
 

 

APPENDIX 

Media, Reagents and buffers preparation 

For Yeast culture 

Synthetic dextrose minimal (SD) media 

6.7 g  Yeast nitrogen base without amino acids 

20 g/L Glucose 

Adjust the final volume to 1 L distilled H2O. Autoclave at 110 
o
 C for 10 min. 

For β-galactosidase Filter Assays 

Z buffer 

16.1 g/L  Na2HPO4• 7H2O (0.06 M) 

5.50 g/L  NaH2PO4• H2O (0.04M) 

0.75 g/L  KCl (0.01M) 

0.246 g/L  MgSO4 • 7H2O (0.001M) 

2.7 mL   β-mercaptoethanol (BME) (0.05M) 

Bring to approximately 1 L with H2O, dissolve all the salts. Adjust to pH 7.0 and 

autoclave. Can be stored at room temperature for up to 1 year 

ONPG  

O - nitrophenyl β – D - galactopyranoside (Sigma Cat No. N-1127) 4 mg/ml in Z 

buffer. Adjust to pH 7.0 and mix well. 

Notes: ONPG requires 1–2 hr to dissolve. Prepare solution fresh before each use 
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For human fetal osteoblast culture 

DMEM medium 

13.4 g DMEM  

4.8 g HEPES  

3.7 g NaHCO3  

10 ml  Penicillin/Streptomycin  

1ml  Gentamycin  

All chemicals were dissolved in 800 ml of deionized distilled water, adjusted pH to 

7.2 and made up to volume 1,000 ml. The media was sterile by suction through a filter 

(membrane pore size 0.2 μm) and stored at 4
o
C. 

DMEM/F12 (1:1) medium 

1X Nutrient mixture F – 12 (Ham)  

15mM HEPES  

L- Glutamine 

10 ml  Penicillin/Streptomycin  

1 ml  Gentamycin  

50 ml fetal bovine serum 

And made up to volume 500 ml. The media was sterile by suction through a filter 

(membrane pore size 0.2 μm) and stored at -20
o
C. 

Phosphate buffer saline (PBS) 

8 g  NaCl  

0.20 g  KCl  

1.44 g Na2HPO4  
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0.24 g  NaH2PO4.2H2O  

All Chemicals were dissolved in 900 ml of distilled water, adjusted to pH 7.4 and then 

added with distilled water to adjust to the volume 1,000 ml and stored at room 

temperature. 

0.05% Trypsin-EDTA 

10 ml  0.5% Trypsin-EDTA  

90 ml  PBS pH 7.4  

Alizarin red-s solution 

2   mg  Alizarin red-S  

80 ml  Deionized water  

Adjusted with 0.5 % ammonia hydrochoxide acid, pH 4.2 (Freshly preparation) and 

then added with distilled water to adjust to the volume 100 ml and stored at room 

temperature. 
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Total ion chromatograms of the extraction of V. siamensis obtained by 

Gas Chromatography-mass Spectrometry Analysis 
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