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My A T4 Annexin-V /P £ & T L Hella BB EBRGELL SR EERLEX L ETAXNBR
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FRABABBALEAAT; AIRELRERS AT S ATHLA@RE TORE, Hif KoREERBHH
FEFREIRGEIEA T,

(@R FiEdrEeeAc Kokt

Effect of Qihong Capsule in Inhibiting Cell Apoptosis Induced by Coxsackie Virus B SONG Xiao-dong, WANG
Lun, JI Bo, et al Chinese-Germany Lab, Fuwai Hospital of Cardiovascular Diseases, Chinese Academy of
Medical Sciences, Beijing (100037)

Abstract Objective To investigate whether the cell apoptosis could be induced by Coxsackie virus B (Cox
B) and Qihong capsule (QHC) has the inhibition on the cell apoptosis. Methods Cultured cells were divided
into 4 groups, the Cox B infected group, the QHC treated and the Cox B infected group, the QHC control
group and the normal control group. The cells apoptosis was determined by TUNEL labeled in situ, Hoechst
33258 staining and Annexin-V/PI staining, the apoptotic incidence was assayed by flow cytometry, and the
The Cox B infected

cell nucleus displayed strong blue fluorescence by Hoechst 33258 staining, and typical change of apoptotic cells

change in expression of apoptotic related cytokines was measured with RT-PCR. Results

could be detected. Hel a cell membrane showed strong green fluorescence and nucleus showed strong red fluores-
cence by Annexin-V /Pl staining. Flow cytometric observation on DNA of PI stained cells showed obviously an
apoptotic peak in the Cox B infected group. QHC could decrease the apoptosis incidence, while there was no cell
apoptosis occurred in the normal control group. Besides, QHC could regulate the expression of apoptotic related
cytokines. Conclusion QHC has effect in inhibiting cell apoptosis induced by Cox B.

Key words Coxsackie virus B; cell apoptosis; Qihong capsule
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1.1 M54 EHTFE BLRERBIG
MEREGEPELRE TR LT 2 KHE, 4
WREHEEEAR AR HE - HS=2:2:1,BHK
TO0.45 )WRMYETFELE 5.8 g, #5:030902,
HERABEEXAKABATE, S XM ZERR
BERITY., REERFESEGRBRSHERH
(C41H68014) R8> F 0.25 mg, W H S HIEHE
PERLAY , BOE S5 I DMSO ¥ 25 7 B ) B Wk B A
10% B, Z 5 FAIA 0.9 % 4= B3Rk TR B (1E
F T4 DMSO ¥ E <1%),8/5 L 0.22 pm &4
UL EA TR,

1.2 JREH HeLa ZHBIHR A Vero S AR E
{%7F ;CVB;(Nancy #) BRI ER KR¥FREF R M,
UM ERER, RASDAR(~3 H), A%
HE%*MZ2EXBHIP PO (Grade I, BHRIES
SCXK11-00-0006) ,

1.3 SHRA  Annexin V-FITC 1= # I 5
B RERADBARA WA ), R AL 40 M58 T4 W
K& (3 H Roche), 4 %! DAB XA & (HF LAY
/A#]) ,Hoechst33258 YR (PEPERRTE),
DMEM. % H  K.RNA 8§ .RT-PCR 8§ (£ X4 L
] CUNCIDNGIE/IE =0 UNCIDE: 3

1.4 ZRMNHE BOLOWAERERME(ER
LEICA 7y 7)) ; i 2\ 40 2 {X (EPICS XL, 3% E Coulter
AT ;5% B4EE (B A& Olympus A7) ;CO, M4 (3£
& Nopco A #l) B LAL(HEE Hermle A H) 5

2 LA

2.1 FEARIBCMAETER B 0.08% M B
fitf \10% FBS-DMEM #5557 B 75% B HF AR 5~
10 s; ¥5 & 77 1) BY JF Mo Jis , 580 HH 0 JE , B R 45 4 L
A R0 B VDRI K/, A 8 ml 7 & 5 i B
A ;37C 46 8 min, BE A& T K, LAIE M o 08 40 &
BEOEHERERER, THAT#HE 90~ 120 min
HATEHEWEE, ZFWRE LEITR M THOER
L, MA S - R E R 0.1 mmol /L, 4k &2 57

