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WiE.
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100pCi 100uM dATP, 100pM dGTP 100pM dTTP, 6 {7 DNA B Ey I, 120ps DNave T #%4%
1004, 15°C RIEF AN Ines b 2 5 % 20041 (50mmol /L Tris-HC1 i 5 150mmol /L NaCI,
10mmol /L EDTA, (.1%SDS, pHY.5), 2477343 Sephadex G50 H:E#. J§ 1 x TNE(10mmol /L
Tris-HCI, Ipmmol/L EDTA, 100ummol/L NaCI, pHY.5YEL Ji., 47 ks, MRl sagsr
Pk epm) , F I IRVl B IO 2R B AT MR 8 ”P dCTP,
A, BIHENE WAV E AR I — ) FH-408 [1EhEAE R ( FT-603 F-21
} PUEES ) B, TR LI E, RATIT R R INTE FH-408 BShERIEWN
Bekman 245 LS9800 i M AIRE PR E 85 L I rt a0 B0 B =0 M 45 T 1R P B L EE SRR 49 . 5.
S Er BT HE M) O 2 4L IE T
Ju. HELFHEDM  HUH PR LLET 40p) SR ENARREIR IR HEN T IR E | 2@ ERERAER
. TR WM e, TR, AMRERUS . I SRS, & 100 AGmE
HaREE AR 0.2x 10%pm 17,

o ot
—. MBS AR M

5 LS 0800 jE KN BAZIE, 1002Gi dCTP Byt tE A 1.2—2.2% 10%pm ¢ GO
HENTRMZEEENRR Y, FANSRIERAERTE, 3RNF kOS5 4%
iF4f, 1004Ci **p ACTP 4 A & 37 50% X, LLENTTE 670, HILRHIERES
10%pm/ug DNA F2 75, EFS§a1WTik 1.5 % 10%pm/pg DNA, Rigby 52 fj15—204mol/L
p-2%p dATP F1ea-3%p dCTP ( Lk #5 35 100—250Ci/ mmol ) 3% #710 {R4FELL IS0y 1—3 %
10%cpm/ g DNADU® | Weinstock 52 I 24M a-3*p ANTP ( Fbi%2300—350Ci/ mmol )
PO ERiCIEE TG 3 ¢ 10%pm/mg DNA“” o FLEIME Al 1mel/L x a-3p dCTP, a-*p
AATP FXAATE N 75 AY HBY DNA #EiFIhi5 0 4.8 ¢ 10%epm/ ug DNA™,  IR{IR A&t
M Ha-%2p ACTP ( 6000Ci/mmol ) H#EiD HBY DNA #5-CUIA 4 A S S A S ML,

. = BREFEIAR R R AE

TERFE A ROSE D R Rk A rh sy Bl /H 0,25 g, 0.5#¢ 1 14g HBY DNA g
. PEl, BEIS S ARAEEYT, RN WL, SRR R R R B B E At
CR kU

~167CPM
1 MAfGa DNA 'L'Tﬁ'if"i'l'rﬁ“é"‘lﬁiﬂllﬁﬁ 3[’
———0_ 2ipg DN A we-e--b 5ug DNA

Fiz.l ZTElutien curves ol the nick—

1ranslated probes with «ilfervnt gqunn-

tities of DNA in three columns,
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#1 HRERREKS HBY DNA HSAEBUMHAXE

Teble | Relation among HBY DNA, incorporation rates and apecific
aetivities in the same reactiong s¥slem,

HEV DNA x32p ACTP B A % e B YEE epm/per DNA
(pg? {incorporatieon rates) {apecific petivities)
0,25 22,9 2.1x 108
D, R - 4n_ 1.0x 105

5 |,2x 108

1.00 46,

MELFTRAER Y, 2 DNA B 0.25ug B, TiE (475 ) B& cpm RS 114
x 107 cpm, Wi ( HEESHY ACTP ) 557 cpm WHRE Dy 0,95 % 107 epm,  FH% cpm 23T,
BodER epm T T, DNAB lug i, 1HEEEHN2.85x 107 cpm, TIEEF
BEM0.26x107cpm, TUEH epm HFIAPL T UM, AFE 1B S —FEH:
DNA &7 0.2562 I B9 ACTP B &35 23.9%, SREIFEE{L 0.5x 10" cpm, B DNA
BRI, %P dCTP 2 MM, SmRFEHE RSN Bk, HBIASSKRERMM
A lug DNA BT RIS R ARME, XEARERMMEHRRE,

