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Fig.1 SDS-PAGE analysis of inclusion body isolation
I.Marker; 2.Supematant of washing liquid of inclusion bodies; 3.Suspen-
sion after centrifugation of broken cells with 17 000g; 4. Sucky material
above the pellet of inclusion bodies; 5.Broken cells; 6. Inclusion bodies
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Table 1 Amino acid composition analysis of protein product

Amount Deteclted Theoretical number Calculated number

Amino acid
/mmol of residues of residues

Asp 6,43 16 16
Thr 2.4 8 6
Ser 3.04 15 8
Glu 9.96 25 25
Ala 6.32 17 16
Cys 0.34 4 1
Val KNzl 8 1.5
Ile 2,24 6 5.6
Leu 9.02 25 22.3
Tyr 2.31 7 5.7
Phe 4,97 13 12.3
Lys 3.83 11 2.5
His 1.05 3 2.6
Arg 4.92 13 13
Met 1.88 3 4.5
Pro 1.32

Gly 3.23

B2 5200 R A 6 0 7 25 v B th A AL
b 5 B4k H 4R 7 (280nm 5 5M RO 1 #)
Fig.2 Sephacryl-S200 gel filtration, in guanidine/HCl, of oxidized product
The oxidized, concentrated sample was applied to a Sephacryl $-200{1.5
x 53, S5cm ) column equilibrated with S0mmol/L Tris /HCI, 6mol/L. guani-
dine/HCI, pH8.0. The first peak of 280nm absorbance were collected.
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Fig.3 Nonreductive SDS-PAGE analysis of rPGH after renaturation

1. Marker;2. Renaturation supernatant;3. Renaturation pellet.
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Table 2 Growth promotion efficency of rPST BETEANBIW EEHRE,
on hypophysectomized rats”
— REFERENCES($ %3 #)
Ttems Mean of Significance of
Number of ) Standard ) .
] increased difference (1] Hagen DR, Mills EW, Bryan K A e ol . Effects of Exogenous por-
animals error )
Sample BW (g} {with control) cine growth hormone (pGH) on growth, carcass traits, reproductive
t 9 11.0 1.49 0.000 characteristics, and meat sensory attributes of young boars. J Anim
2 9 8.89 0.98 0.000 Sci 1991, 69:2472 ~ 2479
3 9 4.22 0.78 0.005 [2] YUXP(&ME). QIS Z(FME) . Temperature-inducing high lev-
Conlrol 9 -0.17 0.66 ¢l expression of porcine growth hormone in Escherichia coli . Chinese
* 30 ~ 50pg per day of rPGH were injected with each hypophysectomized Journal of Biotechnology (‘R4 TR ) 1991, 7(4) :307 ~ 311
rat by abdamen. The control groups were given BLM solution. Sample 1 and [3]} Puri N K. Refolding of recombinamt porcine growth hormane in a re-
2 were prepared with the method 1. But some of renaturation aggregates still ducing environment limits in vitre aggregate formation. FEBS Lett,
remains in sample 1. Sample 3 was prepared with method 2. 1991, 292-187 ~ 190

[ 4] Keith E Langley, Thor F Berg, Thomas W Strickland et af . Recom-
binant-DNA-derived bovine growth hormane from Escherichia coli. 1.
Demonstration thal the hormone is expressed in reduced form, iand

E—EREANALEENEARES, A -TTREE
2ol L EMAMBH TR EARMERER . A EER -

RBBHISHAL R T ZHERR . MG 1,2 i B ol LUE jsolation of the hormone in oxidized, native form Ewr J Biochem,
HryhRELRUIRFEMBELOEE, BT AHEH#E 1987, 163,313 ~ 321.

HAMAERE, AEREREZAMERER 20%. TRP [5] XIAN HQ(E##), FAN M(RHY) WU Y(R ), QIU Z Y(BF
AP XN ER—-REEEESUESSHK . ISR LA 2B ). Research on Renaturation of recombinant human CNTF . Prog
FHMABEN, - RERLXEHREEMN 0%, ARKE 1A Biochem Biophys (e WIL 2 5 MM B H IR ), 1999, 26(5) .45
LEL MEBRRRTFHARSYE BB EEHAHELN - 457

TEER, BdTHEAYEYESEKENLAEO 84K [6] LIZ(ER), WANG Y(EXE), YURS(TRHE )« o Modified
BAEHLABARLFE ARBBFYN ARG, B— parspharynx method for making hypophysectomized rats. Shanghai
EREENRENEE FERATRAREERNE5R Laboraiory Animal Science (11§ 3 8 1B FH<5) 2000, 20(4) : 243

HEEHS0%(RE2). ZFHEAILERESEEHEFR
Isolation, Purification and Renaturation of Recombinant-DNA-Derived Porcine Somatotropin

LI Zhken® YU Rui-Song LIU Hui-Li WANG Ying ZHANG Ping ZHOU Zhi-Ai  ZHANG De-Fu
( Animad Husbandry and Veterinary Research Institute , Shanghai Academy of Agricultural Sciences ,
Disvision of Animal Genetic Engineering , Shanghai Municipal Key Laboratory of Agri- Genetics and Breeding , Shanghai 201106, China)

Absiract Large scale abstraction and isolation of bacterially synthesized, recombinant-DNA-derived, porcine grewth hormone
{r-pST) is described. The r-pGH is found in genetic engineering E. coli as the form of inclusion bodies. Pellet fraction which
were mainly inclusion bodies, after cell breakage and centrifugation, were collected. Cell envelope components, such as protein,
lipid, endotoxin and nucleie acids are selectively removed from the pellet fraction by an EDTA/lysozyme/deoxycholate extraction.
Inclusion bodies were dissolved using 6mol/L. guanidine/HC] and air oxidation is then carried out in the presence of the guam-
dine/HCl. The Guanidine/HCl protein mixture were diluted by renaturation solution. Guanidine/HCl were removed by dialysis
and then correctly refolded, oxidized r-pGH were obtained. [niection experiment of hypophysectomized rats proved r-pST with

high native bioactivity was obtained.
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