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N R RABHEREAEREAA v THE™EN SW-INF/DHSe R R & H
A.BERMEE HEN -THREEASHELEOM 60% 2 L, 201 KRB T 2ke
(BE)#&. dtIBPRARERHR . BF Hit RSB EEN Sephacryl S-200 H ML
B, AETALER SEMNA EQ TEAEWE, St REHRAENERER, ™
MEARELTR., REMRES SDSPAGE S E 100%, BB & BB 58, A/
Az > 1.5, BT 1% 101U/ mg, REMHIE 40% ., RFEAESLEETRABEFTHE
B ARFERERHGE.

XBiE BAArTFHEARIE S TE

FRAES  Q20.1

Ar-TFHREERAE R FTHGANE . SHERFEBRREREXRTR B
HEMNESHERIFATR, AERITANTENE. B TFRA - THESBR. S
SREHE BETENAEMEREA. ME - THERBENERARAE £ RE
Genetech 22 A1 Gray' VST 1982 ERR. »»THEHAHFATFIEENHAEIE
AMWER, NERSMERENECEEN T RS, T ERWUEZE TRENER
B, RAEA = R EM A B E R REIIREMEER, AEELE
ERAAKEN, BARREASRALR., AW TEHTHER SDS EXFEFFRRE
BEWHEEMNEE, XERAKEN T =R A FEMEEE,

EXHRTA»THREZEE TEEWEAR. QREMERKERAEWSLLT
For-THRERSEFIBREHRE .S,

1 MHEF®

1.1 ¥

SW-INFy/DHSe, IR A R B4, FRE PP D81 F, SEFTEFERNK
HE,
1.2 AW

BEOM ERMES R EE Oxoid B H A KEFH LA 5, Sephacryl S-200 £
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Phamacia 227 /= fh. M&E RS RE . GRS .S . 48 SIS 2E NE
[
1.3 Jo&EREXk

BoCER {10 1E M ST .
1.4 EQREMNE

VL4 I 5 R B R RHE, B Lowryl ' A B9 I i 81T .
1.5 HPLC KR4

H Shimadzu SPD-6AV, RP-C-8X &, 0.46cm X 25cm. #3144 30% CH;CN-
0.1% Trifloro acetic acid. A 0.5ml/ min,
1.6 A r-THEHMEE

FEERBEELUKBEEDERLRE (VSV)IMHHMEE DR TN E, % XEk[12]3#
1T
1.7 #AERRTE

H"1986 £ 11 A2 E LR A RFEREZRBITHR"#T, REE 1.7-2.5kg &
IR GHERENFHBRZAB L AEREBRFARNIE ERXRLT—-AABREY
0.8C,3 REMA®ET 1.8C,
1.8 BRFEHEEE

Ml 72 3 HEHE 280nm F 260nm B 4L RBUEH R L E, 15 AMARPREESH
Bilg. S8 B Awe/ Ao 1.75, WAEKT 1.5 IR M G#H.
1.9 R¥ESHEMML

HeorER[13 )7 2T,
1.10 &%
1.10.1 FrFEE5R8:. |ARF 10g, BEH#ES Sg, NaCl 5g, TTI7KE 1000ml, 4% F 4 4~
1000m] ZAMF, 120C K 20min, B HEERNME R EFEE SOpg/ml, EFHRBRFTFHA
v-FHERETEE HMWE, 75 30CEIKEFR 100, EYRBRAT.
1.10.2 REHMEABIEFHAN. RB M 401, NBS Mobile Pilot Plant &, R
20L: & (g) | H BF 200, B S48 % 100, NH,C] 2, NaCl 10, Na,HPO, 120, CaCl, 0. 2,
KH,PO, 60, MgSO, 2 A BEEF M E 120C K ¥ 20min J§, B HZE 30T, S nss X
MM EME 80 T, A FHEE lg, M FIFFW 1000ml] #1TKEE
1.10.3 KEE&KMF. pH7.0, MEEHE 600/ min; I F 30C /42T ; S E 40L/ min; HFE
EHET 60%.

2 HRMiTH

2.1 RBRBBWE
H 40L NBS X B 201 RBEW, BP0 RL S R RG T 30T K8 Sh, REABR
F 2CHKE 3h, #HITHEFRE. EBEERS 1000/ min FLBE LHR, REERE
(BTHNRES RERAERY I ERBRBEEER), SENE 1 iR,
RABTHERHE 10C LIF, 4000/ min B > (Heraeus B4 H1) 20min B 3 b W,
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B & 2kg, 2CESARSEIE A r-TH
RYRBBLEBOCRMBRM, FRNE 1, FHE
B R2CTRERT 3-4h T ERREERLE,
2.2 EFNEEHEFIRER

B 50g 18 E MM & 1% T 500ml PBS 28 wh K
o, FUGE T TR R, B AN
Sonics& Materials P2, B E #47 5 1K, BIK 30s.
4000r/min # > 30min, 0.1% TritonX-100 B &
A A 150 R E 47, 100001/ min & 0> 20min, 33k 3
Ko BETE(EEME)EFT 500ml PBS A1, &
kAR P S E I TE 90% L B, BIE s
W kv %S SDS - PAGE B W E 2
7R o

