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L PSR REPTAA, Fh R P AR X | JE e A ] A ORI S T A DX IR R e ] AR X A
WG, TR B AR X 2R 4040741 1 B N Rk 11-124 A7 28 LRI IE BT
7N IR R B A AR X BB R RPN RS 1 A N K umde 5 140-263 A @ B EE T 7R o

2. FRABBCRE R 1 Tk i SRR ik, JORRIEAE T < I I 3% 422 JT ook o o] A X R e ]
25 X (R R IR I R LR 2 0P 41) 1 B N KSR 5 125-139 A7 2 LR FE T 7

3. BUFIELR | 8} 2 Tk BT IR M gm it L A

A FRAEBCRIE K 3 Frid 4Rt R, HoRr fiEAE T TR GG 5 oA W T 1) 12) 13) \4)
gi 5) Fﬁﬁ? :

1) Frid R TR X (M gm g ZE K oA B P8R A 741 2 1657 RKimit 55 31-372 A% R
T 7N DNA 437

2) P n] A2 X g is L R AR FH) 2 1057 Rufidd 25 418-789 A% AF IR
BT 7~ DNA 43 F

3) P T A DRI B m] AR X R IR B g B R o H R AR RS 2 1967 R
IS A 373417 AR 1K) DNA 73

4) FFHFRP A 2 35" KAl 31-789 A AZ MR AT/ DNA 43 1 5

5) TE/ kAR5 1).2) B0 3) B 4) FRER DNA [ 41 %48 H B A AH R D B8 1) DNA 43
To

5. SABCRIER 3 8L 4 ATk gmis I R i B 2L 30k 4 S N4 R R AR A £

6. BUFIER 1 81 2 BTk BB R LRSI S K25 2 N A

7. — PRI R KB R AR, A TR 1).2).3) 804 PE—HTRRFIE -

D) W& RE K& 2= PR SEAE AR BURIE R | 82 ATk etk
AEEFRICPUUR =, Prid BB e A B R

2) W& P AR KB 2= PR IR A BRI SR 1 o) 2 Brid s dT iR R B
Horb, il b AR E A g IR

3) WA PG KR E Z PR OB bR I BRI ER | 8 2 ATk s du ik s, A
FIESR 18k 2 i R IARAE BB R

4) R P AP P hUR S EAR SR G B R B R 1 8k 2 BTk BB BTk
[RERRICA) b, Brid (B A B

8. MRYEARE R 7 Frid i S e iR &, JRREE T -

FIT AR 1) 6 A0S R OK 85 22 A v (ol VA R RV VRURHAE A VR AR VL s T R K 8 22 it
MR KFEZ

JIT I PR K 85 B At i VBN W0 R SR FE VA 0w g/L.0. 51 g/L 1. 51 g/L 4. 51 g/
L.13.51 g/1.40.5u g/L ;

B 1 FEPTIA YRR IR 3% W R VAR RIS 210 o6 10m] HEYEL 20, 5g B A ALHIFT 990m1
TR R SR RR & 5 13 B AT IR YRR T IR IR 6 2% PR 9 FE 24 0. 005M-0. 015M, HLAAk Ky
0.01M, pH{H N 7. 2-7. 6, Hik K 7.4 ;

BT IAAE S IR G A R FE 4 0. 03mo 1 /1.-0. 05mo 1 /L (¥ R £ 2% vh i, HL AR Ky 0. 04mol /L
(IR £ 22

BT IR XK 85 22 2P R S5 3 B A B e S # B T 7 VA I A3 21 % B 20mg Bk

2
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REFEBZPPURE T 0. 75mL Bz /K 1, 19 B BORE 2= - PUR /KIS 4 12mg A E A
BT 0. 7omL X ZE/K 1, 43 BB AR SR A RIS ¥ R K E 2= PUR KK 5 8 E a1
IR BE 1B, B A3 BB OCAERHE T % 62mg EDC ¥ T 1. 5mL XZEKH, 13 3
EDC 7KL 544 EDC I K BIB T NN I IR T 5 25 CHide B 24h, 15 21 T ik K 2%
FPEPUR A SR O AR

PR R KB R FPURN IR R R ik ek o4 s A Ea A E Q& A . B
HEEOVPREEA REOES DS SRR HED ;

PR Fihiis b Bt HIS br2Eha Pk,

9. — PRI PR OK 25 25 I B PR R AR, L FEAE A MBSO R IRk 4 L I I AR 7K 3, L
IR 5 I I R R BB A A B AR G b i IR EE SR 1 BR 2 Pral SR BT 5 Pt e v i
B AR T A A B A AR LK 8 R TIR R KB R E PR B Ek A
(RIARIBEA , Joadas i A B AR B P HIS AR%E e BEPiAg

10, — PR IURE S BORFE R I 73, A 1) 8001 B -

[ ) AIUFE S R KR AR~ PR

1) AR FE S BEAT AT AL EE, 75 BIRF I RE AR 5

2) HIBCRE SR 7 8L 8 Ik S e 150 s 0] P A D AE ARV v A T RS 5

FITR BT AL 77 Rk a) «b) v e) Al d) I E— -

a) FTRFFIIFE o A4 95 s34 Pl e AL & 40001 /min 2500 10min, Welg bR, 152
FBR R A IR S R B ImL BT 25 B3 I 07 B0 R D AE o S A A B VRIR A, 19 B TR S
TR A R DN RE A 5 P 25 B MR R0 R A S5 S R R S AR Bl 1 ¢ 39 5

b) BT iR R I FE Sy A B K AF 120, 05 AT IR 5 U0 RE B F 10mL FF 5 5 B VR0V AL
20°C —25°C . 4000r/min B5.L» 10min, B iE ¥, RIS 245 I FE AW

) FITIRFFINAE S ARSI 5 25 B BT IR A DA St vh R0 I I, 45 21 22 B IR 07 B0 A DA ot 5%
5.040. 05g fTid 2 B AR 105 (045 B AL i (1 3 54 5 10mLPBST 22 P i 3R % V& & 30min,
4000r/min &L 10min, B 2mL b 235 K Tk 2l b 2SS SmL IE kiR 1R 4 Smin,
4000r/min £5.0 10min, BUN ZIEW F il T 2B RSB RIR 5, 19 2 R G
REA R AL AT s TR T EI8 W SRR AR A 1 9

d) PR DAL o DA RS A 5 25 B BT iR e DA 5t RO R 07> 49 31 22 B IR 07 (0 DA o 54
2+0. 05g FIrid 2 B AR 7 A MRS 5 K122 i) 5 8l PBST 22 MRTR & 4R % V-5 dmin, N
A 5mL 1F IR IR 10min, & 1h, 4000r/min B.0» 15min, B 2mL 0 [8) 2 5 Tk
2mL FP R ERE S InL 1F C YR 1R 4 dbmin, 4000r/min 2.0 15min, BUF 2GR~
JEIE R SR SRR R A, 19 B VR A VR B R FEIRE AV TR TR T 2 1S 05 FE S B
WIARFREE N 1 ¢ 9,

