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Fig. 1 Schemaetic representation of the BLV genome *
urdicating the position of the primer pairs

Xl SiEIEERYFFE Neued PCR P& (bp)
Table 1 MNucleotide sequence of the primers used for nested
PCR. and kength of the expected nested PCR products

CI: | F ¥ fr & Pl -
Primer Sequence Position Product {bp?
External
Primer-1 5-GTC CCA AGT CTC CCA GAT ACA-¥ 5035-5055
Primer-2 %-TAT AGC ACA GTC TGG GAA GGC-¥ 5462-5442
Internal
Primer-3 5-CAC AAG GGC GGC GOC GGT TTG GGA GOC AGG-3 5101-5130 305
Primer-4 5-GAC AGA GGG AAC CCA GTC ACT GTT CAA CTG-¥  5405-6376
FH A Probe sequence:
¥-ACC TGG GAG ATA TGG GGA TAT GAT CCC CTG-F 5294-5323

3 SHEARAT RS .

FH Ficall-Paque 4 By ik MG B HE b 53 38 4 R 32 411 B . Ficall-Paque % Pharmacia 7= & , 2 ¥4k
wEiie,
1 HebhikE

KT AR B R, AR TR

A B-E TR EH M W Maniatis ef az. (1982)07

B AP BEALERE 4E0. 1—0. 2 g AR (Pharmacia 7= 5 ) [F]80—100 1 48 B F Eppendors B,
AR RN LRSS B R T CTHEMN S, ERS 0BS MRS E T8 T
R 10558, HRE 1085 . 3 BMHERE R B Tk &R 6480, F 14000 1/min 8502408k BR5— 10 pi by
HEH{TPCR 5.
5 Nesred PCR Hghd 1l

7E DNA § ¥ { (Perkin-Elmer cetus, Norwalk, CT, USA ) H#{T Nested PCR §H . B — I HF1E —
IR IR TN B MER A % TR0 C IS T /S 94 C A HEASFP 48 TR Kk 14
B TSTHEAR L6, G 1B SR B 9430 15)-8h, T /5 — I FE SR M SE K I 1) 27 536 . ¥ POR 3088 %32
MBI WA A PR IRG ul PR BRI —% RS [ Eppendorf TS kb,
ZIRY MY SRR 250 w1 PCR B9 s HUELA LSO,
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WARY TR Nested PCR FER A B MERSRMEINIE MRt B 353

6 EAHERME

ME 2R B A S5 PBs 87 BAT-BLV M 53T Nested PCR, i 2 Hiff k.
7 Nested PCR § - E
7.1 PBEERLO0 pl Nested PCR H 3™ ¥ F2% agarcee SERE - H3k (220V, 254040} . BH/S FB{L 2 R BT SR 4
T PS8 E S TR DERSE.
7.2 PERAEREEE R Southern blot M F LM B A0 R B B AN LR B TR T
BL V-4 B ##4H00 3¢ ORHRIT Broun-6-UTP . 4% M Maniatis et o018 5 B3 1T Southern blot.

B2 Mested PCR ¥ BLY BI%SEE DNA fyfctEmi .
RIS TP PR BAT-BLY 41,
20000,2000,200.20, 275488 .

Fig & Sensitivity of detextion of the nested

FCE mothods, ,BAT-BLY cells were diluted
as follows ; 20000,2000, 200,20, 2 cells.

& R

|l Nested PCR & BAT-BLV SEBEAINIRSEE DNA oM

RS (A2, F 10 R FIMBERE BAT BLV 2. %5 54 U Nested PCR §-38
REMAL & A T BAT-BLV MBS FE M H BLV MElHA%E DNA,
2 PR S DNA HERHEE

THEAS K/ BMRENESHIECHEER SR (LED SR EEFEF T ERER
FHESR EESCHEE LR FEERR. Yot . 25 %R A.

