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Abstract RT-PCR was used to clone DNA fragment of the extracellular domain of 4-1BBL from human THP-1 cells

4-1BBL

Western

human

monocyte  and the expression vector pAYZA-1BBL was constructed by cloning the extracellular domain of 4-1BBL into the

expression vector pAYZ. The extracellular domain of 4-1BBL was expressed in E. coli 16C9 and purified by affinity

chromatography. SDS-PAGE and Western blot analysis showed that the relativae molecular weight of soluble 4-1BBL is 22kD

which was consistent with the theoretically predicted value. So far as we know it is the first time that the soluble expression of

4-1BBL in E. coli . was achieved 4-1BBL induced a significant release of 1L-2 in stimulated Jurkat cells after 48h incubation

especially in the presence of tumor cell. At the same time the apoptosis level of Jurkat cell reduce more than 50% . In

conclusion 4-1BBL may be useful in cancer immunotherapy .
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1640
1.1.2 Pfu DNA
Trizol M-MLV T4 DNA
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TaKaRa
IL-2
PHA-P Sigma HRP
E-tag E-tag  Pharmacia
1.1.3 P1 P2 4-1BBL

Pl 5-GICACAAACGCGTACGCTCTCCGCGAGGGTCCCGAGC-

3 Miul

P2 5-GCGCGCTGCGGCCGCTTCCGACCTCGGTGAAGGGAG-3'
Not]

1.2

1.2.1 4-1BBL

2x 10’ THP-1 Trizol
RNA mRNA cDNA
cDNA P1 P2 PCR
Mluw 1 Not 1
Miu 1 Not |
pAYZ 4-1BBL
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DNA

1.2.2 4-1BBL

pAYZA-1BBL  E. coli 16C9 2YT
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8h Ap5 0.15% 1.1%

0.06% 0.019% MgSO,
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24h 4°C -20 C
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PMSF 0. 1mmol/L 20% WIV
200mmol/L. pH7.5 4°C 1h 12000
r/min 4°C 20min PBS
E-tag PBS pH3.0
pH8.0  Tns
1.2.3 SDS-PAGE Western blot
12% SDS-PAGE
3% 4°C HRP
E-tag 1h PBS 3
10min DAB
1.2.4 4-1BBL T
IL-2 Jurkat
1.0x 10° 5% CO,
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IL-2
1.2.5 4-1BBL T
Jurkat
24 1 x 10°/ PBS
PHA-p 2pg/ml, 4-1BBL
lpg/ml.  37°C 5% CO, 48h
2000r/min 4°C Smin PBS 1
70% 24h  2000r/min 4°C Smin
PBS 1 PI ImL 4°C 40min
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Fig.2  SDS-PAGE and Western blot analysis of
extracellular domain of 4-1BBL.

A SDS-PAGE 1 protein marker 2 periplasmic extract of bacteria cells
expressing the extracellular domain of 4-1BBL 3 flow through from the
anti-E tag affinity column 4 extracellular domain of 4-1BBL purified by
anti-E tag affinity column.

B Western blot 1 prestained marker 2 periplasmic extract of bacteria
cells expressing the extracellular domain of 4-1BBL 3 flow through from
the anti-E tag affinity column 4 extracellular domain of 4-1BBL purified
by anti-E tag affinity column.

2.3 4-1BBL Jurkat IL-2
IL-2 T
T NK B
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Jurkat T IL-2
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Fig.3 The effect of extracellular domain of 4-1BBL 1 4.02%
on the release of IL-2 in Jurkat cells 4-1BBL
PBS negative control PHA 2pg/ml. 4-1BBL 1pg/mL The data shown 4
is mean of three determinations.1 PBS 2 PHA 3 PHA +4-1BBL 4
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Fig.4 The effect of extracellular domain of 4-1BBL protein on apoptosis of Jurkat cells
A PBS B PHA-p C PHA-p+4-1BBL.
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