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S'UnBE A Rk E . UL
EEFERFESWYEBRELTF ATG. B4 K
PIE E EE R B S 5 120 MEEBRIFS,
SRMNUMAEME ZEEFAGRER X
a7

101 ATG GCA AAA AAC AAA CCA ACA TTG GAT TTT
131 GAA CTG ATA AAA ACA GAAGCC AAACAA CCT

161 GCC ACT CTA AGG AAG TAC TGT ATA GAG GCA
191 AAG CTG ACC AAC ACA ACA ACA GAATCT CGT

E4l»aﬁ‘ﬁE§EHmFﬁﬁEHFﬂ
54 47

ERGERIESE, RINTHEHABEANE
BE. XRi#t—5 3 EBREBFTREFEM
WA E A BT RIBE T 2R, BRTRITIERN
HEHETRBCRENPII.

2 F X MW

1 Henchal E A, Putank J R. Clin Microbiol Rev, 1990; 3:
376

2 F &, T, BREF. TEIRAMBKREFR
&, 1995:9 (2): 5

3  Sambrook J, Fritsch E F, Maniatis T. Molecular cloning: a
laboratory manual, 2nd. New York: Cold Spring Harbor
Laboratory, 1989: 34~35

4 Clark ] M. Nucl Acids Res, 1988; 16: 9677

5 Moles SE, Iggo R D, Lane D P. Nucl Acids Res, 1989;
17: 3319

6 Marchuk D, Drumm M, Saulino A er al. Nucl Acids Res,
1990; 19 (5): 1154

7 FAFEE, WX BERE EFEFRFRET.
1992; 16 (4): 274

A Cloning and Partial Nucleotide Sequencing of
the Amplified E gene Fragment of Dengue-2
Virus. Yu Man, Qin Ede, Yang Peiying, Sun
Lei, Xu Pinfang, Si Bingyin, Yan Guozhen
( Institute of Microbiology and Epidemiology,
Academy of Military Medical Sciences, Beijing
100850, China).

Abstract
from RNA isolated the Chinese dengue-2 virus
by RT-PCR method. It was 1.29 kb in length.
This unmodified E fragment was

The E gene fragment was amplified

directly
inserted into the EcoRV-cut T-tailed pBluescript
I KS* vector DNA. The positive recombinant
colonies were identified by the PCR and the
restriction endonuclease digesting method. Then
nucleqtide sequence analysis of the inserted E
gene fragment was conducted directly by using
the common M,;; primer. The result of the
restriction endonuclease and sequence analysis

the 120 bp of 5'-teminal

nucleotides sequence of the amplified E gene

confirmed that

fragment was the same sequence as reported.
Key words dengue-2 virus, E gene cloning,

T-vector, nucleotide sequence analysis
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DEAE-£1-4t & Z#7,

100 g O WLEKEL ¢TnT 5 mg, SHE R 97.6%. R FRAMAREE, £ Bab/C

IR, BAREG, i, TRAESSHKEBRESWHA TnT L REHE (McAb) WAL REAK
(Gs, Gg, Gio» As, A7), 4K 1gM, 18K 1gG, R HE 92~110 %. BEABMH3.2x10°°

~1.6x10°7,
X@E CWAEES T, 4k, REERA

CHABSER T (cToT) 2O E
HY=FIELENZ—, Z5.000X%E- 8
FRIBE. AR % DAL I/ B 5 2% B 0 € A IO 7%
F TnT KFREGBERH . SURH K BULG AL
AR EE, ENATEEONEE, &
BEBOLMHE LB RGH L2
w3, B DR AE L B BT AR B8 O UL
REFERR. ATBIEITT A TnT B4R L, 4
b, £ RHBFEFIK (McAb) #H &,
HETES 5 e R R B T AR 2

1 HMESFX
1.1 DERE :

ANBSMETE O (B OHERR, SE
LHAI<3 h), HFE—FEERFHHHITER
4t
1.2 F T8

ZK-401 HEKE & 0Pl #E BHG &
Al ; FH8802-2 ZEAhIi il . #iiLiR N P45
PrXE8) 5 753BI fHLAL % Sh ] LY 6 06
e BRI DG-3022A BRI 4
REFE] ; CO, . EE Heraeus 23] .
1.3 FERAH

DTT. PMSF., # K52 F M. K K7 E
e JERS T EREZE (HAT), KEE
. MRWEIREZE (HT). IgG LR MmE.
HRP-% 5L 1gG ¥4 Sigma ™ fh; FAABLE
Marck A 5]; DEAE-AF4 XK. LR AELL
Bl O 40 %5 SP2/0. == M A & BF 52 B
HoR w2 4 B 7= 4k

