 16 and 17 ng/ml from a positive control with a 30 and 60 

μg/ml addition of essential oil. Hence the extracts of C. zeylanicum are similar in TNF-α inhibition in 

relation to the essential oil of c. osmophloeum, for example, the IC50 value of the ethanol extract was 34 

μg/ml. Direct extracts in ethanol and water also can inhibit the production of TNF-α. The IC50 values of 

the direct extracts are also summarised in Table 5.3. As in the sequential extracts, similarly, the ethanol 

extract demonstrated a higher level of TNF-α inhibition than the water extract.  

In addition, neither of these constituents showed significant levels of cytotoxicity at doses 

inhibiting NO (Percentage cell viability <80%), but Citral, p-cymene and α-amyl cinnamaldehyde have 

shown cell death at IC50 doses of TNF-α inhibition.  

 

Table 5.4: Anti-inflammatory activity of cinnamon constituents tested in LPS activated RAW 264.7 

macrophages   

Standard (mM) 

IC50 for NO 

production 

inhibition ± SD 

Percentage Cell 

viability at IC50 

(NO) ± SD 

IC50 for TNF-α 

production 

inhibition ± SD 

Percentage Cell 

viability at IC50 

(TNF- α) ± SD 

β-caryophyllene 0.04 ± 0.01 105 ± 1.42 0.03 ± 0.01 103 ± 1.41 

p-cymene 0.05 ± 0.02 106.5 ± 17.68 0.2 ± 0.11 75.8 ± 25.74 

Cinnamaldehyde 0.07 ± 0.02 104.8 ± 6.51 0.16 ± 0.02 87.75 ± 5.06 

Cinnamalacetate 0.18 ± 0.03 91.15 ± 1.59 >2.5mM  NA  

Cinnamylalcohol 0.14 ± 0.01 95.6 ± 2.12 >2.5mM  NA  

2-methoxy cinnamaldehyde 0.05 ± 0.02 109.7 ± 7.28 0.27 ± 0.01 96.3 ± 8.98 

Eugenol 0.23 ± 0.07 93.35 ± 3.71 >2.5mM  NA  

Citral 0.02 ± 0 92.6 ± 0 0.06 ± 0 77.6 ± 0 

α-amyl cinnamaldehyde 0.02 ± 0 90.4 ± 0 0.05 ± 0.01 76.15 ± 3.71 

Benzyl benzoate 0.2 ± 0.01 95.25 ± 0.81 0.31 ± 0.02 87.75 ± 2.93 

Furfural 0.26 ± 0.01 96 ± 1.84 0.61 ± 0.02 83.65 ± 0.53 

Estragole 0.02 ± 0.01 101.5 ± 1.59 0.03 ± 0.01 104 ± 1.41 
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5.4 Discussion 
 

This analysis demonstrated that extraction and analysis procedure is more effective than 

fractionation and subsequent mass spectroscopic analysis, in case of cinnamon. Extracts taken from the 

bark of C. zeylanicum have high anti-inflammatory activities. There was also a good indication that the 

chemical constituents of the extracts including β-caryophyllene, Cinnamaldehyde, 2-methoxy 

cinnamaldehyde, benzyl benzoate and furfural also have strong anti-inflammatory activities, both 

through the suppression of NO production and through the down-regulation of TNF-α, as demonstrated 
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Figure 5.11: Comparison of anti-inflammatory activity of cinnamon constituents in RAW 

264.7 macrophages showing the mean of 2 independent experiments each with samples in 

triplicates and error bars representing SD. 
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in LPS-stimulated macrophages. These compounds may be promising as leads in the development of 

anti-inflammatory treatments in diseases of pathological inflammation.  

 

Cinnamaldehyde, cinnamic acid and cinnamyl alcohol, major constituents of Cinnamomum 

cassia, have been shown to possess antioxidant, anti-inflammatory, anticancer and other activities. One 

constituent which has shown significant bioactivity is cinnamaldehyde, which has been previously 

extracted from the leaf essential oil of the C. osmophloem plant. It has been shown to induce apoptosis, 

i.e. that it has potential in anti-cancer activity, both through mitochondrial permeability transition in 

human promyelocytic leukemia HL-60 cells (362), and through activation of Bcl-2 proteins in human 

hepatoma cells (363). It has activated the Nrf2-dependent antioxidant response in human epithelial 

colon cells (364). It has also been shown to be a potential anti-bacterial agent (365). Cinnamaldehyle 

suppressed the proliferation of T cells from murine splenocytes after they had been activated by the 

growth inducers concanavalin A and LPS(366) and suppressed DNA binding activity and 

transcriptional activity of NF-κB in LPS stimulated RAW 264.7 macrophages(367). Through this 

inhibition of NF-κB, cinnamaldehyde is able to inhibit the inducible nitric oxide synthase (iNOS) and 

subsequently nitric oxide (NO) production(360). Moreover, cinnamaldehyde inhibited the IL-1β 

induced cyclooxygenase-2 activity, which subsequently led to the inhibition of PGE2 in rat cerebral 

microvascular endothelial cells (368). These latter three findings then suggest strongly that 

cinnamaldehyde has great potential as an immuno-modulatory agent. Hence the mechanism of anti-

inflammatory activity of the cinnalmaldehyde in the essential oil extracted from the leaves of C. 

osmophloeum is able to inactivate the cytokines involved in proliferating the immune response, rather 

than inhibiting the causative agent or blocking receptor binding sites of cell-surface markers. This 

validates our study examining the anti-inflammatory activities of constituents in the essential oil 

extracted from the bark of C. zeylanicum which deserves further investigation as a possible treatment 
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for inflammation associated diseases, due to the high of level of anti-inflammatory activity exhibited by 

this study.  

 

Trans-cinnamaldehyde and 2-methoxycinnamaldehyde were both identified previously as the 

NF-κB inhibitors and both inhibited LPS-induced DNA binding activity of NF-κB in addition to NF-

κB transcriptional activity (367). This report is coinciding with our data that had shown NO and TNF-α 

suppression in LPS and IFN-γ induced RAW macrophages. 

 

Plant essential oils are typically composed of volatile aromatic terpenes and phenylpropanoids. 

β-caryophyllene, a sesquiterpene, has been reported as a dietary cannabinoid which exerted anti-

inflammatory effects by activating CB2 receptor through selective binding to the CP55,940 binding site 

(i.e., THC binding site) (369). In our study we have found that it could also affect NF-κB pathway due 

to its NO and TNF-α down-regulation. 

 

Eugenol, an o-methoxyphenol and a naturally occurring food flavouring agent, is also shown to 

be present in cinnamon that shows significant NO production inhibition. Previously it has been 

reported for antioxidant, anti-inflammatory and DNA-protective properties in thioacetamide-induced 

liver injury in rats (370). Our study is in line with an in vivo study anti-inflammatory effects of eugenol 

suppressing cyclooxygenase-2 expression, while eugenol dimers prevent nuclear factor-κB (NF-κB) 

activation and inflammatory cytokine expression in lipopolysaccharide-stimulated macrophages (371).  

 

One very interesting result of our study is the outcome of benzyl benzoate, a component of the 

essential oil, exhibiting good NO and TNF-α down regulating properties with no cytotoxicity. It is not 

investigated for such anti-inflammatory potential, before. One study on rescuing muscular damage in 
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rats by diclofenac used nano-tubes made of benzyl benzoate and has shown the anti-inflammatory 

benefits in comparison to the diclofenac solution (372). In that study the difference in activity was 

attributed to the formulation using nano-tubes but our study shows that it could be due to anti-

inflammatory effects provided directly by benzyl benzoate.  

 

This study has identified the presence of furfural in trace amounts in cinnamon extracts, might 

be due to contamination of the sample. Nevertheless, furfural had shown the anti-inflammatory 

properties without cytotoxicity. Trans-anethole, trans-cinnamic acid, coumarin, estragole, citral, 

cinnamyl acetate and benzyl alcohol were not identified in this analysis. But estragole had shown 

strong NO and TNF-α suppression without cytotoxicity, inspite the suspected to carcinogenic and 

genotoxic properties documented by Committee on Herbal Medicinal Products (373). 

 

In addition these findings indicate a refined method for extraction of cinnamon products, by 

sequential extraction in solvents of increasing polarity, rather than by direct extraction in a single 

solvent of high polarity. This has been indicated by increased cytotoxicity of direct extracts in 

comparison with the sequential extracts of the same solvent, as demonstrated by an Alamar Blue cell 

viability assay. Hence, in future studies, to improve cell survival, a similar sequential extraction 

procedure should be employed. 
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CHAPTER 6 

DISCUSSION 
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Oxidative stress in AD 

The brain is especially sensitive to oxidative damage due to its high content of unsaturated and 

oxidation-susceptible fatty acids, high use of oxygen, and low levels of antioxidants. Free radical–

induced oxidative damage may play a role in the pathogenesis of AD (169). ROS production could 

activate NF-κB, the nuclear transcription factor, by triggering a change in the cell that results in 

phosphorylation of the subunit of an inhibitory protein, I-κB (203). Downstream products of NF-κB 

activation include NO and inflammatory cytokines such as, IL-1, IL-6 and TNF-α. Antioxidants are 

playing an important role in preventing these diseases by counteracting these oxidants that modulate 

NF-κB activation. Due to their low cytotoxicity, phytochemicals are potential sources of natural 

antioxidants, which are candidates for the prevention of oxidative damage. A number of medicinal and 

dietary plants extracts containing polyphenols, flavonoids, and other compounds exhibited significant 

antioxidant activities (204). To mention a few, anti-inflammatory activities was shown by alkaloids 

from Forsythia suspensa in rats (205), the aerial part of Helichrysum italicum extracts in various in 

vivo and in vitro experimental models (206) and aqueous extract of Scrophularia frutescens L, in 

carrageenan-induced oedema test on the rat paw (207). 

 

Microglial cells were used in the preliminary screening and macrophages were used in further 

stages of screening. This procedure had provided us with a dual advantage that those potent plants 

identified from both cell lines could act against brain-specific inflammation and other forms of 

inflammation. Macrophages were reported to contribute amyloid angiopathy by shuttling Aβ from 

neurons to vessels (374). Autoimmune animal models shown the involvement of these two related cell 

types in brain pathology relevant to multiple sclerosis and experimental allergic encephalomyelitis 

(375). It is also evidenced that COX-2-positive macrophages infiltrate into AD brain damage the blood-

brain barrier (376).  Massive tissue destruction due to high macrophage number in neural tissues is also 
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reported (377). We have tested a set of Chinese medicinal plants and a library of plant and mushrooms 

for anti-inflammatory properties. We have tested the toxicity exerted by these samples on the cells by 

measuring the cell viability, simultaneously.  

 

Anti-inflammatory properties of Chinese medicinal plants 
 

Among the screened 58 Chinese medicinal plant extracts (Chapter 2), we have identified that all 

plant extracts, except S.nigrum were shown to suppress NO while the extracts of S. flavescens Ait., S. 

coicis L., P. vulgaris L., M. fortunei (Lindl.)Fedde, U. rhyncophylla Miq, E. ulmoides Oliv., L. lucidum 

Ait., A. officinarum, A. quinata (Houtt.)Decne., A. arguta, S. suberectus Dunn., S. barbata Don.were 

shown to inhibit both NO and TNF-α production with very low toxicity. This study coincided with 

previously evidences of anti-inflammatory activity of P. vulgaris L. (212), U. rhyncophylla Miq (233) 

and A. quinata (Houtt.) Decne (249). We have demonstrated the anti-inflammatory properties of the 

anti-microbial S. flavescens  Ait. (260), M. fortunei (Lindl.)Fedde (256), E. ulmoides Oliv. (246) and S. 

barbata Don (259); the anti-tumorigenic  E. ulmoides Oliv. (246), S. barbata Don (259) and A. arguta 

(244); the antioxidants P. vulgaris L. (212) and U. rhyncophylla Miq (233) and the anti-diabetic S. 

coicis L. (213). These extracts were found be the most potent and could be promising candidates 

against inflammatory diseases. In addition, the findings from our correlation studies show that 

phenolics and flavonoids from these medicinal herbs might not be essential for the anti-inflammatory 

activities. As shown in the antioxidant assays, namely DPPH-scavenging activity and yeast oxidative 

inhibition, NO inhibition correlated significantly to antioxidant levels of the plant, but TNF-α inhibition 

did not correlated significantly. This could imply that antioxidants might not be directly influencing 

TNF-α release. 
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This study has established the anti-inflammatory properties of the whole herbal extracts rather 

than the individual constituents, therefore further systematic investigations are needed to characterise 

the bioactive compounds of these plant extracts. If bioactive properties can be verified in suiTable 

animal models and ultimately in humans, these plant extracts might represent useful dietary (or 

pharmaceutical) tools for use against inflammatory diseases including AD. 

 

Anti-inflammatory properties of mushrooms 
 

In this study, a generic food-compatible method for processing was applied to a library of plant 

and food samples. Processing, which involved heating, physical and chemical treatments to disperse 

solids including ultrasonication, was intended to select for process-stable or process-modified products 

and also investigate the stability of bioactive species to processing conditions.  

 

6 mushroom types were ‘processed’ in successive stages (Chapter 3) and were tested for their 

anti-inflammatory properties. In general, fresh mushrooms exhibited significantly higher anti-

inflammatory activity than processed mushrooms, highlighting the instability to processing of bioactive 

constituents. Among them, Shiitake and Oyster were identified as the potent anti-inflammatory 

candidates as they suppressed both NO and TNF-α in RAW macrophages without killing the cells.  

 

Oyster mushrooms protected against carbon tetrachloride-induced oxidative stress in rats in vivo 

via anti-oxidant mechanism (Jayakumar, Sakthivel, Thomas, & Geraldine, 2008); suppressed LPS-

induced secretion of TNF-α, IL-6 and IL-12p40, in RAW 264.7 macrophages, suppressed PGE2 and 

NO by down-regulation of the expression of COX-2 and iNOS respectively,  inhibited LPS-dependent 

DNA-binding activity of AP-1 and NF-κB in RAW 264.7 cells (319); markedly suppressed secretion of 
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TNF-α and IL-6 in LPS challenged mice, in vivo (319) and inhibited proliferation and secretion of IFN-

γ, IL-2, and IL-6 in concanavalin A-stimulated mouse splenocytes by the inhibition of (319). Our study 

coincides with the observations of anti-inflammatory activity of oyster mushrooms. 

 

Antioxidant properties were reported for polysaccharides from shiitake mushrooms that 

increased antioxidant enzyme activity and improve blood lipid levels in rats and inhibit the oxidative 

injury induced by accumulating free radicals caused by high-fat-diet to a certain extent (329). Dose 

dependent antioxidant activity of methanol and water crude extracts from Shiitake mushroom  was 

demonstrated with chemical assays investigating antioxidant capacity in three different assays, namely, 

the β-carotene and linoleic acid system, 1,1-diphenyl-2-picrylhydrazyl (DPPH) radical scavenging 

activity, and inhibition of hemolysis of rat erythrocyte induced by peroxyl radicals (330). In general, in 

mushroom extracts higher antioxidant activity is correlated to larger amount of total phenolics and 

inspite the probable presence of other antioxidants, phenolic compounds could make a significant 

contribution to the antioxidant activity in these extracts (330). Not only the results from these chemical 

assays were in line with our biological assay showing NO suppression but also these assays postulated 

scavenging of free radicals generated during lipid peroxidation as one possible mechanism of the 

antioxidant activity of the mushroom extracts.  

 

Antioxidant properties of Enokitake (320,321), Honey brown and Button mushrooms (322) 

were known previously but this is the first study that demonstrated their ability to suppress NO in cells.   

 

Anti-inflammatory effects of Shiitake and other mushrooms could be due to the presence of 

antioxidant, L-ergothioneine as its inhibition of NO (Table 3.2), atleast partially. L-ergothioneine 

exerted antioxidant and anti-inflammatory effect by inhibiting both hydrogen peroxide and TNF-α-
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mediated activation of the NF-κB inflammation cascade in lung epithelial cells (378). These properties 

need to be verified in suitable animal models and ultimately in humans and if successful, then these 

mushroom products could represent useful dietary (or pharmaceutical) tools for use against 

inflammatory diseases including AD. 

