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3.1 a13Aal

Lipopolysaccharide #3® LPS (Escherichia coli serotype O111:B4), 3-(4,5-dimethylthiazol-2-
y1)-2,5-diphenyltetrazolium bromide (MTT) 48% anti-mouse B-actin antibody ‘% 8310 Sigma Chemical
(St.Louis, MO, USA), Avian myeloblastosis virus reverse transcriptase, horseradish peroxidase-
conjugated anti-mouse {0 anti-rabbit IgG (H+L), pGL3 Basic vector, pPGEM-T easy vector, pRSV—B-
galactosidase 110& cell culture lysis buffer “‘I%/E]mﬂ Promega (Madison, WI, USA), Fetal bovine serum
(FBS), Penicillin-Streptomycin, Dulbecco’s modified Eagle’s medium (DMEM), Opti-MEM (1
Lipofectamine 2000 c'f;l 0910 Invitrogen/Gibco (Grans Island, NY, USA), Antibodies for p65 NF-KB
G‘f?@iﬂﬂ Santa Cruz Biotechnology (Santa Cruz, CA, USA), Antibody for iNOS ‘%@ 910 BD Bioscience
(San Jose, CA, USA), Taq DNA polymerase ci%a%m NEB (UK), Oligonucleotide primers “% 991N
Operon Biotechnologies (Germany), Zinc protoporphyrin IX (ZnPP) Gdb’y 8910 Porphyrin Products
(Logan,. UT, U.S.A.), TRI reagent G?;J’e)mﬂ Molecular Research Center (Cincinnati, OH, USA), Super
Signal West Pico Chemiluminescent substrate G]d;}ﬂmﬂ Pierce (Rockford, IL, USA) 1ag Quick Start

Bradford protein assay kit ¥91N (Bio-Rad, U.S.A.)
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3.2.2 MInaanIMsiaansna latan MTT assay (Sriscok HAzAMEY |, 2006)
At o 9 Py & o '
AINATOUANNLTINTOAVBUYAAA 27T MTT ABN1T ATINABUASHITUVDUBY Toys]

dehydrogenase Tyea ﬁﬁﬁ%‘imﬁ ﬁ’ﬁff tetrazolium salt 3-(4,5-dimethylthiazol-2-y1)-2,5-
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diphenyltetrazolium bromide (MTT) P dmaval¥nareiunin formazan HI13n dautlsmuiman
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tissue culture plate) 1Ay 1.5x10° wrag uazildesldradasmeAinivuzlszinm 16-18 $31u4
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dunan 24 $9lus Aou@EuaIvazats MTT (5 mg/mL) U115 10 pL udnhlthiudedunal 2
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#1134 11oATUNAIRADIMITRBUYAANLALATAWATNBU formazan A8 DMSO @Ae5azaly
formaza 153103 200 pL laluluTasman udnhliSadimsgandunasii 550 uTwwasdae
1 Y
N394 microplate reader (Versamax, U.S.A.) NNUUAUIUANVLFINTBAIN (ﬂWﬂWﬁ@@ﬂﬁuLLﬁﬂ
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Griess laoiaims lasgeasll tharsinagevazatsly DMSO ndwanasaslusimisdeusad
9 3 i o Y o ot
wiounald Lps Tfianududugaiiotiu 1 pgml wazifouvadludon 37 asmuaadoa il
P < o & A oo e P
msvoulesenles 5 % Muszozanny 24 $2lus deasunaismuagao msmsusad
11U 100 L WNANAUE1TAZAY Griess [0.1% N-(1-naphtyl)-ethylenediamine and 1% sulfanilamide

in 5 % phosphoric acid] §143Y 100 LI mmfu%&ﬁyﬂ%’ﬁqmwgﬁﬁ'm w10 i udah e
msgandunaei s46 1 Tuwas wazdnnumudutuvesulasluemsdsusadidinns v
1R33N 319910 sodium nitrite

3.2.4 11 BMC 41 1himsneaouiliia mRNA 40301 HO-1 uay iNOS laomatin
Reverse-transcription polymerase chain reaction (RT-PCR)