1) R IAE S P BROR R R I A AR I AP ER

1) G RFIFE S BEAT AT AL EE, 75 BIAF AL A 5

2) HRRE SR 9 BT id i A4 G 40t BT iR A I RE AT VRBEA TAS N

FRIRFTAE BRI T8 T Ik a) B b) -

a) FTIRAr AR SO 2R s Tl A DI o S AR AR R VBUR &, 19 2 IR A 5 RN A 7
MFEAES W s IR A S o SR AR B R ARRREL 1 0 (3-5) Bk L & 4

3
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b) FTIAFFINAE S A IR F TR AR R 5 S AL S R R IR &, 19 B VR G W B A FF
TEEARGS W s IR R AL S SHE B AR 5 1 0 (3-5) Bk 1 & 4
FITIRAE A VR A K BT IR R S IR 46 VR R B 20 A5 15 3111
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—MERXRBR= AR ENA

AR
[o001]  AZ I KRR KH H PR L

B=EA

[0002]  JRAK#F R (gentamicin, GEN) Jf&—Aha bl It L 50, FAEVA Y 2 @ 2R IRAT B
AR AT Vo RTIR 7 28 2% < W el K e MR P R T BB Y, (LA B s mAE T EE K
HABFWEMNE T 4 7 nes S 2558 88 3 TR, SRR 7™ b e 224, 3 E AL T
2002 ST T (S fr it b 24 B ek B B G rb ML A 05 v DROK 8 3% 1 B v ik B PR
BN 200 1 g/ kg, XA B S BILIAL R U T B P DROR B 2R B A e T
R PR

[0003] X PROKZ 2k B AOAGE I T 5 SR A R 8eAR (i (HPLC) o AR, i T2 6 H
HARPUER B KB IER], B2 HPLC I B ILAT A AL, # i i A 2R BE B, U J5 VA
MR, W2 B T TNRRI N A A RESRAE, R DN AR /N, iy ELASCGEAS U 21 1 vy, AR AT &%
M o BRAEVIINHE AR — PO F R BT AR B 0 e A I 7 ik, 32 B s R R S A=
LIRS SR A FORAS TN SZASAE b ke B I DU D 28, B R R MRS 4R
L BIRY ARG = 2R TR DY SV, (X B 7 V2 S M 22, AR I 3 0, e A R R R
Ko ELISAVER Iy — i H AT 98 2 AR Z b Asr I 77 ik, AT RO vay A K L A
R

[o004]  H AT, I TS etsr il i) pe iR Al it e DR B 2 FolE piih . g DR B T
PUIAR IR ) 26 0 20U 1L A0 R B JR AT, B A i R %, T AR TR, B Al HAS 5 2847
A o FBEDTACRASDUR B ] AR DXOR e m] A2 X L DRLE T — M IR BE I B il 5 R
SREGPUIAR B, BAT 70 5/ R R S5 G R B TR R A DR AR AR S A

ZIAAE

[0005] A —A B 2 A — kil oK 3 = I s bk S L gt LA

[0006] AUk BH FT @A (1) B BE U4, FH B B m AR X | % B mT AR ORI AR A ] AR DX R IR
BB AR AR UOE R A e, ik SERE v A8 X I 28 5 P20 an e 41) 1 B N ORI 58 11-124 £
AIEIRIREE TR, ik B v 22 XK 2 R B P A e 41) 1 N R Imdg 5 140-263 72 2k
PRARIETR o

[0007] B3R BBEGT AR, T IR A i A H A ] AR ORI AR A T AR X IR IR 2 2 R e 4
JEF 1 N KRS 125-139 A7 s SEB ik BE T 71 o

[0008]  JITIRZRASEELR 40T 1)2)3) \4) B 5) Fiw

[0009] 1) FTIREEFEW AR X M gm b IE R B P AR P RS 2 ) 57 Rt 2 31-372 A%
TR AT/~ DNA 43 F 5

[0010]  2) FrRAREERT AR X I gm AL IR B PR T4 2 1) 57 Kumid 5 418-789 A%
TR AT/~ DNA 43 F 5
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[0011]  3) FTiki% E i n] AR [X FUARRE i) A% X A A K M 4R g 25 8 4 B 7 9103R R 740 2 1)
5' RImASH 373-417 A% IR T~ A DNA 43 1+

[0012]  4) [FHIRPFH) 2 H 5" Kimdd 5 31-789 A% H R T/~ 1 DNA 701 5

[0013]  5) fE/ K4 N 1).2) 8k 3) 8 4) FRIER) DNA J741 428 H B A AH IR T REMT DNA
T

[0014] & LT — iRt R EAR A BN EERNAREANRESEHET
AR R E o

[0015]  BIRAE— i SR REHTAR AR ARSI PR B2 25 rh I N AR & T AR B IR ARG T [
[0016] A HIR) I3 —A> B et —Fioksril POOR 85 22 1) e e il ) &

[0017] A% BH P $R AR RN IR K B 22 e il &, o ik 1).2).3) 8 4) T E—rik
B -

[oo18] 1) HFl& R KRS PP R 5 aEuR s A AR I R AT— P ik S BEH LA
B bR Proiis s o, Ird IR E D Bk

[0019]  2) R & b A4 R K& 2= HU R AR id ) . Bl AF— BT ik BE PR R HIHTAE
Horp, R Brhi iR D AR R

[0020]  3) iR & AL EE PR BB PR I EE AR iId ) R AT — TR R B o, P
A ERREHUARAE A AR

[0021]  4) & PR ROREE 2= P PUR SR & A BB EIR T — Pk e R )
FEbR 4 s Hrh, Pk RERE A R

[0022] B 3RAE— P e e iR, ol 500 2 b B 4 DX OK 85 32 b v S v R BRI TR
FESRIRGIL s BTk XK B = AR 9 PRR B &=

[0023]  JT IR PR K2 SR ARHE S A W F SR W 0w g/L.0. 51 g/L 1. 51 g/L,
4.5ug/L.13.51 g/L.40.5u g/L ;

[0024] 5 1 FFPT IR PRS2 L JAW R D7 BB HIA 201 FF 10ml il 20, 5g & A AL AN
990m1 R h S P RIR &, 19 B il VeV VL s BTl i IR R 2% i VLIV K B2 24 0. 005M—0. 0 15M,
BARN 0. 01M, pHAE N 7. 2-7. 6, Bfkly 7. 4