 

High throughput screening of plant and food library and identification of the 

most potent candidate 
 

High throughput screening of plants from the library of plant and food provided by CSIRO had 

shown many plants to be active against NO and TNF-α in murine microglia and murine macrophages. 

Considering the stability of activity during processing stages, activity on both the cell lines and 

suppression of both NO and TNF-α without cytotoxicity, Cinnamon stood out as the most potent 

candidate. Hence Cinnamon has been selected as the lead candidate for further chemical analysis. 

Though a variety of cinnamon species were previously studied (chapter 3) for the anti-oxidant, anti-

diabetic, anti-microbial, anti-cancer and anti-arthritis properties, there was not much evidence in 

support of anti-inflammatory properties especially relevant to the species C.zeylanicum.  

 

Anti-inflammatory properties of C.zeylanicum 
 

We expected to identify the active constituents of cinnamon by using HPLC fractionation 

followed by mass spectroscopy. But anti-inflammatory assays had shown that the activity was spread 

out through the fractions which might be due to the variety of ingredients present in C.zeylanicum, 

hence we have opted for extraction followed by mass spectroscopy analysis.  
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 With solvent extraction and subsequent GC-MS analysis we were able to identify 9 

constituents of C.zeylanicum. β-caryophyllene, p-cymene, cinnamaldehyde and its derivatives 2-

methoxy cinnamaldehyde and α-amyl cinnamaldehyde, citral, benzyl benzoate and furfural have shown 

both NO and TNF-α inhibitory activity while cinnamalacetate, cinnamyl alcohol and eugenol have 

shown NO inhibitory activity but not TNF-α inhibition. Neither of these constituents showed 

significant levels of cytotoxicity at doses inhibiting NO (Percentage cell viability <80%), but citral, p-

cymene and α-amyl cinnamaldehyde have shown cell death at IC50 doses of TNF-α inhibition. Hence β-

caryophyllene, cinnamaldehyde, 2-methoxy cinnamaldehyde, benzyl benzoate and furfural may be 

appropriate choices as leads compound in the development of anti-inflammatory treatments in diseases 

of pathological inflammation. 

 

In summary, the use of natural extracts and compounds in inflammatory conditions including 

AD is promising, with added benefits of low or no toxicity, low cost, ease of access for treatment. 

These compounds could provide neuroprotection via separate anti-inflammatory and antioxidant 

pathways hence might allow a safe, multi-targeted therapeutic neuroprotective approach to the 

prevention of AD.  
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7. Further research 
 

Permeability of the blood-brain barrier (BBB) of the potential drug candidates remains a big 

obstacle in AD. From our study we were able to identify a compound, o-methoxy cinnamaldehyde 

which suppressed the inflammatory markers NO and TNF-α without cytotoxicity. Also we were able to 

show the anti-inflammatory properties exerted by water extracts of C.zeylanicum. This could indicate 

the presence of potential but yet unidentified compounds in the extract that needs to be identified. Also 

the extracts of Chinese medicinal plants and mushrooms were shown to possess anti-inflammatory 

properties that need to be further analysed for their chemical constitution. While the further chemical 

research towards the chemical composition of these mentioned extracts suggested, it is also 

recommended to formulate the active but less polar compounds such as cinnamaldehyde, eugenol so 

that they could be shuttled into the brain. 

 

The anti-inflammatory compounds identified in this study require confirmation of their efficacy 

in vivo. Despite the positive outcomes in murine models of AD, they could be analysed on a higher 

model representing the disease conditions more perfectly such as neuron-microglia co-culture. The 

activity could be confirmed in models such as the mouse with brain overexpressing TNF-α. A direct 

comparison between the neuroprotective potential observed in vitro with outcomes in mice, including 

both behavioral and physical measures such as Aβ plaque and NFTs, microglial proliferation, levels of 

NO and pro-inflammatory markers in addition to TNF-α, neurite retraction and mitochondrial 

respiration of neurons would further distinguish effective compounds for human trials. 
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The intervention trial in human would be planned after confirming the activity of the identified 

compounds in animal models. This could be done with a single compound or combination of more than 

one compound. In addition to the drug efficiency, the adverse effects need to be documented.   
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8. Conclusion 
 

1. This study adds to the fact that diet and medicinal plants contain potential anti-inflammatory 

properties that could be helpful in inflammatory conditions including AD. 

2. This study emphasises the possibility of high throughput screening and selection of potent 

compound from a library by using cell-based anti-inflammatory assays. 

3. Our selected plant, C.zeylanicum had shown strong anti-inflammatory properties and the 

identified constituents such as β-caryophyllene, cinnamaldehyde, o-methoxy cinnamaldehyde, 

benzyl benzoate and furfural exerted such properties without cytotoxicity. 

4. We have concluded that in case of identification of active anti-inflammatory compounds of 

C.zeylanicum, extraction procedure followed by chemical analysis is more effective than 

fractionation and subsequent analysis procedure. 
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Appendices 

 

Appendix 1: CSIRO plant and food fractions library 

 

 

Code 
Eluted 

in 
Sample 

P0283 mQ Almonds 

P0284 Glucose Almonds 

P0285 mQ asparagus 

P0286 Glucose asparagus 

P0287 mQ avocado 

P0288 Glucose avocado 

P0289 mQ basil green 

P0290 Glucose basil green 

P0291 mQ basil purple 

P0292 Glucose basil purple 

P0293 mQ basil thai 

P0294 Glucose basil thai 

P0295 mQ Dark Columbia coffee beans 

P0296 Glucose Dark Columbia coffee beans 

P0297 mQ Blueberries 

P0298 Glucose Blueberries 

P0299 mQ bok choi 

P0300 Glucose bok choi 

P0301 mQ broccoli 

P0302 Glucose broccoli 

P0303 mQ brussel sprouts 

P0304 Glucose brussel sprouts 

P0305 mQ carrot 

P0306 Glucose carrot 

P0307 mQ Chinese broccoli 

P0308 Glucose Chinese broccoli 

P0309 mQ Chinese cabbage 

P0310 Glucose Chinese cabbage 

P0311 mQ chives 

P0312 Glucose chives 

P0313 mQ choi sum 

P0314 Glucose choi sum 

P0315 mQ choko flesh 

P0316 Glucose choko flesh 
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P0317 mQ Mocha supreme coffee beans 

P0318 Glucose Mocha supreme coffee beans 

P0319 mQ continental parsley 

P0320 Glucose continental parsley 

P0321 mQ coriander leaf 

P0322 Glucose coriander leaf 

P0323 mQ corn 

P0324 Glucose corn 

P0325 mQ cucumber 

P0326 Glucose cucumber 

P0327 mQ fennel 

P0328 Glucose fennel 

P0329 mQ maitake mushroom 

P0330 Glucose maitake mushroom 

P0331 mQ garlic 

P0332 Glucose garlic 

P0333 mQ ginger 

P0334 Glucose ginger 

P0335 mQ green beans 

P0336 Glucose green beans 

P0337 mQ green peas 

P0338 Glucose green peas 

P0339 mQ Jew's ear 

P0340 Glucose Jew's ear 

P0341 mQ kiwi gold 

P0342 Glucose kiwi gold 

P0343 mQ kiwi green 

P0344 Glucose kiwi green 

P0345 mQ leek 

P0346 Glucose leek 

P0347 mQ onion 

P0348 Glucose onion 

P0349 mQ oregano 

P0350 Glucose oregano 

P0351 mQ oyster mushroom 

P0352 Glucose oyster mushroom 

P0353 mQ red sweet potato 

P0354 Glucose red sweet potato 

P0355 mQ pecans 

P0356 Glucose pecans 

P0357 mQ pine nuts 
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P0358 Glucose pine nuts 

P0359 mQ pumpkin 

P0360 Glucose pumpkin 

P0361 mQ quince 

P0362 Glucose quince 

P0363 mQ radiccio 

P0364 Glucose radiccio 

P0365 mQ raspberries 

P0366 Glucose raspberries 

P0367 mQ red cabbage 

P0368 Glucose red cabbage 

P0369 mQ red coral lettuce 

P0370 Glucose red coral lettuce 

P0371 mQ rhubarb 

P0372 Glucose rhubarb 

P0373 mQ rosemary 

P0374 Glucose rosemary 

P0375 mQ sage 

P0376 Glucose sage 

P0377 mQ savoy cabbage 

P0378 Glucose savoy cabbage 

P0379 mQ Seaweed, spiralina 

P0380 Glucose Seaweed, spiralina 

P0381 mQ shallot 

P0382 Glucose shallot 

P0383 mQ spinach 

P0384 Glucose spinach 

P0385 mQ spring onion 

P0386 Glucose spring onion 

P0387 mQ squash 

P0388 Glucose squash 

P0389 mQ strawberries 

P0390 Glucose strawberries 

P0391 mQ sweet potato 

P0392 Glucose sweet potato 

P0393 mQ tarragon 

P0394 Glucose tarragon 

P0395 mQ thyme 

P0396 Glucose thyme 

P0397 mQ tomato 

P0398 Glucose tomato 
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P0399 mQ Walnuts 

P0400 Glucose Walnuts 

P0401 mQ watercress 

P0402 Glucose watercress 

P0403 mQ yellow mustard seed 

P0404 Glucose yellow mustard seed 

P0405 mQ silver beet 

P0406 Glucose silver beet 

P0407 mQ rainbow silverbeet 

P0408 Glucose rainbow silverbeet 

P0409 mQ coconut 

P0410 Glucose coconut 

P0411 mQ turmeric 

P0412 Glucose turmeric 

P0413 mQ ruby grapefruit 

P0414 Glucose ruby grapefruit 

P0415 mQ lime 

P0416 Glucose lime 

P0417 mQ mandarine (imperial) 

P0418 Glucose mandarine (imperial) 

P0419 mQ brown linseed 

P0420 Glucose brown linseed 

P0421 mQ red onion 

P0422 Glucose red onion 

P0423 mQ beetroot 

P0424 Glucose beetroot 

P0425 mQ peanuts 

P0426 Glucose peanuts 

P0427 mQ macadamia 

P0428 Glucose macadamia 

P0429 mQ brazil nut 

P0430 Glucose brazil nut 

P0431 mQ cashews 

P0432 Glucose cashews 

P0433 mQ cocoa beans 

P0434 Glucose cocoa beans 

P0435 mQ red delicious apples 

P0436 Glucose red delicious apples 

P0437 mQ Lemon flesh  

P0438 Glucose Lemon flesh  

P0552   Vegemite 
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P0553   Vegemite 

P0555 mQ Lemongrass 

P0556 Glucose Lemongrass 

P0557 mQ Black Carrot 

P0558 Glucose Black Carrot 

P0559 mQ Lime Zest 

P0560 Glucose Lime Zest 

P0561 mQ white potato 

P0562 Glucose white potato 

P0563 mQ English Breakfast Tea leaves 

P0564 Glucose English Breakfast Tea leaves 

P0565 mQ Japanese Sencha tea leaves 

P0566 Glucose Japanese Sencha tea leaves 

P0567 mQ Navel Oranges 

P0568 Glucose Navel Oranges 

P0569 mQ Valencia Oranges 

P0570 Glucose Valencia Oranges 

P0571 mQ Honey Brown mushroom 

P0572 Glucose Honey Brown mushroom 

P0573 mQ Button Mushroom 

P0574 Glucose Button Mushroom 

P0575 mQ Enoki mushroom 

P0576 Glucose Enoki mushroom 

P0577 mQ Shiitake mushroom 

P0578 Glucose Shiitake mushroom 

P0579 mQ orange zest 

P0580 Glucose orange zest 

P0581 mQ lemon zest 

P0582 Glucose lemon zest 

P0583 mQ cinnamon 

P0584 Glucose cinnamon 

P0585 mQ cardamom 

P0586 Glucose cardamom 

P0587 mQ cloves 

P0588 Glucose cloves 

P0589 mQ bay leaves 

P0590 Glucose bay leaves 

P0591 mQ Brewer's yeast 

P0592 Glucose Brewer's yeast 

P0593 mQ Corriander Seeds 

P0594 Glucose Corriander Seeds 
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P0595 mQ White Zucchini 

P0596 Glucose White Zucchini 

P0597 mQ Choko Skin 

P0598 Glucose Choko Skin 

P0701  - Grains 

P0702  - Grains 

P0703  - Grains 

P0704  - Grains 

P0705  - Grains 

P0706  - Grains 

P0707  - Grains 

P0708  - Grains 

P0709  - Grains 

P0710  - Grains 

P1001 mQ yellow citrus flesh 

P1002 Glucose yellow citrus flesh 

P1003 mQ yellow citrus skin 

P1004 Glucose yellow citrus skin 

P1005 mQ red citrus flesh 

P1006 Glucose red citrus flesh 

P1007 mQ red citrus skin 

P1008 Glucose red citrus skin 

P1009 mQ green citrus 

P1010 Glucose green citrus 

P1015 mQ M48-42 

P1016 Glucose M48-42 

P1017 mQ Chambourcin 

P1018 Glucose Chambourcin 

P1021 mQ Cabernet Sauvignon 

P1022 Glucose Cabernet Sauvignon 

P1023 mQ MI28-41 

P1024 Glucose MI28-41 

P1025 mQ Sunmuscat (control grape) 

P1026 Glucose Sunmuscat (control grape) 

P1027 mQ Concord 

P1028 Glucose Concord 

P1037 mQ CR101-13 

P1038 Glucose CR101-13 

P1039 mQ CR101-10 

P1040 Glucose CR101-10 



            

 

135 

 

Bibliography  
1.  Wancata J, Musalek M, Alexandrowicz R, Krautgartner M. Number of dementia sufferers in 

Europe between the years 2000 and 2050. European Psychiatry. 2003 Oct;18(6):306–13.  

2.  Scarmeas N, Luchsinger JA, Schupf N, Brickman AM, Cosentino S, Tang MX, et al. Physical 

Activity, Diet, and Risk of Alzheimer Disease. JAMA: The Journal of the American Medical 

Association. 2009;302(6):627–37.  

3.  Knopman DS. Mediterranean Diet and Late-Life Cognitive Impairment: A Taste of Benefit. 

JAMA: The Journal of the American Medical Association. 2009 Aug 11;302:686–7.  

4.  Steele M, Stuchbury G, Muench G. The molecular basis of the prevention of Alzheimer’s 

disease through healthy nutrition. Experimental Gerontology. 2007;42(1-2):28–36.  

5.  Selkoe DJ. Alzheimer’s Disease: Genes, Proteins, and Therapy. Physiol. Rev. 2001 Apr 

1;81(2):741–66.  

6.  Clark CM, Karlawish JHT. Alzheimer Disease: Current Concepts and Emerging Diagnostic and 

Therapeutic Strategies. Ann Intern Med. 2003 Mar 4;138(5):400–10.  

7.  Davis KL, Thal LJ, Gamzu ER, Davis CS, Woolson RF, Gracon SI, et al. A double-blind, 

placebo-controlled multicenter study of tacrine for Alzheimer’s disease. The Tacrine 

Collaborative Study Group. N Engl J Med. 1992 Oct 29;327(18):1253–9.  

8.  Rogers SL, Farlow MR, Doody RS, Mohs R, Friedhoff LT. A 24-week, double-blind, placebo-

controlled trial of donepezil in patients with Alzheimer’s disease. Donepezil Study Group. 

Neurology. 1998 Jan;50(1):136–45.  

9.  Rosler M, Anand R, Cicin-Sain A, Gauthier S, Agid Y, Dal-Bianco P, et al. Efficacy and safety 

of rivastigmine in patients with Alzheimer’s disease: international randomised controlled trial ? 

Commentary: Another piece of the Alzheimer’s jigsaw. BMJ. 1999 Mar 6;318(7184):633–40.  

10.  Tariot PN, Solomon PR, Morris JC, Kershaw P, Lilienfeld S, Ding C. A 5-month, randomized, 

placebo-controlled trial of galantamine in AD. Neurology. 2000 Jun 27;54(12):2269–76.  

11.  Sano M, Ernesto C, Thomas RG, Klauber MR, Schafer K, Grundman M, et al. A Controlled 

Trial of Selegiline, α-Tocopherol, or Both as Treatment for Alzheimer’s Disease. N Engl J Med. 

1997 Apr 24;336(17):1216–22.  

12.  Hardy J, Allsop D. Amyloid deposition as the central event in the aetiology of Alzheimer’s 

disease. Trends in Pharmacological Sciences. 1991;12:383–8.  

