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LK682 plasminogen® 36kDa #2128 7' internal fragmento]t}. o] Gz

antiangiogenic endotherial cell A&iA =2 z-&3t= Aoz dxorfl) MEF E coiZH

] W EAl(inclusion body: 1B) F&2 <] CAEEH] B AN AFY
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71 & (solid-phase refolding)e]l A== RATH3). 7]&F He 3dA= F
Aok R AA dAE f3ld @A S 1A matrix EBA F32, T ¥A A= AA4A
2 AAFFSZ 13 matrix EHAA refolding, Al HA A= 14 FHOZRE £50]
o} o)2d AN AYTAHL DA FAH olH & zta vk AA G A G5
£2 FxHoz IT F U7 Wi SIIALE HA T F Aok A AVIT AT B

WHoZ we FEE #AT F AT, ole Foly
elzact olgh Hol AN AWFHE AA AYFTHANH SYNZPE monomersE

pelsts AAFAH Fo 9ASE FaNZ 5+ Aok
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Inclusion body®el 3|4
B o AFoA AR E H}UBAY Ecolit SLYATFLEZRE AT Uy ¥s F 2gHde

A st MEE 3)FHAt 3153 AT 32 buffer H7HF French pressZ 33
o, S F AEgGHA e QAR HEAEZ I AFHE JdEAE L3
buffer(8 M urea, 50 mM sodium phosphate, pH 7.0)& A}-&3ta] &3 Aot

a3 4 2 - 3 (Solid-phase refolding)

AHE IBx 8 M urea®?t 100 mM B-mercaptoethanolE X33} bufferoll &8 =311z,
Q-Sepharose, DEAE-Sepharose:= Amersham pharmacia Biotech, Uppsala, Sweden,°ll*]
FhEPT. AA GwAel 3 mge EFIse FEYe] 8 M ureaR HIELE T2
Q-Spharose column(HiTrap 1 ml bed volume)e]l 1 mL/min® & F<=Act 10mL<]
bufferf ol © i columng A= Heoez vAPE dAg Felg Fo| 25mLel
urea-wash buffer® urea® A ojch o] WAl Ft WAL ZHikdlA PP 14
A A3 Fo, ¢wAL 07 M NaCl gradient® £ &SIt}

SHgwE AAEA

A AHE Fol R gAe FF AATAHE 918 20mM Tris-HCL pH7 2 buffer
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exchange dlo.t] o]lgdA Fvlgl hM A B8NS 20mM Tris-HCIZ #HHEE& & DEAE
column(HiTrap 1 ml bed volumn)oll d &gt A 18 mgS 1 ml/mine st F%) %l th loading
buffer & column-& 10min% <t washingdlil 0.5M NaCl gradients: -8 % §]C}

dE ek Ay abstgl ghwAS Felstar A ZFsskrdl Cl8 #H{ (Jupiter 300, 5 micron,
phenomenex Inc., USA)E AF&35IAchH(5). Buffer Ai= deionized waterdl 1 %(v/v)
trifluoroacetic acid(TFA)E, buffer Bi= acetonitrileo] 0.85 %(v/v) TFAE Yo vr&Eioh
%BE 20%-75%7FA 403 M¥F=tuls FAch £33 GPC column?! Superose 12
HR10/30 7318 2183k FPLC Al =% (Amersham Pharmacia Biotech)e 2143 F &t
wao] chakA e} AL FEE vludA sty s AL st

43 92 ¥
oA Abgslojz A e disulfide bondel F7F 9/ FEH o uff vhadk o
W yoltt ol g o] F 2 IBE3 = At ©E HEES FYPstA o 25T pH 86 =
Aol A 717 &3t #=Ele Ao [RAAEHJAT =7t A 2ot UA] ot AR
= AL "3k uetr] IB &= 4C, pH 86, 8 M urea, 100 mM 8
-mercaptoethanolol A} 20A1zF &&lsloF ghohes 218 dArh(Fig. 1). &3 IBoll= o2 714
impurity 7} £ 3}7] wjiol DEAER T} 7+3g Fo] 23t 22 Q-Sepharosed 483} o
o pH 10°] +43 2}e]& binding capacity 7} ¥ 71
3t7] 98l pH 9% 3% pHE2 ZASACH 24827 resin® Q-Sepharose 2, pHE 92
A A st ohFig. 2).
1A AMF3E FAHE chromatograme 2 UERHATHFig. 3). Chasing YHANA & 2381A]
F= vl A 3} B-mercaptoethanol®] 280nm3 Aol A F3#3l7] w o el peakolth
2Zxcy e 90%ol4  &2Elal  refoldingel ®©E  #23ddk Z fraction peak:
SDS-PAGE(Fig. 4)¢F RP-HPLC(Fig. 7)&2 #2413ttt RP-HPLCZA ¥} native form ¥ 22
retention time°ll &&%¥E& st £33 dimeryt trimere] EAE &<lsl7] 98] GPC

& SAY Ug 394 pH 24E 9

e}

o

2 A3 =d dimert trimers A ERA S A5 A(Fig. 5). ©bg AR Sol
2 133G o] &3 HAFAHS FHsFYHFig. 6). BAFAHF RP-HPLC® Native tHw 2 3}
o] FxAJ ¥E st BAEd Fme T o] 22 retention timeoll &35
ASS <2l tHFig.7). 3 lysine-Sepharosesl lysine pockete] A ES 23t
k(1)

g}
AAE AN AP 2 AIAYES BAon mAY AHP )22 Natived} 7>

i
F2E YAt B o e nAY AYY Yol ¥ $5AEE A%

=
= oglol $HUGE wsA A3 A Aolek Al oA APY FES ¥ F vty
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Fig. 3. Solid-phase refolding process chromatogram

A loading/chasing, B: Urea washing, C: 0.14M NaCl elution, D: linear gradient elution,
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Fig 5. Analysis of refolding eluate
using GPC
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Fig. 4. The SDS-PAGE of Refolding

processd eluate

chasing,
NaCl

1: Molecular weight marker, 2:
3:  20min 0.14NI

elution, 5,6: linear gradient elution

peak, 4:
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Fig 6. Purification chromatogram of anion

ion-exchange chromatography(DEAE)
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Fig 7. RP-HPLC chromatogram
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