[0025] T 3R AE W 45 W A R B A 0. 03mol /L-0. 05mol /L (1) i % 3h 28 mh i, Bk K
0. 04mo1 /L [ R £h 2% /i

[0026]  Frid XK 8 =Pl 5800k & A IR & 12 B F 77 iE Il &1 R0 o &
20mg PRKFE 2 PR T 0. 75mL XK, 15 B PN 8 22 BB R /K B 4 5 12mg 2%
REEEHE T 0. 7TomL X AE/K 1, 13 BN AA S A BG4 IR K 22 B BRI 7K 5 3k
HARKERIRE, B BERE, A3 RIS HOC B 1 5% 62mg EDC T 1. 5mL XK
1, 433 EDC [R7KE R 44 EDC [ 7K i I T IR 1 o, 25 CHetE O 24h, 15 21 iy
R KEZ VPR A E AR

[0027]  PTIRER K& 2= BPUR M IR RE R TR A E a4 g A Ea A g A&,
SRV 85 S R IR AR (1 AR MY AR 1 S L8 B (A s e

[0028]  PriRFTHLMAA FPL HIS FREE e BEPLIE

[0020] AU BHIR) I —A> B Wt — Rkl BROK 85 22 IR 7R A 4R

[0030] A% BH v A Rp RS DR O 85 2% IR e A < iR A, A A At R 28 L AR i B e B R

6
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IR ACE, AR IR IE R ;s kB B4l A AR G hm 10 1) EdRAE — Prik S BE ik s ik |
AW S el i e S TE s i ok s R VAT S S B B Y o e B4 Y NN 5= SN R s A LN g
(R E , cdes i A BB A FPT HIS AR B sa B PUIA s IR KR8 2 B N IR R 2o
[0031]  ARBEH 55— H B2 fe gt — PRI eFe & h R E 2= 10 77

[0032] A% BH I d@ AR RS A S ROK B2 7325, s T ) BT ) P -

[0033] T ) HGMAE S BROKEE B i i an M AP .

[0034] 1) W AFIAE AT AT AL 2L, 15 BRI FEA L 5

[0035]  2) A bl fF— ik S e i ) Sx B i ASp I AE AR oA T RS

[0036]  FTIRETALEL 7738 Rk a) «b) v ) Al d) HHEME— -

[0037] &) FTIRFrIAE A A1) o1 B e WA & 4000r/min B5.0 10min, Wk BRI,
1330 Z B 05 107 A DUAE 5 B TmL ok 22 I 10 B0 UAE i 5 1 A B VTR &, 15 311
TRA TSR R DAL AT s ik 22 B IR 7 AR RS o S5 R e AR BRI PR AR EE A L 2 395
[0038] b)) FTIRAFIIEE S Ak 445 10, 05g Frd AL S 10mL 5 A% B LS,
20°C —25°C 40001 /min B5.L> 10min, B SV, R4S 3045 DAL AV

[0039]  ¢) TR Ar A it oA X HF 5 2 B i ad A5 A ot v I T U5 4 810 2% B I s 1) A D A
i s BE 5. 0£0. 05g AT 25 B i 7 160 A5 I FE b 140 340 L4 55 10mLPBST 2% 3 % i 9 Vi &
30min, 4000r/min B§.L» 10min, B 2mL b ZVE W TR 2mL FZVEH S 3mL 1F C ek 7R
4 5min, 4000r/min B0 10min, BUR EIEW TR T RGBSR RRIR A, 15 2 17R
BRI A RRREAS L s TR N RS SRR AR 1 9

[0040] ) Jrad Fir A V5 DRy X5 A 5 25 o T o AR S & A 0 T U775 43 380 2 Bk g 7 0 A DA
it R 240, 05g JTIR 22 B IR 107 R RF DURE 5 38 i) 5 8mL PBST Z2 IR G R IR &
5min, JIA 5mL 1F CEEIR % RS 10min, FHE 1h, 4000r/min B0 15min, B 2mL 7116 E VAW
TR oml PRI S Inl [F 4IRS RS Smin, 4000r/min .0 15min, BUR ZIE W
TR T 2B W5 R R RGRIR &, 19 2 VR A VAR R A el R AV W TR T 28RS
FERMRER AR S 1 2 95

[0041] T ) AGMAE S ROKEE B i s N AP .

[0042] 1) W AFIIAE AT AT AL 2, 15 BRI FE A 5

[0043]  2) I LiAT— Frid Btk 43R 400 BT i A I R AV e A TS

[0044]  FTRAETALER 535 Fik a) B D) -

[0045] &) PTIRRFINAE S 2R 0Y 4 Pl i PUAE S S5 R A R VR A 15 B VR A v v B
NP IFEAASAE s Tl DAL i SR AR R A RREE A 1 0 (3-5) BR L & 4

[0046]  b) T IRRFIIAE SR 3 Pl i PUAE & S5 R A B VRR 5 15 B VR A v v B
NP IFEARGS A s T RS S SRR A RREE A 1 0 (3-5) B8Rl & 4

[0047]  FrIRAE AR B YRR W TR A St IR A VA e 20 A543 211 6

[0048] i) R B wT DAk G 0 135 5 6 ORI A RO S R AR B, 2 A R A g iR
FRLIN, BT ) & R IR A B O s BT IR SIS 2 (R A VORI B YR, T A A K
FEA 1. 5% 2. 5% (R AL IR I KW, B BRI 0. 5% —1. 5% ¥ DY A IR R i R 7K
W

[0049] BTk A VARIE AR N 2% Wi S AR I 7K B AR I A o0 1% (1 DY R 2

7
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[0050] A& BH I SRAEHTAR (schv) A& HFER TRE 7y iR EREn] AR X (VH) FlEEHEn] 4R
X (VL) @it —BOERE IR (Linker) MW EA DA, & ORFE TR ATUA I HLE SEAE
PR AR S 11 e/ hRE BT R A B, Al Il 258 IR DR R R AR SRR A5 3, Rl AE4H B P IR &8
FrHL AL AE 7=, AT 15 S B R N B AR ) AR = AR A5 HE T 5 5 TR (RN 425, 13 iy Kyl 2b
R TR 2% 5 LU 224098 41 i 5 A5 B RGN L R B AF 2 o AR BHPUIRI SR 21
K 4. 86X 10°L/mol - HPNHI & (1Cy,) 1. Tng/mL. A& B k£ 5 A RO B 2 7% B A I 5 v
P T R S R R TR PR

[0051] AN BRI S A IR AR il 4R~ HoA R & HERA B = RS 25 B2 v s AN 1
T B RSN B[R] R« 3 25 P B A5 FH A A7 1T B DR SO D0 A 5 B () B R T A ) R
FE it ] SEEL IR 7 e i e PSS o PRI, AR B I BT AR R0 B A i AR S S I g VA
PROK %5 2= IR Aok e #E E R PE A

