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A p p e n d ix  A

Preparation o f c . comosa rhizome, chemical identification, and 
preparation o f c . comosa suspension
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P re p a ra tio n  o f C urcum a comosa rh izom e

c . com osa  rhizome was kindly provided by Professor Dr. Apichart Suksamram, 
Faculty o f Sciences, Ramkamhaeng University, Thailand. In brief, dried rhizome of  
c . com osa  was collected from Nakompathom province. A voucher specimen (BKF 
No. 97298) was deposited at the Forest Herbarium, Royal Forest Department, 
Ministry o f Agriculture and Cooperatives, Bangkok, c . com osa  rhizomes were sliced 
and dried at 50 -  60 ๐c . The dried rhizomes were pulverized before giving to the 
animals.

C h e m ica l id e n tific a tio n

c . com osa  was characterized by Apichart Suksamram et al. (unpublished data). 
The major constituent in c . com osa  powder were two diaiylheptanoids: 1,7-diphenyl- 
(6£)-6-hepten-3-ol and l,7-diphenyl-(4ii,d£)-4,6-heptadien-3-ol.

P re p a ra tio n  o f c . comosa suspension

c . com osa  suspension for animal administration were prepared daily by 
dissolving 400 mg o f c . com osa  powder with 1 ml o f deionized water to make a 
concentration of 400 mg/ml of c . com osa  suspension and mixed before feeding to 
experimental animals.
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Preparation o f simvastatin
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P re p a ra tio n  o f s im vasta tin

Vascor® (containing 10 mg simvastatin per tablet manufactured by Biolab Co., 
Ltd., Samutrprakam, Thailand) was purchased from an accredited drugstore, 
Bangkok, Thailand. The expired date o f drug was checked. Each tablet o f simvastatin 
was divided in half before giving to the animals.
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Experimental diets
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Food

1. Standard food for rabbits was purchased from Charoen Pokphand Foods Public
Company Limited, Thailand. The composition of the standard food was as following:

Raw protein 17.00%
Raw fiber 17.00%
Raw ash 7.00%
Raw fat 2.5%
Methionine 0.35%
Lysine 0.95%
Calcium 0.85%
Phosphate 0.55%
Sodium 0.30%
Magnesium 0.25%
Vitamin A 30.00 IU/kg
Vitamin D3 1.00IU/kg
Vitamin E 100.00 KJ/kg

2. High-cholesterol diet was the standard food combined with 1.0% cholesterol or
0.5% cholesterol by Charoen Pokphand Foods Public Company Limited, Bangkok, 
Thailand.
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A p p e n d ix  D

Experimental animals treatment and samples collection
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E xp e rim e n ta l an im a ls

Twelve male New Zealand White (NZW) rabbits o f body weigh between 1.5 —
2.0 kg were obtained from the National Laboratory Animal Center, Mahidol 
University, Salaya, Nakompathom, Thailand. The animals were housed one per cage 
at the Faculty o f Medicine, Srinakharinwirot University, Bangkok, Thailand and 
acclimatized for two weeks before being entered into an experiment. All animals were 
kept in a controlled humidify room at a constant temperature o f 25 ± 2 ๐c  and 
maintained on 12-hour altemate light-dark cycle. They were allowed to freely access 
to food and drinking water.

A n im a l trea tm en t

Twelve NZW rabbits were randomly divided into three treatment groups o f 4 
rabbits each as following:

1. Group 1: NZW rabbits were given orally with 1.0% cholesterol diet for 1 
month. After 1 month, the animals were continually given 0.5% cholesterol 
diet for 3 months

2. Group 2: NZW rabbits were given orally with 1.0% cholesterol diet for 1 
month. After 1 month, the animals were continually given 0.5% cholesterol 
diet and simvastatin at the dosage o f 5 mg/day for 3 months

3. Group 3: NZW rabbits were given orally with 1.0% cholesterol diet for 1 
month. After 1 month, the animals were continually given 0.5% cholesterol 
diet and c . com osa  at the dosage o f 400 mg/kg/day for 3 months

Sam ples co lle ctio n

At the end of the treatment, animals were fasted for 12 hours before 
anesthesized with sodium pentobarbital by intravenous at the dosage o f 100 mg/kg 
before collecting blood. Tissue samples were immediately removed from the body of 
rabbits, rinsed with PBS buffer pH 7.4 for 3 times, and then stored at -80 ๐c  until 
analysis o f cytokine expression.
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A p p e n d ix  E

Study Protocol Approval by Ethic Committee o f  the Faculty o f 
Medicine, Srinakharinwirot University, Bangkok, Thailand

Study Protocol Approval by Ethic Committee o f  the Faculty o f 
Pharmaceutical Sciences, Chulalongkom University, Bangkok, 
Thailand, 2008
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