[ Fl Sephadex G50 EHTAEEWHH, FEHF A& AT SHEM o P dCTP
SEIF. WIEE T —HERA-KE-BERZHNER. —ER-ik, Ek&EHED, —
BREMER ME BRGNS\ SHEN H2 hAFAREFENSREEEER—
B mg R, Bk EkEEH B 0.5 <10%cpm, BT [EIWE A 1.34x 108 cpm
HE LW HRAA TR LBEFXFMEE, AAEREFRHFEER. KNI
Sephadex G50 EH7fL#) ok tF Al A H B H —F BEE 5 WML

*107CPM =. HEi#fi e
6{ Jy T fods HBY DNA 454HIOH 5 £, T840
5] . Sy 9] FALR R IR 26 B9 DNA— BASEE 8 5
4} N %, HABRE. BRSNS HiknE. %
3f . EHR L AERELEHRE DNA LR 2 Mgk
al n DNA, .r]\t[:ﬁ’ﬁj,q% DNA, m;ﬁﬁq‘f DNA—EJ‘:HS
1N AN . FHaR . HREVIES NS5 HBV DNA Ji32

‘-~-10 /;\, . I SN, ST DNA 2 4IRM: LR,
Etiss PO, A S
2 EEREEIENSEER—ES

o 5 Z B TR B AR AR it HBY DNA 4

R —— R TERNBRET R ISR -, 80°CT IR B ML ig # 10l
Fig 2 Elution curves of twe nick-lral.lafated HEMWEEE, FeE, =ik T, B~ EE
probes through onc column respoetivity :‘F' x j’ﬁﬁﬁ‘qﬁﬁiﬁiﬁﬁ%o E 3 ]ﬁ 8?0125#ﬁ
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SR LB G 1,34 x 107 epm/ g DNA | Zee BSHRE Yy 0,27 % 10% epm, WA B

B4R, NPT R T X A B, RERETBE 1—6 &

Sy RS ST EIMBAE, B X SR SRR R e B A 1 B OB ) SORREE

) WIEE 5,  HEHERME Y 0.2p2 HBV DNA el B ko rh, 50 B o £ W 2 69 1 75 vh 1
HBV DNA S8 %S5 FX R,

B3 REermmES T
fEEFIEE, 8Talss EEHFILES, 1. Tdx 108epmfug DNA
SEPE, 0,27 % 1ofepm HHARERM, 4 X

Fig, 3 Detection of the probe's sensitivity,

probe No, 87¢l2: probets speeifio activity, 1 34X 108cpm/ug DNA

probe's quantity, 0 27 10%¢cpm sutoradiograph, 4 days

AL REAFST B SR e RN

— NG, WEEBEHEMET (-700C )Y TS, I EBE FEE R~
ERAXF A, RIS T R FIRE T RS S BR R, B 44055 R RR
AL BRI, (ERR - 7000, ~28°C ) TR E BB AR SN,
T4 CE BEI SN, AAEIBERGRHN, WRSREREOREE. Rit
RE B 7y 3% 28 vk R BY 8 for B AT B2 IO T 1%

hl
M4 THEEFETHHBERBELR
A, —TUC B, —23C
‘ C, —18C D, 4C

-y

Fig.4 Autoradiageaph of the b¥hzidized filter

at dilferent temperature,_

7oy R R S AT
$ HBV DNA {587 5 R B SIS TILR, PEFLITH HBY DNA {4400
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BRI H:,  TAEMDLTE  GEE S AR A B R . BTN & T AL B HR IR S T Ry v
HBY DNA Pk rFa 8T T8, SR N%E2 .