B (=1 5% RA
[0052] L IR E R 2R

BALHEAR

[0053] T IR SEjAg rp BT AR R SIS 7 v A e RE R U B S 3 A TV

[0054] T3 S5 A i A R GRS, A JeRE R U B, SR AR IR AR 3

[0055]  SEJAA] L HLAAR il & S D REA I

[0056]  — . PRK#: 2= PREDLIAI 2%

[0057]1  (—) PUiAMITHL

[0058]  HY 6 ™ HHEME Balb/c /N, Trizol — BykER P4 M RNA, 20415 21 mRNA, Fif 1
AT 3 cDNA. TS, LA cDNA A 4 A4 B3 B R A2 X (VH) VRRERT AR X
(VL) ZE, &2 I 3R A lRE X N, (Overlap—PCR) ¥4 VH.VL LRI BEHIHHEA S 55D i4
F=A (ScFv) , AR J5 44 ScFv 524k pCANTABSE %4515 pCANTABSE/ScFv, AL Kl #t 1% TG1,
1S 20 BRI AR e e R B AR e o ] ELTSA J7 VA G645 207 A 1 3 1t 16 2 R ROR 85 2= 1K B
FEDT AR B R R URE , 18 ik 0 15 B AR N A AT IR 740 o

[0059]  ZERBEHUAR HH B RE W] AR X | 4 P EE B T AR DXORH AR VT AR X IR B R ] AR
DR R o PRI 2 ZE IR 21 0 e A0 3R TR P80 1 s, ERA0 L N s g 28 11-124
P 2 FEIRIR I N R AR X 2 LR A, HF4) LI N it 58 140-263 7 28 FEER ik A5 A
BN X RAIERR T, BIFA 1IN sl 2 125139 A7 2 FE R L A KT 51

[0060] % HLAEHL AR K G b JE R 3 41 e A1) 3R b e A1) 2 B, EL R4 2 1 50 R i R A
31-372 AL IR g RV AR X, BJPA1 2 1957 Rufdl 2 418-789 {1 % H IR w5 55 n]
B, AFH) 2 15" Rimdd 5 373-417 7% H IR dw b 40 Ik o

[oo61] (=) PUikmIHI

[0062]  FRIAZ/K pET20b I [ 45 [E NOVAGEN 24 &) s KAt B BL21 I H 45 [E NOVAGEN 24 ] ;
HAA4LH HisLink™ Protein Purification Resin I 3 [E Promega A7), 7= b HE S
hy V8823,
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[0063] & RTFAERTFAH 2 B 5 KAl 31-789 AL B P n &K, FFAE M vm 5 | A\
P75 Xba T I Not T, HFRHIVEN VIR Xba T A1 Not T BEDT, [HI B A ZEE A B s BRI
YW VIR Xba T HINot T B1)ZRIAELK pET20b, [FISCE ARy By s 3888, S8 AL K
FEBE, TE 3G 78, PR e of B v e AR IR 3 E— 20 15 9%, $eHUBTRE , B DA 7
IO, 45 BRI P PR bR 2 H 5 KIS e 31-789 MR AT/, 22 HH B2 2%
P HR L DR e N ] R 4 380 1A K BE P R 2L 2R A e A AR IS4 pET20b/ScFv,

[0064] R H SALES K B KL B4 pET20b/ScFv # 46 KT B BL21, Ptk ifi ik, £
8 PCR K JSURL g D56 IE , 493 21 5 H B4 R IR 2K pET20b/ScFy KB A KT B, idfEE 4R
W7 AF B BL21/pET20b/ScFv.

[0065]  2XTY REFRy IZH Rk « h e 5 IR I BESR B W NaCl MK A i, B 1+ 2 X TY 155
RS FURIIREE A 1. 6 % R EHEIUI IR B 1% NaCl FIKEER 0. 5% % B & &
BIANEH o

[0066] & NTT 8 2% AU A A 2 X TY B IR 2 B R VAR R < H) 2 X TY
G IRNEA N EHER AERMH AR, 2 N EFHE R BT R 100w g/
ml, 8 S8 R AR P AR 34 1 g/ml, AR I A HECE S P 2R N 1% (iR 5 4)
TE).

[0067]  JE¥EEZH R A4 F A K #T i BL21/pET20b/ScFv ¥ 5AAN B P B vk e fl 2 5 2 R
TR A SR AR 2 X TY B0, 3T°CHRIE , RIETRAR AT Ago 4 0. 6 N, AR 4H
SEABHERT 2ml LB AR FEEE T, 2 1 ¢ 20 (RN EL B B R B R A2 50m] & AR R
WP R LB AR 2R (SRR DA RN LB AR R AN A T EER.
AR BRI B IR NaCl FHZK 4R s 5 &5 1o R BE A <R R U 0. 5%,
TAM 1%,NaCl 1%, Z FHEHE 1000 g/ml, JAHEE 340 g/ml), 37T CIREE, RREFRIERN
Asoo 4 0.6 B, i TPTG (0. 7Tmmol/L) 5%, 30 CHEHE 2. 5h, 7E 4°C K 5000r/min 5.0 10min,
RGN . YRS (% 20mmol Tris F10. 15mol NaCl FH7K %A%, A HCL % PH {H £ 8. 0,
FHAGER R 1L SR 1 YRR ) Y 1 IS W (% 20mmol  Tris.10ml Triton
X=100.250 umol PMSF.62. 5X 10°U ¥ B BEH K ¥ i, F HCL i PHAE 2 8.0, HHIAKE R E
IL, /33 | FHA B ) » 30°CTHE 15min, R JGAEUK LB A AP (BaiH 23 80% ) 10s, 15 10s,
R 3K, RUAMEATFRIA . 7E 4°C 2000 X g &0 20min, 43 HICEE B35 R UTHE » B oTie &6
SN T (F 20mmol Tris.0.5mol Nacl Fl 5mmol WM 7K 7%, A HCL i PHAE % 8. 0,
PHKERZ 1L, A3 1 FHEE% Ml 1) wik— m)a, & Taa2mMmE 11 CF 20mmol
Tris.0.5mol Nacl.5mmol BKMEFI 6mol JK 35 H /K%, A HCL 1 PHAE 4 8. 0, HH/KE A E
1L, 53] | FFE5E M 1) &,4°C, 12000 X g B> 20min, Y& B35, £ 0. 45mm &g,
e =) 7 O I E 7N TR e i Y

[oo68]  4lift, FFHFIAH A EArA HZ RIS (His—tag) fnididid 56 H Z AT 4 b 55
Pk H. ¥ HisLink™ Protein Purification Resin 3E4%, DA 10 fF4E AR binding
buffer (#4 100mmo1HEPES. 10mmol WK MEFT 500mmol NaCl FH KA, B~ pHAE A 7. 5,48
JaHAKERZ 1T, 183) 1 F+ binding buffer) ~PHATALAT, BUHUAR IS _EAE, 285 H 5
FEFEARFR I wash buffer (4 100mmo 1HEPES. 100mmo 1 Bk MR FH 7K 55, 55 pHAEZE 7. 5,
RIEHAGER 2 1 F+, 433 1 F+ wash buffer) YEMZA4EE A, /o H 10 f5AEAFR K elution

9



ON 101955535 A WO P 6/12 T

buffer (% 100mmo 1HEPES. 250mmo 1 WK M A 7K ¥ i, PR 17 pHAE 2 7.5, ARG HI/K EARE 1
T+, 733 1 F+ elution buffer) ¥ B ARE A, WL, BT, 15 224k FIPTif.

