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APPENDIX

Reagents and buffers preparation

PBMC culture

1. RPMI medium 1640

RPMI medium 1640 1 package (10.4 g)
NaHCO; 2g

Penicillin/ Streptomycin 10 ml
Gentamycin 1 ml

All chemicals were dissolved in 800 ml of deionized distilled water, adjusted
pH 7.4 and made up to a volume of 1,000 ml. The media was sterilized by
suction through a filter (membrane pore size 0.2 pm) and stored at 4 °C.

2. Phosphate buffer saline (PBS)

NaCl 8¢g
KCl 02¢g
Na,HPOy4 144 ¢
NaH,P04.2H,0 024 ¢

All chemicals were dissolved in 800 ml of distilled water, adjusted pH 7.4 and
then added with distilled water to a volume of 1,000 ml and stored at room

temperature.
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RT-PCR

1.

10X Tris-Borate-EDTA (TBE) buffer

Tris-base 107.78 g
Boric acid 55¢g
Na-EDTA 744 ¢

All chemicals were dissolved in distilled water and made up to the volume of

1000 ml. Stored the reagent at room temperature.

1X TBE buffer
10x TBE buffer 100 ml
Deionized distilled water 900 ml

The buffer was filtered through a membrane filter pore size 0.45 pm and

stored at room temperature.
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Table 1. Primers used for real-time qPCR

Denature temperature 95 °C, 15 seconds

Annealing temperature 60 °C, 15 seconds

Extension temperature 72 °C, 33 seconds

Genbank
Gene Sequence 5°>3’ Base pair
Assession No.
F: CCTGTCCTGCGTGTTGAAAGA
IL-1B
R: GGGAACTGGGCAGACTCAAA - NM_000576.2
F: CCCCAGGGACCTCTCTCTAATC
TNF-a 98 NM _000594.2
R: GGTTTGCTACAACATGGGCTACA
F: ACCAGGATGCTCACATTTAAGTTT1
IL-2 88 NM_000586.3
R: GAGGTTTGAGTTCTTCTTCTAGACACTG
F: GAAGGTGAAGGTCGGAGTC
GAPDH 225 NM_002046.3

R: GAAGATGGTGATGGGATTTC
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Table 2. Effective dose at IC50 of xanthone, sesamin and Andrographis

paniculata extract on IL-18, TNF-a and IL-2 mRNA level

Phytochemicals IC50 on reduce IC50 on reduce IC50 on increase
IL-18 mRNA level | TNF-a mRNA level | IL-2 mRNA level
(ng/ml) (pg/ml) (ng/ml)
Xanthone
(1 uM =0.36 pg) 2.8 2.7 338
Sesamin
(1 uM =0.35 pg) 2.6 1.0 1.0
Andrographis
paniculata extract 2.6 1.0 0.7
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Figure 30. Optimization of influenza type A HINI1 dilution. Conditional media of

various embryonated egg dilution of HIN1 treated PBMCs for 24 hr and
measured for IL-1B level. The highest IL-1p level was found in dilution

1:7,812,500 was selected for study of the phytochemicals effects.
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