afn RNA vouvadlaonisld TRI reagent Taodiiidnanunsih (Molecular Rescarch
Center, U.S.A) MM3IduAT1zd cDNA 910 RNA 1121 2 g soouland AMV reverse
transcriptase “luﬂﬁﬁ?mﬂszﬂauﬁaa 3U AMV reverse transcriptase, 1x RT ﬁWLW’@‘; (50 mM Tris-
HCI pH 8.8, 50 mM KCl, 1 mM MgCl,, 0.5 mM spermidine tiag 1 mM DTT), 0.083 mM oligo (dT),,
primer, 0.67 mM dNTPs, 20U RNase inhibitor wazihfilssen RNase, DNaes e 14 lun1s1$u
Usinasldidh 30 pL shdauwenlusfigungd 42 °C ww 45 Wadi uaz 99 °C w5 il
MmN DNA 718 Taeify 1x NEB buffer buffer (10mM KCI, 10 mM (NH,),50,,
20 mM Tris-HCI, 2 mM MgSO, and 0.1% Triton X-100 pH 8.8), dNTPs A102 0.2 mM, sou ol Tag
DNA polymerase 1U 102 TWSiosis iz d1msy mRNA 484 iNOS (0.25 uM), HO-1 (0.15 M)
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uaz B-actin (0.02 uM) Taguansdrduaveslwswos luasen 1 Jinsizvdnanin RT-PCR 714
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Tunsiazignsen TaeTi/s1n sy BIOPROFIL Bio-1D version 11.9 (Vilber Lourmat Biotechnology)
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Product
Target Primer sequences Accession no.
size (bp)
iNOS 5’-CTAAGAGTCACCAAAATGGCTCCC-3"(sense)
775 NM010927.2
5’-ACCAGAGGCAGCACATCAAAGC-3’ (antisense)
HO-1 5’-TGAAGGAGGCCACCAAGGAGG-3’(sense)
375 NMO010442.1
5-AGAGGTCACCCAGGTAGCGGG-3 (antisense)
B—actin 5’-ATGGTGGGAATGGGTCAGAAGGAC-3’(sense)
513 NMO007393.2

5’-CTCTTTGATGTCACGCACGATTTC-3(antisense)

3.2.5 MINATeUMILaAILINYeY 1U5AUA19Y lasinailn Western Blotting

agndesmsnadey i ldadiuanlaenisi@y lysis buffer (100 mM HEPES (pH

7.5), 2 mM EDTA, 50 mM NaCl, 1 mM MgCl, 1 mM DTT, 0.5% Triton X-100 Q& protease

¥
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inhibitors mixture (Complete mini, Roche, Germany) {La¥¥11013 sonication Putiuaalaeg Vibracell

. b )  qa =3 .
ultrasonic processor 9218 whole cell protein extract Tnserlsualdsaulae Bca protein assay

¥ '
kit (Pierce, U.S.A.) nniusiimsuenldsulag 10% SDS-PAGE neuénsldsauldn pvDE

membrane #ALUNAIWY primary antibody NSuW1zAlsAufdosmasisdoy auAle  goat anti-

a «
mouse 1150 goat anti-rabbit IgG:horseradish peroxidase secondary antibodies LAZATIVUATIEN Wa lay

chemiluminescence Iﬂﬁﬂ% SuperSignal West Pico Chemiluminescent substrate (Pierce, U.S.A.)

aSsudsuanuiduvewounanaaii lduuy Xray film ¥8990# standadize AUAMLYDS

uou P-actin Tuneazfnserlaolisunsy BIOPROFIL Bio-1D version 11.9 (Vilber Lourmat

Biotechnology)
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TunsnaaeuNAYEIDYRUT ferulic acid Aamsnszquiazmiounves NF-KB 114

nuclear protein extract 1un15911 Western Blotting Tad nuclear protein extract €f alagdingroanuly

Srisook et al. (2010)

3.2.6 MINATDU iNOS promoter activity
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5'-TAAGGTACCGAGGTTGACTTTGATATGCTG-3 1y S-TAAAAGCTTTTGCAGTTGACTAG
GCTACTC3mstiuSinaiu s Tumeddandrinin gDNA YBaMY mouse AT PCR DU
111 PCR product (31¢ Waaiin pGEM-T easy vector AMIAT IO SUIAYDIBY inseried DNA
Tﬂﬂlﬂ?@ﬂ automated DNA sequencing DU subclone HSJ]WE;T: pGL3-basic vector ﬁ‘u?nm Kpnl/ HindlIlI
hantlu piNOS-luciferase reporter plasmid mm%l.!ﬂW piNOS-luciferase reporter plasmid U 1 g
1) transfection idivaduunInsiis RAW 264.7 Tae1hen Lipofectamine 2000 Tuownsidsusad
Opti-MEM wiou@as pRSV-P-galactosidase plasmid §19u 0.5 g dlunan 6 Flia Ao
Wieudluennsiasaaad 10%EBS-DMEM unan 24 $11ua vt ldsaddudaiy Lps waz/
wioas BMc4l fianudududieg w6 $2lua Aeumsiil¥imadunandae cell culwre lysis
buffer (Promega, USA) 1azn53900U luciferase activity Tae A151AY luciferase substrate {Promega,
USA) uazm?m luminometer Q% B-galactosidase activity Taonsi@au galactosidase substrate
(Promega, USA) uazm?m spectrophotometer Tunisnaaouly pSV—B-galactosidase control vector
fludanruquilsz@nFnimnis transfection

3.27 M3AATIRVAIMeTaa

HamsnaapsuaauiiuAAe + Aulleauuuasgy veawaninanssed1aen 3 afai
dhuSasyaofu udazaion 3 41 AinsrevidoyamsnaansiiidainnisasndeunsliFinseavos
wad naaeulTuialulasv USues luminescence M30ANNWHYR A D T5AUNT 0 PCR product
TavAundovesdoyannudazaniaz TasnfSoufonuny two-tailed student’s r-test Haz one-way

a [

ANOVA Tasdwuamianuiitediagmeatan p<0.05
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