13.   Allinson, Tobias M.J., Edward T. Parkin, Anthony J. Turner, and Nigel M. Hooper. 2003. 

ADAMs family members as amyloid precursor protein a-secretases. Journal of Neuroscience 

Research 74, no. 3: 342-352. 

14.  Wolfe MS. The γ-Secretase Complex: Membrane-Embedded Proteolytic Ensemble. 

Biochemistry. 2006 Jul 4;45(26):7931–9.  



            

 

136 

 

15.  Zheng H, Koo E. The amyloid precursor protein: beyond amyloid. Molecular 

Neurodegeneration. 2006;1(1):5.  

16.  Haass C, Schlossmacher MG, Hung AY, Vigo-Pelfrey C, Mellon A, Ostaszewski BL, et al. 

Amyloid [beta]-peptide is produced by cultured cells during normal metabolism. Nature. 

1992;359(6393):322–5.  

17.      De Strooper, Bart. 2003. Aph-1, Pen-2, and Nicastrin with Presenilin Generate an Active ?-

Secretase Complex. Neuron 38, no. 1 (April 10): 9-12. doi:10.1016/S0896-6273(03)00205-8. 

18.  Jarrett JT, Berger EP, Lansbury PT. The carboxy terminus of the .beta. amyloid protein is critical 

for the seeding of amyloid formation: Implications for the pathogenesis of Alzheimer’s disease. 

Biochemistry. 1993 May 1;32(18):4693–7.  

19.  Iwatsubo T, Odaka A, Suzuki N, Mizusawa H, Nukina N, Ihara Y. Visualization of Aβ42(43) 

and Aβ40 in senile plaques with end-specific Aβ monoclonals: Evidence that an initially 

deposited species is Aβ42(43). Neuron. 1994 Jul;13(1):45–53.  

20.  McGowan E, Pickford F, Kim J, Onstead L, Eriksen J, Yu C, et al. Aβ42 Is Essential for 

Parenchymal and Vascular Amyloid Deposition in Mice. Neuron. 2005 Jul 21;47(2):191–9.  

21.   Hardy, John, and Dennis J. Selkoe. 2002. The Amyloid Hypothesis of Alzheimer's Disease: 

Progress and Problems on the Road to Therapeutics. Science 297, no. 5580 (July 19): 353-356. 

doi:10.1126/science.1072994. 

22.  Sophie L. Wilkinson. C&EN: SCIENCE & TECHNOLOGY - WHAT’S BEHIND AMYLOID 

DISEASES? [Internet]. 2002; Available from: 

http://pubs.acs.org/cen/science/8032/8032sci1.html 

23.  Lashuel HA, Hartley D, Petre BM, Walz T, Lansbury PT. Neurodegenerative disease: Amyloid 

pores from pathogenic mutations. Nature. 2002 Jul 18;418(6895):291.  

24.  Coutinho V, Knopfel T. Book Review: Metabotropic Glutamate Receptors: Electrical and 

Chemical Signaling Properties. Neuroscientist. 2002 Dec 1;8(6):551–61.  

25.  Tyszkiewicz JP, Yan Z. beta-Amyloid peptides impair PKC-dependent functions of 

metabotropic glutamate receptors in prefrontal cortical neurons. J. Neurophysiol. 2005 

Jun;93(6):3102–11.  

26.  Hasegawa T. Accelaration of familial Alzheimer’s disease by homocysteic acid and recovery 

from neuropathology by anti-homocysteic acid antibody. Alzheimer’s and Dementia. 2008 

Jul;4(4, Supplement 1):T192.  

27.  Schenk DB, Seubert P, Lieberburg I, Wallace J. β-Peptide Immunization: A Possible New 

Treatment for Alzheimer Disease. Arch Neurol. 2000 Jul 1;57(7):934–6.  

28.  Bard F, Cannon C, Barbour R, Burke R-L, Games D, Grajeda H, et al. Peripherally administered 

antibodies against amyloid β-peptide enter the central nervous system and reduce pathology in a 

mouse model of Alzheimer disease. Nat Med. 2000;6(8):916–9.  



            

 

137 

 

29.  Frenkel D, Katz O, Solomon B. Immunization against Alzheimer’s β-amyloid plaques via EFRH 

phage administration. Proceedings of the National Academy of Sciences. 2000 Oct 

10;97(21):11455–9.  

30.  DeMattos RB, Bales KR, Cummins DJ, Dodart J-C, Paul SM, Holtzman DM. Peripheral anti-Aβ 

antibody alters CNS and plasma Aβ clearance and decreases brain Aβ burden in a mouse model 

of Alzheimer’s disease. Proceedings of the National Academy of Sciences of the United States 

of America. 2001 Jul 17;98(15):8850–5.  

31.  Bard F, Barbour R, Cannon C, Carretto R, Fox M, Games D, et al. Epitope and isotype 

specificities of antibodies to β-amyloid peptide for protection against Alzheimer’s disease-like 

neuropathology. Proceedings of the National Academy of Sciences. 2003 Feb 18;100(4):2023–8.  

32.  Citron M. Strategies for disease modification in Alzheimer’s disease. Nat Rev Neurosci. 

2004;5(9):677–85.  

33.  Leuchtenberger S[1], Beher D[1], Weggen S[1]. Selective Modulation of Aβ42 Production in 

Alzheimers Disease: Non-Steroidal Anti-Inflammatory Drugs and Beyond. Current 

Pharmaceutical Design. 2006 Nov;12:4337–55.  

34.  De Strooper B, Annaert W, Cupers P, Saftig P, Craessaerts K, Mumm JS, et al. A presenilin-1-

dependent γ-secretase-like protease mediates release of Notch intracellular domain. Nature. 1999 

Apr 8;398(6727):518–22.  

35.  De Strooper B, Woodgett J. Alzheimer’s disease: Mental plaque removal. Nature. 2003 May 

22;423(6938):392–3.  

36.  Hadland BK, Manley NR, Su D-ming, Longmore GD, Moore CL, Wolfe MS, et al. gamma -

Secretase inhibitors repress thymocyte development. Proceedings of the National Academy of 

Sciences. 2001 Jun 19;98(13):7487–91.  

37.  Wong GT, Manfra D, Poulet FM, Zhang Q, Josien H, Bara T, et al. Chronic Treatment with the 

γ-Secretase Inhibitor LY-411,575 Inhibits β-Amyloid Peptide Production and Alters 

Lymphopoiesis and Intestinal Cell Differentiation. Journal of Biological Chemistry.  

2004;279(13):12876–82.  

38.  Siemers ER et al. 56th Annual Meeting of the American Academy of Neurology. 56th Annual 

Meeting of the American Academy of Neurology abstr. S17.001. 2004; 

39.  Wilcock GK, Black SE, Hendrix SB, Zavitz KH, Swabb EA, Laughlin MA. Efficacy and safety 

of tarenflurbil in mild to moderate Alzheimer’s disease: a randomised phase II trial. Lancet 

Neurol. 2008 Jun;7(6):483–93.  

40.  Wolfe MS. APP, Notch, and presenilin: molecular pieces in the puzzle of Alzheimer’s disease. 

International Immunopharmacology. 2002 Dec;2(13-14):1919–29.  

41.  Citron M. β-Secretase inhibition for the treatment of Alzheimer’s disease - promise and 

challenge. Trends in Pharmacological Sciences. 2004 Feb;25(2):92–7.  



            

 

138 

 

42.  Harrison SM, Harper AJ, Hawkins J, Duddy G, Grau E, Pugh PL, et al. BACE1 (β-secretase) 

transgenic and knockout mice: identification of neurochemical deficits and behavioral changes. 

Molecular and Cellular Neuroscience. 2003 Nov;24(3):646–55.  

43.  Hsiao K, Chapman P, Nilsen S, Eckman C, Harigaya Y, Younkin S, et al. Correlative Memory 

Deficits, Aβ Elevation, and Amyloid Plaques in Transgenic Mice. Science. 1996 Oct 

4;274(5284):99–103.  

44.  Ohno M, Sametsky EA, Younkin LH, Oakley H, Younkin SG, Citron M, et al. BACE1 

Deficiency Rescues Memory Deficits and Cholinergic Dysfunction in a Mouse Model of 

Alzheimer’s Disease. Neuron. 2004 Jan 8;41(1):27–33.  

45.  Leung D, Abbenante G, Fairlie DP. Protease inhibitors: current status and future prospects. J 

Med Chem. 2000 Feb 10;43(3):305–41.  

46.  Hong L, Koelsch G, Lin X, Wu S, Terzyan S, Ghosh AK, et al. Structure of the Protease Domain 

of Memapsin 2 (β-Secretase) Complexed with Inhibitor. Science. 2000 Oct 6;290(5489):150–3.  

47.  Nitsch R, Slack B, Wurtman R, Growdon J. Release of Alzheimer amyloid precursor derivatives 

stimulated by activation of muscarinic acetylcholine receptors. Science. 1992 Oct 

9;258(5080):304–7.  

48.  Hock C, Maddalena A, Raschig A, Müller-Spahn F, Eschweiler G, Hager K, et al. Treatment 

with the selective muscarinic m1 agonist talsaclidine decreases cerebrospinal fluid levels of 

Aβ42 in patients with Alzheimer’s disease. Amyloid. 2003 Mar;10(1):1–6.  

49.  Desire L, Buee L, Lambeng N, Drouin D, Schweighoffer F. EHT-0202: A neuroprotective and 

procognitive α-secretase stimulator targeted towards Alzheimer disease therapy. Alzheimer’s 

and Dementia. 2008 Jul;4(4, Supplement 1):T168.  

50.  Drewes G, Ebneth A, Mandelkow E-M. MAPs, MARKs and microtubule dynamics. Trends in 

Biochemical Sciences. 1998;23(8):307–11.  

51.  Planel E, Yasutake K, Fujita SC, Ishiguro K. Inhibition of Protein Phosphatase 2A Overrides 

Tau Protein Kinase I/Glycogen Synthase Kinase 3β and Cyclin-dependent Kinase 5 Inhibition 

and Results in Tau Hyperphosphorylation in the Hippocampus of Starved Mouse. J. Biol. Chem. 

2001;276(36):34298–306.  

52.  Qian W, Shi J, Yin X, Iqbal K, Grundke-Iqbal I, Gong C-X, et al. PP2A Regulates Tau 

Phosphorylation Directly and also Indirectly via Activating GSK-3β. Journal of Alzheimer’s 

Disease. 2010 Jan 1;19(4):1221–9.  

53.    Binder, Lester I., Angela L. Guillozet-Bongaarts, Francisco Garcia-Sierra, and Robert W. Berry. 

2005. Tau, tangles, and Alzheimer's disease. Biochimica et Biophysica Acta (BBA) - Molecular 

Basis of Disease 1739, no. 2 (January 3): 216-223. doi:10.1016/j.bbadis.2004.08.014. 

54.  Yan SD, Chen X, Schmidt AM, Brett J, Godman G, Zou YS, et al. Glycated tau protein in 

Alzheimer disease: a mechanism for induction of oxidant stress. Proceedings of the National 

Academy of Sciences. 1994;91(16):7787–91.  



            

 

139 

 

55.  Vigo-Pelfrey C, Lee D, Keim P, Lieberburg I, Schenk DB. Characterization of beta-amyloid 

peptide from human cerebrospinal fluid. J. Neurochem. 1993 Nov;61(5):1965–8.  

56.  Harrington C, Rickard JE, Horsley D, Harrington KA, Hindley KP, Riedel G, et al. 

Methylthioninium chloride (MTC) acts as a Tau aggregation inhibitor (TAI) in a cellular model 

and reverses Tau pathology in transgenic mouse models of Alzheimer’s disease. Alzheimer’s 

and Dementia. 2008 Jul;4(4, Supplement 1):T120–1.  

57.  Petrucelli L. Tau degradation and therapy. Alzheimer’s and Dementia. 2008 Jul;4(4, Supplement 

1):T126–7.  

58.  Wang D-L, Ling Z-Q, Cao F-Y, Zhu L-Q, Wang J-Z. Melatonin attenuates isoproterenol-

induced protein kinase A overactivation and tau hyperphosphorylation in rat brain. J. Pineal Res. 

2004 Aug;37(1):11–6.  

59.  Peng C, Hu J, Wang J. Melatonin attenuates Tau hyperphosphorylation in Tg2576 transgenic 

mice. Alzheimer’s and Dementia. 2008 Jul;4(4, Supplement 1):T219.  

60.  Perry EK, Curtis M, Dick DJ, Candy JM, Atack JR, Bloxham CA, et al. Cholinergic correlates of 

cognitive impairment in Parkinson’s disease: comparisons with Alzheimer’s disease. J Neurol 

Neurosurg Psychiatry. 1985 May;48(5):413–21.  

61.    Doody, R S. 1999. Therapeutic standards in Alzheimer disease. Alzheimer disease and associated 

disorders 13 Suppl 2 (November): S20-6. 

62.    Finkel, Sanford I. 2004. Effects of rivastigmine on behavioral and psychological symptoms of 

dementia in Alzheimer's disease. Clinical Therapeutics 26, no. 7 (July): 980-990. 

doi:10.1016/S0149-2918(04)90172-5. 

63.   Giacobini. 2003. Cholinesterases: New Roles in Brain Function and in Alzheimer's Disease. 

Neurochemical Research 28, no. 3 (April 1): 515-522. doi:10.1023/A:1022869222652. 

64.    Giacobini, E. 2001. Do cholinesterase inhibitors have disease-modifying effects in Alzheimer's 

disease? CNS Drugs 15, no. 2: 85-91. 

65.  Wang H, Yu M, Ochani M, Amella CA, Tanovic M, Susarla S, et al. Nicotinic acetylcholine 

receptor α7 subunit is an essential regulator of inflammation. Nature. 2003 Jan 

23;421(6921):384–8.  

66.  Shytle RD, Mori T, Townsend K, Vendrame M, Sun N, Zeng J, et al. Cholinergic modulation of 

microglial activation by α7 nicotinic receptors. Journal of Neurochemistry. 2004;89(2):337–43.  

67.  Xiao XQ, Wang R, Tang XC. Huperzine A and tacrine attenuate β-amyloid peptide-induced 

oxidative injury. Journal of Neuroscience Research. 2000;61(5):564–9.  

68.  Kimura M, Akasofu S, Ogura H, Sawada K. Protective effect of donepezil against Aβ(1-40) 

neurotoxicity in rat septal neurons. Brain Research. 2005 Jun 14;1047(1):72–84.  

69.  Birks J, Wilcock GGW. Velnacrine for Alzheimer’s disease. Cochrane Database Syst Rev. 

2004;(2):CD004748.  



            

 

140 

 

70.  Black SE, Doody R, Li H, McRae T, Jambor KM, Xu Y, et al. Donepezil preserves cognition 

and global function in patients with severe Alzheimer disease. Neurology. 2007;69(5):459–69.  

71.  Sadowsky CH, Dengiz A, Meng X, Olin JT. Switching From Oral Donepezil to Rivastigmine 

Transdermal Patch in Alzheimer’s Disease: 20-Week Extension Phase Results. Prim Care 

Companion J Clin Psychiatry. 2010;12(5).  

72.  Grossberg GT, Sadowsky C, Olin JT. Rivastigmine transdermal system for the treatment of mild 

to moderate Alzheimer’s disease. International Journal of Clinical Practice. 2010 Apr 

1;64(5):651–60.  

73.  Coelho F, Birks J. Physostigmine for Alzheimer’s disease. Cochrane Database Syst Rev. 

2001;(2):CD001499.  

74.  López-Arrieta JM, Schneider L. Metrifonate for Alzheimer’s disease. Cochrane Database Syst 

Rev. 2006;(2):CD003155.  

75.  Hongpaisan J, Sun M-K, Alkon DL. PKC {varepsilon} Activation Prevents Synaptic Loss, 

A{beta} Elevation, and Cognitive Deficits in Alzheimer’s Disease Transgenic Mice. J. Neurosci. 

2011;31(2):630–43.  

76.  LeBlanc AC. Introspective analysis of amyloid as the cause of Alzheimer’s disease: alternative 

model proposed. Future Neurology. 2008 Sep;3:527–36.  