[0069] &[4 IF Western blot :UXHE LIRS B =4, BE4T 12% SDS-PAGE HLJK ;4 H
VK %7 ENE R NC i b, 5 HRP AR id R OR 85 3= 448, Bl Ot 4517 o IR KR B 2L H
Sigma—Aldrich 2AH], ™5 H 5 4 61397,

[0070]  [RJIN} DAFE N 2500k pET20b IR AT B BL21 VR A% ], FF4 I Bk Ui AT Rk
Faitk, f1 Western blot #:il .

[0071]  Western blot fyI&EHEM 1) LIWARBNEDRA SR KNERE SR,
HER 2R 30kD, S EA S &3, RHHNEO A SR RERSE SWHUE.
2) AR BA R BT SR K ERE SN EE K.

[0072] (=) PUAKRIIDhRERIN

[0073]  1.H ELISA J73Z, $ BT R B2 dl% (IC,,) -

[0074]  a K sEhEfs] 2 il #5453 BRI H B (GEN-BSA) FH B4 2 P B v i, 15 1) GEN-BSA
I CIZASEH GEN-BSA VK FE R 1w g/ml) o EOBEZE P <pHI. 6.0. Imol/L FITK R Y 2%
N

[0075]  |r] 96 FLARIKIFLH I GEN-BSA RIS, 100 u L &AL, 37°CIRLE 2h s £, H
PBST ¥V (PBS+0. 05% Tween20) ¥EBS 3 %, 250 u L &fL, Bk 30s, JTFLA AL ;

[0076] b 4RJ I EFFL A AN 200 1 L2% BSA Hf FE, 37°CHRE 2h, £ FL I 14 ;] PBST
W (PBSH0. 05% Tween20) YB3 UK, 250 1 L &L, &4k 30s, BT L1k,

[0077] ¢ ) FLH BN BRI AR v VR RH AN (R R BE 16 PR K 85 B AR L S V8, 4% 50w L BR AL,
3TCHFE 1 /o DU BREDTAAR VTR AS NN PR K 85 2 An vt ot 35 VR PR FLATE S ek 0 P
[0078]  FRBEHUAAVEIRIIH]S AR SRR BE SE I (=) "I 2B iR1q 2V, ik
TR I B h bng/mL s #F MG RV 0. 002mol /L IR IR £ 58 i

[0079]  AN[RIAK BE IR BROK B 2R VR IR il 2% < A R VRO RS DO 85 2215 2L

[0080]  d.fH PBST ¥ (PBS,0.05% Tween20) ¥E¥% 3 ¥, 250 u L &AL, A TFLP w4, o
A HRP FRid B BT His BRAE S s FEHUA, 3T°CHFE 1 /DI 5

[0081] e, F PBST % (PBS,0. 05% Tween20) eSS 39K, 250 u LEAL ;I TMB B, 37°C
SN 10 4380, N 2M B R % 11 2 6 [ N, B AL 50 w L, A% H BgAR C3EAT 15250

[0082] SO 3 IRE K.

[0083]  &5RUIF -

[0084] 1) WOt FEAR 55 AL FT NN BIFR AE s v P DK 85 28 IR FE I B SR B, kI8
AT B 1) B REDUA B A E N IR R BRI E SR vk, JF 2R, Ui B P A
TR PR OK A 2= 10 S A o

[0085]  2) NI (1Cs,) FHMEXTHEFL (BIAE IR K& R AUES S IL ) e
50 By, 5 SZB FLAIWROGFE(E A B, 24 B/By A 50 %6 i T X W F DR K 25 22 bV (o VR PR R
HIEA 33 (ICs,) o X SBHLHIAHIZ (IC;,) 4 1. Tng/mL,

[0086] 2. HUAA )21 FHH 0 o2

[0087]  J7¥Z: HUE B — E MR FE DU, 73 0 N N B TS I id s 8L, AT P ) &5 &
RN, LGS G (B) APAKR, PUIRIKEE (mol/L) Ak br 2 il i ith £, sk P ik

10
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VLFIFE RS A 50 % B (9 B B R &, AR B R A BT ARfE U RS B R IS s 4

[0088]  &5HR HUAARRISEAEECY 4. 86X 10°L/mol .

[0089]  SiJitifhi] 2 A PROK 25 25 R B IR S e 1 5 e B AL ol &%

[0090]  — PR 2 R G T IR A A

[0001] I ELBE R KRS £ SHAMAE AR (GEN-BSA) FIBEARAR

[0092] 2K KEF =PIk SLhf] 1 Hh TR BE Pk, Bk TAEMBIRE N 5. Ong/mL, BT
PR TAEWR R AR R R S s 1 rh Al RS B BN

[0093] 3. K K % 25 A il i« IR K 55 22 b VB W N PROK 85 25, b o O S VLIRSl o
Ouwg/L.0.5ng/L.1.50g/L.4.50g/L.13.5ug/L.40.5ug/L; JK K & & W g =%
Sigma—Aldrich 2] ;7™ 5 H 3% 524 GL397 s IFE AR B RS i iR SR B

[0094]  4.BbR B0 R EAL DB (HRP) ARic i SLPT HIS FREE ST PR I H 35 [
Sigma—Aldrich 24#], 7t H 354 A7058 ;

[0095] 5. JEA) W < HH A VBURT B YA, A VR 2% i AL IR IR AWV, B VA 1% DY AR
SRR (/KB

[0096] 6.2 1F 0. 2M B R K VSV

[0097] 7 PRV :BF | THATAR PR E  BEan VARG IS B0 o 10ml 3 20.5g &
FEACENAN 990m] BERR Eh 2% MR G, 73 B T IR VR s TR IR 2R % v IR B R 0. 01N,
pHAE N 7.4 ;

