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Molecular Cloning, Expression of hBLyS and Preparation of Anti-hBLyS Monoclonal Antibody ZHANG Zhi-
fang'. ZHANG Churryanz, PAN Jing*yun], LIN Xueyanz. (1. Department of Physiology, 2. Department of Immunology,
Zhongshan Medical College, Sun Yat-sen University, Guangzhou 510089, China)

Abstract [Objective]l To obtain monoclonal antibodies against human BLyS(B lymphocyte stimulator). [Methods] The DNA
fragment of hBLyS was cloned into pGEX-4T-1 plasmid, and transformed into E coli BL21. The expression of GST-hBLyS fusion
protein was induced by IPTG in E coli BL21. This protein was used as antigen to inmunize BA LB/ ¢ mice. The splenocytes of immu-
nized mice were fused with myeloma cells SP2 0 to produce hybridoma cell line which could secrete antr hBLyS antibodies The veri-
fication of antibodies specificity were characterized by ELISA, Western blot. and flow cytometry. [ Results] The clonedinsert was i-
dentified by both sequencing analysis of recombinant pGEX-4T-1/ hBLyS plasmid and double digestion of recombinant pGEX-4T-1/
hBLyS plasmid with restriction enzymes EcoR[ and Sal I . The expression of recombinant GS T-hBLyS fusion protein was confirmed
by SDS-PAGE. The monoclonal antibody generated from hybridoma 1¢6 was obtained with spedificity for extracellular domain of
hBLyS on human peripheral blood CD3" T cell activated by hIFN-7. The monoclonal antibody of hybridoma 1¢6 belongs to IgG 2b.
[ Conclusion] The monoclonal antibody against hBLyS with high activity and specificity have been established successfully. Tt provides
us a basis for further studies of relationship between hBLyS and autoimmune diseases

Key words: BLyS(B lymphocyte stimulator); antibody, monoclonal; T-lymphocy tes

B (B lymphocyte stimula- . ,
tor, BLyS) (tumor necrosis factor, hBLyS )
TNF) , 285 , hBLyS ; BLyS
II . BLyS T 5 hBLyS ,
, B . hBLyS ,
» BLyS B .
B, S (systemic 1 7H’ 7H—J:j 7:7‘(%
lupus erythematosus, SLE) BLyS 1.1
BLyS ) SLE pGEX-4T-1 P harm acia ;
(=3, . BLyS BL21 .
» BLyS 1.2
, ( , 6 ~8 ) BALB/c
:2002— 01— 15

(1964, . s



3 y . BLyS . BLyS 177
( ,6~7 ) ; .
SP2/0, 1L4.5 miaaks  SP20
50 mL .
1.3 HAT  RPMI-1640
DN A T4 DNA . 24 .
; 1 mL, 5% €0,.37 C
. 10 . .
(fluorescein isothiocy anate, FITC ) 1.4.6 MPESLIEEY 55k BT 2L GST-
IgG DAKO sHAT .HT.PEG. hBLyS GST ;
(HRP) IeG Sigma ( )s
(ELISA) .
14 GST-hBLyS GST
1. 4.1 pGEX-4T-1/hBLyS % ik Jf #:69 #) 3£ ’
(glutathione S-transferase, 3 ) o
GST) pGEX-4T-1, L4.7 FRAROHFHELRERFFEE>T O
hBLyS ( EwRI  Sal 1 X ELISA. ELISA . © (Western
)  EwRI Sal 1 , blot): . © (flow
. T4 18 C. 16 h. oy tometry, FACS): ;
pGEX-4T-1/hBLyS. PNy 3d
L4.2 K AT B8 4 IR S% A0 B bk R ‘ 107
BI21 . RPM 1640 .4°C  1h FACS
30 min, 40 C 90 s, 2 (ITCES
min; LB .37 C 45 min , CD3' T cpg™ T . @
B ’ GST-hBLyS . ELISA
37 °C ’ , 6 0. 01 mol/LL PBS
) EoR]1 Sal 1 , ’ (
PBS) ( 1.4.4 ).
DNA ,
. . BALB/ ¢
1.4.3 GST-hBLyS & &&@ &% § &% 0
pGEX-4T-1/hBLyS
2XYTG 37 C ;
14100 . 2h, 2 4 %
ODgo=10.4 ~0.6 , 2.1 pGEX-4T-1/hBLyS
(isopropyl B-D-thiogalactoside, TPTG ) pGEX-4T-1/hBLyS
0. 2 mmol/ L, IPTG , , DNA , 10 g/L
4h SDS-PAGE X EwRl Sall X
GST-hBLyS DNA . 4.9kb  pGEX-4T-1
. 858 bp  hBLyS . C 1.
1L4.4 %Iz GST-hBLyS 05 ») DNA
mL Q2 ¢g/L) C 2,
s, 3 6~7 BALB/ ¢ hBLyS ¢cDN A
GST-hBLyS . (n, ,
3 5. GST-hBLyS 100 UL .



178

(Acad J SUMS), 2002, 23(3)

6 106

1 BE2 —

992

1 pGEX-4T 1/ hBLyS
Fig 1 Restriction map of recombinant plasmid (10 g/ L
agarose gel electrophoresis)
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Fig 3 Analysis of expressing products of GST-hBL)S

fusion protein in E. coli BL-21 by SDS PAGE
M: protein marker; lane 1 ~2 M =58 000 GST-hBLyS expression
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Molecular Cloning. Expression of hBLyS and Preparation of Anti-hBLyS Monaclonal Antibody (Text in page 176)
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Fig. 1 The partial Sequencing results of recombinant expression plasmid pGEX-4T-1/hBLyS
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The Dopamine Transporter SPECT Imaging in Hemiparkinsonian Monkeys® Brain (Text in page 183)
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Fig. 1 Dopamine transporter SPECT imaging in monkey's brain with """ Te-TRODAT-1

A: Showing symmetry and acoumulation of the specific radioactivity uptake in bilateral strigtum in the normal monkey ' s brain: B:
Showing decrease of the specific radioactivity uptake in right strintum in the brain of MPTP-infusion monkey not being the
hemiparkinsonian model; C: Showing lack of the specific radivactivily uptake in right strislum in the brain of MPTP-lesioned
hemiparkinsonian monkey; I: After 2 months administration of piribedil, the specifie radioactivity uptake dida’ 1 recover in bi-

lateral strigtum ‘in the brain of hemiparkinsoman monkey comparing with that belore trentment



