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4.1 ? 350 pg/ml
?
CaSki NAT

4.1Effects of gypenosides on human cervix tumor cells cytosols (Ca Ski)
NAT activity

Gypenosides treatment AAF (nmol/min/mg protein) FVdue

Control 742+ 064 74.89*
200 pg/ml 6.69+ 0.58
300 pg/ml 589+ 0.62
350 pg/ml 472+ 043
400 pg/ml 2.76+ 0.38*
450 pg/mi 094+ 0.14*

Note. Vaues are mean + SD of activity (nmol/min/mg protein); n=6.
ANOVA anaysis used for comparisons.

*p<0.001

*Significantly different, at p level of 0.05, compared to control.
*Significantly different, at p level of 0.05, compared to 350 pg/ml.
‘Significantly different, at p level of 0.05, compared to 400 pg/ml.



b. ? 350 pg/mi Ca Ski
NAT  kinetic constants (Km, Vmax)

? 350 pg/ml Ca Ski
AF recycling mixture NAT Km
Vmax 350 pg/mi ? Km  Vmax
4.2

4.2Kinetic datafor acetylation of AF in human cervix cancer cells

cytosol (Ca Ski)
Km (mM) Vmax (nmol/min/mg protein)
Control 4,76 +0.83 21.12 +£4.08
Gypenosides 2.01+0.42 °10.21 £ 2.86

Vaues are means £ SD; n=3. The acetyl CoA and gypenosides
concentrations were 0.5 mM and 350 pg/ml respectively, and the kinetic
constants were calculated from the modified HY PER Program of Cleland.
“differs between 350 pg/ml gypenosides and control. p<0.05

“differs between 350 pg/ml gypenosides and control. p<0.05

B intact cells
a ? AF
30 uM AF CasSki HelLa
?  200-450 pg/mi AAF
: 18-84% 9-78%
? 350 pg/mi
4.1 4.2
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4.1 Effect of various concentrations of gypenosides on AFF production by
human cervix cancer cells (Ca Ski). * mean differs between gypenosides and
control. p<0.05.
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4.2 Effect of various concentrations of gypenosides on AAF production by
human cervix cancer cells (Hela). * mean differs between gypenosides and
control. p<0.05.
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b. ? 350 pg/ml AF

? AF 30u|\/|
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4.3 Effects of incubation timeon AAF production by human cervix cancer
cells (Ca Ski). * mean differs between gypenosides and control. p<0.05.
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4.4 Effects of incubation timeon AAF production by human cervix cancer
cells (HelL.a). * mean differs between gypenosides and control. p<0.05.

C. ? NAT
30 uM AF CasSki HelLa
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4.5 (af) Effects of various concentrations of gypenosides on the HPLC
profile of N-acetylation of AF by human cervix cancer cdlls (Ca Ski).



d) 350 pg/ml Gypenosides
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a) Control

b) 200 pg/ml Gypenosides

R e B

) 300 pg/ml Gypenosides

Ab=sorbance

Absorbance

4.6 (af) Effects of various concentrations of gypenosides on the HPLC
profile of N-acetylation of AF by human cervix cancer cells (Hel.a)
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d) 350 pg/ml Gypenosides
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? 350 pg/ml CasSki HelLa
AF DNA-adducts
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4.7 Effects of gypenosides on DNA-AF adducts in human cervix cancer

cells (Ca Ski).* mean differs between gypenosides and control. p<0.05.
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4.8 Effects of gypenosides on DNA-AF adducts in human cervix cancer
cells (HeLa).* mean differs between gypenosides and control. p<0.05.
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RT-PCR ( Reverse Transcriptase Polymerase Chain Reaction )
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4.9 a-b Effects of gypenosides on the expression of NAT mRNA in human
cervix cancer cdls (Ca Ski).
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4.10 ab Effects of gypenosides on the expression of NAT mRNA in
human cervix cancer cells (HelLa).
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Microarray hybridization ? 350 pg/mli

Ca Ski
cDNA microarray ? 350 pg/ml
CaSki NAT1 NAT mRNA
down regulation 4.1 NAT1

4.11 Down-regulation of NAT genein human cervix cancer cells treated
with 350 pg/ml gypenosides, assayed by cDNA microarray. Red color spot
represents up-regulation and green color spot down-regulation. Circle marks
the NAT gene down-regulation.



?  Gypenosides Nisseria gonorrhoreae

1x10° ?
200 300 350 400 450 pg/mi 37 5
24 Beckman Spectrophotometer
450 pg/ml 88% 4.3

4.3Effects of gypenosides on the growth of N. gonorrhoreae

Concentration of gypenosides (ug/ml)

0 200 300 350 400 450

Strains (% inhibition)
1 0 18 41 66 80 89
2 0 16 38 62 76 90
3 0 20 39 64 82 92
4 0 18 38 59 78 84
5 0 14 34 52 74 86
6 0 16 37 66 72 90
7 0 8 23 40 51 76
g 0 10 26 48 57 79

The percent of inhibition was determined under a spectrophotometer, and
then the percent inhibition was caculated. All experiments and controls
wererun in triplicate.

7% E. coli.
8" S aureus.
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?  Gypenosides

A cytosol

?

Gypenosides

350 pg/mi

Nisseria gonorrhoreae

NAT
AF
4.4

NAT

4.4 Effectsof gypenosides on N. gonorrhoreae NAT activity in vitro

Concentrations of gypenosides AAF
(ng/mi) (nmol/min/mg protein)
Control 0.81+£0.10
200 0.79+0.12
300 0.72+0.14
350 0.28 +0.09°
400 0.14 £ 0.06°
450 0.06 +0.04°

All experiments and control were runin triplicate. Vaues are mean + SD;

n=3.

2 differs between 350 pg/ml gypenosides and control. p<0.05
 differs between 400 pg/ml gypenosides and control. p<0.01

¢ differs between 450 pg/ml gypenosides and control. p<0.005



b. ? 350 pg/ml NAT  kinetic constants (Km,
Vmax)

? 350 pg/ml
AF  recycling mixture NAT Km  Vmax
350 pg/ml ? Km  Vmax

4.5

4.5Kinetic data for acetylator of 2-AF in N. gonorrhoreae

In cytosol
Km (mM) Vmax (nmol/min/mg)
Control 3.04 +0.60 14.42 + 2.59
Gypenosides ®1.44 +0.36 °7.32+ 1.46

Vaues are mean £ SD; n = 3. The acetyl CoA and gypenosides
concentrations were 0.1 mM and 350 pg/ml, and the kinetic constants were
calculated from the modified HY PER Program of Cleland. All experiments
and controls were run in triplicate,

2 differs between 350 pg/ml gypenosides and control. p<0.05
° differs between 350 pg/ml gypenosides and control. p<0.05
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B intact bacteria ? AF

30 uM AF ?  200-450
pug/ml AAF ?
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4.12 Amount of acetylation of 2-AF by N.gonorrhoreae NAT with or
without specific concentrations of gypenosides were calculated. Vaues are
mean £ SD; n = 3. All experiments and controls were run in triplicate.
*p<0.05. pretreated and control animals. Vaues are mean + SD; n = 6.
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?  Gypenosdes SD rat

NAT 2-AF
A. NAT
a cytosol
30 uM AF
?  200-450 pg/ml NAT
? AAF
350 pg/mi
4.13 4.6
éz.s
S 2
Z 1
:O b
0
0 200 300 350 400 450
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4.13 Effects of various concentrations of gypenosides on AAF production
by blood cytosol of SD rats in the presence of 30 mM AF after incubation for
18 hours. * mean differs between gypenosides and control. p<0.05.