[0098] 8 FFAHIRAATE 0. 04mol/L IR ER RV 1 FLIEAT 20 £ e , O AE S R B
JEAE

[0099] = SRR 4 o0 11y il 4%

[o100]  (—) BLEEJE A HI

[0101] ¥4 20mg JK K% 25 (GEN) ¥ + 0. 76mL B 7% /K 1, 3 B K K5 2= MKW %
12mgBSA ¥ 1 0. 75mL X 757K /1, 13 | BSA B 7K W 54 RN 2 22 I /K 3 80 N BSA 117K
W FAERL ) Dideas EBRe, 8 BB HOC B T 4 62mg /K PERRAL — 0 fi
(EDC) ¥ T 1. 5mL R ZE/K 1, 433 EDC 7KW 4% EDC 7KW NN IR T,
iR (25°C) Ptk NV 24h, K43 BRI 1T, Hodr B RO E 2= A BSA AR
(GEN-BSA) ;7 11 B NGE T R0E T 3d, B 8h ¥ 1 X, &5 03¢, T —20°CIC A7,
[o102] (=) Fu il Copl Jo iy m il S L il 2%

[0103]  f 4% A7 & b R GEN-BSA (1) 58 2K £ 0 bR AR < FH 10mM (1) %k IR &8 %5 W0F L JRU A
1 50000 f5#8E (6. 01 g/mL), B4 96 FLER 2K SMlEARtl, B4L 100 0 L, 37°CIRE 2h, 5
FAURIE, FH PRGBS 20 15 Ja ek 3 I, BRI 30s, a1, RIS AEREAL A I 200 v L &) 4]
W, 3T CHLE 2h, 12 FL B, T4 5 LR IR L 2 2 5 ORAT

[0104] AU ZE M < pHI. 6.0. 05mol /L FRIBRIRANZE MR

[0105]  FFPHVE < BF 1 FhEr R B W R VA ECH] 2 Sml TfyE | 1g B &AL EN. 30g Mk &
RS, BB 2h 22 pP R I 2 25 28 1000m 1, 5 3 PV s 3o, BEIR R 22 i v IR vk B hy
0. 02M, pH{E K 7. 2,

[oto6] = AR EAS I Ty v

[o107]  (—) FEMATALZE

11
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[0108] 1 ESIMFEA A A9y B W04, 4000r /min B5.0 10min, Wk B2 B ImL 22
SRIGIT A 00E S 2 15ml B E b s HFE AR MITR 1 ¢ 39 LUl AT Rk (R 50 n L 4
WHFERL NN 1950 u L FE SRR ) o B 50w L FH T3 #7 o

[0109] 2. K PN FEA My dg % (FREL 140, 05g 1628 FF 5 22 50mL 28 245 L4 B0 & b, I
LomL # AR, AR 259K 10min 22083 A 3V A#, 4000r /min, 23R (20-25°C ) B0
10min, B 252, B EJHEW®R 50 v L 347997

[0110] 3RS IIAE A g X8 P« FH 35 B 35 B0 AR & s FREL 240. 05g 334 22 50mL 58 2K
CAREEH, I 8mL PBST 22 VR A48 % dSmin, JOAIE O bml 70 L FIRGIES
10min JG## & 1h ;4000r/min 2.0 15min ;B2 HL 2mL 8] 2V A 10mL B3 508 4, I
ImL. 1F O, HIR %8 780 ¥8%% 5min, 4000r/min B0 15min ;2% B2, BT EiE WA
MR Z 1 0 9 RRRLL AT AR (50w L TZIFWMNA 450 u L A AR ) sHU 50 1w L
T

01111 4 KN FE A g %8 B < B 25 B A 600 0 0 38 3, FH 38 Jot 4 220 J5 JHF 0 o 5 PR B
5.040. 05g ¥ i) 2 50mL 22K L0 B0 B, I\ 10mLPBST 2% 5 VR & #8 %% 30min ;
40001 /min B0 10min ;B E 2ml 2SR A 10mL BEEE B0 T, BN 3mL iF Okt 3R % 25
78 ¥% % bmin ;4000r/min B0 10min ;% B, BUR ZIE WA MAERERIZ 1 0 9 /A
EEREATHERE (50 L R VS 450 v L FE LR ) SEL 50 u L KAHHEAT 2047 o

fot12] (=) A&

[0113] 1 FRHE e HIE

[0114] o) B A B R I BEAR BB FL R DN PR K57 22 PR vE S ¥ 50 1 L, T I R K %%
HPUAR TAER 50 u L, A @5 AR R, 37 C TER A6 A [ Y 30min, 48] H L A A4, B LA
250 1 L YEVR I, 30s S {31 HH L AP VA, A B ST B R SRR AR 5 Ik, RO AT I A BEAR
ZHLTAEW 100 w L, 37 CHEMEAE T )Y 30min, {5 H AL A, R VRE PR, BN
YR, BRIR GRS, 3T CIEIRAR B B A 15min, FFLIMALIEWR 50 u L, BRRERE G R
53, FHEEFRAC, TN 58 B AL FEAE

[0115]  FHBRANUK L I bR S SV TR PP 3548 (B) B BLSE — AR i il (0 Arite )
IO By FEALL 100%, 1521 H 73 WO R . LA RE = ARAE IR (1 g/L) K
XTEUE A X, B WOGRAEA Y i, e dilbrE th 2 K. S RIFsHE g & 1 s,
[ot16]  HWOLEEE (%) = B/By) X100%

[0117] 2 i rp PROK 85 2= W B 1l

[o118] v 0, 49t A7 A Jor 1 I8 A A kL P I AN ASE I A S 9 50 1 Ly PRI IR K55 35 52
FEPUAR TAEW 50 u L, FH 55 AR BN, 37 'CHE AR S 30min, 18] HH FL AP i A&, BEFL I
250 1w L YEARIE, 30s Jo {8 AL Ry i, bt o 58 B VR ALl 5 Ok, FHWOK 4830+ I A BIR
AV FR I BT TAEW 100 w L, 37°CTEIRAR R Y 30min, 18] H FL Bk, R Pk
B, BALIMANIRS IRY) Z G 100 v L, BRIRG RS, 37 CEIRAFEOE B (A 15min, ffL
IINZHE 50 v L, R R% 85, FHBEAR 0 T B LR .