B PR & DA R R LHI429 PAT-BLY SJREK. 2. 520 M M3
R AT B Y 0 TR A R AR R . (L A2 - DI O K RITR b
EREM DN A IS I HBESR R S BT A RE R 325 DN A SElESF
. % Nested PCR /5 . P24 422 % agarose get i3k FISLLZ 3 St
Fa R,

Fig. 3 Elcotrophoresis of the nested PCR producty on athidium bromide siained
agarrase gel. Amplficerion of prowiral DN A from BAT-BLV cell sus-
pensions{ 1.4, )and PBL cell suspensions (2, 51mclated trom seroposi-
ive cows was made fallowing two preparation procedures. (1. 2. DN A
were purified by proteninese K/phenol ireatment, 4. 5. the samples
were only irepted by chelating resin, . DINA ladder ),

4

3 Nested PCR f M =445 R

AR R Nested PCR § W 427 agarose MWK MRLZEREGER L —%
B MHTRER. TR KD 305 op, ML T4 —3 . Southern blot TR FHB T WE
BLV HIHT#TE DNA RIfF R,
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Bi4 Mested PCR ™R, =02 h 3 S . 04T
Sonthern blot %3¢, 1. BA#: 4 B (G B BLY f) FLK 2
W) .2 BHEETf I (BAT-BLY S188) . 3. §RHE DNA 2 T &
(100 bp DA ladder, Glbco BEL, MD. USA],

Fig. 4 Detection of BAT-BLV cells by nested PCR. The am-
plieons were analyzed by elecirophoresis or by Southern
blot hybndization with biotinylated brobe. 1. Megative
contrel {uninfeeted FLEK cells ). 2. Positive control
¢BAT-BLY eclls). 3. DNA ladder. (100bp DNA lad-
der e Glbeo BREL. MD. U54).

(A7 k= ok 7
m#E4r BR B SR R AT RIS AR R 0y 4 RS 4 9 1T I 3 55 1287 §7 Nested PCR
TR S, o Uk TP R o B IS B A Bl e R BT IRE .

FES b BRHE R Rk T
Fig. 2 Rapid detection of the bovine leukcemi
wirus by nested PCR 1n blood of calves

| ERLERAL WA BLY BB AT env epd | KON BERE Y P T T IR AR H A BN 1
BAT-BLV A A& H BLY AR #E DNA. IHF& + BAT-BLY MM ZH2—49 BLV iy
HIfi 5 DNA . B I AT HEM X F Nested PCR #7353 /P BE M BAT-BLV 41 B 55, M. 8 055 He iy ik B2
AR N R R0 HE T ¥ F B8R BLY BYEEE DNA TENG KRR P RF St e 7 E i B M
AR L AR ES A PR M BT & DN A AT TR SRR MR W B 0 2 oy R i A R —
[E10} Nested PCR J7 SR REYFAM LI 2 2 M RS . 1 A 0 3 B I AR F RIS Wi i — 1
AT A M B AR R I X EM R R TRTESWRRET — 8 FE.

E Hi . [EH 4R 2 T3 AR 7EA FH PCR fl Nested PCRUTIH A 1] 4 (5 I %3 A E 19 AT
REEA . FZERRTREFEEERNARN AR KO EREZITRIESSI . 81 H gas-pid.
pul fill px HXHAMFDETIH . BBRGTER.EH LT env-2ps KRN FFTE AT 4.
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o ANE FR . Nested PCR T M 0 IIRFRBW IR B R 355

FEEETAFHER: L env-epbl BEEFHEF P LKRHETN ETERBTH K. Nested PCR
RN R M-S T EA ;2 env-gpb IZEF B A HERTEA. AB=ETR.

TR B E BBy LRI R . -
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Rapid Detection of Proviral DNA of
Bovine Leukaemia Virus Using Nested PCR

Wang Hanzhong
(Waukan Institute of Virology » Academu Sinica. Wahar 4300717

This paper reported that proviral DNA of bovine leukaemia virus (BLV ) was detected by
nested PCR. External and internal primers were selected from gpbl gene in BLY genome. The
ptoducts of the nested PCR were identified by 2% agarose gel electrophoresis and were com-
tfirmed by hybridization with a biotinylated oligonucleotide probe. The results of the nested PCR
show that DNA forms of the provirus were detected from two host cells.
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