¢TnT McAb (NT-302): H & Chiba K2
Takashi 2 B # . ‘

1.4 cTnT BRI F0SL
BRErpRE oSN, KBIE 4C THT. =

B8 Jin F1 Katus 308 BUE# O, +£
BREGRI A4 AL, FREUA = O 100 g, BY
5], H 10 FEBRASEE (50 mmol/L Tris-
HCl, pH 8.0, 0.1 mmol/L EGTA,
0.1 mmol/L PMSF, 1 mmol/L DTT), 10 X
2 sHREEISEE, 4000 g X 10 min 2.0 WITIE,
BUARSE A B L8 BUE R ULIE, b 10 1%
HRFEBM (50 mmol/L Tris-HCl, pH 8.0,
1 mol/L HCl, 1 mmol/L EGTA, 0.1 mmol/L
PMSF, 2 mmol/L DTT) Hi#d#&, 4000 gx
15 min B.0B EE, DI ZE 70C 15 min, K
B2 h, 4000 g*x20 min B0, WLEHF, 2
30% ~70% BBk ELh M, 6000 g X 20 min B0
HRTE, DA 10 R EEW (30 mmol/L
NaCl, 10 mmol/L PBKME-HCl, pH 7.0,
5 mmol/L 2-3i 2 Z B%, 0.5 mmol/L EGTA,
6 mol/LIRE) #EtrEeimRek, HH 10 FEH
BKmME-HCl (pH 7.0) #FEAT 24 h, 6000 g X
20 minBE /O B ERULKE. H¥EA LSBT
/€, L DEAE-#H 4 R Efr & (2.5 em X
10 cm), 0~300 mmol/L NaCl 6% (0~
300 mmol/L NaCl, 10 mmol/L ® B-HCI,
pH 7.0, 5 mmol/L 2-FEZ®E, 0.5 mmol/L
EGTA, 6 mol/L R ). ¥ B & K
0.1 ml/min, &% 2 ml W&, kKN MELY
72 h. AR KK 280 nm. FH RHKE
il & KA Lowry ¥%.
1.5 cTnTHETE

DL 4L B T SDS-PAGE #ll %€ ¢TnT
SFFRE. TnT EERASMEHFEHBF
BE M B a5 . B8 ELISA £ 5%
¢TnT: 100 pl cTnT (1 mg/L) EBBEME
WMILAR, 4CHK, %%, BT, A cTnT
McAb (NT-302), #flL% 100 pl, 37C K&
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1h, 3%k, #F, WABRRTREHIERR
sk, 37CK#E 1 h, %k, BF. &Y
WP EBEER(TMB), & 1L %2 mol/L
H,S0,. Btr{{M, #HH 450 nm.
1.6 cTnT 89 McAb i3
BHWREHEA cTnT 40 ug, FMH# 2.5 mg,
BWERAEREA 6 R Balb/C /NEERE. LIE
RARAES cTnT 40 pg, 3K, BERT3
X, MAHESE 60 pg. L 50% PEG 4000 %
MEH, BIERAKES SP2/0 AR E S
(5:1), TWilS RPMI-1640 (& HAT) k#IE
#, —Fs HT W tE5H. £ ELISA &M
TEPHYE ST RE J5 B 7% 35 i 4 B i A\ Balb/C /)
BB, K. WMok ot fr e 6 B,
Ig WANE, HREMBOINE.

2 SR

2.1 <TnT M5{L

FT1H100 g FRELZZLAPEAL cTnT
PR, X384, KB IXRLERE
BE—F. Jin " RE 4 OW cTaT 4ifk hndh b
Mg EHR 60C, RITIAE 60C. 65T,
NC=HARBETLERS, KREAESR
TOCHEREEMELSR. FTEFRETTRER LM
E 3k ENEES S

®1 ACHNSES T AL
EEASE cTnTHE TaT B X

% /mg" /%% /mg
L5 106.65 7.88 4.00
1 mol/L KCl % 30.48 8.02 2.74
70T #&4b3 1.82 43.26 0.78
30% ~70% SEMR ik Hy 0.67  45.76 0.43
TT AL PRVE IR = R b 0.28  62.14 0.17
DEAE-§# &R ¥ 0.05 97.62 0.05

VN g B OMHARATER, PUAEERANTER
HX.

