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HPLC Beckman Programmable Solvent Module 126 Diode Array Detector

Module 168
NAT 1. C18 reversed - phase column  Spherisorb 4.6 250 mm . 2.

Solvent sysem 20 mM KH,PO, PH45 /CH,CN 53:47 .3 Wavelength 280 nm

P-L Biochemicas Inc. Milwaukee WI Acetyl Co-A K and K
laboratories Plainview NY 2-Aminofluorene 2-AF  2-acetylaminofluorene 2-AAF SigmaChemica
Co. & Louis MO Leupeptin TrisHCl Trischloroacetic acid  Ethylenediaminetetraaceticacid EDTA

P-aminobenzolicacid PABA  N-acetyl-p-aminobenzoicacid N-ac-PABA  Formicacid Ammonium st =
Ammonium formate 1,4-Dithiothreitol DTT  Bovine serum abumin  BSA  Phenylmethylsulfonyl fluoride
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PMSF  Acetylcarnitine Carnitine acetyltransferase Tergitol NP-40 Gibco laboratories Grand Idand
NY RPMI 1640 culture medium  Fetal bovine serum  Hanksbaanced sdts  Antibiotics Kanamycin
Penicillin  Streptomycin~ Glutamine

Working Lysing Buffer Solution PH75 4°C 20mM TrisHCL 1mM

Dithioth-reitol DTT 1 mM Ethylenediaminetetraacetateacid EDTA 20mL 50 mM phenyl methyl  sulfonyl
fluoride PMSF 20nk 10 leupetin 20 nL Acetyl-CoA recycling mixture

5mM TrisHCL PH75 02mMEDTA 2mM DTT 15mM acetylcarnitine 2 U/mL carnitine acetyl

tranderae  2-AF colo205 Food
Industry Research and Development I ngtitute Solanum nigrum
40 °C 825 5000 cc
40 5000 cc 40
5000 cc 40 3 3
0 °C  Waeer Bah 70 °C 215
100 mg/mL 37 °C 30
3000 rpm 15 045 0.22
RPMI1640 001 01 1 5 10 20 50
100 mg/mL RPM| 1640
Solanum nigrum colo205 cytotoxicity
colo205 PBS Trypsin
colo205 24 well plate well 3 10° colo205
001 01 1 5 10 20 50 mg/mL
37°C B % 5% 24 Trypan blue
400
Solanum nigrum colo205 NAT
1 : colo205 colo205
1° 10° cells/mL 24 wdl cdl culture plate 1mL RPMI glutamine 10 %

arylamin 2-AF or PABA 001 01 1
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HPLC
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NAT

mM TrisHCL PH75a4°C
9000 rpm

2-AF PABA

24 wdll cdl culture plate 1mL RPMI
2-AF or PABA

NAT
37°C B % 5% 24
AF ethylacetate/ methanol 95 5%
200 nmL methanol 20 nL
2-AAF 2-AF 3
20 nL HPLC
PABA 3

N-acetyltransferase  NAT
colo205 colo205
glutamine 10%

10 mg/mL 37°C
6 12 24 48
AF ethylacetate / methanol 95 5 %
200 mL methanol 20 nL
2-AAF 2-AF 3
20 nL HPLC
PABA 3
6 12 24 48 colo205 N-acetyltransferase
colo205 57 10’ 2mL  lysshbuffer 20

1mMDTT 1mM EDTA 50 mM PMSFand 10 nM Leuptin

10000 rpm 60
2-AF  PABA Acetyl-co A
90 m 50 nL colo205

20n.  Acetyl-coenzyme A recycling mixture 50 mM TrisHCL PH7.5 0.2mM EDTA
2mM DTT 15 mM ecetyl carnitine 2 U/mL carnitine acetyltransferase AF  PABA

20m.  Aceyl-CoA 10nL

mg/mL
100 nL acetonitrile

001 01 1 5 10 20 50

Acetyl-CoA 37 °C 10
2AF  PABA 3 HPLC
c0l0205 NAT

unpaired sudent’ st-test  ANOVA
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CRSN 24 well plate well
001 01 1 5
37°C 95% 5% 24
400
1 T
T
, ‘ H ﬁ ™
i o CR‘-IS‘N Gc-ncan;atim::[mm:in -
CRSN NAT
colo205 NAT 0.01 0.1
24
colo205 NAT
P 0.05 ** 20 mg/mL
50 mg/mL p 0.005
001 01 1 5 10 20 50 mg/mL colo205
6521 % 4565% 2608% 1521% 434 %
1
co0l0205 NAT
colo205 NAT
AF PABA
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CRSN co0lo205 NAT 10 mg/mL
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37°C 10 100 L acetonitrile 2-AF  PABA
3 HPLC colo205
NAT colo205
NAT 6 AF 10nL 0.01
01 1 5 10 20 50 mg/mL HPLC NAT 12.93%
2371% 3200% 4941% 6351% 7844% 96.68%
2 Solasonine
Solamargine %2 1997
Solasodine 116 %
00928 % ¥ e
2 SNL-3 SNL-4
33
70 Matter Schmid micronucleus
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mutagen %
K K
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56
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DNA DNA %80
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Colon cancer is one of the leading causes of deeth in Taiwan and Solanum nigrum is one of the
medicind plants used in cancer thergpy in hospital or just a folk remedy. However there is no
available information to address the mechanism by which Solanum nigrum affects human colon
cancer cells. We examined the dose effect and time course effect of crude Solanum nigrum extract
on the degree of N-acetylation of 2-aminofluorene (2-AF) and p-amino benzoic acid (PABA) in
c0l0205 cdl cytosol and intact cdll cultures by using acetyl Co-A recycling mixture assay and high
pressure liquid chromatography (HPLC).

The results revealed thet the crude extract of Solanum nigrum reduced NAT activity in colo205
cdl cytosol and intact cell cultures. Therefore the effe-ct of Solanum nigrum to treat maignant
diseases may be dueto itsinhibitory effect on NAT activity in colo205 cells.
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