M7 2 ATELTT 5, DNA &5 HBeAg | HBsAg, HBeAg, DNAP @fHiER SHHAT
50%, G453+ AY3 HBe, #{ HBs, #i HBe @AM &HH /T 50, HBY DNA
5 G PE B bR P T P I A R 4 DNAP (81,79%), HBeAg (78,62, HBeAg(69,7%),
HBsAg PHSA (68,3% ), HBsAg (53,3%), BIA§, DNA SXHIFMAXIEED, 0
B (A HE I B ch BB RN Lk g DNA, TG AE R B0k 0 Bl PR A i 1h DNA 5 H 3 .

B2 AHEEEA TN DNA AR

Table 2 DNA posilive rates in positive immunoasszy seTe

HBsAg & HBs ii; HBe 3, HBe-igM i HBe
"PHSA Anti-HBs HE°AE A0li HBc Anti HBe-lgM DNAT HBeAz o HEe

HBsAg

KRN
Pogilive Gal 1nd 24 42 440 B nir w2l s
immuofnogsan¥

HBV-DNA
Eﬂ%ﬂve 215 It 0 33 221 e 41 224 a0
HBY DNA

DNA B#EF
DM A Positive L0 BB D o2 iB.G 48,2 3403 - — S LR
raLe

#H ¥ HBV DNA 45 HBeAg JerfI2 R, HUH1ET AL 14F, UERIF4E
[, DNA 5 HBeAg PR SR K (49—10005 ) ovmintein - R4 R HUHL
Z AL R 55 Liberman<68,6% )4 Fufid EHFE (52,9%0)°° BY&5 B HiT.

Krogsgard %5 +f HBeAg T HBV DNA B H{ERE FH (TR WS AT, HBeAg
5 HBV DNA RIEEMMEBRSEARNS M ZEEREERL, MEFESRHEEHRE T
FmRRBESR Rk, e REMRDERERTREAEN, HBeAg PHMFE
DNA [A¥ExE, A HFFELHET.

Brechot 713 (2 T B B M HBY DNA MIWYEshRE, 13 HTiER HBY &
A REFINAYILE h HBY DNA 230k, A b s A HBY [ 75 iF 41 i
P RG22 2F BBsAg fn HBcAg BRI RIER R, Feinman 530 HGIESE
HBRERES E— R S ERE (RIA ) BBt HBsAg 30 HBeAg B9 {51
ERRZIF, MDNA Zf BN MY TIREKFER 10 BBEE G . Krogsgard )
B —WtF R W, £ HBsAg p4E#ki0 4 01 7% ch, FfE HBeAg 14t HBe-IgM fH{E, HBY
DNA (3T fE M i th A7, A B HBV DNA f£77, #5682 m R HBV, M HFHE™
H,

R A I BRGER TR, R R BTG BE 7 FIRY — 2t 45 B SR 0 0 T B B 4
VIRE. WA SRR N el A T H T EEF W HBV DNA REAEUETE
ERR A, MRAHEY HBY DNA ;2R HBV iU B iE I8 s e dEd54h, HBY DNA
TRV R By 2 8 AL B R AN Z B R0 EIEAR .
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FRAMGEENEREBRHAFERX B ERS 42 . BFEHXERRRGEREARY ., HAT
HhEER R, REDERAFMELFEE. FAZEERAERSER. SEEEERERAL . ARt
EREd#. RRTELERIEESREEE. Eh—H.
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Preparation of a— *P HBV DNA Probe and its Application
in the Serum Detection

Ding Qing-quan Chen Shao-jun Ke Li-hua
(Wuhan Institute of Virology, Academia Sinica, Wulan)

Hepatitis B virus {( HBV ) DNA purified from the cloned plasmid pHBY,
and labelled by mick-translation with @-?*p dCTP was as probe, which can be
hybridized specifically with HBV DNA, The minimum amount about (,2pg of
DNA has been detected by high specific activity probes, The range of the iso-
tope incorperation rates were 23,5—67.0 per cent, The probes’s specific activi-
ties were 1—1,50x 10%cpm/fug DNA, According to clinical statistics the positive
prepertions of HBY DNA Correspond to 53,3%, 69,79 78,6% and 81,7% for
HBsAg, HBeAg and HBcAg as well as DNAp respectivity The HBY DNA hybdiza-
tion method for serum detection is more sensitive and specific than immuooassay

methods,
Key word,; Hepatitis B virus, Probe, Nick translation, Serum detection,
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