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a Field-isolated Virulent Strain of CSFV
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Abstract; A porcine kidney cell line( PK-15) was infected by a field-isolated virulent strain of classical
swine fever virus (CSFV39)}. After the infected cells had subcultured 79 passages for near eight
manths, a steady model of the cell persistently infected by virus has been established, hence the CS-
FV39.PK15 cell line was procured. In this experiment immunofluorescence, RT-PCR assay and elec-
tron microscopy observation were used to identify the basic viral features in the CSFV39-PK15 cell.
The results showed the 9th, 29th, 79th CSFV39-PK15 cell passages still harhored CSFV and they had
the radical characteristics of viral persistent infection, This endeavor should be the foundation for the
further research of CSFV persistent infection.
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AT H U AR BT R R(CSFV39) BERF
B, B S T E £ (PK15), B T RETE
LR, k8 CSFV39 i B K R
CSFV39-PK15., MM EL & 79 . E 8 AR
B, R TRERFEERERAESTHE, XAHA
TR CSFV R ML B F [ 20l

1 HMHE5EFHE

1.1 WEABIMHRE

1.1.1 PK-#K#(135-136 1)
AR Y RIE L3R4,
1.1.2 #&E¥K CSFVIOHHEHK HTEHEHEE
Brigfi,

1.1.3 FITC tRiCf9¥l CSFV S R HE B+
EHGEENEN,

1.2 H&

1.2.1 PK-15 MK & R EE £ ARG
PK-1S B AREERER A EFER BEFRSY
MEM FEE 10% B4 FRIEEER BT
4 M#(GIBCO ™). FHMEEIME 70% BER
# CSFV30 &, 37CHKH 1h, ®REZRITHBIHE,
Hank's ¥ JE 3%, MNAERE( & 2% R4 REHEIEG
WETIRMBES I F) 3. AT AR IS EME

BRI P E

HiL, BRI,

1.2.2 REFNKN FHREXASHEARR
WIS RE BT CSFV MEERS, HIEH PK-
15 o BItERS . R4 A PBS(pH7.2) M
¥, BEHMEE T 15min, B T4, 0 FITC Ri2 4
CSFV £¥i 37CiIRH 1h, PBS(pH7.2) W ¥k, H  #
#FH . Olympus 526 B 88 T REHHH,

1.2.3 RT-PCR K#

1.2.3.1 Sl¥Eit. g xm B E R EE
HRIF PRSI, LRSI A F HCLV # 98-
115 {ii &, F %] & CCATGCCCATAGTAGGACT-
AGC, T3l ¥ F HCLV ¥ 890-911 (2 B, F %
& CTTCTCTTTACTCCCACTTGCG, Tty ¥ KA
B ER 814bp, 51418 LY TRAT A H.
1.2.3.2 CSFV-39 W EH RNAMWER &K
Promega RNA 32 B i 5 £ 158 B 4 37 .

1.2.3.3 SERFEEGHEMNE DNAF 8. RE
RNA 1.5xL. T T #3[H 141.(20pmol/L), 70C
£ 10min, o3& B F UK 3min, K Sul 5% M-
MLV Buffer, Sul. dNTPs (2. Smmol/L ), 0. Sul
RNasin{ 50U/ uL), 42°C 2min, 1. 5uL M-MLV RT E§
{2000/ L), #h7K E 25uL, 37°C # # # 60min, 72T
A 10min, - 20C REE A,

51 CSFV39-PKLS AR TE % (Lt BB Tk
A, FAMEY B PI-1S HHIEC - 400); B ERDNESE 0 AAE(ZHHEEMMN;( - 400);
C, RESEEFE 79 (LR R R 20— F AR > 200)-
Fig 1 Morphalogical changes of CSEV39-PK1S cells in the process of subculture

A, PK15 control cells{ » 400}: B, The 30th passage CSFV39-PK 15 cells post infection [ Augmentation of the structure of empty bubbles}{ « 400} C.

