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Abstract: A Jed-batch protocel was used to overexpress recombivant huran osteoclistogenesis inhibitory factor active do-
main {OCIFAD) fusion protein by higher density cultivation of £. cali TBL/pMAL-OCIFAD in 3.7 L bicengineening fer-
mentalor. After controlling the parameters, the bacteria were reproducedin a Jarge scale at the final cell density of (1D =
12.5 {approximately 35 g wet weight bacteria cell/L) . Expressed OCIF,;, fusion protein accounted for about 40% of total
bacterial protein, which represented for 0.5 /L of final product. OCIF,;, presented as 90% soluble form in supematant.

The purity of OCIFy, fusion was mare then 9% after affinity chromatography on Amylose Resin,
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AP FAEFSF OCIF IGTESHI (OCIF,) W5 RFEEM b, B8 Xl
REREGEE RBREAEN OCIF B ERNEHEH, THTHEE.

1 HREHFZE

1.1 &%

1.1.1 ERMEQRATLN. XTSI BAERER. 54 OCF, BERAENEL
TR pMAL-OCIF I T B ¥k TBI/ pMAL-OCIF, B1 AR LR #5E .

1.1.2 355 LB RIS IRAE S 70 2 x YT AR R4 AERN THE %, G IR A
F R B AR R . 2x YT RIS T E O 16 g, BEEEH 5 ¢, KH,PO, 2 g,
K,HPO, 4 g, Na,HPO, *12H,0 7 g, (NH.},S0, 1.2 g, NH,Cl 0.2 g M E T HIBFH, TF
F 1. BETEREDEA MnS0, -5H,0 0.001 g, CaCl, *6H,0 0.004 g, Na,Mol, *2H,0
0.002 g, ZrCl, 0.002 g, CuS0,-5H,0 0.001 g, H,BO, 0.0005 g, FeS0,7H,0 0.02 g, CaCl,
2H,0 0.02 g, MgS0,-7IL,0 0.3 g, FAEE 1 L, #EERPEEE 200 ¢, BEEH 70 ¢,
HER 70 g, MgS0,-TH,05.7 g, SEEZE | L. FHEFEpHHE N 7.0, MAETEFE
EZF 100 pg/mL.

1.2 EEIEFNE

1.2.1 MFiihls. RAFTERENETHEEM. P LB PR L BREERN T 1B
RS, 37C, 220 vmin BB FLHE. U SHEMEEAT 100 mL 2 < YT IR RKAY
500 ml ZMiEH ., F L8R 6 b, AFHFi .

1.2.2 KEE@BPHB-oHE . RABETIFEE 10% AR FH, BF2~4h,
0Dk 0.6 5, MASFHE D BRALIET (IPT6) 2EF 0.6 mmol/L, BRRE
9h. MR 2 hG, HESERMEERN, RWEEH 0.5 ml/min, HEPITHGR
ERIEE R | mL/min. R, MWW ELREMMERE, FHEREN 0% ~50%-
1.3 oA

1.3.1 EHREMER. BRRELEEEMHE (0Dy) #£m. 3,000 x g AL KEER,
PEBSE Rk REE 2K, MEFHBEEE. BRF 0Dy, AEI®E 10 mL, [F Lk,
WSCHERE, FEBEEKTE. D, SHETERREXR, T8 0,88
THEO0.40 /I, M1 giBAABHEET 0.2 g FHITE.

1.3.2 OCIF,MEEOFRAEMEMAIL: EHK SDS-PAGE. Westem blot 43 17 1 H #
FERYRIE ERUZ Sran (bt AR 71317, Svngene BERCHLIR 2B AMEE OCIF A& &
S FESEANSE. AR Budod BIIEEASE. HAYHHNERETH
YT OS cEOMRA.

1.3.3 OCIF,@EBEHAYEFENT . 2 6~ 9 A BALB/C /N BB RALE .
BRFHAEMARS, HOoR L, TIEL MEM 3558 (% 10°mol/L 1, 25 (OH),D;)
HEREEMTFRAEMEGREARMER R CESR. B2 d8E 0%, —RABEHERM
R M E R IERT 96 FLAIMIE R b, MASBRAREEEH OCr, A EH,
—JA5. 405 nm b 058 T A0 MR AE MR AR DU £ RRBEPE RV BRAE (TRAP) .
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2 £ %

2.1 pMAL-OCIF,, A X RN MABENEE

PCR ik, BROAS A E . IFFITHRIERR T XBBRE ., [REEHE IE e M
HEH FIAFURL pMAL-OCIF,, F15: [ T B #k TB1/ pMAL-OCIF 550
2.2 #hE-SrittigsR

BT EFHEEEE. OCF BAEAREREHFREREANE 1, &£,
HELTHEERPYPRPEY OCF BEEATEEH, BEEE 0Dk 12,5,
OCIF A HEASRIA 0.629 g/L. 2.5 h GREEFEE, 56 b M3 OCF,,MEHE
BRAXHEEN 0%, FAAKBAEHBREN., RE, BEAFBER, TEETH

e, Hit, RREAEMEERTEPWHNE, 6~-7h FERER (H1).
£1 ERMET OCF, MAFA*ROEN

iEarudmE (o/h) ‘
3 4 5 6 7
HEEE [ ODg] 4.8 6.4 8.5 1.2 13.5
OCIFpp {my/% ) 40 40 37 28 20
OCIF & B/ (pp/g. L") 0.284 0.512 0.629 0.627 0.540

#: (a) OCFy, ERABAHE: ODgpx0.4 yLHAHTE 0.5 ( EAR/THHE) x Rk

FIF# R RUESEFINEFRE R TRENEMES R, B 0Dgik 10~ 12, OCIFy
RERA 0%, V%2 EEHBERREYAEE, PREQRBER (B 1A), HE
B IRRMEN — 2 ai1e, OCIF,MEeERMEAS 0% L (H1B). LIRHEA
OCIF A WREBUIR —3, HEFTRY Westem blot 347, W0 Mr 244 60 kD b — 1 Rt &%

#.
1'2/34 5678 910M 1112 kD S 4 3 21M,g
- 974
g.{.&.ﬁ.o
310
- 0]
Tigm 201
- gt 44 -
- &£ . R 14.4

Al CF MaEaFAMALER
A IPTG S4B )t OCIF, A EAHEMEM, B XE-IH
EMEFaL, MM THREREEES, Al RBESHOEEL
FA, A2-~101P1C T 1~-hRIEELSED, Al EEERE L
HRPHEES, AL HEERBRLEPHLES, Bl IPIC ES
EMEELSER, B-~9 ZHNERMLEN OCF M4 EA

2.3 REFPEWFFERY

A OCF, S EAEYFEEMELERERY, REYERE KT 120 ng/ml &
MR AR SR B KB R B SR TR (A 2).
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FARREPIR T TBI/pMAL-OCIF o B B A BEM 303K, AW R LB T #hsl i
M. RIHEL- R LN S R A AR L I B IR R S I R S F =
S RE, N TR OCIF, KRR, Gt K FHMR ., Baginr iy
BHESTH Y, WEREE 0D ARE 14 4, HEEHEAERHEREM, 1
A 20% %47, OCIF, /=B FH. BEETELEXMEEREIRT, BHEYREINE
WEEIMLL G, MEPHIRNREREAEEAT A B8 =Y, W,
LAY, NTERBEICEE R RREL (crab tree effect), MELKZM, 7
FHREERK. B, SRTEEEESES, TLLASSGENRmA TR, B
BB PBREOR S . PO M RS, SR EIAY, S S RS R
EOERRE.
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