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B OE RARESREREETEMA o8 BITHE (HIFN.o8)WH ik, %RE 0K THE
S 8 M O R4 WA 30 B o, [ MO AR 1T 204, S50 R H R B v 4, BT S,
Sepharose FF &, B#17 DEAE Sepharose FF 7 G-25 B84k, £ )5 JA & 20848 HPLC, SDS
PAGE PURLESER Btk RO B S r sk a4l 7 AT S 8 o R AT WA T 45 4k oy
BERES WRISR B o 8 BT R KA 9735 95% bk, HHE 3.0 % 103/ me.

KA HEAALSWTHE BEOEMML, A

AN a8 BTFHEAFN- ) B FHEFH—A WA, B5 aD, o 2b 54 b HF FH 44
EHE, M5 B FREMNE S FEER, FAASERRESTY, HYTHAESHET
FEHS o DM «2b WHTHBMHEEZT T ENR. IFN-«8 E%ﬁﬂaﬁ BRZEFMY
WA, R R EREHTER R8T A - THERFFE. FBEANEGE
W T R K

EHURE RFIREHE PR, RATHERBUZSFHEA S I, LE MR8, 57
o8- THEFATHEREN — R, BAEML
1wk 5k
1.1 FNAEE

IFN-o 8 EE R ZEENFZERE PWIT2 SR ZRHAEETAREREREETMH
B S, BEE X WHEH BJleI 2 B REFREITETHEREE.

1.2 BEENEBEERF

B BERE 2 E NBS A F I 0 30 LA A, B 1%, 7E 2m] BRI R
YNB AT f, IR E 30mlYNB ¥R E P, Biff — S IZE M EKE 500ml #Y YNB
RIE I KRS, R AR Y 30 SETF R R kIR, BB EBENEERE
THEE 100% , AR5 REFEEE 2001/ min, 1 SEFEHE 50 % 10, F 30T IFH 300, B4
BB AP ERRERISTE 102/L U B, 1 ODgoi5% 6.

1.3 IFN-e 8 B4k :

S Sepharose Fast Flow, DEAE Sepharose Fast Flow B B Pharmacia 228}, P EBH
BN EE Waters A7) 650 R5, S EHTEE N Waters 810 R4, 28 510, 44
Waters 2+ 7] Cq(10mm X 15em ), i 2% 2 32 [ Milipore 2> & # Pillicon Fi§#8 o

FIT 1995 F 8 A 8 HEl,
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REEHEFE 7000r/ min 4°C B0, R LB LIE, HIHTRE B, RSB I 4,
BB 4 F B4 10000, MR 45 £ 20 £, 294 1500ml, ¥ HiBid S Sepharose FF #, HERH
A ¥ 20mmol/L NF,Ac pH4, B 2§ 25mmol/L PBS pH7 # 47 pH # BRI, i 14 2 Hr 4
# S, B Sgi% b DEAE Sepharose FF £, ¥ A & 25mmol/L. PBS, pH7, B 4
25mmol/L PBS 1 0. 5mol/ L NaCl, £RJ5 #7206 BF Be 00, i S2 00 W0 b Gos Ak,
W EEVEYE R 418 TFN-a 8, TE#E{T HPLC 247, £ E 2148 % 0.08% TFA #y7K, 1 0.08%
TFA B 58 2 B8, N Lml/ min, #EBETE 2 60min, 20 % ~ 100 % BB .

1.4 IIRTEEEN

S H A MR A 30 R i AT 2 ), 7 96 FLANNR S F4R b B WISH, 8B 7E 37C
CO, MIBEFRMFIEHR 2ah G 4 (FELERBHFNT IR SR, ERRAR, FAKE
O RRB(VSV)EEr, 24h F MR MMFHEEH R AAEEHMESE TR ERENR
BERTWTRERMEN 1 B HFUEREEBEWH & EEMOIRETREZ
HERER RN, EHSERA Loway %o : '

1.5 SDS-BRPIHREERR B8R bk

HSCHR(7), AR E R 15% , MBI E R 5%, tRES TREMER B ExL
e REAFSEEEENEOREF . B Backman UV6S AN 0 BTN
1.6 BXESR

L Bmori R E Waters 4 7 B9 810 £ST8Y HPLC, A Gy RARHE, B W 214nm,
AUFS 0.05 #E174047, B CNBr #1738, 49 100.glFN-a 8 &, DA 70 % BB, B
200pg AL E (20 mol), B EFA 500pl, FEES, ML 24 ~28h, MBS 1ml 7
5,%%mT,FER LK.

