25 B5 1M FEXEFFFRE Vol. 25, No. 1
201941 A Chinese Journal of Experimental Traditional Medical Formulae Jan. , 2019

- BHAT

SET Cx32 F 7 M B AL F1 28 PR A 19
S B AL
B FumF, 2F, s, ReEF, 33, sr—#', REFH, BAaRE
¥

2
(I FMPESZXRF ABESFR, PHFK, M 510006,
2. PLK® MBS =ZER, M 510630)

ok

Py

[FE] BT 7S Wk Hh B U FUIT 98 40 Bk CBRH7919 4% B 3% $2 45 11 (connexin, Cx ) 32 % 8] Bt 3% H5 40 Jifg /6] 38 i1
(gap junction intercellular communication, GJIC) [ 5 Wi , ¥ — 25 BIF 57 HL 48 i [ 2% 36 D9 35 2% 15 R B AL o 77 3 2 7S IR L %
(32 gokg-d ") G AR AR PR ER A HE B R R, BN 3B 45 55 24 1M 3 B 2 PR L3, SR AN [0 3 B8 139 7 R M 345 I 5 245 1M 3 B 25
T3 B CBRH7919 20 #EAT A0 30, SEBe 4o 4 4, B0 A FAH (B0 80 10% =5 1 RRUILTE ) , /S DR ML L3 25 1078 = L IR
WA (10% ,5% ,2.5% & 25 BULE ) o W TA) 382 e B 90 i | S8 i 28 0 7 1 3R 6 8 5% =X 2 1V ( Real-time PCR) iz I JH-J5 4 if
Cx32 % 11 K mRNA %35, N 6 I 1A W 2 B AR K0 45 41T %88 CBRH7919 4l GIIC Tfig, 43R : O e o8 ek i 45 R
7N, 4525 4H B, 7S R M AL A 24 I3 4% vk B 4 CBRHT7919 40 i Cx32 19 3% 3k B W AR e HRA/E (P <0.05,P <
0.01) , U HAEA ML [ 3RIAH £ . DReal-time PCR £5 5 R B, 75 W Hb 5 3045 ) & 41 ¥ A 42 = Cx32 mRNA ik (P <0.05,
P<0.01), HAEA —&EMEC R ; @I AR E BARK W5 KRBT, 7S ki B AL A7k E R m T ad, 280
S B B AR H o B 7S R b B AL SR A TR 55 R 10 80 1 AL T 5 4% B A 06, T RE SR B L B4 i CBRH7919 4
Ml Cx32 7E 40 M b A5 £, 325 Cx32 mRNA Je 4 FKF R385, AT G 58 GITC Bl BR M 3k 2 3 280/E H

[RBR] MM, RN AIL,; MUE25; BPEAYT; BRIV, SR

[HESEES] R22;R242;R2-031;R285.5;R273 [ Xk#RIZAG] A [XEHES] 1005-9903(2019)01-0076-06

[doi] 10.13422/j. cnki. syfjx. 20190113

[ M4 HARHHE]  hitp://kns. enki. net/kems/detail/11.3495. R. 20181015. 1719. 008. html

[ M4 HRERE] 2018-10-19 1000
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[ Abstract | Objective; To investigate the effect of Liuwei Dihuangwan on connexin 32 ( Cx32) in
hepatoma cell line CBRH7919 and its gap junction intercellular communication ( GJIC) , and furthermore study its

mechanism of enhancing the bystander killing effect of suicide gene therapy. Method: Liuwei Dihuangwan
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(32 g-kg-d ") and the same volume of normal saline were given to the rats by intragastrical administration. Blood
was taken to prepare the medicated serum of Liuwei Dihuangwan and blank control serum, respectively. The
hepatoma cell line CBRH7919 were treated by control serum and medicated serum of Liuwei Dihuangwan in
different concentrations. There were four groups in experiment: the blank control group ( volume fraction of 10% ) ,
medicated serum high dose group of Liuwei Dihuangwan (the volume fraction of 10% ), medicated serum middle
dose group of Liuwei Dihuangwan ( the volume fraction of 5% ), and medicated serum low dose group of Liuwei
Dihuangwan (the volume fraction of 2. 5% ). The expression levels of Cx32 protein and mRNA in hepatoma cell
line CBRH7919 were detected by indirect immunofluorescence assay ( [l A) and Real-time fluorescence
quantitative polymerase chain reaction ( Real-time PCR) assay. The fluorescence redistribution after photobleaching
(FRAP) method was used to detect the function of GJIC of hepatoma cell line CBRH7919. Result: (D The indirect
immunofluorescence assay ( Il A) analysis indicated that as compared with the blank control group, the cx32
expression of CBRH7919 cells was up-regulated in a concentration-dependent manner in each dose group of the
serum containing Liuwei Dihuangwan (P <0.05 in low dosage group; P <0.01 in middle dosage and high dosage
group ) , especially on cell membrane. () The results of Real-time PCR assay indicated that as compared with the
blank control group, the expression of Cx32 mRNA was increased in each dose group (P <0.05 in low dose group,
P <0.01 in middle and high dose group) in a dose-effect relationship. (3) The result of fluorescence redistribution
after photobleaching ( FRAP) analysis indicated that the average fluorescence recovery rates of drug groups were
significantly higher than that in blank control group, and also showed a certain concentration-dependent trend.
Conclusion; The mechanism of medicated serum of Liuwei Dihuangwan in enhancing the bystander killing effect of
suicide geneis related to gap junction. Liuwei Dihuangwan may enhance the function of GJIC by increasing the
localization of ¢x32 on the cell membrane of CBRH7919 cells and increasing the expression of ¢x32 mRNA and
protein to achieve the synergistic action.

[ Key words ] hepatocarcinoma cell; Liuwei Dihuangwan; serum pharmacology; gene therapy; bystander

killing effect; gap junction
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Table 1 Effect of serum containing Liuwei Dihuangwan on
fluorescence intensity scores of Cx32 protein in CBRH7919 cells

(xxs,n=15)

4151 BB % YNGR IEL I/ 4y
Z5 [ M - 1.59 £0.74
7SR b B L B 24 1T 2.5 2.67 +0.81"
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TR A 4 Y P <0. 01,
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Fig. 1
fluorescence intensity of Cx32 protein in CBRH7919 (LSCM, x 630)

Effect of serum containing Liuwei Dihuangwan on

F2 AKEHIESZIMEX CBRH7919 4Hf A Cx32 mRNA K ik
HI#0a (2 £5,n=3)
Table 2  Effect of serum containing Liuwei Dihuangwan on Cx32

mRNA expression in CBRH7919 cells(x +s,n =3)
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25 1 LT - 1
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H 5 EAkREYP<0.05,2P<0.01(F3 ).
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Fig.2 Effect of serum containing Liuwei Dihuangwan on GJIC in CBRH7919 cells( FRAP, x 630)

£3 AKMEASHMEX CBRH7919 i 8 R (2 =5,
n=15)
Table 3 Effect of serum containing Liuwei Dihuangwan on

fluorescence recovery rate of CBRH7919 cells(x +s,n =15)
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FER I, WAL AR v AN D S B 2 2R A SRk T 4R
e 1 A% 2k DR 2R G A 55 2% A 280 L DA T 39 i X i 95 24 M
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