APPENDIX

Reagents and buffers preparation

PBMC culture

1. RPMI medium 1640

RPMI medium 1640 1 package (10.4 g)
NaHCO;s 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 8g
KCl 02¢g
Na,HPOy4 1.44 g
NaH,P04.2H,0O 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.
2. 1X TBE bufter
10x TBE buffer 100 ml
Deionized distilled water 900 ml
The buffer was filtered through a membrane filter pore size 0.45 um 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 5’23’ Base pair
Assession No.
F: CCTGTCCTGCGTGTTGAAAGA
IL-1B
R: GGGAACTGGGCAGACTCAAA 150 NM_000576.2
F: CCCCAGGGACCTCTCTCTAATC
TNF-a 98 NM_000594.2
R: GGTTTGCTACAACATGGGCTACA
F: ACCAGGATGCTCACATTTAAGTTTT
1L-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-1p, TNF-a and IL-2 mRNA level

Phytochemicals IC50 on reduce IC50 on reduce IC50 on increase
IL-1B mRNA level | TNF-a mRNA level | IL-2 mRNA level
(ng/ml) (ng/ml) (ng/ml)
Xanthone
(1 uM =0.36 png) 2.8 2.7 53
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-1f level. The highest IL-1B level was found in dilution

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



Name

CURRICULUM VITAE

Miss Kanda Fanhchaksai

Date of Birth March 10, 1984

Academic degree 2002, Certificate of Mathayom VI

From Lampang Kanlayanee School, Lampang, Thailand
2006, B.Sc. (Medical Technology)
Faculty of Associated Medical Sciences,

Chiang Mai University, Chiang Mai, Thailand

Activities

Oral presentation and published the proceeding in “The 16" National Graduate

Research Conference”. In the topic name “Ha¥BIAITNOBIANADNITHAIVDY
a Ja A Y 4 a 4 ] a Ja A
dumaIaINY- L Nuesua lasgaudames-uearh tagsumesalnu-2 Tagns

¢ < { o < . . .
nizAuaala@onv1IAlee S aey119u1”. At Mae-Jo University, Chiang

Mai. On March 11%, 2010.



88

d o e
1 A5 odlom. lag/ 2 7V 9 AunuImIuasNaINMI

wminendously
MUANUBII MLNBFEUNTI
Faiadeslwi ¢oweo

99 AN védo
ol ar o o
509 eausuMSinEUaNANUIE

Gou wwanmum fuinae

awfdninnuanznssumImsgandne nsensdnmnms sawdy
lssguanzduimsiadiadnen aminndsresiguasaminndluiiueesdy (naus.)
wazngumsiatiadiadnyn difaudmsuazianninms aninnduwild Mvuedadsagw
wianamAisedutafiodnmnuieni afiil oo Wil oo finew veeo m mMs wo 1
Wild aheilygniitoududu wminndouils Faiuldisuaraniitelumdadas
“anaaIngUAildanmsnaaasduwad®du- Lud nuefualasdaurawas-uamih

- T ar &
uazBuansinfu-2 Tazmsnseduzadifia@onmmeidehisest du i

ngumshatadiadne raudenauiumninauenanuivsgei

W W w v M & a @ s PR P

Tudadsnam TamiiaualugUuuuusses il ngumsiatindiednnazdniumsaiiag
uanidelunesnumsUszgy (Proceeding) daly

=

- a
SHLEUHIWENTIY

YUFAIANNUUDD
i

(Hhemaanasddsmanl Junites)
HEuenansNTg sEau & SnnTImsuny
ginnemsininuimsuasianninms
ngumsiauiadnn
Tnsdwyl o emeo aveo-

55 o oded Goam



&9

ﬁ#ii\.; e R SN 7
= \ RS N
= ™~ - //
/ e J,,
m_._,mn_._.:Enwam_.asm:‘.n,m._._mw%pam_.asc.su . ﬁ
" . S
LnBeLRuLLdrgneLuge LAUGOIINLAENAAUIEALUALOZL Y )
HUMABM MUY b e
(RpUME UL RELELEBELILEL) (upnimt BUPLR'eB BELELY BLSRES) \).._.. A
R\
. A N
WINE "WM RULHE ©O UHE ,ﬂ J
= ] __a/
BIENBELBULLUTE =m=.a._._m___,....__.aam_.,rmm b1en L 0@ tLULe 18 &&‘_

,

r,f

rf)

K\

xf,

N
/Mﬁ. mu -~ .«u

A

AL AT

<O Urey BLBMINLAUYBILINNUALBLLHLNENEHEINZALALLUR]
BLBLLAMATIRLLALMEHEARILAIRM |

BLBULH] LUMLUBLIDLI
LEDUETIBMIL] L UNIULRUINENR
CURNBELBULLULN
e
BUSWISLMMANLAUPWILINLLUENRZIBU LR 9
EepERNULLM BELRULLUREENELIERBELBULLILE LAUYBILIBNELUENHATBURRAL

{4-/(
A



