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FE[BM] @ payE2in e 18 (HSV-2 ) 35 AR Gs A w28 RF 40 f 88 40 i bk SH-SYSY K2 i (1 4t g 45
L[] 4r5m A 20,40,60,80,100,120,140 pmol/L A BT E 3% 35 (ACV) , W EL X SH-SYSY 4 fifd 4= 4 1
REIFLE 5 78 ACV AFAE B BL R, 40 5K & 47 0. 1.1 .10 100 MOL f 555 7 3 $% Ff SH-SYSY 41 il , 328 I AH 22
B L 559 7 XoF 200 L ) 52 ) 5 TR AR A ST 5 0 S 41°C (42°C 43°C 44°C 45C N/ 0.5 h 1.0 h 1.5 h,
2.0 h 2.5 h, W& hn Pt 8] B iR 5 S HSV-2 78 SH-SYSY 41 i v 38 & id B3 55 14F; in A 25 .50 .75 .100
125 pwmol/LAg i & Ak ( Forskolin ) 75 59 B 78 40 I v J00% , 5 5 1 Je AR vk & 5 XF HSV-2 7F SH-SY5Y 4 fd
R TR B e T AT 56 UE I I T 5 32 A 25 I T 00 8% BE TG IS A TE A AR k. [ 45160 pmol/L
ACV W FEFE fil & HSV-2 7€ SH-SYSY 2 Jifd v & 57 i AR AR A 5 1-10 MOT ) J8k Y i 34 B8 A 45 4 1) 93 2 V8 AR
K OR R 38 1 WSk BEAE SH-SYSY 4 i v e K AT i AR 14 d343°C 1.5 h J2 75 pmol/L Forskolin ¥4 717
I BE U R OR ) B A A s A 25 0 IUBE LSS B UK S AR IR A, DA 24 h B 72 h A AR M IR BT I R B
B4 b i % G I ] 4 7T 3G 0 s HSV -2 LAT (gG JE R PCR 44 Kz At bk 45 2, UF 52995 55 78 20 M A iy o AR St o
[ 258 P14 7 A 2B 40 i R 4 i Bk SH-SYSY N7 T HSV-2 3 AR Ik Y K s ) 4 i ds 780 , o 'F — 25 i
5% HSV-2 Wik SECEPLEE, T % HSV-2 EUH HLHI 4T F L hl

LI . RBETE 11 &Y SH-SYSY 40 it 5 3K 5 ik
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i 7 11 1 ( Herpes simplex virus type 2,
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DGR SR 2 — o HEDR 4 S — 2 XUEE DNA 73, K
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X Nikon /A ] ) ; ACV Forskolin ( £ [# Sigma 2\ #] )
1.1.2 % . HSV-2 333 i of bk el o [ i By B2 2= F}
2B TR T O T SR AL G 2 98 , HE R Vero 4 il
LT W R R R T VR L STk

11,3 e B 40 i 988 40 i i : SH-SYSY iy [
] 8 2 Rk 2 e B il 2 27 I 5 T, Al M 35 5 T &% 10%
G4 M5 1) 1640 35 3500, B A P Rl — I, Y
A M 3] 80% VA I, AT AR RS 3R

1.2 HSV-2 7£ SH-SY5Y #p & R B s py i@ ST
1.2.1 [[E3& S (ACV) X SH-SYSY 4 fitd i 5% i
A 5% S0 P S IH % R 0, A 0. 25 % [ i 77
LW 1 -3 mL,37°CiE L4l 2-5 min 5, 5 688 W
ZE NG BE A0 Jf R IR A8 (B 2 g O BE A5 A R 10%
FCS RPMI1640 % |} ji4 4k, 500 - 1000 rpm /min %
L1 =2 min, %4 3, A 10% FCS RPMI1640
BEFRW, FH O A AT 8 400 i Ak T, O A0 i K 3K
N 1.0x10° 40 fi/em’®, & S A 1 mL & 24 LA
(2 em®/4L) ,24h 5 40 M0 BE A KR, 35 25 B, N
A% 10% FCS RPMI1640 ¥5 3% %, 4> B Jm A 20,40,
60,80,100,120,140 pwmol/L ffj ACV 100 uL, 7%,
W2 B3 KA 5 MOL % 82 100 wL #2250 T 1L
Merp, 3 F 37°C W f 1 h, i A & 2.0% FCS
RPMI1640 44555 35 % , CO, ¥4 % 5% €O, 37C
RE %, LS 25 ) X 20 JEL 1) 52 ), 76 45 A 52 56 L 5% B
] A, 28 B 020 440 i e s 1 R R B 4 M 8%
FEW T BB R T 4°C 10000 r/min & .0>10 min,
W B, #% Reed-Munch 28 =035 F 3 o 3 1
H A3 S BUR YL & TCID,, .