—RRE T, HAHLNREMEIENT RE
FEUREETUER LERKF. RIFYH

i &b ¥ 8 R F H 2 & DEAE-H % ¥ fl/=
Sephadex A-50, Z&RB RIS BWHFERE
LN+ R AT cTnT HEH KD FF.
FIH cTnT HFEE NaCl 3K KCl B9 5 8 P 4b
FHRRREMFHET, LR EEEATA R
miELER - HCI 2b 58, FMEBR T —&
e TnT WES R, B G LA b I £k pkng-
HCl ST 88 cTnT WERRREMAE R X
AEAEe.

B 1 854 0~300 mmol/L NaCl # £
B ERE. EtHBENA, VEIEL S
¢TnT. FAILIE Y oTnT L AIEE T IEE NaCl
BRPAREH L.

0.5f
0.4f
£ 0.3]
0.2
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40 80 120 160 200 240

Es
B 1 cToT 89 DEAE-H XK RETE#
cTnT#HTF 5 ml EHM)E, L DEAEH KR
&, H & 0~300 mmol/L NaCl 89 ¥% % W &8
EXR (RHBS5HE). NHA cTaT.

2.2 ¢cInTHSTE
B 2 % cTnT % SDS-PAGE W EM 2 TR
BREAH,BPATTA FHREH37 ku. T2 H

B2 cTnTM9FHER
A: BoFREtrER
B;: B: cTnT.
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TnT EEBMBAN M, HRE Guser
it AR,
F2 InTHRERAH

TER ¢TnT ZER ¢TnT
RABEE 23.2 RER 4.0
BE# 81.4 BER 11.2
“EB 6.0 FRAR 11.3
HE® 12.5 RE® 17.2
AER 5.5 EHEAR 6.9
HER 35.7 MER 35.2
HER 23.5 HER 8.4
of 8.0 9.1 HEAR 4.6

W ELISA AR, ASZEREILE cTnT
5 NT-302 McAb fEE E /W, R cTnT
fLEAR B, WL AAEX BAH 11 4.

2.3 ¢TnT B9 McAb #I&

7 SN0 7E A0 U5 T 0 2% 3 R A i P A
Bk, MEEHNT1.36%, —REBILETLS
BHEEE W cTn'T McAb B9 243578 S Ma bk, %
BB 92 ~110 &. Ig EREE: G H
IgG., A 1gM. Gg BEKZA 1.6 x 107,
mA3.2X10°% FRUHELEEBRR A b,
Gs, G, Gi, As WAL B8 AL B8 ¥ K5
(CK), BERRNLBR % AE R TEF (CK-MB), #.
MIRE® (LDH), AEFEH (GOT) F.o
DB A X W ; MmER L As f1 G;
Bk McAb FIAH TS XL (AI) H N 58%, #]
HA| cToT Bk LW ARPUIRENL, RAFHM
BB, Hpsvk AIEH/NT 50%, FEIEG
Al —HuR AL
70 ERPIRESME cTnT B4k 77 L
THZLES. BFHPFBAR, FER
ARME, HEF#HZE. In BYHWFTEES
FE a0l TnT #94i{k, {BZ<SCEIE B
BHFEAREERA cInT 4k, A FEE
FEMBRER FIEMAAR, BE. BT K
H ¢TnT #1485 ¢TnT McAb, M4 ET ZHEA
it cTnT EA LR B LRERS TRME

RN RE T LES.
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Purification of Human Cardiac Troponin T and
Production Monoclonal Antibody Against It. Li
Zhiliang, Fu Chaoping, Lu Qing, Li Meilan,
Qian Xuexian, Wang Suhua ( Zhujiang Hospi-
tal, First Military Medical College,
Guangzhou 510280, China).

Abstract The purification of cardiac troponin T
(¢TnT) from human left vertricular muscle has
been developed. The 5 mg ¢TnT were obtained
from 100 g cardiac muscle by homogenization,
70T treatment, imidazol-HCl dialysis, and
DEAE-cellulose chromatography. The purity of
total cTnT was 97.6% . The cTnT was used to
immunize Balb/C mice by intraspleenic injection
and five hybridoma cell lines (Gs, Gg, Gy, As,
A7), which secreted stably monoclonal antibody
against human c¢TnT, were obtained by cell
fusion, identification, cloning, four lines were
IgM, one line IgG by immunological analysis.
The number of hybridomas chromosomes were
92 ~ 110, the McAb titers from ascitic fluid
were about 3.2%X107¢~1.6x107".

Key words cardiac troponin T, purification,

monoclonal antibody