The T9th passage CSFV39-PK15 cells post infection [CSFVIR-PK15 cells had a tendency 1o be a roll){ > 2007,

1.2.3.4 PCR ¥ B bRl #4387 2ul, 53 %
A 3l 10 <« PCR Buffer, 2. 4l MgClL (25mmioal/

L), 2. 5ul. dNTPs(2. Smmol/L.), £ F#H 314 &
1ul, TagDNA % & 8 (2000/p1.) 0. 7pl, 3K E
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30pl. 94C il E £ 3min, Bl 93T 30min, 52T
35min, 72°C 120min #EFTREFRE L, 3£ 33 MEF, &
& 72C 4% 10min.

1.2.3.5 Hk:H RT-PCR =3 10pL, F 1.5% 3
SRR TR,

1.2.4 CSFV39-PK15S R EEWME HABEXE
48h FI M ¥ B B H T & LK 87 CSFV39-PK1S )3
#Hl, 800-1 0001/ min &L 10min, F LiF, IFH L
BEMA 2mL 2.5% R _BEEWH,4CEHE L.
FHOREESWEERERA . B&. 02 88,
e, FEHBETHESEFMAB. LEF
PK-15 40 #E{F 2% B

2 #R

2.1 CSFV39.PK15 $Hlah EASE

F CSFV39 P B B PK-15 1M, S5 48 1%
R/GTMB CSFV39-PKIS i, 51E% PK-15 4
ME(E 1A)# H, CSFV39-PK15 4 A Bk 14 7 7 A7 4
th, HAEREE AR E EW BT, HamEERT
BB RA AR (CPE). R, E&
HETME CSFVI-PKIS ARATHIFEHR L
([ 1B). ZEHMBHEE 10 LREHAREER A
M, BABW AR IEFER(E 10,
2.2 CSFV39-PK15 #HiE+ M i E 804 Fh e £

A FIFC #1069 CSFV R # TR EX RE
W EAHEERR EE S A ERERE AR R
JRAR, L0 FE o o A P L O KM DS TR AR, mI L
B By ) I e S0 D A BT 5 IR, X 5 e Sk (3 T
Y E. KRS EEErR, CSFV39-PK15 41 R TE
S 9. Y EXEBEFRERFEHWMBEEH(EMD
2B.C,D), MM BARNEHHER (BRI H
2A).
2.3 CSFV39 IEERARM RT-PCR 2l

HEMNFEEEHS 5" IEHBXH 360~ 374 4
BELANIFEERT, BEH RT-PCR ERE E
CSFV By E B0, Nrey BB g H AL

MBS KR, & 164 3% 168 P EEMEAR. HE
EAFFIERRERTEIRFM, RITRAD
HYAEBEEENEXAERRRTFHER, EHTF
BREFFNFREN.

1543

994
594
515
77

237

M3 CSFV39-PKI15 A RT-PCR & Me ik i
kil 1, PCR marker; 2, 8 9 1 CSFV39-PK15 #15:3, 9 29 £ CS-
FV3I9-PE15 #/; 4, 55 79 {2 CSFV39-PK15 MR ; 5, IE% PK15
Bixthd,
Fig.3 Electrophoretogram of RT-PCR assay in CSFV39-PK15 cells of
different passages
Lane 1, PCR marker; 2, The 9th passage CSFV39-PK15 cells: 3, The
2%h passage CSFVI9-PK15 cells; 4, The 79th passage CSFV3I9-PK15
cells; 5, PK15 control cells.

EERE R PK-15 HME)S, £ 8.28.78 £
CSFV39-PK15 40 it ¥ 4T RT-PCR ¥ |, # RNA
R, & RNA M E DNA, ¥ %582t 1#,
PCR ™I 1. 5% IRIEHR Tk, £RET,
CSFV39-PK15 At AR K 299 F RT-
PCRI MR AR, TERKESHMHE—F, &
2 814bp(H 3), MIEH PK-15 WA L& N
#.