%1 BEERHEHTREREKFHZMH
Table 1 Effect of the thermo-induction time on

expression level of INFy

Expression level of INFy
Induction time/h
total cell protein/ %

25
40
60

W N =

60

2.3 SRR E R L Bl

BLER ST e 28 4 50ml 8mol/L FR
FE W, 50 mmol/ L Tris-HCl 28 W ¥, pHS. 0,
2mmol/L EDTA, 10 mmol/L DTT E iR+
R 2h, B Heraeus B 5L 150001/ min B L
30mine M EEMHAMNENRMR (R
DTT) % 100 £, FR K E <0.lmol/L,
4CTHHE 24h. WEWARE 2 F & 10000
e T 48 R B B VR 4 £ 100 1B, W &
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Fig.1 Fermentation process of E. celi har-

boring PRPL. promotor-INFY plasmid

sk
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B2 EhRERRERSTESR
SDS-10% PAGE
Fig.2 Electrophoretogram of cell com-
ponent and inclusion body of
INFy(SDS - 10% PAGE)

Supernatant of the broken cell,
Control of INFvy,

Sample of INFY, (4) Washed inclu-
sion body

(D
(2)
(3>

A GO 15 0001/ min B2 REY . L5293 Sephacryl s-200 B EH2H, BHE 2cm
X 100cm, P M 59 B 50mmol/L Tris-HCl S (pHS. 0), Y& FIEET R v-F 5%

RiEHEW, SDS-PAGE &l % BB H 20 /W] ik 100 %

JDNA E#JFR R & B &, difbit

BHEOREWELR 0%, EFHRET OB AW TLE. KRB0 Rk~
MR - BB AN ERTNRE AR E R, HPEP iR, dE,
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BESVITE2.
#2 REWEEHK SW-INFY/ DHSa 8 INFy Foshit
Table 2 Purification of INFy from SW-INFy/DH5q¢
Total activity/  Specific activity/  SDS-PAGE/ % Recovery/ % Agen/ Azso
Purification
x 1081U X107 [U-mg !

Washing IBs e —_— 87 >90 —_—
Refolding 9.25 0.95 91.5 61 1.46
Ultrafiltration 7.37 0.92 92 54.2 1.44
Sephacryl s-260 5.64 1.02 100 41.3 1.63

F2R IR THRMER. >0 HPLC A ILE 3, Bl MM EERE . W
EEERER. AFESHERRNARTI TR B3 EE3HEREHLTE RS IFN,
EETFETHE B 1P R Awe/ Ao 7 1.57, RTFHEMWMMER, WHEEHF -5
HAZ RS BB, X 260nm Sh# RSN RUERE R KB Z B,

13.40 13.40
2.70 -
(1}
£ 265
g
=
* 2,60
2.55 1 E
5 10
# min
B 3 HPLC 4+#7 INFY &R
Fig.3 Result of INFy by HPLC
(1) Control of INFy, (2} Sample of INFy
Ei 3t r-THBFSMHERIENER
Table 3 The tested result of INFY
Batch Titer/ x 10°5I1U-ml"™? [Pt]/mg:ml™! Specific activity/ * 107 IU-mg ™" Ageo! Asey
1 1.3 1.36 0.96 1.57
2 1.6 1.58 1.01 1.70
3 1.8 1.66 1.08 1.63

SDS-PAGE 100 % , pyrogen, qualifidied

RIMPIEAN v-TREES LZRBMRIT ML =R, (5B 8 S
FERRABPREC2 RS EH T RE T E,
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TR EEE RS, KB E TUF 8h; W4 KilE, 30C 5 sh Al FHEE
2CHSHIE, 20L RBHTEL 2kg WEE, TMRATHT 6HH. & BE —1
AL WABBELTUREAARAFUEER, T ZHH TEBAAERE (>
90% ), 7 EL BB BRI LR A, Bk T2 B0, A K BB R BT, £
TR SDS R, A RENES, B TRRETHER.
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Study on the Production Technology of Recombinent Human INFY

Wang Xiaogin Yan Yuging Zhao Bingiang Li Huicheng
( Harbin Pharmaceutical Institute of China, Harbin  150020)
Shi Fuxin
( China Medical University, Shenyang 110001)

Abstract Recombinant human INFy was expressed in E. coli with 60% of the total cell protein.
With high cell density fermentation, 2kg of wet cell could be obtained from 20L fermentation broth.
After distruption of the cell, inclusion body isolated in nearly 90% purity was renatured. And after
the purification of Sephacryl 5200, the product showed high purity (100% with SDS-PAGE and
HPLC analysis), high specific activity(1 ~ 2 % 107 [U/mg) and low content of DNA and pyrogen.
The total protein recovery was nealy 40% . The production process reported here is so simple and

convenient that it can be applied in the large scale production of INFY.

Key words Recombinent human INFy, fermentation, purification
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