1.2.2 A JE R Ye & B ( MOI, multiplicity of
infection) ) HSV-2 $ # SH-SYSY 2 Jifd % 955 25 1% 1k
T8 S 19 5% ) < 8 7 40 AR Bk 1.0 x 10° 41 i/
em’ A 1 mL % 24 FLAR (2 em®/FL) ,24 h fF
Ap G RE AR KR, 3R A LW, A& 10% FCS
RPMI1640 15 32 1 24 FLAL T, SR )5 JITA60 pmol /L
ACV 100 pL 3%, W25 B, 5 & F 0.1.1,
10,100 MOI ()95 ¥ & 100 pL 280 T LAk b, IF F
37CWEM 1 h, i A% 2.0% FCS RPMI1640 4 515
Fei,CO, W Fe A 5% CO, 37TCH ¥, B4 10 d
43°C 1.5 h J5 , 76 4 A 52 56 W 52 if 1] 4, 4 13
% Reed-Munch 283058 1 E s B8 09 41 8085 57
B YL i TCID,, .

1.2.3 HSV-2 7E SH-SYSY 4 fifg i ¥ 4R J8 4t i}

dif s RE AR KA, & LW, A& 10% FCS
RPMI1640 55353 , il A 60 pmol/L ) ACV 100 pL,
B, W BIE LKA S MOT By 95 3 100 L 4%
LA, JF T 37T C MR 1 h, IAE 2. 0% FCS
RPMI1640 455554 ,CO, #3241 5% CO, 37C
FE AR TR A S 96 WL 4 I 8] 50, AH 22 W BB R W4
LA
1.3 HSV-2 7 SH-SYSY i p &R B LM A M
S
1.3.1  Jn#ifs S HSV-2 £ SH-SYSY 4 fitd i (1% %
5 7E 24 FLAR DB v AR IS e 8 d Y 4 ik A IR BE
A3 41°C 42°C 43°C 44°C 45°C KB 5E , 4 7
K 0.5.1.0.1.5.2.0.2.5 h, SR 5 7F 251> 52 56 WL 4%
B[] 5, IR B3, #% Reed-Munch 28 =03 H5E i
a1 19 2 U8 SR 2 U G & TCID,, , WL B4R [A] i B2
e B[] 6T 441 35 1) 5
1.3.2 18 B 5 Ak ( Forskolin ) 75 &5 HSV-2 7£ SH-
SYSY 4t b (R I8HE 7 24 FLAR P IR IR 8 d 1Y
43 S 25 .50 .75 100 125 wmol/L [ Forskolin
100 L, 88 J5 78 45 A 55 56 UL £ B |) 5, o 4 17, 4%
Reed-Munch 28 58 13 i 25 19 20 2355 57 1 Uk
YLt TCID,, , 7€ 24 FLAR LI A [F] ¥ B 19 Forskolin,
WL 25 175 5 % A IR R R )
1.4 3t HSV-2 7£ SH-SY5Y B K. 8 &
BEITIOIE