77.  Scheff SW, Price DA, Schmitt FA, DeKosky ST, Mufson EJ. Synaptic alterations in CA1 in 

mild Alzheimer disease and mild cognitive impairment. Neurology. 2007;68(18):1501–8.  

78.  Wurtman RJ, Ulus IH, Cansev M, Watkins CJ, Wang L, Marzloff G. Synaptic proteins and 

phospholipids are increased in gerbil brain by administering uridine plus docosahexaenoic acid 

orally. Brain Research. 2006;1088(1):83–92.  

79.  Cansev M, Wurtman RJ. Chronic administration of docosahexaenoic acid or eicosapentaenoic 

acid, but not arachidonic acid, alone or in combination with uridine, increases brain phosphatide 

and synaptic protein levels in gerbils. Neuroscience. 2007;148(2):421–31.  

80.  Holguin S, Huang Y, Liu J, Wurtman R. Chronic administration of DHA and UMP improves the 

impaired memory of environmentally impoverished rats. Behavioural Brain Research. 2008 

Aug;191:11–6.  

81.  De Bruin NMW., Kiliaan A., De Wilde M., Broersen L. Combined uridine and choline 

administration improves cognitive deficits in spontaneously hypertensive rats. Neurobiology of 

Learning and Memory. 2003;80(1):63–79.  

82.  Scheltens P, Kamphuis PJGH, Verhey FRJ, Olde Rikkert MGM, Wurtman RJ, Wilkinson D, et 

al. Efficacy of a medical food in mild Alzheimer’s disease: A randomized, controlled trial. 

Alzheimer’s and Dementia. 2010 Jan;6:1–10.e1.  

83.  Etcheberrigaray R, Tan M, Dewachter I, Kuipéri C, Van der Auwera I, Wera S, et al. 

Therapeutic effects of PKC activators in Alzheimer’s disease transgenic mice. Proceedings of 

the National Academy of Sciences of the United States of America. 2004;101(30):11141–6.  



            

 

141 

 

84.    Adlard, Paul A, and Ashley I Bush. 2006. Metals and Alzheimer's disease. Journal of Alzheimer's 

Disease: JAD 10, no. 2 (November): 145-63. 

85.  Chen W-T, Liao Y-H, Yu H-M, Cheng IH, Chen Y-R. Distinct effects of Zn2+, Cu2+, Fe3+, and 

Al3+ on amyloid-β stability, oligomerization, and aggregation: amyloid-β destabilization 

promotes annular protofibril formation. Journal of Biological Chemistry [Internet]. 2011 [cited 

2011 Oct 17]; Available from:  

http://www.jbc.org/content/early/2011/01/07/jbc.M110.177246.abstract 

86.   Exley, Christopher. 2006. Aluminium and iron, but neither copper nor zinc, are key to the 

precipitation of ß-sheets of Aß42 in senile plaque cores in Alzheimer's disease. Journal of 

Alzheimer's Disease 10, no. 2 (January 1): 173-177. 

87.  Cherny RA, Atwood CS, Xilinas ME, Gray DN, Jones WD, McLean CA, et al. Treatment with a 

Copper-Zinc Chelator Markedly and Rapidly Inhibits β-Amyloid Accumulation in Alzheimer’s 

Disease Transgenic Mice. Neuron. 2001 Jun;30(3):665–76.  

88.  Sampson E, Jenagaratnam L, McShane R. Metal protein attenuating compounds for the 

treatment of Alzheimer’s disease. Cochrane Database Syst Rev. 2008;(1):CD005380.  

89.  Ritchie CW, Bush AI, Mackinnon A. Metal-protein attenuation with iodo-

chlorhroxyquin(clioquinol) targeting Aβ amyloid deposition and toxicity in Alzheimer disease:a 

pilot phase 2 clinical trial. Archives of Neurology. 2003;(60):1685–91.  

90.  Behl C, Schubert D. Heat shock partially protects rat pheochromocytoma PC12 cells from 

amyloid [beta] peptide toxicity. Neuroscience Letters. 1993 May 14;154(1-2):1–4.  

91.  Schubert D, Behl C, Lesley R, Brack A, Dargusch R, Sagara Y, et al. Amyloid peptides are toxic 

via a common oxidative mechanism. Proc. Natl. Acad. Sci. U.S.A. 1995 Mar 14;92(6):1989–93.  

92.  Soucek T, Cumming R, Dargusch R, Maher P, Schubert D. The Regulation of Glucose 

Metabolism by HIF-1 Mediates a Neuroprotective Response to Amyloid Beta Peptide. Neuron. 

2003 Jul 3;39(1):43–56.  

93.  Corder E, Saunders A, Strittmatter W, Schmechel D, Gaskell P, Small G, et al. Gene dose of 

apolipoprotein E type 4 allele and the risk of Alzheimer’s disease in late onset families. Science. 

1993;261(5123):921–3.  

94.  Sing CF, Davignon J. Role of the apolipoprotein E polymorphism in determining normal plasma 

lipid and lipoprotein variation. American Journal of Human Genetics. 1985 Mar;37(2).  

95.  Jick H, Zornberg G, Jick S, Seshadri S, Drachman D. Statins and the risk of dementia. The 

Lancet. 2000 Nov 11;356(9242):1627–31.  

96.  Wolozin B, Kellman W, Ruosseau P, Celesia GG, Siegel G. Decreased Prevalence of Alzheimer 

Disease Associated With 3-Hydroxy-3-Methyglutaryl Coenzyme A Reductase Inhibitors. Arch 

Neurol. 2000 Oct 1;57(10):1439–43.  

97.  Wolozin B. Cholesterol and the Biology of Alzheimer’s Disease. Neuron. 2004 Jan 8;41(1):7–

10.  



            

 

142 

 

98.  Puglielli L, Konopka G, Pack-Chung E, Ingano LAM, Berezovska O, Hyman BT, et al. Acyl-

coenzyme A: cholesterol acyltransferase modulates the generation of the amyloid β-peptide. Nat 

Cell Biol. 2001 Oct;3(10):905–12.  

99.  Feldman HH, Doody RS, Kivipelto M, Sparks DL, Waters DD, Jones RW, et al. Randomized 

controlled trial of atorvastatin in mild to moderate Alzheimer disease: LEADe. Neurology. 2010 

Mar 23;74(12):956–64.  

100.  Adamson P, Greenwood J. How do statins control neuroinflammation? Inflammation Research. 

2003;52(10):399–403.  

101.   Giulian, Dana. 1999. Microglia and the Immune Pathology of Alzheimer Disease. The American 

Journal of Human Genetics 65, no. 1 (July): 13-18. doi:10.1086/302477. 

102.  Sasaki A, Kawarabayashi T, Murakami T, Matsubara E, Ikeda M, Hagiwara H, et al. Microglial 

activation in brain lesions with tau deposits: Comparison of human tauopathies and tau 

transgenic mice TgTauP301L. Brain Research. 2008 Jun 12;1214:159–68.  

103.  Itagaki S, McGeer PL, Akiyama H, Zhu S, Selkoe D. Relationship of microglia and astrocytes to 

amyloid deposits of Alzheimer disease. J Neuroimmunol. 1989 Oct;24(3):173–82.  

104.  Martin LJ, Pardo CA, Cork LC, Price DL. Synaptic pathology and glial responses to neuronal 

injury precede the formation of senile plaques and amyloid deposits in the aging cerebral cortex. 

Am J Pathol. 1994 Dec;145(6):1358–81.  

105.  Mancardi GL, Liwnicz BH, Mandybur TI. Fibrous astrocytes in Alzheimer’s disease and senile 

dementia of Alzheimer’s type. Acta Neuropathologica. 1983 Mar 1;61(1):76–80.  

106.  Tzeng S.F, Hsiao H-Y, Mak O.T. Prostaglandins and Cyclooxygenases in Glial Cells During 

Brain Inflammation. Current Drug Targets - Inflammation & Allergy. 2005 Jun;4:335–40.  

107.  Lee SC, Liu W, Brosnan CF, Dickson DW. GM-CSF promotes proliferation of human fetal and 

adult microglia in primary cultures. Glia. 1994;12(4):309–18.  

108.  Giulian, D, J Li, X Li, J George, and P A Rutecki. 1994. The impact of microglia-derived 

cytokines upon gliosis in the CNS. Developmental Neuroscience 16, no. 3: 128-36. 

109.   Giulian, D, and M Corpuz. 1993. Microglial secretion products and their impact on the nervous 

system. Advances in Neurology 59: 315-20. 

110.  von Bernhardi R, Ramirez G. Microglia-astrocyte interaction in Alzheimer’s disease: friends or 

foes for the nervous system? Biol Res. 2001;34(2):123–8.  

111.  Kaltschmidt B, Uherek M, Volk B, Baeuerle PA, Kaltschmidt C. Transcription factor NFκB is 

activated in primary neurons by amyloid β peptides and in neurons surrounding early plaques 

from patients with Alzheimer disease. Proceedings of the National Academy of Sciences. 1997 

Mar 18;94(6):2642–7.  

112.  Meda L, Baron P, Scarlato G. Glial activation in Alzheimer’s disease: the role of Aβ and its 

associated proteins. Neurobiology of Aging. 2001;22(6):885–93.  



            

 

143 

 

113.  Sheng JG, Jones RA, Zhou XQ, McGinness JM, Van Eldik LJ, Mrak RE, et al. Interleukin-1 

promotion of MAPK-p38 overexpression in experimental animals and in Alzheimer’s disease: 

potential significance for tau protein phosphorylation. Neurochemistry International. 2001;39(5-

6):341–8.  

114.  Akiyama H, Barger S, Barnum S, Bradt B, Bauer J, Cole GM, et al. Inflammation and 

Alzheimer’s disease. Neurobiology of Aging. 2000;21(3):383–421.  

115.  Nicoll JAR, Mrak RE, Graham DI, Stewart J, Wilcock G, MacGowan S, et al. Association of 

interleukin-1 gene polymorphisms with Alzheimer’s disease. Annals of Neurology. 

2000;47(3):365–8.  

116.  Papassotiropoulos A, Bagli M, Jessen F, Bayer TA, Maier W, Rao ML, et al. A genetic variation 

of the inflammatory cytokine interleukin-6 delays the initial onset and reduces the risk for 

sporadic Alzheimer’s disease. Annals of Neurology. 1999;45(5):666–8.  

117.  McCusker SM, Curran MD, Dynan KB, McCullagh CD, Urquhart DD, Middleton D, et al. 

Association between polymorphism in regulatory region of gene encoding tumour necrosis 

factor α and risk of Alzheimer’s disease and vascular dementia: a case-control study. The 

Lancet. 2001 Feb 10;357(9254):436–9.  

118.  Perry RT, Collins JS, Wiener H, Acton R, Go RCP. The role of TNF and its receptors in 

Alzheimer’s disease. Neurobiology of Aging. 2001;22(6):873–83.  

119.  Kamboh MI, Sanghera DK, Ferrell RE, DeKosky ST. A4POE[ast]4-associated Alzheimer’s 

disease risk is modified by α1-antichymotrypsin polymorphism. Nat Genet. 1995;10(4):486–8.  

120.  Amara, Francis M., Asad Junaid, Richard R. Clough, and Binhua Liang. 1999. TGF-ß1, 

regulation of Alzheimer amyloid precursor protein mRNA expression in a normal human 

astrocyte cell line: mRNA stabilization. Molecular Brain Research 71, no. 1 (July 23): 42-49. 

doi:10.1016/S0169-328X(99)00158-8. 

121.  J.T. Rogers, L.M. Leiter, J. McPhee, C.M. Cahill, S.S. Zhan, H. Potter. Translation of the 

Alzheimer amyloid precursor protein mRNA is up-regulated by interleukin-1 through 5?-

unstranslated region sequences. J. Biol. Chem. 1999;274:6231–421.  

122.  Matsuoka Y, Picciano M, Malester B, LaFrancois J, Zehr C, Daeschner JM, et al. Inflammatory 

Responses to Amyloidosis in a Transgenic Mouse Model of Alzheimer’s Disease. Am J Pathol. 

2001 Apr 1;158(4):1345–54.  

123.    Apelt, Jenny, and Reinhard Schliebs. 2001. ß-Amyloid-induced glial expression of both pro- and 

anti-inflammatory cytokines in cerebral cortex of aged transgenic Tg2576 mice with Alzheimer 

plaque pathology. Brain Research 894, no. 1 (March 9): 21-30. doi:10.1016/S0006-

8993(00)03176-0. 

124.  Sly LM, Krzesicki RF, Brashler JR, Buhl AE, McKinley DD, Carter DB, et al. Endogenous brain 

cytokine mRNA and inflammatory responses to lipopolysaccharide are elevated in the Tg2576 

transgenic mouse model of Alzheimer’s disease. Brain Research Bulletin. 2001 Dec;56(6):581–

8.  



            

 

144 

 

125.  Ando K, Uemura K, Kuzuya A, Maesako M, Asada-Utsugi M, Kubota M, et al. N-cadherin 

regulates p38MAPK signaling via association with JLP: Implications for neurodegeneration in 

Alzheimer’s disease. Journal of Biological Chemistry [Internet].  [cited 2011 Jan 18];Available 

from: http://www.jbc.org/content/early/2010/12/22/jbc.M110.158477.abstract 

126.  Ho GJ[1., Drego R[1], Hakimian E[1], Masliah E[1]. Mechanisms of Cell Signaling and 

Inflammation in Alzheimer’s Disease. Current Drug Targets - Inflammation & Allergy. 2005 

Apr;4:247–56.  

127.  Games, Dora, David Adams, Ree Alessandrini, Robin Barbour, Patricia Borthelette, Catherine 

Blackwell, Tony Carr, et al. 1995. Alzheimer-type neuropathology in transgenic mice 

overexpressing V717F ß-amyloid precursor protein. Nature 373, no. 6514 (February 9): 523-

527. doi:10.1038/373523a0. 

128.  Guo 2002. Inflammation-Dependent Cerebral Deposition of Serum Amyloid A Protein in a 

Mouse Model of Amyloidosis. J. Neurosci. 22, no. 14 (July 15): 5900-5909. doi:20026577. 

129.  Vandenabeele P, Fiers W. Is amyloidogenesis during Alzheimer’s disease due to an IL-1-/IL-6-

mediated “acute phase response” in the brain? Immunol Today. 1991 Jul;12(7):217–9.  

130.   Griffin, W S, J G Sheng, G W Roberts, and R E Mrak. 1995. Interleukin-1 expression in different 

plaque types in Alzheimer's disease: significance in plaque evolution. Journal of Neuropathology 

and Experimental Neurology 54, no. 2 (March): 276-81. 

131.  Yan Q, Zhang J, Liu H, Babu-Khan S, Vassar R, Biere AL, et al. Anti-Inflammatory Drug 

Therapy Alters β-Amyloid Processing and Deposition in an Animal Model of Alzheimer’s 

Disease. J. Neurosci. 2003;23(20):7504–9.  

132.  Smith MA, Drew KL, Nunomura A, Takeda A, Hirai K, Zhu X, et al. Amyloid-β, tau alterations 

and mitochondrial dysfunction in Alzheimer disease: the chickens or the eggs? Neurochemistry 

International. 2002 May;40(6):527–31.  

133.  Sastre M, Dewachter I, Rossner S, Bogdanovic N, Rosen E, Borghgraef P, et al. Nonsteroidal 

anti-inflammatory drugs repress β-secretase gene promoter activity by the activation of PPARγ. 

Proceedings of the National Academy of Sciences of the United States of America. 

2006;103(2):443–8.  

134.  Walter J, Kaether C, Steiner H, Haass C. The cell biology of Alzheimer’s disease: uncovering 

the secrets of secretases. Current Opinion in Neurobiology. 2001;11(5):585–90.  

135.  Tamagno E, Bardini P, Obbili A, Vitali A, Borghi R, Zaccheo D, et al. Oxidative Stress 

Increases Expression and Activity of BACE in NT2 Neurons. Neurobiology of Disease. 

2002;10(3):279–88.  

136.  Blasko, I., R. Beer, M. Bigl, J. Apelt, G. Franz, D. Rudzki, G. Ransmayr, A. Kampfl, and R. 

Schliebs. 2004. Experimental traumatic brain injury in rats stimulates the expression, production 

and activity of Alzheimer’s disease ß-secretase (BACE-1). Journal of Neural Transmission 111, 

no. 4 (April 1): 523-536. doi:10.1007/s00702-003-0095-6. 



