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[Abstract ] Objective To identify the cellular localization of Borna disease virus (BDV) P24 by in

situ RT-PCR in different periods after transfection and explore the mechanism of BDV latent infection. Methods

Oligodendrocyte (OL cells) were transfected by plasmid BDV GFP-P24 | and then tested by RT- PCR and
ELISA in different periods after transfection in order to compare different expressions of nucleic acid and pro-
tein. In situ RT-PCR and fluorescence microscopy were used to identity cellular localization of BDV P24 nucleic
acid and protein in different periods. Results BDV P24 transfected OL model was successfully constructed.
The expression of BDV P24 nucleic acid and protein showed there was no statistics difference (P >0.05) in
different periods in 20 passages. The BDV P24 gene was located in the cellular nucleus but BDV P24 protein in
BDV P24

gene functions in the cellular nucleus and P24 protein can transport to the cytoplasm of OL cells at 15 passages

the cellular nucleus first and then in both nucleus and cytoplasm after 15 passages. Conclusion

or so after transfection.
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AIRAT] 5 4e ik 77 Lipofectamine 2000, ) H Invitrogen 23 ) ;
RNA 2G50 &, 14 A AT H BHE A5 BR 2 7] BDV 2065 &
PCR AR &, W B T Nk 242920 W] 5 JC RNA 54 DNA
fit, 9 H PROMEGA /3w ; RT-PCR — 25 1 e i il ) &, 14 A
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ST 3 I RN 22 S | R Z AS AT DHS o AR SE 6 28 45
BVD-P24 H {4 BH A5 v & 1A p 78 B A AR eR R B
e VIR

L1.4 5W5HE  WEA PCR 5140 :5'-CCCTC-
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YW TR AR MRS AR AF A
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BN WEEEIR HL UK 5 16 T

1.2.1.2 BDV GFP-P24 Jfiks il %t Yy OL 4 ff1 1 DMEM/ 5
WEIEFRFEE(F 10% fa4R g ) #5597 . Sl 5] 80% ~ 90% it
Fae i AR UL B A T e 24 h JE (PG WA B LA
Pt ] GA18(100 mg/ml) FATHHLL , AH% G A il K= FE 1=
J5i GAL8 VR FEW Y 4idy . R % Yo Jm Ak e B AR5 37, IR g 9¢
JCAE A A A

1.2.1.3 BDV P24 S e HIBiAL ) PCR &5 XA EE AL
BN [FIE Y BDV P24 5% JLAN A A FH S RNA $2 37 &g
U RNA, I H] BDV 3656 ik PCR AR £ 46, LIk I
e 104 LU R BHPESS R

1.2.1.4 BDVP24 5 YL i 5K () ELISA 460 iz I8 BDV
BUIFARSNRTA £ Y U8 W44, ZE BB AR (X 450 nm i K I 7 4%
LR B[ D(450) 1, D (450) {4 < 0.3 S Bt 41;0. 3 ~
0.4 BERUEHI; >0. 4 S BRG]

1.2.2  BDV 2 AR (19303 5% 5% B o7 PCR A

1.2.2.1 #ErmEs  KORRIETIRY BDV P24 YL 2 Ak
RIFNBI M IR OL 40 M 7F Z R Rk L E i s 3 IR,
TN 20 Wl [ W 5E 20 min, A PBS(DEPC 4b3E (), T [A])
Ve, A 50 pl WAL ,37 “CiH4L 15 min, PBS #fik, LA 50 l
PBS Jf HA&E %/ N3 )5 ,65 C K3 ,10 min, LA DNA 20 ul,
37 “Ci41k 30 min, MIAZIEWZ AL, FF HmA 50 pl PBS, % 3
295 F,65 CK3E 10 min, F PBS 3L, b6 B RRG . BRT 4%
H.o
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94 °C 2 min, PCR:94 °C 60 s,65 °C (43 2 MEAREE 2 C,
HZEER| 57 C) 305,72 C 30 s, fFFR 2 ;94 C 60 5,55 C
30 5,72 °C 30 s, f{# 20 ¥ ;72 C 5 min,
1.2.2.3 #EFZ3E o BTN, SR T A 2238
A( NS T DNA FIBEA LA )25 wl,42 CIEIRIEE 60
min, Il AZ&2E & B( % 10 ng/pl i) BDV-P24 4 (i T 95 °C
5P 10 min, JK¥ 10 min)25 pl, /N2 8% A Pih st B, 7
JF 0 PCR X 42 °C 4422 18 h,
1.2.2.4 BEMmEth FAEE B TTBS F1 PBS ¥k 5T,
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FEIRIREL RT-PCR %5 5¢ ELISA Jf¥ ELISA £
1 PRt (10%) 0.428 PR
1 FRPE(10%) 0.436 [{ER 3
1 FHE(10%) 0.477 A
5 FAPE(10%) 0.460 BHM:
5 FPE(10%) 0.415 B
5 FEPE(10%) 0.489 B
10 BRI (10%) 0.472 FH
10 PR ( 10%) 0.437 PRt
10 FAPE(10%) 0.421 PR
15 FEPE(10%) 0.418 FE:
15 FFPE(10) 0.463 [t
15 FEE(10%) 0.485 PH:
20 FFA:(10%) 0.453 FRPE
20 BAME(10%) 0.456 A E
20 FATE(10%) 0.432 PR
el Y - 0.102 R
et - 0.088 B
Felpl Y - 0.076 R
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H %S S5 X L —B s & SR 06 S 45 G s
EAEZ, XML G X238 T CRMIL Gl g 5. A
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S E S N e AR R E A T R SR A R
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MM EEAEH S BT KNS, AT AT
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AP Kamitani 25" (9 #F5E & BE BDV (8 8 (1 0] LA
il ze A K N7 HMG-1 254 Ml 4 ks . 5 H
— 52863 Zhang 25" g — BT 9T & B BDV B
5 HMG-1 Z5 4, [ RFis 24l P53 509 G Ja s+
W L DT 151 200 L F 18 B R Tl RE . R T BT 9T 38 K
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SN A E AR K AT RE ™ . AR BFSERY BDV P24
20 5 RN AN 2 I R RE VR T (E R R A
AIRL R 75 5 B0 B R — SO T — B 90T

