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1.1.1 A A CD3 A4 UCHT1 31 3 E, UCHTL A WHIHERE 1gGl T
8, RAEHE P E AR NSL. _

1.1.2 @EFIB0H PCR A Taq DNA B &85, il 46 BT i 4 0Re AR B108, SE 4208 A
Boéhringer Mannheim (B. M) 4] ;RNA 2 BULH &1 8 GIBCO/BRL A7) ; KL 3§37
WA BMAF;EFEHRMEPPIICTP B EH NEN 28], Ml F €7 &M E Pharma-
sia 2 H] o
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1.2.1 PCR 3[#¥tit, £MOURL7 BB FR1 A FR4 8P 551900 T -
VKBI14 5'-GGGTCTAGAGACATCCAGATGACCCAGACYACCTC-3’
: Xbal
VKFOR46 5 -CCGAATTCAGCGCGCTTCAGTTCCAGTTGG-3
EcoR T
VHFOR43 5 -GGACTAGTTGAGGAGACRGTGACTGAGGTTC-3’
- Spe 1
VHB14 5 -GGCTCGAGGAGGTGAAGCTGGTGGARTCYGG-3'
XhoI .
1.2.2 Z0ffE RNA RE 2 RIRH &R 3, AT R sbE BEMAEE,
1.2.3 5 RNA J#% cDNA Z B, VBT 50ul, BT HE RNA 29 50pg.
1.2.4 PCR TR BUE3R PCR 74 Spl R HkR, IE &R ANTP, 5[91% ., KR 10041,
100C A HE 10min, MIA 0.5:d Taq B FIETEHRMT
IR 72°C HE P 90s, S5TIB K 60s, 94C A5 4 60s; TEFF 30 I, Ji5 FE{H 5~ 10min.
FEE I8 727 FEMH 90s, S5CIR K 60s, 94T 454 60s; ﬁﬁﬂ 30 iR, J& iE 8 s~10mm,
bp - HR 10p] R B TSI,

—i26 1.2.5 EEFREMNT & L& PCR &) B % 16T
179 POERERNZ Hine 1 BEIHY pUC19 34K R b, 51k fF A
:::322 ek, SR EUTCR B H % G JE I F . SR A BUEE DNA B, SRR
50 FiEm F, B AR £ 1 Pharmacia T7 Ml FRF) SHHEF. H
o DNASIS 447 B8l ¥ 51,
e U '
sy 2 H R
—76
-—-—1 198 2.1 HLA CD3EH vy, Vi ERHT %
N lggg M 1R ARSI AR vy TV R &
‘ o IR I Y SMUEE 10 AL Pl Vi 5K 40 350bp, Vi K2
AR 380bp.
2.2V, #0 v, ZEEMEfME
1 $ACDS bR, & _
: - W Ve T Vi ZEFEEA pUCLY kL, 35 0 15501 BE 4 7

HET]AF KB F Y PCR 45 8

Fig.1 Amplification of im-
munologlobulin  heavy and
light chain varible genes by
PCR. The PCR products
were examined on 8%
PAGE

A: Vg pgene, B: V, gene, C:
PGEM DNA Marker { promega
company )

B, 2L EA R BN SHIH—F, #—25 H PCR BIE
WEFMEERADBERT.
2.3 DNA F3IE R 54

CEGESEIN I 4 SRR, SRR T 8 g, B2 FIE 3
WM vy M Ve EBE P RRESHEERER, vV, HEH
K 366bp, %l 133 M EERE, Vi 2 327bp, B 109 A5 %
BRTE524E 23 Ul 87 (LA R E &S 22 fifH 96 fL/ B & cyse B
TPERREEN 5, EMATZ XL AEMERPEEEE
H. Eh7) AV FR K# CDR X.,
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B EE, Vi B subgroup VIER, B V FEM MUS JK2 EHMR. 5—
AR RB R NQS589. 4 FE 95.2%, HPEEERKE FRUJK HE). Vy B subgroup
TWAH Vv H B, MUS JHL fl D KREHEM AL, 5 —FF R M R NQ11.1.18 FER % 80%
Vb, R D FREREK, V FBEESE95%.,