2.2 CVBRBEMSHENE WHREFEL
10 /5 #B, BAT 96 FLAR Vero 41 M ; WEAR 3% 55 , (1 9R
FHAME 4 30 min~1 hJ5, FRER, A4S
MasE W, EH RIS A B S M TRE
CPE, B EM B E R H P CPE B A&, EEW
B/ETR;MHE 20 R F I EHE Y Reed-Muench %

T 50 % 445 R BRY & (TCIDy) s

2.3 AnnexinV-FITC/PI 4t % Hela 0}
T 6 i, MR A R SX10°; 5%
4 h EHANEFARMBA (EHX R,
100TCIDs R B AP X A (R4 KL EAY
(BRYRFE 10 pg/ml) Xt B (L4 )R 100TCIDsy R
FIMELLBTE(REKE 10 pg/m)LRA REINEL
H) ;AR N 6, SR 12~180FE,FLE A
¥ PBS ¥t 3 K ;KK N A Binding Buffer 1 % 8% % 5
W% E (FITC) #7% i2 B Annexin-V ( Annexin-V -
FITC),# Y6 B KM 15 min FMA 2.5 pl PL; i A
¥t R 36 B £ B (LSCM) & I 48 i = R
m[S]o

2.4 Hoechst33258 % Jf: B Ju W 2% Ju 66, i3 B 3¢
WA R R ER L, 55 48h FIHALG M
B, PBS w8k 2 K, A Hoechst33258 (4 ¥ & 10
pg/ml) F 37CHA LA 30 min; ZFR A, RAEEH
st R RS LI RA

2.5 BEAIKMHRICHE (TUNEL) 4iMAG4A R
VM OREBRER, SARESHANHEER(AE
18~24 h J5), A 4% Z B P& H & MM 30 min; FK
HMA 0.3% HO, FEREK, EHKE 30 min; PBS
Y3, MA 0.1%TRION x-100, 7K 2 min; Z 5K
KIA TUNEL KRR A (37C #8i8 60 min) B4k
R POD(37C % 30 min); DAB 2 % W, B J5 Bk #
A,

2.6 WAGMNASFARATRER MRS
HEY R WRERRT,24 h J5 LM, 70% Z B
B 3% A RNase A F 37CHEF 30 min; PI BFH
30 min, W R A MAHT R T

2.7 RT-PCR 7 #1641 e 2 xf ¥ T A < 40 fg (X
TFHRREEN HESAKREY IRFRERE,24 b
JETSA 40, L TR0 32 BU4H M S RNA, 83519 &
PCR R %t , 1 AT MR &8,

2.8 Hit¥H¥: R SPSS 10.0 #4, 4
AEBERAREEFESN AR LERA « KK,
CVBRHEME LA HXERYNEL 3K,

5 R

1 HMERERERE OMARERMA o«
actin SR HAL AT A BE 4 E 45— h > 96 % s HeLla 4
A Vero A5 FIRAIE® . M Reed-Muench %
HEREHELS SN 100TCIDs W R E X 10783,

2 AnnexinV-FITC/PI e84 R E®HHAMK
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et , BT R B YT R HeLa 41 i84 An-
nexinV-FITC/PI Je4a /5 Al W22 2] R 80 R T R e S R T
MR RN ELHARE T NBEGRGEFE X HA
AL, R MELHE R TR 1),

3 Hoechst33258 B 45 R  FI A Hoechst33258 Xt
A AN AT SR, BE A LS B 7 I e of i 4 4 P
BB 2 5 5 5 T I 3 oF B4 40 L s 2 I EE 41 40
RAEKEERA, BERARNEER(LE 2),

4 1= TUNEL 4+#f TUNEL 2¥5MEMZHE
BB AT M, 7E A B B B R A B (TdT)
AOREAL T, (5 0 T A L A P O P A R T 1 S T A
4 2 B SR XA DNA Wi 37 K s i T BR AR &, JFE
—EMBRREFEZRBAR LK. BEYEALE, TH
BROGEM R B MM, 8RB aREX RAE LN
BB TR, A 3 A A E (LA 3),

5 WRMHEAR(FCM)BMLER  HTmindir:
fEZ — B3 R4 DNA A /IME B R W, B

T MR B A B v Y A Y A, BT O T 4 A
PItRCERR AR B AR E & 5. PIE—F
PHES F Yokt M 52 2 A 40 B P ORI , R T2
MHE S, FAREERATERE, LRERLKH, K
BT RAMMESMEDEE T HE WA T, wEM
TELL A 77 AE B 7 40 M U T, T IE % 40 X R4 VRS AL M
B RANPFEELZERT-(LE 4, £ 1),