AW 5T A8 E A2 PCR ISl 1 8% Wi 8¢ BDV
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WA B 25 5 B R iR (e BDV RS 003 7
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BE VB, 175 WA REMERSE TR, &3 A
F2006 4= 11 H 20 H ABE. 7 ~HATICH Wi H B 2858, D
TR, CT A7 B RS, R IBIRYT . 3 A TS
#(40.0 °C) 1 J i DU R A VG B &2 s 3 A W T G 7
6 NK/T 4 Ha itk 8, Jrig 4 fa (<), CD3p ( +),CD20(-),
CDS6( +) , MURLE B( + ), EBV( + ), M4 BUMIET S 7 K %
1l emx1 emx1 em K TCHESR P RWR LSS A7 55 Ao 5
PIREB ALY, AT, B, k2 5 I, 5 Jis A8 1k 0 b
WM MR, DRER R . LY E kA . LDH 419.9 U/L;H-46
YN 2EAG AT R L S AR I . CT 7% R o i 5k 18 A 5 2k
W AR RS DU AR S | L A0SR O SR R, R R
SR R WA P A | R R 2 SR P e il L 16 RS, S £
WEZEM A, Wik NK/TCLIB 81, 457 VLD 7 &4by7, B
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Jo BIM5E 24 o G5 TH U A Y O 5 LT SR L 30T S S
J7 (50 Gy) Jalg¥%, CT /RAq G ks W i sl AL AR L 8L, U] S A
i 44 JEE R 20 VR S iy W) b e, S R R 1 WA S A T i, L
ST 22 Rk B 2545/ 5 A AR R VLD 7 457, fby7
Ja B4 CT /R & s R AR L U s RS, S AT B g i . 7
A1 G B ZE B 8 it A Bt VRAS: : 20 AR 3 0 T DL B Bk 15 e,
THFRZY 5 cm x 6 em, AR 43064, P4y B B fldig , LA
FEAI 1 em x 1 em x 1 em TP IR EL S5, B i oA 0037 A
YIBHZE , AR, PRGN T R I o MBS B2 SR PR U BE 55
S WO ARG OSSR A SN A A B Bk B SRR 4 40 NK/T
B, 12 28 P, CD56 ( + ), GranzymeB ( + ), CD3 ( + ),
CD45RO( +),CD20( - ) ,CD79a( - ) ,Ki67 SHYELN %L 40% ~
50% o CT 7 ; S0 fis BE B8 JEL UM STURS 22 Rk L 25 ok, S
T2 ¥ CTOD J5 20 2 WIHI 2 PR A ns . BHIEN 457 2 il e
(IR 15 mg) . T CE 5 (A BEBENE 3. 0 g, IRABIATTF
1 400 mg) , Jin 85 2 A 200 M 4 V% 3% PR 7 ( G-CSF) 3l 5 1 s i
FHYup, E e 2 d R4 MNC 4. 2 x 10°/kg K i &, CD34*
6.3 x10°/kg R, — 80 °C ykFHf#4F, 2007 4E 11 H 21 H T
BEAM J5 Z Higb BAT 1 /AT 4Hia [ 4y , 55 6 X WBC 0.03 x10°/L,

(F#540 1)