            

 

145 

 

137.  Hartlage-Rubsamen M, Zeitschel U, Apelt J, G?rtner U, Franke H, Stahl T, et al. Astrocytic 

expression of the Alzheimer’s disease. 2003; 

138.  Rogers J, Lue L-F. Microglial chemotaxis, activation, and phagocytosis of amyloid β-peptide as 

linked phenomena in Alzheimer’s disease. Neurochemistry International. 2001;39(5-6):333–40.  

139.   Fonseca, Maria I., Rahasson R. Ager, Trent M. Woodruff, Shu-Hui Chu, Ozkan Yazan, Samuel 

Sanderson, Frank M. LaFerla, Stephen M. Taylor, and Andrea J. Tenner. 2008. Chronic 

treatment with C5a antagonist decreases pathology in two mouse models of Alzheimer's disease. 

Alzheimer's and Dementia 4, no. 4 (July): T188. doi:10.1016/j.jalz.2008.05.516. 

140.  Rogers J, Kirby LC, Hempelman SR, Berry DL, McGeer PL, Kaszniak AW, et al. Clinical trial 

of indomethacin in Alzheimer’s disease. Neurology. 1993 Aug 1;43(8):1609.  

141.  McGeer PL, McGeer EG. Inflammation, autotoxicity and Alzheimer disease. Neurobiology of 

Aging. 2001;22(6):799–809.  

142.  McGeer PL, Schulzer M, McGeer EG. Arthritis and anti-inflammatory agents as possible 

protective factors for Alzheimer’s disease: a review of 17 epidemiologic studies. Neurology. 

1996;47(2):425–32.  

143.  Mackenzie IRA, Munoz DG. Nonsteroidal anti-inflammatory drug use and Alzheimer-type 

pathology in aging. Neurology. 1998 Apr 1;50(4):986–90.  

144.  Alafuzoff I, Overmyer M, Helisalmi S, Soininen H. Lower counts of astroglia and activated 

microglia in patients with Alzheimer’s disease with regular use of non-steroidal anti-

inflammatory drugs. Journal of Alzheimer’s Disease. 2000;2(1):37–46.  

145.  Szekely CA, Breitner JCS, Fitzpatrick AL, Rea TD, Psaty BM, Kuller LH, et al. NSAID use and 

dementia risk in the Cardiovascular Health Study: role of APOE and NSAID type. Neurology. 

2008 Jan 1;70(1):17–24.  

146.  Thomas T, Nadackal TG, Thomas K. Aspirin and non-steroidal anti-inflammatory drugs inhibit 

amyloid-β aggregation. 2001 Oct 29; 

147.  Agdeppa ED, Kepe V, Petri A, Satyamurthy N, Liu J, Huang S-C, et al. In vitro detection of (S)-

naproxen and ibuprofen binding to plaques in the Alzheimer’s brain using the positron emission 

tomography molecular imaging probe 2-(1-{6-[(2-[18F]fluoroethyl)(methyl)amino]-2-

naphthyl}ethylidene)malononitrile. Neuroscience. 2003 Mar 31;117(3):723–30.  

148.  Weggen S, Eriksen JL, Das P, Sagi SA, Wang R, Pietrzik CU, et al. A subset of NSAIDs lower 

amyloidogenic Aβ42 independently of cyclooxygenase activity. Nature. 2001 Nov 

8;414(6860):212–6.  

149.  Avramovich Y, Amit T, Youdim MBH. Non-steroidal Anti-inflammatory Drugs Stimulate 

Secretion of Non-amyloidogenic Precursor Protein. J. Biol. Chem. 2002;277(35):31466–73.  

150.  Areosa Sastre A MR. Memantine for dementia. Cochrane Database Syst Rev. 2006;:CD003154.  



            

 

146 

 

151.  Lleo A, Berezovska O, Herl L, Raju S, Deng A, Bacskai BJ, et al. Nonsteroidal anti-

inflammatory drugs lower Aβ42 and change presenilin 1 conformation. Nat Med. 2004 

Oct;10(10):1065–6.  

152.  Weggen S, Rogers M, Eriksen J. NSAIDs: small molecules for prevention of Alzheimer’s 

disease or precursors for future drug development? Trends in Pharmacological Sciences. 2007 

Oct;28(10):536–43.  

153.  Aisen PS, Schafer KA, Grundman M, Pfeiffer E, Sano M, Davis KL, et al. Effects of Rofecoxib 

or Naproxen vs Placebo on Alzheimer Disease Progression: A Randomized Controlled Trial. 

JAMA. 2003 Jun 4;289(21):2819–26.  

154.  Kukar T, Murphy MP, Eriksen JL, Sagi SA, Weggen S, Smith TE, et al. Diverse compounds 

mimic Alzheimer disease-causing mutations by augmenting Aβ42 production. Nat Med. 2005 

Jun;11(5):545–50.  

155.  Lim GP, Yang F, Chu T, Chen P, Beech W, Teter B, et al. Ibuprofen Suppresses Plaque 

Pathology and Inflammation in a Mouse Model for Alzheimer’s Disease. J. Neurosci. 

2000;20(15):5709–14.  

156.  Lehmann JM, Lenhard JM, Oliver BB, Ringold GM, Kliewer SA. Peroxisome Proliferator-

activated Receptors α and γ Are Activated by Indomethacin and Other Non-steroidal Anti-

inflammatory Drugs. J. Biol. Chem. 1997 Feb 7;272(6):3406–10.  

157.  Willson TM, Brown PJ, Sternbach DD, Henke BR. The PPARs: From Orphan Receptors to Drug 

Discovery. J. Med. Chem. 2000 Feb 24;43(4):527–50.  

158.  Hauser S, Adelmant G, Sarraf P, Wright HM, Mueller E, Spiegelman BM. Degradation of the 

Peroxisome Proliferator-activated Receptor γ Is Linked to Ligand-dependent Activation. J. Biol. 

Chem. 2000 Jun 9;275(24):18527–33.  

159.  Sastre M, Klockgether T, Heneka MT. Contribution of inflammatory processes to Alzheimer’s 

disease: molecular mechanisms. International Journal of Developmental Neuroscience. 

2006;24(2-3):167–76.  

160.  Jarrett JT, Berger EP, Lansbury PT. The carboxy terminus of the .beta. amyloid protein is critical 

for the seeding of amyloid formation: Implications for the pathogenesis of Alzheimer’s disease. 

Biochemistry. 1993 May 11;32(18):4693–7.  

161.  Vlad SC, Miller DR, Kowall NW, Felson DT. Protective effects of NSAIDs on the development 

of Alzheimer disease. Neurology. 2008 May 6;70(19):1672–7.  

162.  López-Arrieta JM, Rodríguez JL, Sanz F. Nicotine for Alzheimer’s disease. Cochrane Database 

Syst Rev. 2000;(2):CD001749.  

163.  Baker JD, Lenz RA, Locke C, Wesnes K, Maruff P, Abi-Saab WM, et al. ABT-089, a neuronal 

nicotinic receptor partial agonist, reverses scopolamine-induced cognitive deficits in healthy 

normal subjects. Alzheimer’s and Dementia. 2009 Jul;5:P325.  



            

 

147 

 

164.  Lenz RA, Berry SM, Pritchett YI. Novel investigation of a neuronal nicotinic receptor partial 

agonist in the treatment of Alzheimer’s disease [Internet]. Geneva, Switzerland: 2010 [cited 

2011 Oct 17]. Available from: http://www.jaoa.org/cgi/content/full/110/9_suppl_8/S27 

165.  Bitner RS, Nikkel AL, Markosyan S, Otte S, Puttfarcken P, Gopalakrishnan M. Selective alpha7 

nicotinic acetylcholine receptor activation regulates glycogen synthase kinase3beta and 

decreases tau phosphorylation in vivo. Brain Res. 2009 Apr 10;1265:65–74.  

166.  Bitner RS, Bunnelle WH, Decker MW, Drescher KU, Kohlhaas KL, Markosyan S, et al. In Vivo 

Pharmacological Characterization of a Novel Selective α7 Neuronal Nicotinic Acetylcholine 

Receptor Agonist ABT-107: Preclinical Considerations in Alzheimer’s Disease. Journal of 

Pharmacology and Experimental Therapeutics. 2010;334(3):875–86.  

167.  Othman AA, Lenz RA, Zhang J, Li J, Awni WM, Dutta S. Single- and Multiple-Dose 

Pharmacokinetics, Safety, and Tolerability of the Selective α7 Neuronal Nicotinic Receptor 

Agonist, ABT-107, in Healthy Human Volunteers. The Journal of Clinical Pharmacology. 

2011;51(4):512–26.  

168.  Frampton M, Harvey RJ, Kirchner V. Propentofylline for dementia. Cochrane Database Syst 

Rev. 2003;(2):CD002853.  

169.  Nunomura A, Perry G, Aliev G, Hirai K, Takeda A, Balraj EK, et al. Oxidative damage is the 

earliest event in Alzheimer disease. J. Neuropathol. Exp. Neurol. 2001 Aug;60(8):759–67.  

170.  Esterbauer H, Schaur RJ, Zollner H. Chemistry and biochemistry of 4-hydroxynonenal, 

malonaldehyde and related aldehydes. Free Radical Biology and Medicine. 1991;11(1):81–128.  

171.  Lovell MA, Xie C, Markesbery WR. Acrolein is increased in Alzheimer’s disease brain and is 

toxic to primary hippocampal cultures. Neurobiology of Aging. 2001;22(2):187–94.  

172.  Picklo MJ, Montine TJ, Amarnath V, Neely MD. Carbonyl Toxicology and Alzheimer’s 

Disease. Toxicology and Applied Pharmacology. 2002 Nov 1;184(3):187–97.  

173.  Keller JN, Mattson MP. Roles of lipid peroxidation in modulation of cellular signaling pathways, 

cell dysfunction, and death in the nervous system. Rev Neurosci. 1998;9(2):105–16.  

174.  Morrow JD, Hill KE, Burk RF, Nammour TM, Badr KF, 2nd LJR. A series of prostaglandin F2-

like compounds are produced in vivo in humans by a non-cyclooxygenase, free radical-catalyzed 

mechanism. Proc Natl Acad Sci U S A. 1990 Dec;87(23):9383–7.  

175.  Roberts II LJ, Montine TJ, Markesbery WR, Tapper AR, Hardy P, Chemtob S, et al. Formation 

of Isoprostane-like Compounds (Neuroprostanes) in Vivo from Docosahexaenoic Acid. J. Biol. 

Chem. 1998 May 29;273(22):13605–12.  

176.  Dizdaroglu M, Jaruga P, Birincioglu M, Rodriguez H. Free radical-induced damage to DNA: 

mechanisms and measurement,. Free Radical Biology and Medicine. 2002 Jun 1;32(11):1102–

15.  



            

 

148 

 

177.  Stone MP, Cho Y-J, Huang H, Kim H-Y, Kozekov ID, Kozekova A, et al. Interstrand DNA 

Cross-Links Induced by α,β-Unsaturated Aldehydes Derived from Lipid Peroxidation and 

Environmental Sources. Accounts of Chemical Research. 2008 Jul 1;41(7):793–804.  

178.  Kozekov ID, Nechev LV, Moseley MS, Harris CM, Rizzo CJ, Stone MP, et al. DNA Interchain 

Cross-Links Formed by Acrolein and Crotonaldehyde. Journal of the American Chemical 

Society. 2003 Jan 1;125(1):50–61.  

179.  Requena JR, Levine RL, Stadtman ER. Recent advances in the analysis of oxidized proteins. 

Amino Acids. 2003 Dec;25(3-4):221–6.  

180.  Behl C, Davis JB, Lesley R, Schubert D. Hydrogen peroxide mediates amyloid [beta] protein 

toxicity. Cell. 1994 Jun 17;77(6):817–27.  

181.  Sagara Y, Dargusch R, Klier F, Schubert D, Behl C. Increased antioxidant enzyme activity in 

amyloid beta protein-resistant cells. The Journal of Neuroscience. 1996 Jan 15;16(2):497–505.  

182.  Bruce-Keller AJ, Umberger G, McFall R, Mattson MP. Food restriction reduces brain damage 

and improves behavioral outcome following excitotoxic and metabolic insults. Annals of 

Neurology. 1999;45(1):8–15.  

183.  Bowen DM, White P, Spillane JA. Accelerated ageing or selective neuronal loss as an important 

cause of dementia? Lancet. 1979;1(8106):11–4.  

184.  Sims NR, Finegan JM, Blass JP, Bowen DM, Neary D. Mitochondrial function in brain tissue in 

primary degenerative dementia. Brain Research. 1987 Dec 8;436(1):30–8.  

185.  Sims NR, Bowen DM, Davison AN. [14C]Acetylcholine synthesis and [14C]carbon dioxide 

production from [U-14C]glucose by tissue prisms from human neocortex. Biochemical Journal. 

1981;196(3):867–76.  

186.  Palmer AM. The activity of the pentose phosphate pathway is increased in response to oxidative 

stress in Alzheimer’s disease. Journal of Neural Transmission. 1999 Apr 19;106(3):317–28.  

187.  Russell RL, Siedlak SL, Raina AK, Bautista JM, Smith MA, Perry G. Increased Neuronal 

Glucose-6-phosphate Dehydrogenase and Sulfhydryl Levels Indicate Reductive Compensation to 

Oxidative Stress in Alzheimer Disease. Archives of Biochemistry and Biophysics. 1999 Oct 

15;370(2):236–9.  

188.  Sonnen JA, Breitner JC, Lovell MA, Markesbery WR, Quinn JF, Montine TJ. Free radical-

mediated damage to brain in Alzheimer’s disease and its transgenic mouse models. Free Radical 

Biology and Medicine. 2008;45(3):219–30.  

189.  Srikanth V, Maczurek A, Phan T, Steele M, Westcott B, Juskiw D, et al. Advanced glycation 

endproducts and their receptor RAGE in Alzheimer’s disease. Neurobiology of Aging. 

2011;32(5):763–77.  

190.  Ko S-Y, Lin Y-P, Lin Y-S, Chang S-S. Advanced glycation end products enhance amyloid 

precursor protein expression by inducing reactive oxygen species. Free Radical Biology and 

Medicine. 2010;49(3):474–80.  



            

 

149 

 

191.  Smith MA, Taneda S, Richey PL, Miyata S, Yan SD, Stern D, et al. Advanced Maillard reaction 

end products are associated with Alzheimer disease pathology. Proceedings of the National 

Academy of Sciences. 1994;91(12):5710–4.  

192.  Vitek MP, Bhattacharya K, Glendening JM, Stopa E, Vlassara H, Bucala R, et al. Advanced 

glycation end products contribute to amyloidosis in Alzheimer disease. Proceedings of the 

National Academy of Sciences. 1994;91(11):4766–70.  

193.  Lizcano LJ, Bakkali F, BegoÃ±a Ruiz-Larrea M, Ignacio Ruiz-Sanz J. Antioxidant activity and 

polyphenol content of aqueous extracts from Colombian Amazonian plants with medicinal use. 

Food Chemistry. 2010;119(4):1566–70.  

194.  Lim W GJ. Omega 3 fatty acid for the prevention of dementia. Cochrane Database Syst Rev. 

2010;:CD005379.  

195.  Jicha GA, Markesbery WR. Omega-3 fatty acids: potential role in the management of early 

Alzheimer’s disease. Clin Interv Aging. 2010;5:45–61.  

196.  Szatmári S, Bereczki D. Procaine treatments for cognition and dementia [Internet]. In: The 

Cochrane Collaboration, Szatmári S, editors. Cochrane Database of Systematic Reviews. 

Chichester, UK: John Wiley & Sons, Ltd; 2008 [cited 2011 Oct 17]. Available from: 

http://www2.cochrane.org/reviews/en/ab005993.html 

197.  Molinoff PB, Felsenstein KM, Smith DW, Barten DM. Aβ-modulation: The next generation of 

AD therapeutics. Neurobiology of Aging. 2000;21(Supplement 1):136.  

198.  Schenk D, Carrillo MC, Trojanowski JQ. Cytoskeletal modulators and pleiotropic strategies for 

Alzheimer drug discovery. Alzheimer’s and Dementia. 2006 Oct;2(4):275–81.  

