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() Sigma Chemical Co. St. Louis, MO

Leupeptin, Tris-HCL, Trischloroacetic acid, Ethylenediaminetetraacetic acid (EDTA),

Formic acid (Ammonium salt) = Ammonium formate, 1.4-Dithiothreitol (DTT),

Bovine serum albumin (BSA), Phenylmethylsulfonyl fluoride (PMSF)

Adenosine 5-triphosphate (ATP), Dimethyl sulfoxide (DMSO), Ribonuclease A (RNAse), Acetylcarnitine,
Carnitine acetyltransferase, Tergitol NP-40.

() Gibco laboratories Grand Island, NY

RPMI 1640 culture medium, Fetal bovine serum, Hanks balanced salts, Antibiotics Kanamycin, Penicillin,

Streptomycin ,Glutamine.

() SC-M1 Human stomach tumor (adenocarcinoma) cell line
() Solanum nigrum
()
1.
40 °C
825 5000 cc 40

5000 cc 40 5000 cc
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40 3 3 90 °C  Water Bath
70 °C 215
2.
100 mg/mL 37 °C 30
3000 rpm 15 0.45 0.22
RPMI 1640 001 01 1 5 10 20 50 100 mg/mL
RPMI 1640
() RT-PCR Reverse Transcriptase Polymerase Chain Reaction Solanum
nigrum SC-M1 NAT1 NATImRNA
5X10° cells 001 01 1 5 10 20 50 mgmL 24
Qiagen Rneasy Mini Kit Qiagen, inc, Valencia, CA, USA total RNA
total RNA 1.5ng , 0.5 ng of oligo-dT primer and DEPC diethyl pyrocarbonate -treated water 12.5
nL 70 °C 10 1
First-strand cDNA synthesis kit, Novagen total RNA PCR target

¢cDNA  50nL 1.5 mM MgCl,, 0.2 mM dNTP mix,

20 pmoles B-MDIEA-NATI

& VPKHGD-X-NAT1 for NATI1, FP1-NAT2 & RP1-NAT?2 for NAT2, Actb 1 & Actb 2 for beta-actin =~ cDNA

50ngtotal RNA 2 units of DyNAzyme DNA Polymerase
5'-CACCCGGATCCGGGATCATGGACATTGAAGC-3', nt 435-454, GenBank
accession number X17059; VPKHGD-X-NATI,
5-“GGTCCTCGAGTCAATCACCATGTTTGGGCAC-3', nt1295-1278,
GENBANK accession number X17059; FP1-NAT2,
5-CTAGTTCCTGGTTGCTGGCC-3', nt 79-98, GenBank accession number
NM-000015; RP1-NAT2, 5-"TAACGTGAGGGTAGAGAGGA-3', nt 1073-1054,
GenBank accession number NM-000015; Act bl,
5-GCTCGTCGTCGACAACGGCTC-3', nt 94-114, GenBank accession number
NM-001101; Act2 b2, 5'-CAAACATGATCTGGGTCATCTTCTC-3', nt
446-422, GenBank accession number NM-001101.

B-MDIEA-NATI,

5X10° cells 001 01 1 5 10 20 50 mg/mL

24 Qiagen Rneasy Mini Kit Qiagen, inc, Valencia, CA, USA

total RNA RTPCR
SC-M1 NATI1 NAT1 mRNA 1



62 NATI

mg/mL Solanum nigrum

Control, 0.01, 0.1, 1, 5, 10, 20, 50

885bp 331bp
NATI1 beta-actin
Control, 0.01, 0.1, 1, 5,10, 20, 50
mg/mL Solanum nigrum
Fig 1. The effects of various concentrations of Solanum nigrum on NAT1 gene
expression of SC-M1 cells
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NATI1 60 SC-M1
NATI RTPCR SC-M1
NATI Aromatic amine ol
62
NAT N - acetyl - transferase
DNA DNA 6364 NAT
6 NAT
1 6 - dinitropyene 66 NAT
SC-M1 67
Solanum  nigrum SC-M1
cytotoxicity 24 001 01 1 5 10 20 50 mg/mL SC-MI1
80.00% 66.66 % 60.00% 46.66% 36.66% 23.33% 10.00 % 2 ®
SC-M1 NAT SC-M1 NAT
68 SC-M1 NATI1
RTPCR
SC-M1 SC-M1
NATI1 SC- Ml NAT SC-M1
NAT SC-M1 NATI NATImRNA
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Fig 2. Time-course effects of Solanum nigrum on SC-M1 cells. 3x10° cells

were placed in the 24 well plate for each well with or without
various concentrations of Solanum nigrum for 24 hrs.
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Gastric cancer is one of the causes of death in Taiwan up to now. Solanum nigrum is one of the
Chinese herb medicine plants had been used to do anti-cancer. There is no available information to
address the mechanism of Solanum nigrum  affect human stomach cancer cell. Therefore, in this
study, we will detect the effects of the NAT1 gene expression (NAT1 mRNA) of SC-M1 cells by
reverse transcriptase polymerase chain reaction (RT-PCR). The result showed that The crude
extraction of Solanum nigrum did not reduce the NAT1 gene expression.
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