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Leu) MEZHEGEESERG ROEALHMMA,

HEGLSEERERSEN 107%. =YK
EWIEEN 25. 61U/ mg. XA e 55 R SHRKE
S KB EARMER. X¥EHEEA
B EPW RN Al BIERHEHEZER
BRJE, SRERMHEEIERREAYEEE
FLABEEZBIEH. RRES TF5ZEME
Y FH B 1 2 T ) B 7 e 7 2 A 0 AR R R
FEAH AIGly ¥y « § £, A4Glu, A5GIn,
A18Asn, A21Asn, B9Ser, B10His, B13Glu,
B21Glu, B22Arg SR EM M A L & B &
RHA R E. 11 A4Glu LR AdLeu, B
REFLRBL T —RBEER, FFRE Ad
MFERES Ale R R IR BHIK, A
T Ad B H AT REE LB KRE, HH
HIIRHAREERNRULMBES ES 5
ZHMEAER. B Hua 8 NMR T 47
AR A B A2 5 A3 MEHIAFIREEM.
A3Val-+Leu insulin Wakayama 45, ¥
T ASHRESIRES REWEEAREE, H
HABHRD A4Glu REEZRE S PHEH.
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Purification and Characterization of the Mu-
tant of Recombinant Human Insulin (A4Glu—
Leu). Chen Laitong, Tang Jianguo, Hu Mei-
hao (College of Life Sciences, Peking Univer-
sity, Bejing 100871, China).

Abstract

gene (A4Glu—Leu) was recombinated to the

The mutant of human proinsulin

expression vector and expressed in E. coli
with high level. The expression product was
purified by Sephadex G-50 gel filtration and
converted to the mutant of human insulin by
trypsin and carboxypeptidase B. The insulin
mutant, purified by DEAE-Sephadex A-25,
has an expected amino acid composition. The
receptor binding activity and biological activity
of this mutant are the same with that of stan-
dard porcine insulin,
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L CrELE 6 MANRRTEN. AHIHCHBEINEE 2 B RRETOLF R RE L AR B IFREM
MR, RRCHRZERRYY, mHCHTI# CEA 447
XA BFEG I RB AT, B B R, FRLR BRI, HRC

B 8] 73 BF % 6 % 5 A7 (time-resolved
fluoroimmunoassay, TRFIA) & 80 /LA E
KRB — M AN R A R RATRH IEFR 4L
REESTHARD. EHMETE (U Eu W
2) WinEY, FuTE 5> B AR I B 5 R .
HTFEuESYEATIMRE: MEIMES
J[E1#Y stokes (L FEIR K, i& 273nm, RIEX/G
HETRRA; REDEEFIRE, 500K
WHRE<10nm, H#lliX 10nm EEHNNES,
ARBME: AIMRERME, HYTRKHES
THIEY® HEE: FAIBRENRIEFMREK
(~1000us) , TERK M CIRBKR T » 0] $ER — B it
6], fEFMAFRETLTLREHNR, &R
KA. Bl TRFIA AR EE
. FRAER, MEARABNEER, $HF
B, B A B pOE.

TRFIA RS, Hl&HEER. REEE
RE Eutrichik 2 Xz — ATWELZLRF
INRE A M A B &7, 38 Eu’ fiiikE s
BX. CHENWESHT : LB =Ko RERN
(DTPAA),1-OGf-ERFEZE)-EDTA , BEXE
E-MEXMF+ IO, EEFE-EDTA
FN- Of-REAEFTE) -DTTAYSEH. H
AEFF EAM SRS —T. fFalE N'-
Ct-RHEEFE) -DTTA EZ2XM, RAE
T HIEHEE R 15—20Eu’ B 14§ 1gG 4 F0f,
WAL BB EE MK P ERE, T HRE,
K pH T Eu®™ 82 5E FAF #01R , 2min PRI A]
SR B, EAMFHREEXHEEY. B
BRI b T R e A 3 R K S A
( time-resolved immunofluorometric assay,
TRIFMA)S 'l & it ¥ PR (CEAY, H
RMNERHMN- Cf-REHEFE - — 2=/
-N', N?, N°, N*-PQZ B8 (RIPrRoalA
*#-DTTA EuNa) HE&F™, #4177 Eu t5
Ll CEA B DR (McAb) C A Y