£ 24 fLAR Y, 435 AE HSV-2 &% SH-SY5Y 4
M5 4.6.8 d Hudn i i 47 PCR B0 HiE; 55 8 d,43°C
JN# 1.5 h J5, 812 h .24 h 36 h J5 40l 47 PCR
ik, PCR 5| % % 31 : HSV-2 LAT Jt [H Jy 5'-
GCCAGACGTGCGT GCTCTGCACGAT ( W5 4) ;
5'-TGTTGGTC TTTATCATAGAACAGAG ( FiEs14)
{78k JL B4 121, 343121, 492, 7 14 54 K/ Ky
150 bp; HSV-2 ¢G #t [ &y 5'-GACCCAAAGACGC
ACCCACA ( B %9) ;5 -CCAAGGCGACCAGACA
AACG(FF51#) , for B oM FE K 41 139,478'41,988,
PHG S5 KN 412 bp, B 88 SN R &R B R
50 wL, 7 2 pL #E 5 B3 .10 pL 5 x PCR Buffer (%
Mg ") #h ¥ .4pl ANTP Mixture (4% 2.5 mmol/L),
DNA Polymerase 0.5 wL ,20 wmol/L ) [ FiF5[ 4
£ 1 pL f1dd Hy0 31.5 pL, JG3 &4 H :94°C i s
P 10 min, EFFF(94°C 50 s.65°C 15 s.72°C 90 s)
330 NEIR,72°C HEMH 7 min, 2. 0% [ BEAGHE BE K

w1 A SRR AT TR a0 . it 91 fort e s M

em’ & HMA 1 mL & 24 fLAH (2 em®/9L) ,24 h
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BLAST [a] it L
1.5 3tmEEMAE P HEK, B A 31T Real-time
PCR I&iE

76 24 fLARH, 3 HI7E 8 d S 43°C Ik 1.5 h
J&, 12 h S BT PCR B0HIE, I_JBT&TL GAPDH
RN IR, W% 545 5 cDNA 28 —4%% , Real Time
RT-PCR, 2 % &4 F :95°C, 10 £395°C,5 ,60°C
20 5,45 A{EHO AR S AR S N B GAPDH F1
H A5 &4 38 i & A8 2000 Co BRI EAR R £,
XK IFERE 5 B B EE mRNA S TAE X

2 #R

2.1 AERE ACV Xt SH-SYSY 20 B9 2400
B OACV T 4 B 20, 40, 60, 80, 100, 120,

140 wmol/L N A % 40 f 3% 3= ¥ v, 45 2R WK,

B1 FRREIRE ACV 3t SH-SY5SY A

60 pmol/T. ACV DUF U seA b3 A B Zs (&l 1-A
B),80 wmol/T. LA b2 H B 2 k2%, 44 i s
RAV LG, A AR b, B BE, FE T (] 1-C. D,
E) o AR ACV T 24 LA Pl %5,
FH'S MO (5 BE MR, 3 22 B2 A8 10 DL I 2-A, DA
BT I,,20 .30 .40 wmol/L ACV 7543 54 Rh 5 2 4 |

5.6 d REEVH L W DR, BLWT L T A A i
S350 pumol/ L B LA | B A 955 75 AN I & 3
2, TCID b T 2.0 LT A BLARAK T, B0 W9 2 T LA
b TF P RAR S 5 38 ) 40 P 25 2 %%, 70 pmol/L
ACV 255 8 RIGMIEAST 2, I 50 - 60 pumol/
L (1) ACV fidi & HSV-2 78 SH-SY5Y 4l ifd v 2 57 v
PR g, 1] 60 wmol/L ACV #E4T AT %

ZR(HHERRIE x200)

Fig. 1 Morphological changes of SH-SY5Y cells added with ACV. (Phase contrast Mlcroscope x200). A:Control;B:60 pmol/L;C:80 pwmol/L;D:

100 pwmol/L;E ;120 pmol/L.

2.2 ZR[E MOI fy HSV-2 #%h SH-SY5Y 41 B x4 5%
FSERRBE N

JA 60 wmol/L ACV T 24 iz fL, SH-SYSY 4H

Mo B, 435I A 0. 1.1.,10 100 MOT FAy5 #5422

T LA, s P R AL UL P 2B, DA AT DL, 100

MOT A5 2 d i TCIDy, 2 i BT, 255 6 d

EZH T B 2 i /0 ;0. 1 MOL i T4 7

© FERF

TERERRAR, 45 10 d,43°C 1.5 h i S & S 15
BRI 25 AR 4 1 10MOT Z55 10 d |, ik 5
JE ST R LT, AR R R R Ok, B
SRR N . UL RT UL, 1 - 10 MOI ¥ g HAH
BAF R B TR IR RO, 280 h R AT 5 MOL AHCh
HSV-2 Y& SH-SYSY 21 Jifg o 2 37 18 (R B e i 4 A 7Y
B o

