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rx-1GF-

10 WL [3-(4,5-dimethyl-2-thiazolyl)-2, 5 -diphenyl-2H-tetrazolium Fig. 2 Expression of soluble Trx-ncIGF-Il fusion protein in E.
bromide] (MTT) (Sigma, 1 mg/mL) , 4h, coli BL21 (DE3)

, 150 pL dimethyl sulfoxide (DMSO), 1. BL21(DE3); 2.  pET 32a BL21(DE3), IPTG
15min, 570 nm 3. PET 32a BL21(DE3), IPTG 4, pET
(Growth stimulation ratio, GSR) (%control)  Asampie/Acontrol 32a-ncIGF-1I BL21(DE3), IPTG 15C 5.
X100, Aggriraf ncIGE-11 PET 32a-ncIGF-II BL21(DE3), IPTG 25°C 6.
L6 1 oeonte PET 32a-ncIGF-I1 BL21(DE3), IPTG 37°C

' 1.BL21(DE3); 2. BL21(DE3) harboring pET-32a without IPTG
+SD induction 3. BL21(DE3) harboring pET-32a with IPTG induction
, P<0.05 at 37 ; 4. BL21(DE3) harboring pET-32a-nclIGF-Il with IPTG
induction at 15 ; 5. BL21(DE3) harboring pET-32a-ncIGF-1l with
2 IPTG induction at 25 ; 6. BL21(DE3) harboring pET-32a-
nclGF-I1 with IPTG induction at 37
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Fig. 1 Construction of the recombinant expression plasmid pET
32a- ncIGF-11
nclGF-Il PCR Nco | Hind I
pET 32a ; Amp, lac I, lac Trx,
EK,
The PCR fragment which encodes mature ncIGF-11 was digested
with Ncol and Hind 11l and then cloned into pET 32a at the same

restriction sites. Amp, ampicillin resistance; lac I, lac repressor; Trx,

thioredoxin EK, Enterokinase

Fig. 3 SDS-PAGE analysis of Trx-IGF-11 fusion proteins from
Ni-resin beads incubated with lysate from BL21 (DE3) containing
the expression plasmid

1. 150 mol/L 250 mol/L

3.

Whole proteins (Lane 3) were passed through Ni-resin. After wash
with 50 mol/L and 250 mol/L imidazole (Lane 2) or 150 mol/L and
250 mol/L imidazole (Lane 1) Elution buffer, fusion protein was
eluted

2. 50 mol/L 250 mol/L
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2.4  Trx-nclGF-I11

Trx-1GF-11 EK

Thrombin EK
20 kD )
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Thrombin
15 kD,
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4 Trx-1GF-lI

Fig. 4 Polyacrylamide gel analysis of the cleavage reaction frac-
tions after digestion with EK and thrombin
A. Trx-IGF-11 EK , SDS-PAGE B. Trx-IGF-1I
Thrombin , Tricine-SDS-PAGE: 1. Trx-IGF-II

2. Thrombin
A. SDS- PAGE analysis of EK cleavage of Trx-ncIGF-11 fusion
protein; B. Tricine-SDS- PAGE analysis of thrombin cleavage of
Trx-ncIGF-Il fusion protein before (Lane 1) and after thrombin
cleavage (Lane 2)

2.5 nclGF-11
Thrombin Trx
6xhis , Ni-resin

, nclGF-1I Ni-resin ( 5)
«Trx-IGF-II

«—Trx

«—ncIGF-II

5 Thrombin

Fig. 5 Tricine-SDS- PAGE analysis of purified thrombin cleaved
fusion protein

1. Thrombin nclGF-I1
2. thrombin Trx
;3. Thrombin ;4. Trx-1GF-11

Tricine-SDS- PAGE analysis of thrombin cleavage of Trx-nclIGF-I1

fusion protein before (Lane 4) and after thrombin cleavage (Lane 3).

After thrombin treatment, the His6-tag-containing Trx and any
remaining uncleaved fusion proteins were removed by adding
Ni-resin for 30 min at 4°C followed by centrifugation (Lane 2). The
supernatant contained the purified untagged ncIGF-I1 peptide (lane 1)
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Fig. 6 The bioassay of recombinant ncIGF-11
MTT nclGF-11 . 48h
(GSR) , GSR + SD (n =4,
**P<0.01)

The bioactivity of ncIGF-Il was measured with MTT method. The
growth stimulation ratios (GSR) were evaluated after 48h cultiva-
tion and the results were compared with cells in the absence of
IGF-11 treatment. GSR are shown as means + SD (n =4, **P<0.01)
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