199.  Cumbo E, Ligori LD. Levetiracetam, lamotrigine, and phenobarbital in patients with epileptic 

seizures and Alzheimer’s disease. Epilepsy Behav. 2010 Apr;17(4):461–6.  

200.  van Gool WA, Aisen PS, Eikelenboom P. Anti-inflammatory therapy in Alzheimer?s disease: is 

hope still alive? Journal of Neurology. 2003 Jul 1;250:788–92.  

201.  Balunas MJ, Kinghorn AD. Drug discovery from medicinal plants. Life Sciences. 

2005;78(5):431–41.  

202.  Baeuerle PA, Henkel T. Function and Activation of NF-kappaB in the Immune System. Annual 

Review of Immunology. 1994 Apr;12:141–79.  

203.  Siebenlist U, Franzoso G, Brown K. Structure, Regulation and Function of NF-kappaB. Annual 

Review of Cell Biology. 1994 Nov;10:405–55.  

204.  J.David P. Phytochemistry and medicinal plants. Phytochemistry. 2001;56(3):237–43.  

205.  Dai S-J, Ren Y, Shen L, Zhang D-W. New alkaloids from Forsythia suspensa and their anti-

inflammatory activities. Planta Med. 2009 Mar;75(4):375–7.  



            

 

150 

 

206.  Sala A, Recio M, Giner RM, Máñez S, Tournier H, Schinella G, et al. Anti-inflammatory and 

antioxidant properties of Helichrysum italicum. J. Pharm. Pharmacol. 2002 Mar;54(3):365–71.  

207.  García D, Fernández A, Sáenz T, Ahumada C. Antiinflammatory effects of different extracts and 

harpagoside isolated from Scrophularia frutescens L. Farmaco. 1996 Jun;51(6):443–6.  

208.  Jiang J-S, Shih C-M, Wang S-H, Chen T-T, Lin C-N, Ko W-C. Mechanisms of suppression of 

nitric oxide production by 3-O-methylquercetin in RAW 264.7 cells. Journal of 

Ethnopharmacology. 2006;103(2):281–7.  

209.  Gomes A, Fernandes E, Lima JLFC, Mira L, Corvo ML. Molecular mechanisms of anti-

inflammatory activity mediated by flavonoids. Curr. Med. Chem. 2008;15(16):1586–605.  

210.  Punturee K, Wild CP, Vinitketkumneun U. Thai medicinal plants modulate nitric oxide and 

tumor necrosis factor-Î± in J774.2 mouse macrophages. Journal of Ethnopharmacology. 

2004;95(2-3):183–9.  

211.  Wen-Feng C, Guo-Fen Q, Yan-Jie L, Zhen-Wei P, Xian-Mei P, Yun-Long B, et al. Flavonoids 

from Chinese Viscum coloratum: antiarrhythmic efficacy and ionic mechanisms. Phytother Res. 

2006 Dec;20(12):1100–2.  

212.  Cai Y, Luo Q, Sun M, Corke H. Antioxidant activity and phenolic compounds of 112 traditional 

Chinese medicinal plants associated with anticancer. Life Sciences. 2004;74(17):2157–84.  

213.  Juan Li, Keli Chen, Binghong Yang, Xin Yu. Comparison for Antitumor Activities of Some 

Chinese Medicinal Herb Extracts. In: 3rd International Conference on Bioinformatics and 

Biomedical Engineering , 2009. ICBBE 2009. IEEE; 2009.  p. 1–3. 

214.  Pal D, Dutta S. Evaluation of the Antioxidant activity of the roots and Rhizomes of              

Cyperus rotundus              L. Indian Journal of Pharmaceutical Sciences. 2006;68:256.  

215.  Ng T., Liu F, Wang H. The antioxidant effects of aqueous and organic extracts of Panax 

quinquefolium, Panax notoginseng, Codonopsis pilosula, Pseudostellaria heterophylla and 

Glehnia littoralis. Journal of Ethnopharmacology. 2004;93(2-3):285–8.  

216.  Li H-B, Wong C-C, Cheng K-W, Chen F. Antioxidant properties in vitro and total phenolic 

contents in methanol extracts from medicinal plants. LWT Food Science and Technology. 

2008;41(3):385–90.  

217.  Ma Z-Z, Xu W, Jensen NH, Roth BL, Liu-Chen L-Y, Lee DYW. Isoquinoline alkaloids isolated 

from Corydalis yanhusuo and their binding affinities at the dopamine D1 receptor. Molecules. 

2008;13(9):2303–12.  

218.  Lu Y, Yeap Foo L. Polyphenolics of Salviaâ€”a review. Phytochemistry. 2002;59(2):117–40.  

219.  Yang X, Li J, Li X, She R, Pei Y. Isolation and characterization of a novel thermostable non-

specific lipid transfer protein-like antimicrobial protein from motherwort (Leonurus japonicus 

Houtt) seeds. Peptides. 2006;27(12):3122–8.  



            

 

151 

 

220.  Coon JT, Ernst E. Andrographis paniculata in the treatment of upper respiratory tract infections: 

a systematic review of safety and efficacy. Planta Med. 2004 Apr;70(4):293–8.  

221.  Jeon SJ, Son KH, Kim YS, Choi YH, Kim HP. Inhibition of prostaglandin and nitric oxide 

production in lipopolysaccharide-treated RAW 264.7 cells by tanshinones from the roots of 

Salvia miltiorrhiza bunge. Archives of Pharmacal Research. 2008 Jun 19;31:758–63.  

222.  Chen Y-L, Hsieh C-L, Wu P-HB, Lin J-G. Effect of Polygala tenuifolia root on behavioral 

disorders by lesioning nucleus basalis magnocellularis in rat. Journal of Ethnopharmacology. 

2004;95(1):47–55.  

223.  Ing-Chien Chen, HUI-CHI CHANG, HUI-WEN YANG, GAN-LIN CHEN. Evaluation of Total 

Antioxidant Activity of Several Popular Vegetables and Chinese Herbs: A Fast Approach with 

ABTS/H2O2/HRP System in Microplates. Journal of Food and Drug Analysis. 2004;12:29–33.  

224.  Lu Wei, Jiang Linghuo. Chemical Constituents and Pharmacological Activities of Alpinia 

officinarum Hance--《China Pharmaceuticals》2006年03期. China Pharmaceuticals [Internet]. 

2006 [cited 2011 Oct 9];3. Available from: http://en.cnki.com.cn/Article_en/CJFDTOTAL-

YYGZ200603014.htm 

225.  Wang Bingui et al. Antioxidative Activity of Lysimachia Christinate Hance in Edible Oils and 

Fats--《China Oils and Fats》1991年05期. China Oils and Fats [Internet]. 1991 [cited 2011 Oct 

9];5. Available from: http://en.cnki.com.cn/Article_en/CJFDTOTAL-ZYZZ199105003.htm 

226.  Wong C-C, Li H-B, Cheng K-W, Chen F. A systematic survey of antioxidant activity of 30 

Chinese medicinal plants using the ferric reducing antioxidant power assay. Food Chemistry. 

2006;97(4):705–11.  

227.  Lee S, Kim DH, Jung JW, Oh JH, Park HJ, Park C, et al. Schizandra chinensis and Scutellaria 

baicalensis counter stress behaviors in mice. Phytotherapy Research. 2007 Dec 1;21(12):1187–

92.  

228.  Soya H, Deocaris CC, Yamaguchi K, Ohiwa N, Saito T, Nishijima T, et al. Extract from 

Acanthopanax senticosus harms (Siberian ginseng) activates NTS and SON/PVN in the rat brain. 

Biosci. Biotechnol. Biochem. 2008 Sep;72(9):2476–80.  

229.  Sa F, Gao J-L, Fung K-P, Zheng Y, Lee SM-Y, Wang Y-T. Anti-proliferative and pro-apoptotic 

effect of Smilax glabra Roxb. extract on hepatoma cell lines. Chemico-Biological Interactions. 

2008;171(1):1–14.  

230.  Liu XQ, Yuan QY, Guo YQ. A new bibenzyl derivative from Pleione bulbocodioides. Chinese 

Chemical Letters. 2008;19(5):559–61.  

231.  Hwang S-B, Chang MN, Garcia ML, Han QQ, Huang L, King VF, et al. L-652,469 - a dual 

receptor antagonist of platelet activating factor and dihydropyridines from Tussilago farfara L. 

European Journal of Pharmacology. 1987;141(2):269–81.  

232.  Morita H, Nagashima S, Takeya K, Itokawa H. Structure of a new peptide, astin J, from Aster 

tataricus. Chem. Pharm. Bull. 1995 Feb;43(2):271–3.  



            

 

152 

 

233.  Yuan D, Ma B, Wu C, Yang J, Zhang L, Liu S, et al. Alkaloids from the Leaves of Uncaria 

rhynchophylla and Their Inhibitory Activity on NO Production in Lipopolysaccharide-Activated 

Microglia. J. Nat. Prod. 2011 Oct 9;71(7):1271–4.  

234.  Bai N, He K, Zhou Z, Tsai M-L, Zhang L, Quan Z, et al. Ent-kaurane diterpenoids from 

Rabdosia rubescens and their cytotoxic effects on human cancer cell lines. Planta Medica. 

2010;76(2):140–5.  

235.  Han Q-B, Xiao W-L, Shen Y-H, Sun H-D. Ent-kaurane diterpenoids from Isodon rubescens var. 

rubescens. Chemical pharmaceutical bulletin. 2004;52(6):767–9.  

236.  Lobo R, Prabhu KS, Shirwaikar A, Shirwaikar A. Curcuma zedoaria Rosc. (white turmeric): a 

review of its chemical, pharmacological and ethnomedicinal properties. J. Pharm. Pharmacol. 

2009 Jan;61(1):13–21.  

237.  Wu S-J, Ng L-T, Lin C-C. Antioxidant activities of some common ingredients of traditional 

chinese medicine, Angelica sinensis, Lycium barbarum and Poria cocos. Phytother Res. 2004 

Dec;18(12):1008–12.  

238.  Sohn HY, Son KH, Kwon CS, Kwon GS, Kang SS. Antimicrobial and cytotoxic activity of 18 

prenylated flavonoids isolated from medicinal plants: Morus alba L., Morus mongolica 

Schneider, Broussnetia papyrifera (L.) Vent, Sophora flavescens Ait and Echinosophora 

koreensis Nakai. Phytomedicine. 2004 Nov;11(7-8):666–72.  

239.  Lin H-M, Tseng H-C, Wang C-J, Chyau C-C, Liao K-K, Peng P-L, et al. Induction of autophagy 

and apoptosis by the extract of Solanum nigrum Linn in HepG2 cells. J. Agric. Food Chem. 2007 

May 2;55(9):3620–8.  

240.  Yen G-C, Hsieh C-L. Antioxidant Activity of Extracts from Du-zhong (Eucommia ulmoides) 

toward Various Lipid Peroxidation Models in Vitro. J. Agric. Food Chem. 1998;46(10):3952–7.  

241.  Feng SL, Song CS. [32 cases of chronic bronchitis treated with a mixture of Codonopsis pilosula 

and the feces of Trogopteri]. Zhong Xi Yi Jie He Za Zhi. 1985 Feb;5(2):102–4, 68–9.  

242.  Gilani AH, Shah AJ, Ghayur MN, Majeed K. Pharmacological basis for the use of turmeric in 

gastrointestinal and respiratory disorders. Life Sciences. 2005;76(26):3089–105.  

243.  Huang W-H, Lee A-R, Yang C-H. Antioxidative and anti-inflammatory activities of 

polyhydroxyflavonoids of Scutellaria baicalensis GEORGI. Biosci. Biotechnol. Biochem. 2006 

Oct;70(10):2371–80.  

244.  Kim BH, Chung EY, Ryu J-C, Jung S-H, Min KR, Kim Y. Anti-inflammatory mode of 

isoflavone glycoside sophoricoside by inhibition of lnterleukin-6 and cyclooxygenase-2 in 

inflammatory response. Archives of Pharmacal Research. 2003 Apr;26:306–11.  

245.  Yan Wang, Shu-Yan Zhang, Xiao-Feng Ma, Wei-Xi Tian. Potent inhibition of fatty acid 

synthase by parasitic loranthus [Taxillus chinensis (DC.) Danser] and its constituent avicularin. 

Journal of Enzyme Inhibition and Medicinal Chemistry. 2008 Oct 4;21(1):87–93.  



            

 

153 

 

246.  Kim BH, Park KS, Chang I-M. Elucidation of anti-inflammatory potencies of Eucommia 

ulmoides bark and Plantago asiatica seeds. J Med Food. 2009 Aug;12(4):764–9.  

247.  Li C-Q, He L-C, Dong H-Y, Jin J-Q. Screening for the anti-inflammatory activity of fractions 

and compounds from Atractylodes macrocephala koidz. Journal of Ethnopharmacology. 

2007;114(2):212–7.  

248.  Chen J., Cui G., Liu J., Tan R. Pinelloside, an antimicrobial cerebroside from Pinellia ternata. 

Phytochemistry. 2003;64(4):903–6.  

249.  He Z-D, Dong H, Xu H-X, Ye W-C, Sun H-D, But PP-H. Secoiridoid constituents from the 

fruits of Ligustrum lucidum. Phytochemistry. 2001;56(4):327–30.  

250.  Hsu C-Y, Chan Y-P, Chang J. Antioxidant activity of extract from Polygonum cuspidatum. Biol. 

Res. 2007;40(1):13–21.  

251.  Zhishen J., Mengcheng T., Jianming W. The determination of flavonoid contents in mulberry 

and their scavenging effects on superoxide radicals. Food Chemistry. 1999;64(4):555–9.  

252.  Jung H-J, Lee CO, Lee K-T, Choi J, Park H-J. Structure-activity relationship of oleanane 

disaccharides isolated from Akebia quinata versus cytotoxicity against cancer cells and NO 

inhibition. Biol. Pharm. Bull. 2004 May;27(5):744–7.  

253.  Shin T-Y, Lee K-B, Kim S-H. Anti-allergic effects of Sanguisorba officinalis on animal models 

of allergic reactions. Immunopharmacol Immunotoxicol. 2002 Aug;24(3):455–68.  

254.  Cho C-H, Kwon S-H, Cha S-D, Kwon K-Y. Spatholobus Suberectus Dunn Inhibits the Growth 

of Cervical Cancer Cell. International Journal of Gynecological Cancer [Internet]. 2004;14. 

Available from: 

http://journals.lww.com/ijgc/Fulltext/2004/09001/Spatholobus_Suberectus_Dunn_Inhibits_the_

Growth_of.848.aspx 

255.  Wang C-C, Chen L-G, Yang L-L. Inducible nitric oxide synthase inhibitor of the Chinese herb I. 

Saposhnikovia divaricata (Turcz.) Schischk. Cancer Letters. 1999;145(1-2):151–7.  

256.  Li A-R, Zhu Y, Li X-N, Tian X-J. Antimicrobial activity of four species of Berberidaceae. 

Fitoterapia. 2007;78(5):379–81.  

257.  Lee SK, Nam K-A, Heo Y-H. Cytotoxic activity and G2/M cell cycle arrest mediated by 

antofine, a phenanthroindolizidine alkaloid isolated from Cynanchum paniculatum. Planta Med. 

2003 Jan;69(1):21–5.  

258.  Kuo P-C, Hwang T-L, Lin Y-T, Kuo Y-C, Leu Y-L. Chemical constituents from Lobelia 

chinensis and their anti-virus and anti-inflammatory bioactivities. Arch. Pharm. Res. 2011 

Jun;34(5):715–22.  

259.  Yin X, Zhou J, Jie C, Xing D, Zhang Y. Anticancer activity and mechanism of Scutellaria 

barbata extract on human lung cancer cell line A549. Life Sci. 2004 Sep 17;75(18):2233–44.  



            

 

154 

 

260.  Cha J-D, Jeong M-R, Jeong S-I, Lee K-Y. Antibacterial activity of sophoraflavanone G isolated 

from the roots of Sophora flavescens. J. Microbiol. Biotechnol. 2007 May;17(5):858–64.  

261.  Mehlhorn G, Hollborn M, Schliebs R. Induction of cytokines in glial cells surrounding cortical 

[beta]-amyloid plaques in transgenic Tg2576 mice with Alzheimer pathology. International 

Journal of Developmental Neuroscience. 2000;18(4-5):423–31.  