P I e PR BT BX S 4miEER  http:// journals. im. ac. c



PN BAaifg 2R I R R O AR A ST / B E 741 (2010)50 (1) 101

—&— 20umol/L; —@— 40umol/L; —m— 60umol/L
——— 30pumol/L; —&— 50umol/L;

70umol/L 7r B
—@— 0.1 MOL, —A— 10 MOI
—a— 1 MO, —— 100 MOI

TCID,,
TCID,,

1d

2 ACVRER MOI %t SH-SY5Y Zfarh i HSV-2 5 B &0
Fig.2 The effect of ACV and MOI on titers of HSV-2 in SH-SY5Y cell cultivation. A :The effect of ACV;B:The effect of MOIL.

B3 HSV-2 7 SH-SYSY Z0f0 ih i (X Bk S 4R R AL S UL 28 (1 22 RAUIR % 200)
Fig.3 Morphological observation of SH-SYSY cells latent infected with HSV-2. (Phase contrast Microscope x200). A.0 d;
B:6 d;C.8 d;D:10 d;E.12 d;F.14 d.

© PERZRMEMHARTEATIEESHwMEESR http://journals. im. ac. ¢



102

Zhaohui Sun et al. /Acta Microbiologica Sinica(2010)50(1)

2.3 HSV-2 7£ SH-SYSY 48 ff1 o & 1R 2% 3 Bt 48 B
APV

MR EE LRI 0 d IR AR &5, & 14 d
HSV-2 7 SYSY 4 Jfd v ¥ g & 15 05 AROIR S, BT 3 Oy
R S MOT g EE ) , 45 0.6 .8 .10 ,12 14 d 4 ig I &5
Ko 25 14 d 5, M R R 28 bl SE T34,
TESCE Hh A5 HSV -2 7E SH-SYSY 40 Jifd v f5c K ] 3%
K14 d,
2.4 mMIMFES HSV-2 7£ SH-SYSY 40 i b i i
2.4.1 it fE) xF HSV-2 78 SH-SYSY 41 Jifd v iy 184
T5 A 52 ) < fin AT 8] A9 4 8 75 3 HSV-2 7E SH-SYSY
20 L RO T A OB T AR ER G 8 d I 4 L A
43°C K i A [a) B[], 25 5 WL BT 4A k0.5 K
2.5 oA UL BE T B D IR S b, A B A 1 R
(2.5 h B4 HH B R AL T- 34 );1.0.1.5.2.0 h
IR B P AR WO B4, 1.5 h i HSV-2 7F SH-
SYSY 4fl fifd rp 8 A ROR e 4, TATAE 52 5% vk
1.5 hyE Sy hnAae s ]
2.4.2  fin#RIEBEXT HSV-2 75 SH-SYSY 4 g v 0%

(RS20 Ve AR R e 8 d I, A A TR AN )R R K

1.5 h, 458 WL B 4B,41°C (45°C K UL s 35 % B2 i 30
W T, oK B A 90 B & (45°C I 40 g s 9 K &
FET-ILG) 542 43 A4CHRe i s A Mk %,
42 A43°C 155 HSV-2 7F SH-SY5Y 4 Jifd v ik & R SR %
U, AR S5 vh SR 43 °C AR i AR BE
2.5 iEHF 5 # ( Forskolin) % & HSV-2 £ SH-
SYSY 4 B B9 EE

FERE AR 8 d 1Y 4t L 43 01 I A TR) vk B Y
45 L& 4-C, 50 - 100 pumol/L [
Forskolin fE . 2 55 5 HSV-2 #£ SH-SYS5Y 41 g
(80 1T 25 125 wmol/L 3 S8R AR B i, S5 5
FATRH 75 wmol/T AE N 5 T d5c il M B2 . MLIET 4-C
WAl i H Forskolin, A8 22 fin #4175 5 s 55 U3 & o J&2
BB 1224 h 245
2.6 HSV-2 BB SH-SYSY AREER
PUg:23

KL% %) SH-SYSY X et 4 il £ 2¢ 645 B i flUe
TR R K AR 2 AP SR E 41 i %
AT Z I R BCIR R 2% (& 5-A) o Mo B 5
WEBE A 12 AT Wb A9 A% A, T DL 3UA% 240 A, B 3
BEE, 7 W3R A . RS 24 bl SR
g2t TsR A o s B BT S TR Al 1IN Sl N = 3 S NI 3