H. EARXLHRE.
1 HEFEZ
1.1 ¥

BREEYXE-DTTA EuNa: A FFHF4$.
CEA: b & ER:. #ii CEA McAb C,, Cs Ml
Ci: THE_HZE. Eu,0;: 99.9%, Koch-
Light 28] /= d&. ZIEFEE /L (TOPO). >
97%, Fluka A8 ™ 5. BFEHFBR=#FE ¢
NTA): A&F &)™, Triton X-100. BDH A 7
ah. K ZETFAEEH=FK. 12 LK
FE M # :Labsystem Finland 2 7] /e dh. R .
KZ B 0.1ml, E_H B HF 7mmol, B
NTA 15pmol, TOPO 50pxmol, Triton X-100
g, I K & 1L. Tris-HCl 4 #7 & o &
(0. 05mol /L., pH7.8), HF& NaCl 9g, 41
HHEEH 5g, NaN; 0. 5g, AFFEEH 0. 5¢,
Tween 40 0. 1g.

1.2 {%28

LKB-Wallac Arcus 1230 Bt [8] 4 ¥ 7% )¢
{X. LKB-Wallac 1296-001 ¥ & #& &% 2%

1.3 H#&

B Cy; 1. 1mg B/NR AR, IIABKBRE
B rhuE (0. 05mol/L, pHY. 6) 480pl, JBA]. ¥
RHEEETE-DTTA EuNa 0. 33mg FH—/M
P, F 50pl KIS, B 50l — H 3 W5
(A_HETRAFEREZESHD,.RBSE,1
BANZSHFHIBES. BiRfERE, Cy s E0*7
Fl:61l mAaTFHEE. NMENHFE 4CKFE
MR, FEEHEIX.

R W ¥ 2 Sephadex G-50 Bk EHT, &
K 0.7cm X 30cm. A Tris-HCl 2 M ¥
(0. 05mol/L, pH7. 8) F# 3 MBEHK. HE:
Iml/5min, X 1%. FoWE.

MECEAE, SEMA 1ml K, B
51. | UV-3000 4+ X696 & it A=280nm, 0. 5cm
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PRUE 50pd FIAF TR MO 1500, iR 51, FRIBHIE
%. MARSWERBMEFBENARKEY
Eu®*"-C,; 200pl, fRIBHER. SILIMAMERK
200pl, #R¥% . #8 B FH MK NIRFE, 5 CEA friE
H£E [ 4.

o, FIF X CEA # TRIFMA #9454
LR, AN McAb ByFs, MREEMEH
A atE], E—ME KRR ERE, Ev’-
ChlkEMAoNEMBETELL &G, #1177
LI R ELERE.

2 R0

2.1 WEHFICEOR

AWEIRCE AW, i€ T 2B EME
Efya R EMROGERER (8 D. WY
ERme—3. 9. 10 HE X ECT-Cyy, ML
FEIME 25 (FHFREAN) MHEEBA 2K
-

XEARCRIMT 2R, MERKTH
TS HREREERE (DTPAA) HESEH, H
Eu fRic AL A &AM LR HUEFERE
YR ERKESKEREE T2 NS
5, EAT AT F e iR U B e i kT B
A MR RERM T EREEAE, MA
fE—Rr B E R, XEA T ERL K LiRE.
2.2 Euv**-C,HEiEMRIE

2 R Co R ArHER . & 3 K Eu
FIRAEBERAEMLEL. MBS I0WED
Eu'*-C, W LIS AR 5.2 F1 9. SEw™ B F
&7 Cuhir+.

BRAE LEkE, ARi# A T%E-DTTA
EESH, BEuREEATRBERTHHIE
¥, BRBE XEBEMRIIZTRIES, I
B9 ARIC LIS Y R BE R AR IC I 89 R IE T
2.3 C,MPRiCEHE

MBEEI. 10WE C, opiricBEWER
64 %.