E V K L Vv E S G P E L
GAG GTG AAG CTG GTG GAG TCT GGA GGT GAG CTG

v K P G A 8§ M K | § C
GTG AAG CCT GGA GCT TCA ATG AAG ATA TCC TGC

K A 8§ 6 Y 8 F T G Y T

AAG GCT TCT GGT TAC TCA TTC ACT GGC TAC ACC
CDR1

M N wv K H T H G K N
ATG AAC TGG GTG AAG CAC ACT CAT GGA AAG AAC

L E W M G L i N P Y K
CTT GAG TGG ATG GGA CTT ATT AAT-CCT TAC AAA
' CDR2

G VvV 8§ T Y N Q K F K D
GGT GTT AGT ACC TAC AAC CAG AAG TTC AAG GAC

K A T L T V¥V DK 8 8§ S8
AAG GCC ACA TTA ACT GTA GAC AAG TCA TCC AGC

T A Y M E L L 8 L T 8
ACA GCC TAC ATG GAA CTC CTC AGT CTG ACATCT

E D 8§ A V ¥ ¥ C A R 8
GAG GAC TCT GCA GTC TAT TAC TGT GCA AGA TCG

G Y Y G D S Dw ¥ F D
GGG TAC TAC GGT GAT AGT GAC TGG TAC TTC GAT

CDR3 -
vV W 6 A G TS V. T Vv § 8§
GTC TGG GGC GCA GGA ACC TCA GTC ACT GTC TCC TCA

w2 A CDS B EHWEREREFH RS EERE
Fig.2 Nucleotide sequence and deduced amino acid sequence of Vi gene

of UCHT1, CDRs are underlined.

3 W

FURSE L3R R SR, TSR R ) BRIk, BT
H SO R F SUB RORHES %, RIS BCHRI7), BLFRL A FR4 AR <F 151
SERE B B9 — 25514, SR FDIE SR TR B 4 D B ST AR R T B B B Y
LA B R
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b i ¢ M 7T Q T T 8 § L
GAC ATC CAG ATG ACC CAG ACC ACC TCC TCC CTG

S8 A 5 L G D R V T 1 S
TCT GCC TCT CTG GGA GAC AGA GTC ACC ATC AGT

cC R A S Q D I R N Y L
TGC AGG GCA AGT CAG GAC ATT AGA AAT TAT TTA
CDR1
N W ¥ @ Q K P D 6 T V
AAC TGG TAT CAA CAG AAA CCA GAT GGA ACT GTT

K L L I Y Y T S8 R L H

AAA CTC CTG ATC TAC TAC ACA TCA AGA TTA CAC
CDR2

$ 6 v P 8§ K F 8§ G 8 G
TJCA GGA GTC CCA TCA AAG TTC AGT GGC AGT GGG

$s 6 T D Y S L T I § N
TCT GGA ACA GAT TAT TCT GTC ACC ATT AGC AAC

L E Q@ BE D 1 AT Y F C
CTG GAG CAA GAG GAT ATT GCC ACT TAC TTT TGC

Q Q@ G N w T F A

CAA CAG GGT AAT QCQ CTT CCG TGG ACG TTC GCT
CDR3

G G T K L E L K R A
GGA GGC ACC AAA CTG GAA CTG AAG CGC GCT

B3 FMACD BRS@nEXERFI RIESH AL
B IF 7
Fig.3 Nucleotide sequence and deduced amino acid sequence
' of Vi gene of UCHTI1, CDRs are undelined

R I, —FNAR R W —f 8 h. WA W B 2 s I p o1
MR EE N HH — & HAhEEEe . AL (DNA MR, 4 PCR P18 45 Rk
B Vi ER B BT 4 D RERREGER, 1 Vi 2R T, RART AR A, BF
o381 RIA B TR 7E 282 3 B L (94 ﬁﬁ%@)%ﬁ}&d& HEZREMFIIHSPEH,
T 23 DARERTH cys AN Ty BRI BIOTL) . —F AR R, XE—HE T8
R NSL MR v REABEE, EtkE, iﬁﬁm%f E Vi BRYHHS B,

PCREARERGBERTERE ZEH, Bt SR eENE, BT RednE
FELRFFRENEERE. RO HE Vi BEE I E(CDR1) % 31 (imH
Asn-Ser X FHRABXTHLE TS RAERT L G E MR, B AT E ST RS RR R, b —
R
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Cloning and Sequence Analyses of the Vy and Vi Genes of an
Anti-human CD3 Monoclonal Antibedy

Liu Xifu Xiao Sa Gu Zheng Wang Yong Chen Ai  Lin Qing Zhang Weigue
Jiang Xin Huang Hualiang
(Institute of Genetics, Academia Sinica, Beijing  100101)
Shen Beifen
{ The Basic Institute of Academy of Mitkitary Medical Science, Beijing 100850}

Abstract The two sets of PCR primers were designed based on. the conserved sequences FRI1 and
FR4 of antibody variable genes. Hybridoma cell line UCHTT were cultured, and the total RNA were
extracted. By reverse transcriptation, the cD.\TA were synthesized and used as templates for PCR, and
the desired Vi and Vi gene fragments were ampified. The PCR products were cloned into pUC19,
and the recombinants were screened and sequenced. The sequence analyses results showed that Vi is

in length of 366 bases for 122 amino acids and Vy is 327 bases for 109 amino acids.
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