Forskolin,

ﬁgl\

BRE G SR B RIS

Bl 5 RDR™ O, il L 22 B 20 T a5 A 22 A% B4

A

| ——05h—A—15h
- —#—10h——20h
| —@—25h

TCID,,
(=) — [\S] w = w (o)} ~

T ———41C,—A— 43C
——42C.—@— 44°C
| —e—45C

TCID,,
[ N W = wm [© 2NN

i —&—25umol/L; —=—75umol/L
5 | —a—50umol/L; —&— 100umol/L
—@— 125umol/L

TCID,,

B4 A E B E . Forskolin 3t HSV-2 #£ SH-SYSY
40 R h T B K R0

Fig.4  The effect of heating time, temperature and Forskolin on
titers of HSV-2 in SH-SY5Y cell cultivation. A:The effect of heating

time ; B : The effect of temperature ; C : The effect of Forskolin.

et ik KR (& 5-C) o 72 h KHR 4 20 A i
% B MM (K 5-D),
2.7 HSV-2 7 SH-SYSY 4 i dh B K. 8 & # 1T
ogiiE

TE HSV-2 J RIS SYSY iy 4 .6 .8 d 433l
W WS 4T PCRLAT SE #4523k, Mida i oG &
FSE R R A 2R, UEEH AL T 5 0w Ik 3 (&1 6-A) 5
WO A 12,24,36 h, LAT 3£ K oG 3 W ¥ £k
(&l 6-B) , i3 W15 2 77 20 il v O B BT, o 75 2 X 4

KA A2 il

o3 5 53 g PCR ™ B3l )y 347 5

E, AT DL 4

9 R I, R R L o 28 BLAST X

My %

fﬁ gatime BOR B LEWJ Oyrna 5.'

SRS HSV-2 LAT K ¢G 2P 5 A4

[
S48 th GAPDH (N AR ) #l gG JE [H B9 Real-

m. ac.
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E 5 HSV-2 ERES SH-SYSY HEiERESEME( HE BHIE x200)
Fig.5  Morphological changes of SH-SYSY cells latent infected and reactivated with HSV-2 ( Phase contrast Microscope x200). A:

Control;B:24 h post-reactivation; C:48 h post-reactivation;D:72 h post-reactivation.

6 HSV-2 gG . LAT E[F PCR ¥ #7=4 ra 7k &
Fig. 6  Electrophoresis of PCR products of HSV-2 LAT and gG gene. M :MDIL2000 standard DNA ladder; A(latency) :1,
2,3 ¢G gene on 4,6,8 d post latent infection;4,5,6 LAT gene on 8,6,4 d post latent infection; B( reactivation) :1,2,3

¢G gene on 12,24 36 h post reactivation;4,5,6 LAT gene on 12,24 36 h post reactivation.

time PCR MICHESE 4 HIULSE 1,52 2, T ILAE o %1 GAPDH real time RT-PCR SIE &R %

) GAPDH *Hxﬁiﬁé%)a%&ﬁ%ﬁyg 1. 09 ( %1 ) , Table 1 Date result of real time RT-PCR on GAPDH

M7 gG i RITE 00 J5 e AR B i 1 10,55 %5 (% Well  Sample Type Repl Ct SQ

2) ,BIESGH 9. 68 fiF, A0l Standard 1 19.39  1000.00
NI BO1  Standard 2 22.18 100. 00

3 _]/—d’ Vﬁ CO1  Standard 3 27.01 10.00
TENBERZ90% L) iy AR et HSV, Hirh DOl Standard 4 31.83  1.00

RF— i‘gﬁ_’;"'ﬁﬁ{%{kw\ ﬁﬂfﬁgmj‘zﬁ%,ﬁﬁg FO1  SAMPLE A(latency) 20.45  402.02
U\ﬁ /EEO ll’“ﬂ?tﬁﬁﬁ?}i%?%{nf HSV ;u\mﬁj‘ FO1  SAMPLE B (reactivation)  20.30 436.54( +1.09)