2.4 CSFV39-PK15 %A BRI K9k

T 9.29.79 LR CSFV39-PK15 4 bk HEAT
BT, P LU B IR P B B R R T
RENTERY BEZ220 70om &5, FRES
B, & S0nm - FEENZRAL(E 4A,B, C),
HERKPEEEMEINHETE TEE KK, X
ARESHEEMRENFERL, BVTERERRERER
REIER,
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M4 CSFV39-PKI5 A& EHEay TR - 11000)
A, B 9 £ CSFV39.PKIS H1H; B. 55 20 f CSFV39.-PK15 fiM: C, 8 79 X CSFVAS-PK15 HIR.
Fig.4 Electron microscopy observetion of CSFV particles i CSFV39-PKI135 cells{ > 1100

A, The %th passage CSFV3I9-PK15 cells post infection; B, The 9th passage CSFV39-PKI15 cells post infection;

C, The %ch passage CSFV39-PK15 cells post infection.

3 iR

RELFBEREFREEIHROHB AT Z
— FERENZBFREE, \NALLERE, KE-
HREZEHE, EBARFERTLIFIRERR, I
MY ERFENEE. THHREHERBERD
VAR ERAE A, TEEASRELERES
RETTheE, (B A RBARTE U REFE K-
HEMEHRE EeERLINT SHERM IR,
BHTHERNEHBRFRREER TEFESHIRR, 2
ZFr L yLE B0 WY, MEEK T LRARRRA
HRHERRILNT — R, ImEksM AT
LR REE, AR PR, SRR Gn
I, R A, MER R RIEEE,
AT, e S OB R Ry L, B L BR
REVRERERRMAREE, B HEEMRE
FF B 4k (CSFV3I0) B PKIS 40AA, B T HSEEmiin
M, SRR - REESHEMERER
ReHE A, ARAT R GRS R
B TR

HTIREHBIRESL PK-15 SHBRKNTE
TERER, BAVE A T MK RT-PCR 8l B 5
WE=F i, B ERET AR B E,
Rk, RERZHWr CSFVHE FH A, HiEdHF CS-
FV f17 B ¥ BVDV fl BDV GERBMH T X S %

BN, METHR-Fik RN e R b m s
RAFE—E B, T B % & 5 0 R T it B b
R S e m EHUIR, R VT AR FE 40 i Ak
Blte. MBKSIAE _# 78 RT-PCR BLEW.
RT-PCR #AR#E M CSFV EESCHEHED L &
FRAE. FUES, SR HMRNRE RNA,
RIEATHERBREEERFREFEMA 14,
A RT-PCREARTEM CSFV, FREHEFEESR
PEF, SR HER (B 3). BT HE—iER CSFV
W PR R T, #1551 CSFV3I9-PKLIS @9
9.29 1 79 KM AHRAEITHENE, L RERE
FEREARMERAERSTHENER T wWEE
F.EERDEE—F,
FRRELTAEEARAAERREETIMESE
MER. MEBEAARANTYESERFR S AR
GIFEMRAE MR SRR BEARA
HHERFAER TUESARBEARYHET
(CPE)YRLY,, SRTHEUR 3 37 A o BLHH B a9 48 B
T, HErRSSEBRRTE/LH TR . K-
RWETRLH. HESRY -LREHEERAFR
SRR, SR AR R R H
WHEBEHERTIY . BESEETHOURAE
WRENFEFEMNER, FEREE L ERER
PEVHRERE RSB HNERSER SR
EIEHH B E R, T 42T 430 MR SR, M 2
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£FH K RNA SR8, BAEEH & 7R RNA, B
FoehkmEugR K=, nELEZAVH.RE
BEREATEFTAREAK U RRERETEN
—FhIEES, RNA #3% ALEDE HR L cDNA hElE
MESFFEEREREE L], EF CSFVI9 &
R AR TE PRKIS AP ERERR? B
MR RN A RN EREATR,
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