6 HABRBEXNHTHEXEEREZWH RT-
PCR# il 45 & . F Photoshop 6.0 43t £ & K K E
H,EMEHEFER GAPDH & ERA -3, A
HHEGH¥2E5R(P>0.05) ;bcl-2 Flbax : N 75 % &
#® 1 OEOAKTES CVB, SIEAMB T IMEAER (%.2+5)

2551"] n ”ﬁt$ GO%"‘G]% Gz%"'sﬁ
W 6 66.31+6.12  18.47+1.94 15.22£2.54
JRBIEL 6 6.15+4.27*° 51.14+5.23*° 42.71+6.36* 2

34.21+3.08%
32.32+3.72%

®a 6 0.93+0.16° 65.67+4.19°
EWXE 6 0.74+0.21° 67.18+8.27°

W SERXBALE, * P<0.01; SHRHFMALLEK,P<0.01

%2 B RT-PCRAWREAMANMELKBEXNHCHAERRENER (2t5)

A5 n GAPDH bel-2 bax P53
Gk 6 55.52+2.31 63.78+7.15 49.16+3.21 9.67+2.10
P BN EE 4L 6 58.47+1.69 77.14+8.92° 34.71+2.58% 14.95+1.68*
ra 6 58.94+3.61 73.35+6.124 34.72+3.47% 29.16£3.274
N ok 6 57.72+4.25 72.65+7.42° 30.08+2.64° 34.26 £2.79%

. 5EESTRAKE,  P<0.01; 5KHE4 LK, P<0.01

L AE S X R B R EA CRAM; DIRFE MM S AWM 2 KPS A Annexin- V/PI 6, 768 B B 5 B(x200) T,
WK 2 A A B S AR A B S B B ARG IO, R AR T HAb 3 A4 X BT8R
B 1 i8id Annexin- V/PT 3 £ 0022 16 £1 i B %0 7% 7 5 | A2 400 Mo 03 = 40 4 R
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HEAMMEEREATE, A AT, ES X IRE KAAMEE ATV RENELamuELET
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A EH A AT RY 0.74%; B. RWEAH, HHET
K 66.31%;C.EELH, WA 5K 0.93%; DAREMELLH, 4
HBATEHR 6.15%

B4 RAGKRARUABRELREN KRS EHR
T A

2000 N I VD) \

GAPDI — — — —

hel=2 .-l" 201hp

]

P53 .
— — 107hp

hax

— —— 146h

.GAPDH R AKX AFMERREER REAV)K
bax/bel-2 LB B 8 F IE % X A (N), 4 4 (D) JREM
BEaAVD)SEFRMHRAKBERAVE

B 5 SRA RT-PCR MEELAMES FH X%
A Rk # M

gL EAREENBAIAFRARAFESITFE
F(P>0.05),{HE5% %N F4H M bax/bel-2 HL{EWH B
BETHMIA X —GRERELRERIZREAWH

HpEAERTHERES, &2).
15 I 74

AT, X % B M B B BT 5 7 % R 35 B iR
BHEE AR KN RAB IR, TR ERS T
VEE B, LU 1 40 % BN T i BT AR
MR E o P G SRR T8 M R RA
B YUREF R EY, HEA —EEM L F R
B GROAR MR8 5T R T & A T B M SE

T, T8 SR b ABE 48 O 0 M AR BN R B IF A+ 8
YO DT R IE N RPLX A R E R A T R
Ttk

B A kB, bR TUNEL i 45 ic.
Hoechst33258 ¥ &, fl Annexin-V /PI ¥ 7 431k 89
AR R RS FERA B E TR At
BRI RER T REE, ERBFHIAL
FATERSRBAMRFHEEMEN, ULLRHAKT
ECVBREMMUE, AT AREE40U8 THT, WA
BT, X AEE 05 BUAE R 4 SCEK BT A 8 89 W A
_ﬁl[llo

H5U IR FELSHFTHELREMFEFAHN LR
MELRE R  RAKBREEFHENWHB T RER
YEH , 5 RT-PCR &R R KR ERY LK WS
RGBT S B bax/bel-2 HEBAE , X — 4R M5 F K
P EARENTAREMRA TR ERBETAIEN
R, BT LTRER, RINENELRERAN
YE FPL BB — 22 MR .
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