B 24 B4, A E DL YE B G 7 v AR L TR AR R
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#& 2 gG real time RT-PCR #{iEHA R K
Table 2 Date result of real time RT-PCR on gG

Sample

Well Type Repl Ct SQ

A02  Standard 1 22.07 1000. 00

B02  Standard 2 25.25 100. 00

C02  Standard 3 28.69 10. 00

D02  Standard 4 32.37 1.00

E02 SAMPLE A (latency) 30.47 3.30

F02 SAMPLE B (reactivation) 26.95 34.80( +10.55)

YL i) HSV -2 455 2 7T A 2% A A R S P 0 38 e 9
& CH G 28 1 2R K A T (A il g R A )
L S5 F R g (TRt ) A5 2 K, 3 UM G Y i
PRAEAR o WR ARG HSV -2 (8 & A4 kA IF B
JTZAFAE X G A BE IR YT RF R R TR
KRBT, I R X HSV-2 J&e 53 7% i B if W44 I R
HEL PR A T R R K B T B A SE AL R
AR I I
M T Bz — A2 W A2 HSV -2 L b 2
200 0 S8 S R AR R T 1 AR LA L SR FRATT AU Y
HSV-2 AR S 52 R LAl ok T — S 4, B Al
AT 5T HSV-2 ARG 5 30K L) /Y 32 22 5 3l
PR HR AT V2 R (1) B AT RE A A 3L
b 75 2 200 BT ) B R AR AR A AR AR B
PEH I, 73 A o Wy 20 K P SR e AR AT S 52 g, R 4 b
W EE 2 K AR B TR R A — AN SR B AR AN
ST T 00 1 i, DA] o 0 20 B T e g g, R T
ARG (2) i B2 51 A0 T8 AR R e BT, 72 W)
s R ARIE AR SE AR T H A 5 W EE 5 (3) b
B TR R e B 28 o B BRI i R A
20 A AT 1V 22 5 Ak A0 ROR U5 T 1, BEE i A T
WEFE, AT LA v 2B 455 5 0% 19 400 i DA G e 2 o
SR, [ B 3 ) 3 DB — 20 Ji K SF- B BIF 5 2 10 S5
i B AU BE A0 M B A BLOC B 3 A, sh W A
SRR AR R AR R BR A, A0 S AT LR R
7T LA AT RA M A SR B AR TR REAE K. SH-
SYSY 2t Jfd 2 A A 25 B4 Jif 5 40 il &= SK-N-SH iy
— IOk, BA S ST I 2R, BRI 0
PR M 2 TORE AN, th T SH-SYSY 2 i ik 1 41 5
ES N AL, © 2 ] T 3 R ) e A A Ak
A0y 2 R F 98 HSV-2 AR e |
WO U 0 NP 22 0 LA Y
AR M 2 ¥ % 7 LAT ( latency-associated
transenpt ) 52 HSV 75 75 AR 2% G i M — i 3% 5K Y Jik

A, LATW*@?H&@W%%W%@%JHW%W hEp.

Pl % A AT, 5 LATs AH 5C /Y BF 58 W IE

J& H AT E ] AMIFSE HSV i 3 (9 i LATs 7 T
BN MK EL I b, 4G E 2 LATs(H 2.2,
2.0,1.5.1.45 kb 41 %) A1 dE =% LATs(f 9.0.8.3
kb)) £H B, VR TR Jak e I SR 2 A JRK e 1) 40 A% B 4 i
Jo v, 38 B M U e K v ORI SR AE A0 R
T SCRRIE S HSV-2 ) LAT R #i2, jdk
F B 9.0 kb LAT M EE 9 2.2 kb LAT, H A#E—
BT YI /NG F B, Ik, 2.2 kb LAT J2 41 jifd 4b
TWARR B AR ET™ . Kesari'” S5 5% T HSV
I EE VR AR P AR DG MR B - (1) BB S AR 1 N R E2 A7
AT 5 2 A N A I PR 26 B 5 (2) B H W AR IR S 0
AR IF 7= A SR Y R IR 5 (3) B = 6 2 PR (A % 2
SN M AFAE 5 (4) i = 7 20 B g 2 56 IR i) 3Rk
AR E] LAT, 7636 ATHF 58, 40 A A g 57 i m]
BT ILA (D) EE S WERF RS
0 b RE TR AR R A REE Td LB M A
R B () E—EBERNET R E RS H
PO, BT TR I A A0 R 5 (3) VAR R e B 4
15 3% T VORI A 3] 5 45 AL T ek A i &
I REAG I 2] LAT SR 5 8006 )5 , 9 8 36 41 (LAT ¥y
FE A I 2]

