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thsBLyS

BECKMAN SORVAL 320-S pH Mettler Toledo
AR5120 AHOUS Multi Temp IIT Pharmacia CO,
NAPCO COIC SANYO
1.3
1.3.1 B
One Lambda
1.3.2 1hsBLyS B
1 24 Ix10°/mL B 1 mL 37°C 5%CO, 12 h
2 Anti-IgM  /  rhsBLyS
A 1~3
B 4-~6 Anti-IgM 10 pg/mL
cC 7-~9 thsBLyS 500 ng/mlL
D 10~ 12 thsBLyS 100 ng/mL Anti-IgM 10 pg/mL
E 13~15 thsBLyS 500 ng/mlL Anti-IgM 10 pg/mL
F 16 ~ 18 thsBLyS 1 pg/mL Anti-IgM 10 pg/mL
G 19 ~21 thsBLyS 10 pg/mL Anti-IgM 10 pg/mL
H 22-~-24 thsBLyS 100 ng/mL Anti-IgM 10pg/mL.

3 37°C 5%CO, 1 min 10
pL 10 L 2% Trypan Blue 7d.
1.3.3 MTT thsBLyS B

1 2 1.3.2

3 37°C 5%CO, 4d 100 oL MTT 5 mg/mL 4 h 1 mL
10% SDS-0.01 mol/L HCI CO, MJ
630 nm 490 nm 0D SI = A / A

4 xXxs t

5B 1 x10°/100 pl/ 96

1 x 10°/100 pl/ 37°C 5% CO, 12h
10 p. MTT 5 mg/mL 4h 100 L. 109% SDS-0.01 mol/L HCI1 CO,
.MJ 630 nm 490 nm oD
1.3.4 hsBLyS B

1 2 1.3.2

3 37C 5%CO, 4d 1 uL. *H-TdR 37°C 5%CO, 4h

4 1.5mL 800 r/min 5 min 40 pL PBS

3% 3 5 mL. PPO/POPOP/
CPM
5 *H-TdR CPM CPM
xxts t
2
2.1 B
2.1.1 B

2% Trypan Blue
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10 mL 10° 95% B
2.1.2 thsBLyS B
2% Trypan Blue 7d. 4d
2.2 rhsBLyS
2.2.1 MIT hsBLyS B
1 B B 0D
7=0.994 P<0.01 1
2 thsBLyS B
B thsBLyS /  Anti-IgM A t
OriginG6. 1 P<0.05 B
1 .
Anti-IgM 10 pg/ml. 2 thsBLyS 500 ng/mL B
ar
0.8 1.5
0.6 -
ge 0.4 sl
0.2 0.5
LTS % o 500 BT o LR
A B CDETF G H
Cell number x 100 24
1 B 2 rhsBLyS B
2.2.2 thsBLyS B
thsBLyS B t Origin6 . 1
a=0.05 B 2

1 rhsBLyS B

2 rhsBLyS B

Group

A490 x+s n=3

Group

cpm x+ts n=3

0.622+0.001 11593.67 +347.96

Anti-TgM 10 pg/mL 0.692 +0.002 Anti-TgM 10 pg/mL 18724.33 +215.50
thsBLyS 500 ng/mL 0.637+0.001 thsBLyS 500 ng/mL 13290.16 + 233.86
thsBLyS 100 ng/mL + Anti-IgM 10 zg/mL 0.756 + 0.002 thsBLyS 100 ng/mL + Anti-IgM 10 pig/mL 21559.35 +390.20
thsBLyS 500 ng/mL + Anti-IgM 10 pig/mL 0.931 +0.002 thsBLyS 500 ng/mL + Anti-IgM 10 prg/mL 28955.33 + 160.94
thsBLyS 1 prg/mL + Anti-IgM 10 prg/ml. 0.924+0.002 thsBLyS 1 pg/mL + Anti-IgM 10 pg/mL 26911.33 £261.12
thsBLyS 10 p1g/mL + Anti-IgM 10 prg/mL 0.904 + 0.002 thsBLyS 10 pig/mL + Anti-IgM 10 prg/mL 25080.26 + 259.02
thsBLyS 100 ng/ml + Anti-IeM 10 pig/mI. 0.782+0.001 thsBLyS 100 ng/ml + Anti-TeM 10 pig/ml. 22910.33 = 193.71
MTT Anti-IgM 10 pg/mlL. 3 thsBLyS 500 ng/mL

B
2.3
Anti-IgM 10 pg/ml. MTT thsBLyS
B SI
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Comparative Studies Between the MTT and "H-TdR Incorporation Methods
for the Biological Activity of rhsBLyS

Wang Yahui Zhang Shuangquan Liu Xiaoyu

School of Life Science Nanjing Normal University 210097 Nanjing China

Abstract The B lymphocyte stimulator BLyS is the most recent addition to the tumor necrosis factor family TNF ligands
and costimulates B lymphocyte proliferation and differentiation. It has a umique role in B cell immunity. To investigate the bio-
logical activity of the recombined hsBLyS we separate B lymphocyte from whole blood of healthy people by FluroBeads-B  cul-
ture them with thsBLyS and compare the results of MTT *H-TdR incorporation methods. Both of the methods show that our
protein have good effect on B cells proliferation when cooperated with Anti-IgM the numbers of B cells treated by the samples
was obviously increased in compared with that of normal control group. So MTT can replace the *H-TdR incorporation.

The elucidation of the mechanism of BLyS has proven to be challenging and the unique role of hsrBLyS in B cell develop-
ment and differentiation and the pathogenesis of autoimmune diseases makes the study of BLyS and its downstream targets attrac-
tive in the development of novel therapies.
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