[o119] 25 LI BRI ARSI RO G RE P 3548 (B) BR DASE —ANFrdE s (0 b
) MIWOLEEE B, FIELL 100%, 1521 73 WOGEEAE « AHXT I R — MR IAE A K &
Gy WRO FEARL, WOIRT MR AE 1 2 152 H RS I AE AR Vi VKT IO PR AL, P AR 3 A oA oot A VR PR IR P

12
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B #0550 HARE AV EROR B R TR B o

[0120] DY 3R GRS A8 R P

[0121] () HERRERE 2 RS

[0122] ARG RKFRIFES (R0 S S ARERT ) oI PRK 8 2= hn e b, 43R
KA REIRAES AR TP AR A3 51 g/kg 10 1 g/kg 20 b g/kg i3 N IO i 7
Sl e MR S0 — A BT 7 VAT T AR B, 15 BRI AL A

[0123] M =AARHE K RS & B 3 AR EAT R I, 46075 vk se 3 = rh iy
R, B ES 5 K, AR R R HIE 1

[0124] 3% 1 VHEAf AR 25 R0 45 R

[0125]
WINREEL (5) IR E2 (10) WINIRES (20)
FE S S I 1 25 O S R 71 23 R S T 51
RG | CV Cv RG cv cv RG Vv | Cv
84.6 | 6.4 93.6 | 6.5 89.3] 7.2
44
90.2 ] 7.8 |10.9185.2| 81 | 11.6|78.3| 6.4 | 11.2
(ug/L)
85.7] 6.3 79.3 | 7.6 85.7 | 6.0
91.3 | 8.4 86.7 | 6.8 76.5 | 7.3
e 2
73.4 | 6.1 |12.4(89.11 7.4 | 10.8|84.6 | 5.8 | 10.3
(Kg/kg)
82.71 7.3 76.8 | 6.3 87.1] 6.7
86.4 | 5.9 87.6 | 8.0 86.4 | 5.6
pAA
79.1] 6.8 |13.1190.5] 7.8 |12.2 | 77.2 | 6.4 | 11.6
(Kg/kg)
94.6 | 7.2 83.2 | 6.7 91.4 ] 7.8
77.5 | 6.7 85.4 | 7.3 9.8 | 6.7
35T
82.1] 5.6 [ 11.376.8| 6.4 | 10.5(85.11 6.3 | 11.7
(ng/kg)
89.6 | 6.2 83.6 | 7.5 87.6 | 7.2

[o126] AR NAR ¢ REUNTHR TV -

[0127] KRR S FR B = R — IR0 1 [F) — R N SEARE AR (— R & K7 ) EEIE IR
BT R4 R 5 R AL

[0128]  H#LPN AR REUK T

[0120]  HEPY AR R A= [R]— R 2 5 PATREAR AR 5 R AL

[0130]  Hk[A)AR S5 R ALV 57

[0131]  HEIAIAR 5 R A= Rl —AEAAEAS R el o2 25 S 107 53 R 40 B P 3448

[0132] S5 5L A FE SRR NIECRAE 73. 4% ~ 96. 8%, #iL Py 48 7 REUAE 5. 6% ~
8. 4%, #LIAAE 7 RELAE 10. 3% ~ 13. 1%

13
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[0133] (=) &R A7H

[0134]  KXFVEIRAF AN 2-8°C, &exd 12 A B I 52, 57 & 1) e RO EAE (F b5
#E ) <50 % HIHIHR FE R K FFE N IS Fmil 2 (3 E IE U 2 W o B e B R fi ok 72
W, S AR E AR A BB, B R & 4F 37T CIRAEI &4 N IUE 8 K, 347 s &4k 5z
3, g5 RR YL GG & DR bR E 2R/ G 53K . 5 18 2GR E AR 4 DUR A, il &
AN =20 C UKV VR 8 TR, I & &5 B R WA & 5 R AR 58 2 1B o LA b 25 AT 13 R
& LLTE 2-8°C 2/ R LUfRAF 12 > HUL b

[0135] (=) AN RMNFRIRLE -

[0136]  AEFEAH MW kAT A2 X N ARG, 18 ik 2 Plobr v i 26 73 01 45 21 L 50 %6 Fp ik
FE o FTR R G H e A (A8 SR V3R

[0137]

RXRREHE (%) =
[0138] & 2 iXH & dr TP

FIEE50%MHIR R KRB RIRE x100
51362 50% ) Y AH N2 4 JBR B %

kB X RBEH (%)

RREE 100.0

BER <0.1
[0139]

EE <0.1

KREER <0.1

AER <0.1
[0140] HEER <0.1

[0141] i%‘z%@ﬁﬂ,Zlﬂyi%iﬁ%ﬂﬁ%ﬁﬁ:ﬁ%%ﬁ@%%ﬁ@% B A & BHAR 7 & m] ARSI R K
[0142] SR 3R PR KA 25 R 4R A il 4 5 N H

[0143] — RAEHIEEH

[0144]  FTIRIRAE FAE SR SC R L B A G i | g 7 s R K 2 i

[0145]  FITIBAE WA SO L S AR G | Jsg I8 J ARTTWR, 7K AR YR 422 WL 32 4 » A ot W AT A P R i
5 H R 4 P G i A 5 S R G 0 R R i 55 e I I PR 42 s P B2 5 S 7 ) S i 55 W 7K R )
B A

[0146]  FTR ARG A IR S id R KB Z DR (FA RSP P 1 FinEg
H)

[0147]  Frid S b Al DX R X, A X (C 28) FUmdzIX (T &) B0 5 Fridik

14
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R KA HE B A TR ARSI DX AT 3 e A B R g (1) — ) 5 Jo s DX AT 320 8 e 4
AR S PRS00 5 A 0 DX 0 e A e D, AR X LA A BT HIS BRAE L o FEHLAR 5

[0148] Sk WRSCER g 2T 4 R BB, S5 0 JE A B TR 2T 4 2 (NC ) s WR /K IR 7K 4R 5 i
G O B BAR S AR IC R K& = DU B AT YL 8 AL AL T8 Tt
[o149] - IRALII 4%

[o150]1 (1) BAAGHFRICHUIE -

[0151] B AR S d HI il 4% < H 0. 01 % S A IR /K ¥ ¥ 100mL A 1515 R 10 4% n 4 22 o
it B FE IR DL NN 190 R IR — A /KT 2. BmL, 2RS40 74 20min, S 2 &7
WL th, SdAH, A BT RKE B ARL, 2-8°C LR 17

[0152] 0. 1mol/L K,CO, A XKW pH 8. 2. #F 10mL AR SV P i\ 50mL FEAf
b, LR R RS 250 /min FiEHE, BN ImL 7 0. 35mg SABEHUIAVTR . BN 3mL 5%
BSA, FFEEHEFE 10min. SFRPUARH T IRACE (1500r/min) B0 20min, 5725 HHEER 450
RO B UTHE « 2105 EIE I 2-8°C, 11000r/min B> 40min. W5 A =2, EH LiF,
B TSN G 2L PT0E M CRE BB GRS RURLZ o BT s KNG 2L Ui R 2
FAN—ABE R, FE 1% BSA 119 0. 0lmol /L R B v RVR B 2 & . Pk, [ b
FEE B 2. BJEH 1% BSA 0. 01lmol/L PB( & 0.02% NaN,) Hy i VR &k JE AR R )
1/40, 2-8°C13-4% .