262.  Yates SL, Burgess LH, Kocsis-Angle J, Antal JM, Dority MD, Embury PB, et al. Amyloid beta 

and amylin fibrils induce increases in proinflammatory cytokine and chemokine production by 

THP-1 cells and murine microglia. J. Neurochem. 2000 Mar;74(3):1017–25.  

263.  Szczepanik AM, Rampe D, Ringheim GE. Amyloid-beta peptide fragments p3 and p4 induce 

pro-inflammatory cytokine and chemokine production in vitro and in vivo. J. Neurochem. 2001 

Apr;77(1):304–17.  

264.  Floden AM, Combs CK. beta-Amyloid Stimulates Murine Postnatal and Adult Microglia 

Cultures in a Unique Manner. J. Neurosci. 2006;26(17):4644–8.  

265.  Butovsky O, Talpalar AE, Ben-Yaakov K, Schwartz M. Activation of microglia by aggregated 

[beta]-amyloid or lipopolysaccharide impairs MHC-II expression and renders them cytotoxic 

whereas IFN-[gamma] and IL-4 render them protective. Molecular and Cellular Neuroscience. 

2005;29(3):381–93.  

266.  Veerhuis R, Janssen I, De Groot CJA, Van Muiswinkel FL, Hack CE, Eikelenboom P. Cytokines 

Associated with Amyloid Plaques in Alzheimer’s Disease Brain Stimulate Human Glial and 

Neuronal Cell Cultures to Secrete Early Complement Proteins, But Not C1-Inhibitor. 

Experimental Neurology. 1999;160(1):289–99.  

267.  Hanisch U-K. Microglia as a source and target of cytokines. Glia. 2002 Nov;40(2):140–55.  

268.  Lue L-F, Walker DG, Rogers J. Modeling microglial activation in Alzheimer’s disease with 

human postmortem microglial cultures. Neurobiology of Aging. 2001;22(6):945–56.  

269.  Benveniste EN, Nguyen VT, O’Keefe GM. Immunological aspects of microglia: relevance to 

Alzheimer’s disease. Neurochemistry International. 2001;39(5-6):381–91.  

270.  McGeer P, McGeer E. Inflammation of the brain in Alzheimer’s disease: implications for 

therapy. J Leukoc Biol. 1999 Apr 1;65(4):409–15.  

271.  Nau R. Pathophysiology of neuronal injury in bacterial meningitis: concepts and implications. 

Neurologia. 2003 Mar;18(2):47–53.  

272.  Koichiro Mori, Yutaro Obara, Takahiro Moriya, Satoshi Inatomi, Norimichi Nakahata. Effects of 

Hericium erinaceus on amyloid β(25-35) peptide-induced learning and memory deficits in mice. 

Biomedical Research. 2011;32(1):67–72.  

273.  BENNETT, Louise, MUENCH, Gerald. PROCESS FOR PLANT BIOACTIVE ENRICHMENT 

[Internet]. [cited 2011 Oct 18];Available from: 

http://www.wipo.int/patentscope/search/en/WO2011057340 



            

 

155 

 

274.  Mori K, Inatomi S, Ouchi K, Azumi Y, Tuchida T. Improving effects of the mushroom 

Yamabushitake (<I>Hericium erinaceus</I>) on mild cognitive impairment: a double-blind 

placebo-controlled clinical trial. Phytotherapy Research. 2009;23(3):367–72.  

275.  Mori K, Obara Y, Hirota M, Azumi Y, Kinugasa S, Inatomi S, et al. Nerve growth factor-

inducing activity of Hericium erinaceus in 1321N1 human astrocytoma cells. Biol. Pharm. Bull. 

2008 Sep;31(9):1727–32.  

276.  Kawagishi H, Shimada A, Hosokawa S, Mori H, Sakamoto H, Ishiguro Y, et al. Erinacines E, F, 

and G, stimulators of nerve growth factor (NGF)-synthesis, from the mycelia of Hericium 

erinaceum. Tetrahedron Letters. 1996;37(41):7399–402.  

277.  Hirokazu Kawagishi, Cun Zhuang, Ellen Shnidman. The Anti-Dementia effect of Lion’s Mane 

mushroom and its clinical application - Hericium erinaceum - Lion’s Mane [Internet]. 2004 

[cited 2011 Oct 15];Available from: 

http://findarticles.com/p/articles/mi_m0ISW/is_249/ai_114820665/ 

278.  Jeong SC, Jeong YT, Yang BK, Islam R, Koyyalamudi SR, Pang G, et al. White button 

mushroom (Agaricus bisporus) lowers blood glucose and cholesterol levels in diabetic and 

hypercholesterolemic rats. Nutr Res. 2010 Jan;30(1):49–56.  

279.  Chang R. Functional properties of edible mushrooms. Nutr. Rev. 1996 Nov;54(11 Pt 2):S91–3.  

280.  Fukushima M, Ohashi T, Fujiwara Y, Sonoyama K, Nakano M. Cholesterol-Lowering Effects of 

Maitake (Grifola frondosa) Fiber, Shiitake (Lentinus edodes) Fiber, and Enokitake (Flammulina 

velutipes) Fiber in Rats. Exp. Biol. Med. 2001 Sep 1;226(8):758–65.  

281.  Terakawa N, Matsui Y, Satoi S, Yanagimoto H, Takahashi K, Yamamoto T, et al. 

Immunological effect of active hexose correlated compound (AHCC) in healthy volunteers: a 

double-blind, placebo-controlled trial. Nutr Cancer. 2008;60(5):643–51.  

282.  Mizuno T, Sakai T, Chihara G. Health foods and medicinal usages of mushrooms. Food Reviews 

International. 1995;11(1):69–81.  

283.  Wang S, Welte T, Fang H, Chang G-JJ, Born WK, O’Brien RL, et al. Oral Administration of 

Active Hexose Correlated Compound Enhances Host Resistance to West Nile Encephalitis in 

Mice. J. Nutr. 2009 Mar 1;139(3):598–602.  

284.  Spierings ELH, Fujii H, Sun B, Walshe T. A Phase I study of the safety of the nutritional 

supplement, active hexose correlated compound, AHCC, in healthy volunteers. J. Nutr. Sci. 

Vitaminol. 2007 Dec;53(6):536–9.  

285.  Matsui Y, Uhara J, Satoi S, Kaibori M, Yamada H, Kitade H, et al. Improved prognosis of 

postoperative hepatocellular carcinoma patients when treated with functional foods: a 

prospective cohort study. Journal of Hepatology. 2002 Jul;37(1):78–86.  

286.  Turner J, Chaudhary U. Dramatic prostate-specific antigen response with activated hemicellulose 

compound in metastatic castration-resistant prostate cancer. Anticancer Drugs. 2009 

Mar;20(3):215–6.  



            

 

156 

 

287.  Cowawintaweewat S, Manoromana S, Sriplung H, Khuhaprema T, Tongtawe P, Tapchaisri P, et 

al. Prognostic improvement of patients with advanced liver cancer after active hexose correlated 

compound (AHCC) treatment. Asian Pac. J. Allergy Immunol. 2006 Mar;24(1):33–45.  

288.  Aviles H, Belay T, Vance M, Sun B, Sonnenfeld G. Active hexose correlated compound 

enhances the immune function of mice in the hindlimb-unloading model of spaceflight 

conditions. J Appl Physiol. 2004 Oct 1;97(4):1437–44.  

289.  Gao Y, Zhang D, Sun B, Fujii H, Kosuna K-I, Yin Z. Active hexose correlated compound 

enhances tumor surveillance through regulating both innate and adaptive immune responses. 

Cancer Immunology, Immunotherapy. 2006 Oct 1;55(10):1258–66.  

290.  Aviles H, O’Donnell P, Orshal J, Fujii H, Sun B, Sonnenfeld G. Active hexose correlated 

compound activates immune function to decrease bacterial load in a murine model of 

intramuscular infection. The American Journal of Surgery. 2008 Apr;195(4):537–45.  

291.  Ritz BW, Nogusa S, Ackerman EA, Gardner EM. Supplementation with Active Hexose 

Correlated Compound Increases the Innate Immune Response of Young Mice to Primary 

Influenza Infection. J. Nutr. 2006 Nov 1;136(11):2868–73.  

292.  Shimada S, Komamura K, Kumagai H, Sakurai H. Inhibitory activity of shiitake flavor against 

platelet aggregation. Biofactors. 2004;22(1-4):177–9.  

293.  Enman J, Rova U, Berglund KA. Quantification of the bioactive compound eritadenine in 

selected strains of shiitake mushroom (Lentinus edodes). J. Agric. Food Chem. 2007 Feb 

21;55(4):1177–80.  

294.  Chihara G, Hamuro J, Maeda YY, Shiio T, Suga T, Takasuka N, et al. Antitumor and metastasis-

inhibitory activities of lentinan as an immunomodulator: an overview. Cancer detection and 

prevention. Supplement : official publication of the International Society for Preventive 

Oncology, Inc. 1987;1:423–43.  

295.  Kaneko Y, Chihara G. Potentiation of host resistance against microbial infections by lentinan 

and its related polysaccharides. Adv. Exp. Med. Biol. 1992;319:201–15.  

296.  Liu C, Lin Q, Gao Y, Ye L, Xing Y, Xi T. Characterization and antitumor activity of a 

polysaccharide fromStrongylocentrotus nudus eggs. Carbohydrate Polymers. 2007 Feb 

1;67(3):313–8.  

297.  Hirasawa M, Shouji N, Neta T, Fukushima K, Takada K. Three kinds of antibacterial substances 

from Lentinus edodes (Berk.) Sing. (Shiitake, an edible mushroom). International Journal of 

Antimicrobial Agents. 1999 Feb;11(2):151–7.  

298.  Tsujinaka T, Yokota M, Kambayashi J, Ou MC, Kido Y, Mori T. Modification of septic 

processes by beta-glucan administration. Eur Surg Res. 1990;22(6):340–6.  

299.  Hatvani N. Antibacterial effect of the culture fluid of Lentinus edodes mycelium grown in 

submerged liquid culture. International Journal of Antimicrobial Agents. 2001 Jan;17(1):71–4.  



            

 

157 

 

300.  Yamamoto Y, Shirono H, Kono K, Ohashi Y. Immunopotentiating Activity of the Water-soluble 

Lignin Rich Fraction Prepared from LEM. The Extract of the Solid Culture Medium of Lentinus 

edodes Mycelia. Bioscience, Biotechnology, and Biochemistry. 1997;61(11):1909–12.  

301.  Takehara M, Kuida K, Mori K. Antiviral activity of virus-like particles fromLentinus edodes 

(Shiitake). Archives of Virology. 1979;59(3):269–74.  

302.  Gordon M, Bihari B, Goosby E, Gorter R, Greco M, Guralnik M, et al. A placebo-controlled trial 

of the immune modulator, lentinan, in HIV-positive patients: a phase I/II trial. J Med. 1998;29(5-

6):305–30.  

303.  Tochikura TS, Nakashima H, Yamamoto N. Antiviral agents with activity against human 

retroviruses. J. Acquir. Immune Defic. Syndr. 1989;2(5):441–7.  

304.  Suzuki H, Okubo A, Yamazaki S, Suzuki K, Mitsuya H, Toda S. Inhibition of the infectivity and 

cytopathic effect of human immunodeficiency virus by water-soluble lignin in an extract of the 

culture medium of Lentinus edodes mycelia (LEM). Biochem. Biophys. Res. Commun. 1989 

Apr 14;160(1):367–73.  

305.  Sarkar S, Koga J, Whitley RJ, Chatterjee S. Antiviral effect of the extract of culture medium of 

Lentinus edodes mycelia on the replication of herpes simplex virus type 1. Antiviral Res. 1993 

Apr;20(4):293–303.  

306.  Odani;Shoji, Tominaga;Kei, Kondou;Satomi, Hori;Hiroshi, Koide;Takehiko, Hara ;Saburo, et al. 

The inhibitory properties and primary structure of a novel serine proteinase inhibitor from the 

fruiting body of the basidiomycete, Lentinus edodes. European Journal of Biochemistry. 

1999;262(3):915–23.  

307.  Nogusa S, Gerbino J, Ritz BW. Low-dose supplementation with active hexose correlated 

compound improves the immune response to acute influenza infection in C57BL/6 mice. 

Nutrition Research. 2009 Feb;29(2):139–43.  

308.  Kawagishi H, Zhuang C. Compounds for dementia from Hericium erinaceum. Drugs of the 

Future. 2008;33:149.  

309.  Hetland  &#32;G, Johnson;E, Lyberg;T, Bernardshaw;S, Tryggestad;A. MA, Grinde;B. Effects 

of the Medicinal Mushroom Agaricus blazei’’ Murill on Immunity, Infection and Cancer. 

Scandinavian Journal of Immunology. 2008;68(4):363–70.  

310.  Dubost NJ, Ou B, Beelman RB. Quantification of polyphenols and ergothioneine in cultivated 

mushrooms and correlation to total antioxidant capacity. Food Chemistry. 2007;105(2):727–35.  

311.  Deiana M, Rosa A, Casu V, Piga R, Assunta Dessı ̀M, Aruoma OI. l-Ergothioneine modulates 

oxidative damage in the kidney and liver of rats in vivo: studies upon the profile of 

polyunsaturated fatty acids. Clinical Nutrition. 2004;23(2):183–93.  

312.  Kho YS, Vikineswary S, Abdullah N, Kuppusamy UR, Oh HI. Antioxidant capacity of fresh and 

processed fruit bodies and mycelium of Auricularia auricula-judae (Fr.) Quél. J Med Food. 2009 

Feb;12(1):167–74.  



            

 

158 

 

313.  Ukai S, Kiho T, Hara C, Kuruma I, Tanaka Y. Polysaccharides in fungi. XIV. Anti-inflammatory 

effect of the polysaccharides from the fruit bodies of several fungi. J. Pharmacobio-dyn. 1983 

Dec;6(12):983–90.  

314.  Chen G, Luo YC, Li BP, Li B, Guo Y, Li Y, et al. Effect of polysaccharide from Auricularia 

auricula on blood lipid metabolism and lipoprotein lipase activity of ICR mice fed a cholesterol-

enriched diet. J. Food Sci. 2008 Aug;73(6):H103–8.  

315.  Park I-H, Jeon S-Y, Lee H-J, Kim S-I, Song K-S. A beta-secretase (BACE1) inhibitor hispidin 

from the mycelial cultures of Phellinus linteus. Planta Med. 2004 Feb;70(2):143–6.  

316.  Sheu F, Chien P-J, Chien A-L, Chen Y-F, Chin K-L. Isolation and characterization of an 

immunomodulatory protein (APP) from the Jew’s Ear mushroom Auricularia polytricha. Food 

Chemistry. 2004;87(4):593–600.  

317.  Yu Z, LiHua Y, Qian Y, Yan L. Effect of Lentinus edodes polysaccharide on oxidative stress, 

immunity activity and oral ulceration of rats stimulated by phenol. Carbohydrate Polymers. 2009 

Jan 5;75(1):115–8.  

318.  Iwalokun B, Usen U, Otunba A, Olukoya D. Comparative phytochemical evaluation, 

antimicrobial and antioxidant properties of Pleurotus ostreatus. African Journal of 

Biotechnology. 2010;6(15).  

319.  Jedinak A, Dudhgaonkar S, Wu Q-li, Simon J, Sliva D. Anti-inflammatory activity of edible 

oyster mushroom is mediated through the inhibition of NF-κB and AP-1 signaling. Nutr J. 

2011;10:52–52.  

320.  Bao  &#32;Huynh ND, Ushio  &#32;Hideki, Ohshima  &#32;Toshiaki. Antioxidative Activity 

and Antidiscoloration Efficacy of Ergothioneine in Mushroom (Flammulina velutipes) Extract 

Added to Beef and Fish Meats. Journal of Agricultural and Food Chemistry. 

2008;56(21):10032–40.  

321.  Bao HN, Ushio H, Ohshima T, Bao HN UH. Antioxidative activities of mushroom (Flammulina 

velutipes) extract added to bigeye tuna meat: dose-dependent efficacy and comparison with other 

biological antioxidants. Journal of Food Science. 2009 Mar;74(2):C162–9.  