e, AT AN [F MOT [y 955 25 1 2o /8% e 20
fitl , MOT J& multiplicity of infection 455 , MOT A 3¢
PRI SR, 1R 501 MOT HE & R T8 T s 7R A Jek
YL 0B A 58 . MOL H 55 SC 02 g e i s 78 1K 5 40
TR 9 2500 LA, A 30 2 T 24 g 1 4 AT U e I A A 1Y
B W R R B B pfu, — A MOT 2
—ANHAA, %A B, S MOT B3 % (9 504 /2 pfu
Ji 2 moi S P R JiF o MOT 38 3k H] -
o 7 % 200 R ) AF 5 T 0 T moi 15 SO R L B

HEHARECEN I, BT E pfo AR E R TR
=, T Se AR 2 0 98 T AR SR TCID,, (4121
UYL ) T R TSR B A R A R
ik TCIDy/cell, 3+ &/ 2 X H.
P8 FE VAR B (mL) x5 33 B (TCID,,/M1)

IR (L) x 21 8 B (cell/mLL)
55 fdt FH TCID,, 35 ok o 2 8 500 2, R R 00N = © &
FIRPE" W RO IR 2 — . W TCID, i, 75 6 B
BT A0 M RE P/ 10 B A B B, 5l B CPE
IV I, AR R E 4 R IE B AN K AT
B UL R FE K o 5 HSV-2 X @ ZU 0 I G 5 55
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promoter and contribution of the putative ¢cAMP response

Establishment of a cell model system of herpes simplex
virus type [ latent infection and reactivation in SH-
SYSY cells

Zhaohui Sun ', Huilan Yang'" , Yuling Shi', Min Wei’,Jiang Xian', Wenkui Hu'

(' General Hospital of Guangzhou command, Guangzhou 510010, China)
(’Institute of Genetic Engineering, Southern Medical University, Guangzhou 510515, China)

Abstract: [ Objective ] To establish an experimental culture system of herpes simplex virus type I ( HSV-2) latent
infection and reactivation in SH-SY35Y cells. [ Methods] Changes of biological character were observed after 20, 40, 60,
80,100, 120 and 140 pmoL/L ACV were added into cell cultures, and also the morphological observation was detected
with phase-contrast microscopy after HSV-2 was inoculated into SH-SY5Y cells using MOI of 0.1, 1, 10 and 100. The
optimum condition of time and temperature was approached using temperature of 41°C , 42°C , 43°C , 44°C and 45°C , and
time of 0.5 h, 1.0 h, 1.5 h, 2.0 h and 2.5 h to induce HSV-2 reactivation. The optimum concentration of Forskolin was
also decided using 25, 50, 75, 100 and 125 pmoL/L to activate the virus from latency. PCR was used to authenticate
HSV-2 latent infection and reactivation. The morphological changes were observed when the virus was reactivated from
latency. [ Results] The optimum concentration of ACV was 60 pmoL/L to establish latency in SH-SY5Y cells. Suitable
infective dose of HSV-2 was 1-10 MOI to construct latency and reactivation in SH-SY5Y cells. The time of virus latency in
SH-SYS5Y cells could reach up to 14 d. Heat stress of 43°C, 1.5 h and 75 pwmoL/L Forskolin were the optimum condition
to induce virus reactivation. The morphologic changes in SH-SY5Y cells recurred by HSV-2 . Cytopathic effects were more
and more obvious with time lasting from 24 h to 72 h after reactivation from latency. PCR and results of electrophoresis
proved the cell model of latent infection and reactivation was set up successfully. [ Conclusions ] The cell model system of
HSV-2 latent infection and reactivation in SH-SY5Y cells was established. The research provided usefulness for study on
HSV-2 of latency, reactivation and pathogenic mechanism.

Keywords; HSV-2; SH-SY5Y cell; latency; reactivation
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