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Toevaluate the effectof a novel approachforpurification and renaturationofrecombinanthuman

interleukin-2-pseudomonas exotoxin(IL2-PE66*Y) fusionprotein.
laboratory was adoptedforthepurificationoftheinclusionbody, andafterrenaturation,
fusionprotei nwaspurifiedby D EA E-SepharoseFFion-exchangechromatography.

A novelpurificationmethodestablishedinour
recombinanthumanl L 2-PE66°3"
Thepurityofthefusionprotein

thatretainitsbiol ogical activitywasashighas95%, andarecoveryrateover80%oftherefol dedlL 2-PE66 fusion protein

was achieved.

Thepurification andrefol dingmethodforinclusionbodyadoptedinthis studyissimple and

practical ,whichlaysthef oundationf oral arge-scal eproducti onofthefusi onprotein.
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Pharmacia
1.2
1.2.1 IL2-PE6G*Y LB
4mliLB 30
150 LB/M9 30
42 4h
122 54¢ 50ml 25
mmol/LTrissHClI pH=8.0 2 mmol/L EDTA
25mg 10min 4
3010 60s
4  10000r/min 10min
Tris 50mi4mol/L
30 min 10 000 r/min 10
min 50ml0.5%Tritonx-100 10
mmol/LEDTA 10000r/min 10min
10mmol/LTris-HCI
CN1169998A

1.2.3 IL2-PE66*"
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[ GSSG
pH | 0% 1
a b a 8mol/L
8mol/L 7 0.1mol/L
mg/ml 4 10min pH8.0 20 4mol/L
mmol/LTrissHClI 2 mmol/L EDTA 4 mmol/L GSSG
1mol/L 1mol/L 2.3 |L2-PE66*
0.1mol/L 10min 4
20h b a 80%
0.1moal/L 4 20h 50% IL2-PE66*Y
1.2.4 |L2-PE66*Y DEAE-
SepharoseFF 4 cmx8cm 20mmol/LTris-HCI 2.4 |L2-PE66*
PH8.0 2.0 IL2-PE6G6G*™" |L2-PE6G6G*
ml/min 0~0.5 mol/L NaCl , PHA 50%
25 28ng/ml ConA 50%
1.2.5 IL2-PE6G* 4 55  52ng/mi
ConA
PHA 3
IL2-PE66*
2
2.1 IL2-PE66* 5
42 10%SDS-PAGE |L2-PE6G*
80000
20 1 8~10mol/L
1 2 3 4 5 6 7 8 9 6~8mol/L **
8
X oy -
L -
i —
. oH
. iy
IL2-PE66*!
1 IL2-PE6GBS" SDS-PAGE(10%)
1,2:Totalcellularlysateof at42 ;3:Totalcellularlysateof

at30 ;4:Lowmolecularweightproteinmarkers
( =97000,6620,4300,3100,2000);5,8IL2-PE66*" inclusion
bodies; 7:1nclusionbodypurifiedbyanovelinvention;
8:1L2-PE66“ afterrenaturation;9:1L 2-PE66 purifiedby
DEAE-SepharoseFFion-exchangechromatography
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