322.  Koyyalamudi SR, Jeong S-C, Song C-H, Cho KY, Pang G. Vitamin D2 Formation and 

Bioavailability from Agaricus bisporus Button Mushrooms Treated with Ultraviolet Irradiation. 

Journal of Agricultural and Food Chemistry. 2009;57(8):3351–5.  

323.  Yu S, Weaver V, Martin K, Cantorna M. The effects of whole mushrooms during inflammation. 

BMC Immunology. 2009;10(1):12.  

324.  Ye S-F, Wakame K, Ichimura K, Matsuzaki S. Amelioration by active hexose correlated 

compound of endocrine disturbances induced by oxidative stress in the rat. Endocr Regul. 2004 

Mar;38(1):7–13.  

325.  Mach CM, Fugii H, Wakame K, Smith J. Evaluation of active hexose correlated compound 

hepatic metabolism and potential for drug interactions with chemotherapy agents. J Soc Integr 

Oncol. 2008;6(3):105–9.  



            

 

159 

 

326.  Jaehrig SC, Rohn S, Kroh LW, Wildenauer FX, Lisdat F, Fleischer L-G, et al. Antioxidative 

activity of (1-->3), (1-->6)-[beta]-d-glucan from Saccharomyces cerevisiae grown on different 

media. LWT - Food Science and Technology. 2008 Jun;41(5):868–77.  

327.  Sener G, Toklu HZ, Cetinel S. [beta]-Glucan protects against chronic nicotine-induced oxidative 

damage in rat kidney and bladder. Environmental Toxicology and Pharmacology. 2007 

Jan;23(1):25–32.  

328.  Lin GI, Xu XS, Lian WS. Antioxidant activity of edible mushroom polysaccharide extracts in 

vitro. Journal of East China University of Science and Technology (Natural Science Edition). 

2006;32:278–82.  

329.  Xu C, HaiYan Z, JianHong Z, Jing G. The pharmacological effect of polysaccharides from 

Lentinus edodes on the oxidative status and expression of VCAM-1mRNA of thoracic aorta 

endothelial cell in high-fat-diet rats. Carbohydrate Polymers. 2008 Nov 4;74(3):445–50.  

330.  Cheung LM, Cheung PCK, Ooi VEC. Antioxidant activity and total phenolics of edible 

mushroom extracts. Food Chemistry. 2003 May;81(2):249–55.  

331.  Choi Y, Lee SM, Chun J, Lee HB, Lee J. Influence of heat treatment on the antioxidant activities 

and polyphenolic compounds of Shiitake (Lentinus edodes) mushroom. Food Chemistry. 

2006;99(2):381–7.  

332.  Song YS, Kim S-H, Sa J-H, Jin C, Lim C-J, Park E-H. Anti-angiogenic and inhibitory activity on 

inducible nitric oxide production of the mushroom Ganoderma lucidum. Journal of 

Ethnopharmacology. 2004;90(1):17–20.  

333.  Rahman I, Biswas SK, Kirkham PA. Regulation of inflammation and redox signaling by dietary 

polyphenols. Biochemical Pharmacology. 2006 Nov 30;72(11):1439–52.  

334.  Chandra V, Pandav R, Dodge HH, Johnston JM, Belle SH, DeKosky ST, et al. Incidence of 

Alzheimer’s disease in a rural community in India: the Indo-US study. Neurology. 2001 Sep 

25;57(6):985–9.  

335.  Retz W, Gsell W, Münch G, Rösler M, Riederer P. Free radicals in Alzheimer’s disease. J. 

Neural Transm. Suppl. 1998;54:221–36.  

336.  Akama KT, Albanese C, Pestell RG, Van Eldik LJ. Amyloid β-peptide stimulates nitric oxide 

production in astrocytes through an NFκB-dependent mechanism. Proceedings of the National 

Academy of Sciences of the United States of America. 1998 May 12;95(10):5795–800.  

337.  Sonnen JA, Breitner JC, Lovell MA, Markesbery WR, Quinn JF, Montine TJ. Free radical-

mediated damage to brain in Alzheimer’s disease and its transgenic mouse models. Free Radical 

Biology and Medicine. 2008 Aug 1;45(3):219–30.  

338.  Sompol P, Ittarat W, Tangpong J, Chen Y, Doubinskaia I, Batinic-Haberle I, et al. A neuronal 

model of Alzheimer’s disease: An insight into the mechanisms of oxidative stress-mediated 

mitochondrial injury. Neuroscience. 2008 Apr 22;153(1):120–30.  



            

 

160 

 

339.  Yan SD, Chen X, Fu J, Chen M, Zhu H, Roher A, et al. RAGE and amyloid-[beta] peptide 

neurotoxicity in Alzheimer’s disease. Nature. 1996;382(6593):685–91.  

340.  Sreeramulu D, Raghunath M. Antioxidant activity and phenolic content of roots, tubers and 

vegetables commonly consumed in India. Food Research International. 2010;43(4):1017–20.  

341.  Martin A. Antioxidant vitamins E and C and risk of Alzheimer’s disease. Nutr. Rev. 2003 

Feb;61(2):69–73.  

342.  Zandi PP, Anthony JC, Khachaturian AS, Stone SV, Gustafson D, Tschanz JT, et al. Reduced 

risk of Alzheimer disease in users of antioxidant vitamin supplements: the Cache County Study. 

Arch. Neurol. 2004 Jan;61(1):82–8.  

343.  Hager K, Marahrens A, Kenklies M, Riederer P, Münch G. Alpha-lipoic acid as a new treatment 

option for Azheimer type dementia. Arch Gerontol Geriatr. 2001 Jun;32(3):275–82.  

344.  Kanowski S, Hoerr R. Ginkgo biloba extract EGb 761 in dementia: intent-to-treat analyses of a 

24-week, multi-center, double-blind, placebo-controlled, randomized trial. Pharmacopsychiatry. 

2003 Nov;36(6):297–303.  

345.  Lee HA, Hughes DA. Alpha-lipoic acid modulates NF-kappaB activity in human monocytic 

cells by direct interaction with DNA. Exp. Gerontol. 2002 Mar;37(2-3):401–10.  

346.  Zhang WJ, Frei B. Alpha-lipoic acid inhibits TNF-alpha-induced NF-kappaB activation and 

adhesion molecule expression in human aortic endothelial cells. FASEB J. 2001 

Nov;15(13):2423–32.  

347.  Biswas SK, McClure D, Jimenez LA, Megson IL, Rahman I. Curcumin induces glutathione 

biosynthesis and inhibits NF-kappaB activation and interleukin-8 release in alveolar epithelial 

cells: mechanism of free radical scavenging activity. Antioxid. Redox Signal. 2005 Feb;7(1-

2):32–41.  

348.  Yang F, Lim GP, Begum AN, Ubeda OJ, Simmons MR, Ambegaokar SS, et al. Curcumin 

inhibits formation of amyloid beta oligomers and fibrils, binds plaques, and reduces amyloid in 

vivo. J. Biol. Chem. 2005 Feb 18;280(7):5892–901.  

349.  Zheng S, Chen A. Activation of PPARgamma is required for curcumin to induce apoptosis and 

to inhibit the expression of extracellular matrix genes in hepatic stellate cells in vitro. Biochem. 

J. 2004 Nov 15;384(Pt 1):149–57.  

350.  Xu J, Fu Y, Chen A. Activation of peroxisome proliferator-activated receptor-gamma contributes 

to the inhibitory effects of curcumin on rat hepatic stellate cell growth. Am. J. Physiol. 

Gastrointest. Liver Physiol. 2003 Jul;285(1):G20–30.  

351.  Farnsworth NR. Ethnopharmacology and drug development. Ciba Found. Symp. 1994;185:42–

51; discussion 51–9.  

352.  D S Fabricant, N R Farnsworth. The value of plants used in traditional medicine for drug 

discovery. Environ Health Perspect 2001;109(1):69–75.  



            

 

161 

 

353.  Farnsworth NR. Ethnopharmacology and drug development. Ciba Found Symp. 1994;185:42–

51; discussion 51–9.  

354.  Verpoorte R. Pharmacognosy in the new millennium: leadfinding and biotechnology. J. Pharm. 

Pharmacol. 2000 Mar;52(3):253–62.  

355.  Jayaprakasha GK, Negi PS, Jena BS, Jagan Mohan Rao L. Antioxidant and antimutagenic 

activities of Cinnamomum zeylanicum fruit extracts. Journal of Food Composition and Analysis. 

2007 May;20(3-4):330–6.  

356.  Akram Ranjbar, Sara Ghaseminejhad, Hassan Takalu, Akram Baiaty, Fatemeh Rahimi, 

Mohammad Abdollahi. Anti Oxidative Stress Potential of Cinnamon (Cinnamomum 

zeylanicum) in Operating Room Personnel; A Before/After Cross Sectional Clinical Trial. 

International Journal of Pharmacology. 2007;3(6):482–6.  

357.  Tung Y-T, Chua M-T, Wang S-Y, Chang S-T. Anti-inflammation activities of essential oil and 

its constituents from indigenous cinnamon (Cinnamomum osmophloeum) twigs. Bioresource 

Technology. 2008 Jun;99(9):3908–13.  

358.  Chao LK, Hua K-F, Hsu H-Y, Cheng S-S, Liu J-Y, Chang S-T. Study on the Antiinflammatory 

Activity of Essential Oil from Leaves of Cinnamomum osmophloeum. Journal of Agricultural 

and Food Chemistry. 2005;53(18):7274–8.  

359.  Yoshiro Masada. Analysis of Essential Oils by Gas Chromatography & Mass Spectrometry 

[Internet]. New York: Halstead Press; 1976 [cited 2011 Oct 16]. Available from: 

http://www.users.globalnet.co.uk/~nodice/new/bookreviews/book33/book33.htm 

360.  Lee H-S, Kim B-S, Kim M-K. Suppression Effect of Cinnamomum cassia Bark-Derived 

Component on Nitric Oxide Synthase. J. Agric. Food Chem. 2011 Sep 30;50(26):7700–3.  

361.  Dobrovolskaia MA, Medvedev AE, Thomas KE, Cuesta N, Toshchakov V, Ren T, et al. 

Induction of In Vitro Reprogramming by Toll-Like Receptor (TLR)2 and TLR4 Agonists in 

Murine Macrophages: Effects of TLR “Homotolerance” Versus “Heterotolerance” on NF-κB 

Signaling Pathway Components. The Journal of Immunology. 2003;170(1):508–19.  

362.  Ka H, Park H-J, Jung H-J, Choi J-W, Cho K-S, Ha J, et al. Cinnamaldehyde induces apoptosis 

by ROS-mediated mitochondrial permeability transition in human promyelocytic leukemia HL-

60 cells. Cancer Letters. 2003;196(2):143–52.  

363.  Wu S, Ng L, Lin C. Effects of Vitamin E on the Cinnamaldehyde‐induced Apoptotic Mechanism 

in Human Plc/Prf/5 Cells. Clinical and Experimental Pharmacology and Physiology. 2004 Nov 

1;31(11):770–6.  

364.  Wondrak GT, Villeneuve NF, Lamore SD, Bause AS, Jiang T, Zhang DD. The Cinnamon-

Derived Dietary Factor Cinnamic Aldehyde Activates the Nrf2-Dependent Antioxidant 

Response in Human Epithelial Colon Cells. Molecules. 2010 May;15(5):3338–55.  

365.  Gill AO, Holley RA. Mechanisms of Bactericidal Action of Cinnamaldehyde against Listeria 

monocytogenes and of Eugenol against L. monocytogenes and Lactobacillus sakei. Appl. 

Environ. Microbiol. 2004;70(10):5750–5.  



            

 

162 

 

366.  Koh W., Yoon S., Kwon B., Jeong T., Nam K., Han M. Cinnamaldehyde inhibits lymphocyte 

proliferation and modulates T-cell differentiation. International Journal of 

Immunopharmacology. 1998;20(11):643–60.  

367.  Reddy AM, Seo JH, Ryu SY, Kim YS, Kim YS, Min KR, et al. Cinnamaldehyde and 2-

methoxycinnamaldehyde as NF-kappaB inhibitors from Cinnamomum cassia. Planta Med. 2004 

Sep;70(9):823–7.  

368.  Guo J-Y, Huo H-R, Zhao B-S, Liu H-B, Li L-F, Ma Y-Y, et al. Cinnamaldehyde reduces IL-1Î2-

induced cyclooxygenase-2 activity in rat cerebral microvascular endothelial cells. European 

Journal of Pharmacology. 2006;537(1-3):174–80.  

369.  Gertsch J, Leonti M, Raduner S, Racz I, Chen J-Z, Xie X-Q, et al. Beta-caryophyllene is a 

dietary cannabinoid. Proceedings of the National Academy of Sciences. 2008;105(26):9099–104.  

370.  Yogalakshmi B, Viswanathan P, Anuradha CV. Investigation of antioxidant, anti-inflammatory 

and DNA-protective properties of eugenol in thioacetamide-induced liver injury in rats. 

Toxicology. 2010;268(3):204–12.  

371.  Magalhães CB, Riva DR, DePaula LJ, Brando-Lima A, Koatz VLG, Leal-Cardoso JH, et al. In 

vivo anti-inflammatory action of eugenol on lipopolysaccharide-induced lung injury. Journal of 

Applied Physiology. 2010;108(4):845–51.  

372.  Guterres SS, Fessi H, Barratt G, Puisieux F, Devissaguet JP. Poly(rac-lactide) nanocapsules 

containing diclofenac: protection against muscular damage in rats. J Biomater Sci Polym Ed. 

2000;11(12):1347–55.  

373.  EMEA/HMPC/137212/2005. Final Public Statement on the Use of Herbal Medicinal Products 

Containing Estragole [Internet]. 2005 [cited 2011 Oct 18];Available from: 

http://www.emea.europa.eu/docs/en_GB/document_library/Scientific_guideline/2010/04/WC50

0089960.pdf 

374.  Zaghi J, Goldenson B, Inayathullah M, Lossinsky AS, Masoumi A, Avagyan H, et al. Alzheimer 

disease macrophages shuttle amyloid-beta from neurons to vessels, contributing to amyloid 

angiopathy. Acta Neuropathol. 2009 Feb;117(2):111–24.  

375.  Raivich G, Banati R. Brain microglia and blood-derived macrophages: molecular profiles and 

functional roles in multiple sclerosis and animal models of autoimmune demyelinating disease. 

Brain Res. Brain Res. Rev. 2004 Nov;46(3):261–81.  

376.  Fiala M, Liu QN, Sayre J, Pop V, Brahmandam V, Graves MC, et al. Cyclooxygenase-2-positive 

macrophages infiltrate the Alzheimer’s disease brain and damage the blood-brain barrier. Eur. J. 

Clin. Invest. 2002 May;32(5):360–71.  

377.  Bartnik BL, Juurlink BH, Devon RM. Macrophages: their myelinotrophic or neurotoxic actions 

depend upon tissue oxidative stress. Multiple Sclerosis. 2000;6(1):37–42.  

378.  Rahman I, Biswas SK, Kirkham PA. Regulation of inflammation and redox signaling by dietary 

polyphenols. Biochemical Pharmacology. 2006 Nov 30;72(11):1439–52.  


	Cover Sheet
	Front Pages
	Title Page
	Statement of Access
	Electronic Copy of Thesis for Library Deposit
	Abbreviations
	Abstract
	Table of Contents
	Acknowledgements
	Statement of Sources
	Statement of Contribution of Others
	Declaration of Ethics
	List of Figures
	List of Tables

	Chapter 1. Introduction
	Chapter 2. Studies on anti-inflammatory properties of selected plant extracts used in Chinese traditional medicine
	Chapter 3. Anti-inflammatory properties of Wood Ear (Auricularia polytricha), Oyster (Pleurotus ostreatus), Honey Brown (Armillaria mellea), White Button (Agaricus bisporus), Enoki (Flammulina velutipes) and Shiitake (Lentinus edodes) mushrooms
	Chapter 4. Screening of CSIRO plant and food library for selecting a lead with anti-inflammatory properties
	Chapter 5. Identifying active anti-inflammatory ingredients from cinnamomum zeylanicum (cinnamomum verum)
	Chapter 6. Discussion
	[Chapter] 7. Further research
	[Chapter] 8. Conclusion
	Appendices
	Appendix 1: CSIRO plant and food fractions library

	Bibliography

