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The Effect of Hepatitis Treatment-Tang No.I on Ethanol-Induced Cytotoxicity of Hep G2 Cells

Ki-Ung Ra, Young-Kweon Park, Gang-San Kim, Byung-Ki Kang

Department of Internal Medicine, College of Oriental Medicine, Wonkwang University

Object : Hepatitis Treatment-tang No.1 has been used for the treatment of Liver disease and Jaundice. Long-term EtOH exposure leads to
immunoregulatory and detoxification impairment. This study aimed to determine the relationship between TNF-« production and expression, and

EtOH-induced cytotoxicity on Hep G2 cells.

Method : Celis were incubated with EtOH in the presence or absence of HT. The cells were tested after 24 hours and, again, after 48 hours.
Cytoviability and TNF-2 release were analyzed by MTT assay and enzyme linked immunosorbent assay (ELISA), respectively. After 24 hours of
EtOH exposure, the cytoviability decreased, and the release of TNF-2 was increased. Increased amounts of TNF-a contribute to EtOH-induced
cytotoxicity. The Anti-TNF-a antibody almost abolished it. Interestingly, EtOH-induced cytotoxicity and TNF-e production were inhibited by HT.
Moreover, when HT was used in combination with the anti-TNF-« antibody, there was a marked inhibition of EtOH-induced cytotoxicity.

- Results : These results suggest that HT may prevent the cytotoxicity through partial inhibition of the TNF-a secretion.

Key Word : Hepatitis Treatment-tang No.1, Cytotoxicity, TNF-a, Hep G2 Cells.
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o) g&-& Merck KGaA (germany)
oA, AZE TNF-a%t TNF-o thg
#AE R & D (USA)el A 783t
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Al&¢] hepato-blastoma cell line$!
Hep G2 A|¥& 10% fetal bovine
serum3} 1% penicillin/streptomycin
o] #7}€ DMEM#$ ARg3te 37T,
5% CO incubatoro} ] #joaH4it}. 96
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Prescription of Hepatitis Treatment-tang No.1

2z LA KRACL
o A HERBA ARTEMISIAE CAPILLARIS 300
A POLYPORUS 300
g A RHIZOMA ALISMATIS 300
LR PORIA 300
4 =2 RHIZOMA SCIRPI SEU SPARGANII 300
¥z RHIZOMA ZEDOARIAE 300
3 (§5L A A8 1800

o 159 e 232 919 Fo 2tk

DA A A o] F/RFE
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AZE g 4o B3l AYA AL
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4. MTT assay

24X\ A} A2 %, 7} samples] ) -

Ag ARG H2E HAR 13 Ao
itk 96 wello] 200449 iR & €3
stock X7} 5 mg/ml¢] MTTE 204
A A71g &, 3704 308 59 HA]
3ttt Aolgle AXE FFEAY
formazang HA4dH F& AXE
formazang ¥ A s A & E=tt.
formazan-& dimethyl sulfoxideol] =<1
%, 357 (540nm)Z ZA 3%t

5. ELISA

HEZHERS B2 ELISA ¥
< 218319, 96 well ELISA plateo] A
duplicate 2 A&t AXEHEZ
of i3 ¢ FA4 1 w/m< phos
phate buffered saline(¢}3} PBS, pH
742 38X 96 well plateo] 100
W 27 Q18 o 4TeA 12 A2
Zot drx]3 i), o] plateE 0.05%
Tweeno] ¥3 % PBSE Aol Th&
1% bovine serum albumin 5%
sucrose, 0.05% NaNs7} £3% PBS

2 1 A7k 54} blockinga}{th. <122}
3 Ao kg sample H713t F 37
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A 0.2 wg/nlg A7kt ThA 37TAA
2 Nz E9 FASLT Well& o]
J t}& avidine peroxidaseZ 37}l
T 37¢oA 20 & 5 A g
Well& thA] A& vl ABTS 72
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reader2 AME-3}e] 405 nmol| A £33}
G EE FHL £AHeE §44
Nz MESAHELE A 47
9] Rzl 835
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FE ZA2+& means + S.E.E Y&l
glen, $483 42 student s t-
test2 ettt §9 +F& P ( 0.05
= 34
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£ 1 g/nl FEAA &L g A
E2HE o 12%, 48 AT B4olE
15% A% SAN AT (Fig. 2B).
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Fig. 1. Effect of EtOH on cytoviability in
Hep G2 cells. The cells (2x10°
cells/mnl) were incubated with
DMEM (control) and 4% EtOH for
24 h and 48 h. The cytoviability
was measured in three different
plates in triplicate using MTT
assay. ( P < 0.05 versus control )
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Fig. 2. Effect of HT on EtOH-induced cytoto
-xicity in Hep G2 cells. The cells (2 x
10° cells/ml) were incubat ed for in
medium (control} contain ing EtOH
with various concentrations (0.1, 1,
and 10 wg/ml) of HT. Panel A (HT
alone), panel B (4% EtOH plus HT).
The cytoviability was measured in
three different plates in triplicate
using MTT assay. Each data value
indicates the mean £ S.E.M. of five
separated experiments. There are
significant difference between
groups. ( P < 0.05 versus control )

Table 1. Effect of HT on TNF-a secretion by Hep G2 cells®

Treatment TNF-a secretion (pg/m!)
EtOH (4%) HT (ug/mi)
- - 37404
- 10 44+0.8
- 1 45+0.3
- 0.1 27£10
+ - 119+14
+ 10 52£0.6*
+ 1 37+0.5*
+ 0.1 44+0.9%

“The cells (2 X 10° cells/well) were incubated for 24 h in medium alone or in medium containing EtOH (4%)
with various concentrations of HT. The supematants were collected and frozen at -80%C until assayed for
TNF-a concentration. Each data value indicates the mean + S. E. of three separated experiments. ( P < 0.05

versus EtOH-treated control.)
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Fig. 3. Effect of HT on TNF-« induced
cytotoxicity in Hep G2 cells. The
cells (2x10° cells/nl) were incuba
ted for in medium (Con) contain ing
4% EtOH (E) and 30 pg/mi
recombinant TNF-e (T) and 30 pg/
ml anti-TNF-a antibody. The
cytoviability was measured in three
different plates in triplicate using
MTT assay. Each data value
indicates the mean + S.E.M. of
five separated experiments. There

are significant differ ence between - -

groups. ( P < 0.05 versus control )

AE AaRe 45 A7 HeA
zAVsHg . @& 87 TNF«
et @A (30 pg/m)E A2 &
& A2 TNF-« (30 pg/m)E W FA)
o A AYsidtt. 1 2%, A=
TNF-¢& &5 AZ3Ae 3¢ A2
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o %ol $7H 13, TNFaol] i 3
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@ol #Hs 4AHYU (Fig. 3).
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Fig. 4. Synergistic inhibitory effect of HT
and anti-TNF-« antibody on EtOH-
induced cytotoxicity in Hep G2
cells. The celis (2x10° celis/m!)
were incubated for in medium
(Con) containing 4% EtOH (E) and
30 pg/m anti-TNF-a antibody (Ab).
The cytoviability was measur ed in
three different plates in triplicate
using MTT assay. Each data value
indicates the mean = S.E.M. of
five separated experiments. There
are significant difference between
groups. ( P <0.05 versus control )
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