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EOuE o] 8359 NexP-hGH & gL
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2 ool A o], "7t AT = (human growth hormone, hGH)"S FElo|= T2E o2 A A7k A
2 ell reproduction) =& A A(regeneration)S 742 4 U&= T=2ES
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QAE 2R NexP-hGHoll 282 4 e Ud5-1 QFEJEYA WHolAE A7) gaulst 52535 210-118326235.9]
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S Qoo S T BEHor A oluneAlts EdMolA 7l AL BT s, A A&y <zt
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Jor, 2 o' Agpds, Atz A B, vY(FEY, GE healthcare) 59 < lem, ofo] Alghs
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717F Q1 Q-Ml= 2= X7} S35 BPG AdS AFESATHAA A 3).

2 g o] Fole wE FA ARnEIYI ALEEE ol wE FA = ALY QA 4GS 2 NexP-hGH
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w3k FA ARuETHE, @A dde]l FAd FAE o)&d s ARviEOHRT EeE/9 AL
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A <]
& agk A AmvtEadge A48d ¢ oy, o
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=2 @t A7 AIRE AFdA §lol HE 9 FE7F 50mM ©]3Fe] NaCl X 50mM o]st @shatavls
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[0039] AA 1: A& ozt AFAS EE NexP-hGHO] A
[0040] <1-1> 27t ARSI EE/LH-1 AE|EFA WHo|FHAE 43t HE o A|=[hGH/AL AT(QON,P357N)]
[0041] A AFT=ES ul-1 SHE|EYA WolggA o N wke] §3dA7 dilAdS sl
ste] 94, B9 Eo]% Z¢dwo|(site directed mutagenesis)E E3ste] 3579 ZEZ(Proline, P)&
Z(Asparagine, N)O2 X371 <ul-1 SEJEHA WOl A (AIAT(P357N)) S Alxsttt. 1 g, o]& XholH
Bamlll Adas FHYE 7IA+= pG001 2 PCR product hGH 2 #E pAVly} F243}e] pT107S A Z3F ).
pT107& hGHS} AIATZ} 27 §lo] ZA¥rE o] gl P357N wWolAoltt, B3l Z71E ¢8le] o] F29] AIAT(P357N)
o FFEMS olabzloz A ZdWo|(point mutation)AAA] o] W] A (AIAT(QIN, P357N))<S wh=
3 DHFR 32+ % Kozac A€ & F7F AYste] 9WEHE Azt 7] HEddA ddxe At 4352
2/ u-1 StEJEYA] Hol A E 107/No.= § 33Tt
[0042] <1-2> A&Y ADHZE2E NexP-hGHY A7t AFS2E/E5-1 AHEHA WOl A 107N 2
[0043] A7) <1-1>2] MEHE oy 28 o= IAAE FANFE(CH)) O FAEJA7|aL A3 AT =r /A
1 SFEIEHAL WHolFgHA(107N) 9] &dS Fastin). ozt 4 X.sLEE/%Jr 1 AEE A Mol g3A(107N) &
& AEE 8% (0,2 37°C 2% Z7Ao|A], (D Opti-CHO Wil A wikatalaL, 0.5x10° cells/ml SE& HEa0]
A wj skt
[0044] AAd 2: 2ol W XA, A&FAH FX J=vteTady] P otE] Gu-QdE|EHA A ©FHo] Iy F£4
Z o]l g3 A&Y Azt HAAT=E NexP-hGHS] A
[0045] 71014 B AEE CH0 AERFE AZF %58 Azt AT 2R NexP-hGHE H&se] A& wjgal ok 2
5 20mM &F EAFHOIE AFEA(pH 8.0) o83l 3] o7 A|ABEI(EAEH Z X 30,000) ©]-835}
A &olx) (diafiltration)stgtt.
[0046] oF 250m¢ Q-sepharose(GE HealthcareAl) A& XK-50ZA ¢ (GE HealthcareAb)ol &% 3 t}3, 20mM AF ¥
HolE Z8H(pH 8.0) %——Er%] 5] A4S Py AT, =8 E Q-sepharose Ao A7) Agojupol ¢k
105 20ml/mine] &2 T & thA] 20mM &F EAHOE 4=8N(pH 8.0)2 2F 3CV(column volume) &
o A€S AHEg. o gg, 100mM NaCle] ¥3+e 20mM & ¥E2=5olE 38N (pH 8.0)& 20ml/min®]
&om ok VAL Iy B¢ dwladES AAG £, 180mM NaCle] Z3HE 20mM A2F ZAFHoE =g (pH
8.0)% 20ml/ming] §&o 2 oF VAL &8 %48 o7t AABZEE NexP-hGl7} Tohd 98 343190
[0047] Q-sepharose A &=FMo]] 4M NaCl/20mM AF EAHOE 4=8M(pH 8.0) H7}3te] oF 2.5M NaCl/20mM A
F Z2H0E(pl 8.0)7F HEE 3to] #d-Al5Z = (Phenyl-sepharose) 2@ AL F=H| 8} ).
[0048] ok 250m¢ #'d-A| 9} Z2(GE HealthcareA}l) Tx1~ XK-50Z2 % (GE HealthcareAb)ol| =213k t}S-, 2.5M NaClo] ¥
StEl 20mM AF FAMOE &EEA(pH 7.5)S FE3I ¢ A9UES HIAHY. F0jd dHd-AgE= AYy
of A7) Hd-Agdz= 2N ok 1,202 20ml/mine] FEHOZ —g—% E ThA] 2.5M NaCle] =3tg 20mM A F
ZAHolE =8N (pH 8.0)& <k 3CV(column volume) &2l AHE A AHs9Tt.
[0049] 20mM AF E2HOlE E8N(pH 8.0)S 20ml/ming] fF&o oF AVAE S8 A&Y QA7 AT EE NexP-
hGH7F 235 898 3433,
[0050] 1o, 70 e A& QA7 AFEEE NexP-hGHZF E3HE &9 oF 105 150mM NaCle] E3hel Ex
(Tris) 4ZE&A(pH 7.4)& o]&3te] ] o A|2¥I(FA = A 23 30,000) 0.2 A&l (diafiltration)
=
oF 250m¢ SHE] &ul1-otE]E HAI(AIAT) A ©#Ho] B-2% 42 (GE HealthcareA}, ©]3} 'AIAT o) E XK-
5028 (GE HealthcareAb) el Zz1%F t}&, 150mM NaCle] ¥E3E Eg]A(Tris) 4Z&N(pH 7.4)S FH3) Zg
— 10 —_
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