2 #R
2.1 WREiEH

M &G T RATHIREH AN [FN-2 8 1 IFN-o 2b(HFE A=) FUREEEE R
F 1R, FFHEE 4 RESFNESTHE,

A RASEEAR, PR EE IFN-« 8 H IFN-«2b H.
2.2 IFN-u 8 g

SIS R F B Ak A IR R S WU R 8 IFN-o 8, HiEHEE 3.0 X 10810/ mg, EH
W g 55% (3% 2)?ﬁé5éﬁ£1kﬁ"]i“%%ﬁiﬁﬁi' LK AAT LB 1), BATE RO Bk 4b 28

%1 PN F TFN-0 2b OB EERLE 0L KERERES.

Table 1 Comparision of the antiviral activity of 2.3 SHLFMNEE
IFN-a 8 and IFN-¢. 2b 2.3.1 SDSEHEFBELHER LK. E 2
Type of IFN  Antiviral activity/IU+mg "’ H#at 214k 8 TFN-« 8 #) SDS-BR N IE B b
FN-28 2 0% 10° HERE L DK B, R P 2 B — B M) IFN-a 8

M A F B H 24kDa, HE AR E A
L), R AR AR E . RN SRR

IFN-a 2b C 0.9%x108
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#E2 IFN-u 8 Ho5Et
- Table 2 Purification of IFN-a 8

Produce Activity/u-1."1-10° Specific activity /u*mg~' Purification factor Recovery /% - .
Culture 0.25 2.1x10% . 1 100
Diafiltrition 4.90 1.3x10° 6.2 98
§ Sepharose FF 3.62 7.1% 10° 54 74
DEAE Sepharose FF 2.74 . 2.8x 108 39 56
oG2S 2.68 3010 I 55

MiFH, IFN-o 8 PR EEEEAT) 98% . MK ENS TR FHERRMELR, KHEEFE
IFN-a 8 —F &M 98-101 LA BHMBW T [FN-o 8 MIER, (F ik R E T A ER
SFREFH 17kDa By5r TR A B,

Py 2 eyl : oo 2
kpa . e L . -
af nga
30 ~» : 30w

B2 IFN-o8 #i5H SDS-B8 Py Bt s i
B 1 TFN-o8 #ifh if B2 1 SDS-3% P45 Bk

B fE e, vk Rk
& Fig.2 SDS-PAGE electrophoresis pattan of
Fig.1  SDS-PAGE Pattern of the purifica-
pure IFN-a &

tion procedure of IFN-o 8
1.The sample is pruified by $ Sepharose FF, 2. The
sample is purified by DEAE sepharose FF, 3. The

1. Marker of lower molecular weight, 2 Pure IFN-a 8

culture is concentrated, 4 . Molecular weight marker.

2.3.2 &*Emm&:rﬁ);#ﬁ Stelifh il IFN-o 8 #IT %%, HERRER P HE T8
BEE R, REEEY 19. 8min, HEH —HETHE N 98.4%, BATEERLHE 3,
2.3.3 IFN-o8 & 6 PR, 1R H CNBr 248, W38N 6 4 H B, 281 % 43,
41,39,37,19 1 11, BHH A C AT BT RAE 2 H3k0E, WE 4, HPLC 44—
5, AR E#EB IFN- 8 FHEEE >95% .
3 i #®

AR R F B R IA MY IFN-o 8 TR L T B4 7= IFN-« 2b, 1
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BOE, BT, o7 E LA AB R RAN IFNo 8 LA B X IHFR HER IFN B5S,
BEAM RO E TR A EE LT, R, R, B
BREETHE, HHF DA,

0.015 &

Azi4nm

Bl 4 IFN-o8 iy CNBr R =M ikiE
Fig. 4  Peptide mapping of IFN-a & after

. CNBr cleavage
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Purification and Characterization of Recombinant Human Interferon-c 8

Guo Jia LuFeng Jin Yongming Qu Hu WuDan Lu Deru
{Dpartment of Molecular Genetics of Second Milit_ary Medical University, Shunghai  200433)
Abstract The recombinant human interferon-o 8 (1FN-a 8) is expressed by veast expression sys-
tem. The expression strain can secreted recombinant interferon-a 8 into culture. The culture contain-
ing interferon-a 8 is ultrafiltrated, concentrated and chromatographed with 8 Sepphrose FE, DEAE
Sepharose FF. The treated sample is desalted by G-25 . Then the pure sample is identified by HPLC,
SDS-PAGE electrophoresis and peptide map. Two steps purification can obtain high pure interforon-
a 8. The pure is higher than 95% . The specific antiviral activity of interforon-« 8 is 3.1 % 10® 1U/
mg protein. -

Key words  Recombinant human interforon-e 8( tHulFN-a 8), protein purification, peptide map
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