[0153]  (2) Wi&r AR SR IIPTIARME BB EE LT 4 -, il i (A g 2

[0154]  (3) WEfE «7E S L RS T Ze il C e B 73 il g b Al JEU R bR b HIS FR 28 o v e
LA

[0155]  (4) 2% A HE L IR IR G 2R IR 4T 4 22 i WK 48450 W VR4 T 2028, ARG
DIk, B RAC R BN SRR, T EGA4R R .

[o156] = FHiA4R-R AT AR

[0157] (1) #F Al AL R A

[0158] L ASINAE AR 4y B 2= 47 53 o 24 0% B4 RS R RS VAT W B S Al , A0 4 £
IRAT S PITIR AP IIEE T S AR AR L 10 4,

[0159] 2 KGIIAE A I3 - B4 A W AROREVEOEEAT RR0RE o Ao, A R A5 85 4 i, VRS 5
ARAFIAE T S FE SRR AR 10 4.

[0160]  HUHIXAR A, FFdf G T T 5 i, WA DB N 4 3 T#F 5 fL 1 55-10min
FIW £ R, 16min JiT (1A 45 300

[o161]  (2) &5 5LA|0y

[0162] [ :C LR, T LR AR UL, Jo il SR 35 0 B E

[0163]  PHME :C £k, TR B, HIBHE.

[0164] LAY :C AW, it T AT BE, %R R A N T

[o165] DY RAKR IR

[o166] (1) i PH I 2 AR P Pk

[0167]  HEXAHIERIBATEA- D (&R KR <50.00 g/L) MFAMEIEERES (SRAER
<50. 01 g/kg) % 50 173, BUAEMIER ARG (S IRKE R = 50. 01 g/L) FIPHMERKE (&
RKEF 2 = 50. 01 g/kg) #5650 3o HEHE M S50 = rp T il 77 V2 A 215 43 73 R 4K
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RUATEIN, vFEARSH R A S H P
(01681 £5 L + 75 50 G WIHERK TR 4, SUAE TR H SRR B3t 1 6 R

2% . 1F 50 4 BHYERE RS S I0 5E F, SRR A HY A R 5 0 44, ARBAME R R 0% .
[0169]  (2) IRALFARAFHA

[o170] A PEIRE 4 R K], AL RAE 2-8 CoEMR AT N HB TR A R4 1 4,

12/12 11
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1/2 51

EZIES
<110> bt 4Eidt He L W HE AR TR A+
<120> — P PR & =PIk S I H
<160>2

<210>1
<211>263
<212>PRT
213> NLFF%)
220>
223>
<400>1
Pro Tyr Asn Ala Asp Gln Leu Ala Met Ala Gln
1 5 10
Ser Gly Pro Gly Leu Val Ile Leu Leu Thr Ser
20 25
Thr Val Arg Leu Phe Ser Thr Ile Phe Ile Gly
35 40
Thr Tyr Phe Cys Ile Arg Gln Phe Pro Gly Thr
50 55
Ala Leu Arg Glu Arg Tyr His Ala Ala Ser Lys
65 70 75
Arg Asp Thr Ser Lys Asn Gln Ser Ser Ala Ile
85 90
Thr Val Asn Thr Ala Thr Pro Lys Cys Ser Tyr
100 105
Ala Arg Ala Lys Ala Pro Leu Ser Leu Ser Pro
115 120
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser
130 135
Gln Phe Pro Val Pro Cys Cys Ile Ser Gly Thr
145 150 155
Ser Tyr Ala Asp Ser Tyr Ser Thr Val Asp Leu
165 170
Asn Gln Gln Lys Pro Gly Gln Pro Pro Arg Leu
180 185
Leu Ser Leu Tyr Gln Phe Ala Ala Ser Arg Asn
195 200

17

Ala

Leu

Thr

Lys

60

Arg

Leu

Tyr

His

Asp

140

Gly

Ser

Leu

Tyr

Gln

Ser

Val

45

Leu

Ile

Asn

Pro

Gly

125

Met

Arg

Gly

Ile

Gly
205

Leu
His
30

Arg
Glu
Ser
Ser
Asn
110
Gly
Gln
Ala
Thr
Tyr

190

Ser

Glu
15

Leu
Gly
Leu
Val
Asp
95

Trp
Gly
Ile
Thr
Phe
175

Cys

Leu

Glu

Cys

Trp

Met

Ser

Gly
Thr
Ile
160
Trp

Gln

Pro
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Gly Ser Val Ala Val Asp Leu Gly Gln Asn Ser His Ser Thr Ser Ile
210 215 220
Leu Trp Arg Lys Ser Met Leu Gln Pro Ile Thr Val Tyr Asn Pro Ser
225 230 235 240
Ser Ser Lys Leu Pro Val His Ile His Lys Leu Glu Leu Thr Asn Ala
245 250 255
Val Asp Ala Ala Ala Arg Trp
260
<210>2
<211>789
<212>DNA
213> NLF4)
220>
223>
<400>2
ccatacaatg cggaccagct ggccatggec caggegecage tggaggagtcec tgggectggt 60
ctggtcatcce tactaacgtc tctgtcccac ctetgecactg tcaggetett ctcaaccatce 120
ttcataggga cagttcgagg atggacatat ttctgcattc gacaatttcc aggaaccaaa 180
ctggagttga tggccctgag ggageggtat cacgcagecat caaaacgaat ctctgtcagt 240
cgagacacat ccaagaacca gtcttctgca attctgaatt ctgactgtac ggtgaacaca 300
gccacaccaa aatgtagcta ttatcctaat tggtgtgcaa gagccaagge accactctca 360
ctgtctecte atggtggegg cggtagegge ggtggegegtt ctggaggegg cggttetgat 420
atgcagatca cacagtttcc tgtcccctge tgtatatctg gecactgggag ggcecaccatce 480
tcatacgcag actcttactc aactgtcgac cttagtggga cgttttggaa ccaacagaaa 540
ccaggacagc cacccagact cctcatctat tgtcaattat cgectttacca gttcgcageg 600
tcgegtaact acggatcact geccaggttca gtagcagtgg atctgggaca gaattcacac 660
tcaacatcaa tcctgtggag gaagtcaatg ctgcaaccta ttactgtcta caatccatcg 720
agcagcaagc tgcccecgttca tatccacaag ttggaactca cgaatgetgt cgacgeggece 780
gcaaggtgg 789
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100
90 |
80
70 T
60 |
50 |
40
30
20 |
10

RHEGELIBAR (%)

0 0.5 1.5 4.5 13.5 40.5
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