2.4 Eu-C, it RENAE

F Eu*"-C .1y CEA ) TRIFMA @t

L mE4 HablE, TRRLESHH

Ew*-C,, 1" M1 2" TR, 2" MR R 1° 1 4.
PERZERY, EMETIT, BEES, £9
Ev*-C B EHERY, HEXKEMELREH
Rl %R, ENATLES CEA #ilzg.

mAE 48R, 3 CEA ¥k E# 100ng/ml
Bf, BERERMEAHEL, TRMTESE
FEK.

2.5 Ev-C,NBEM

E"-C. &G, &4 R EH CEAH
TRIFMA 5L3ER, Z20EERFHERE
.

A6 KA TR A EFEE-DTTA EuNa
EEMIRIC 1gG EE R A RME. A CH
h A RBAERXY, BAXFHESH BRI
RESEFGEEE, HREHR.

HiXFE & FIFRic 1gG TEH, FHFEE
WabFE R, W AREYRE. BTFRieel
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K EH &R, XEEDHF HROLR
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McAb C,; Against CEA. Zhao Qiren, Zhang
Fuhua, Liu Jie, Lin Han, Li Meijia, Zhuang
Xianglian, Chen Ai, Hu Bi (Institute of Radi-
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ation Medicine, Chinese Academy of Medical
Sciences, Tianjin 300192, China).
Abstract

(Eu) labeled mouse monoclonal antibody

Study and application of europium

(McAb) C,, against carcinoembryonic antigen
(CEA) by using a synthesized chelate-N'- (-
isothiocyanatobenzyl) -diethylenetriamine-N',
N?, N*, N3-tetraacetic acid Eu is described.
The Eu-labeled C,;was separated from excess
reagent by gel filtration on a column of
Sephadex G-50. The fluorescence and ultra-
violet absorption for the fractions were moni-

tored and the curves of fluorescence and the

optical density were all the same. The specific
activity for the two tubes of the labeled-C; at
the protein peak was 5.2 and 9.8 Eu'*/Cy;
molecule respectively and the recovery of the
labeled-C,; was 64%. The labeled-C,; was sta-
ble for 6 months at least. The standard curves
of time-resolved immunofluorometric assay
using the labled-C,; showed excellent linearity
and slope and had been used in the assay of
CEA in serum.

Key words time-resolved fluoroimmunoassay,
time-resolved

immunofluorometricy assay,

nonisotopic immunoassay, europium label
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ME FHHUFMER-Fe (1) fdEAES5MERFHGBALYILE (SOD), LB /KEHH EBE
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EMEBFERBIEPEEARO, ,
* OH, H;0,, 'O, FEEE4E, HEBEE kL
Y LEE (SOD) RiEk O; WEER, EFE
R IR B TR A B4 E i H,0,, - OH
) EKRIFEND, k9% SOD MIBILER R EH
WEEZMLD . Reiss FOUERFI AR FH K
G CIEE SOD i, XB e 5 EHEE
L HRGH %

KR SOD R 5 # R & 5 g Fn 40 L A IR
HE OB, HEEE 4SS SOD MEH
MARYBEREEERT. B, HXE/LMR
thJ5 SOD o o] 5 1 5 F1 K R 8 9 AL 2 & o [
8. AR RHHICMER-Fe (1) F3EHIEE

FoEALYE LR, SR, SKER

£ )5 SOD #1TH /K EHr 8 B HFK B 1 £ KA
SOD, &R EMH/KE SOD 5 E O EHEE,
#mSOD S EOEREMES HRiKEKERSE
%,

1 #ENGE

1.1 #H

4SODW H H it Bl & ¥l 3%l I, B3 A
£ Sephadex G-100 B4ifk, B2 R HEHVTEH
H.7& & 3300 McCord-Fridovich B {ii, ik H %
a4, BREOEANEEHEY Sigma A7 5.
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