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L. —FhHr A CXCL1 B vg FEHUAA B A B e e M U T iR 745 3 SRR I AR R 75
X, FH A B T AR X R e s X DA R B ] AR X R B P S XA e »

FIT I 4 W] 7% X E DN B3 A iy 2 PR 2 AR e 1R 7 1) B ok R IR 16 R IR 2 R R 7 41
I
HRiDHEBE FR1 R IR T4

YE 4 COR1 415 4 Ron IR IR 741

ald e HE FR2 LR T4

£k CDR2 {7315 5 KRR IR F5)

Sl AL BE PR3 R IERR P4

YEJ3 CDR3 17415 6 RRIMEAIERITH) K

LR BE TR (MR ILIRFA)

FIT I B W] A8 X EH AE M\ S22 A i 22 PR S A i 1K 07 1) b ok IR 16 T IR 2 IR R 4
TR -
Ynhd EHE PRI R IR T4

YEJ CDRL ({3405 7 RIRIMEIER) T

Y TEHE PR2 IR IR T4

YEJ CDR2 (W34S 8 RIRMME LR T4

Yahd TEHE PR3 R IR T4

YE CDR3 (W7 515 9 RIRME LRI TH) X

Ynhd ERHE FRA ISR T4 5

TR B K R FR1. FR2. FR3. FRA K24 2 X3k A B/ L

2. WIARIESK 1 PR Bt A CXCLL B se B BT AR B B, BHARBE ] AR X A e e e X
DA% T T AR DR R TR 7 DXAE) G, ITIR R T AR X P45 10 RO IR EUE R 7 SR B
JTR ERE AR X PSS 11 SRR SR ER T ARG B, I I e e B T 1B DXk BB
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A CXCL1 EERMREFNES E

B

[0001] AR HIHS K—FhillE N CXCLL & A5 ( LURdfEA CXCLL) 75, 4 5,
AN Fe— Rl E N CXCLL ) o e~ € 75325 Bl o 3 20 5 75 20 & A T R se 3t
PR P B inid 5 e e AR sl H i B9 MO CXCLL IR IR P 91 B2 3 AL 7)
FPA DR AR MR RS e Tioh, AR KAl LAE EARIIE A CXCLL 82 R 75
ALK 5 N CXCLL Hy 5 R4S G S e DR BUH A BL.

BEEA

[0002] A CXCL1 &2&J& T CXC IR Rl —Ff . AR B SR MR P A7 A6 T 1/
R, 5 HoAh CXC KR FIFEHILAE 20 e BV I I B R 1k .

[0003]  JEAFESR, AHRIEFR LR A CXCLL AR A MR AH R IR 1 R 4R H o BRI, AATT AR st
MR RS ST I AT L R PR % b B bRy (JEERISCHR 1 &SR 1) o ZEm, A
TEFE AR K e N S L St P 0 3R S5 LAt T M b g 8 5 O A 2R el Iy, A CXCL A%
FERUKSE BB B B AR CHEERISCHR 2 3E LRSI 3 FEERISCHR 4) , WAk A]
CARR L K/ B 0TS e PR e b Rz e M bk

[0004]  FATTT, 75 A% FH B AT FRTIE G 72 2 00 2 V2 BRI 5 V2 o, A0 b s B 5 2 1) R AU AN
Ao fltn, BRISCHR 1 A Ic g RDSYSTEMS 2 &) (LA R&DSYSTEMS 2y 7] ) #ill i) A CXCL1
58 AT & A H PR FE A 20pg/mL 2o A, i AR BRPR IS N CXCLL R BZ IR AN B ik
K PR o PRI, 945 B v RABURE N CXCLL HI E V2

[0005]  LHISCHR 1 :W02007/026895

[0006] HE L H|3CHR 1 :Hiroaki Kawanishi et al,2008, Clinical Cancer Research,
vol. 14, No. 9, 2579-2587

[0007] JEEH|CHk 2 :Gong Yang et al, 2006, PNAS, vol. 103, No. 44, 16472-16477
[0008] JEEF)SCHR 3 :Yu Wen et al, 2006, Clinical Cancer Research, vol. 12, No. 20,
5951-5959

[0009] JEEF)CHR4 :Jing Luan et al, 1997, Journal of Leukocyte Biology,vol. 62,
No. b, b88-597

XRAE

[ooto] [Pl AK B I — A7 S H AIAE T3R8l LS vy SRBUZAII A CXCLL 1) Fe e
FIER. RS, AR H AE T, T8 4 G DR s s R A 23 1 S 5 5 I
T2, 3 DA vy RABEEARE I CXCLL {19757, BT Bt iR st S R & 20 5 R e A CXCLL 92
SR AN PR E 3 ARSI AR R R R

[0011] 34k, AR W) 55 — A U7 S 10 B BIAE T3 URe 3 ME U CXCLL 9 550 [ T4
SR B SRR S, AR WIS — A B BE TR0 — M e B HT R s 7 B, BT 4
o FEDT AR BIL R Bl DU L3 DUSE iRy REBUZ AR CXCLL 895 ¥4 HAs s 2 PR s
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CXCL1 [P s BB 741 I H 5 IRA HUAAH L AT A moi f e

[0012]  ARBHANSEN T Rk IR BREHAT TR, &5 R RIS 4 A 5 s FE B s
PR RN 3 AT Gz 2500 52 , Bee DA L IRAT A B vy 1) SR AR ARSI N CXCLL, JTidk 53 v e
PR BT R 4 5 A B CXCLL [ 28 5. 7 41 (RRe e 3 A 1938 53 e 1) DX R e ik 45
Lo FHN, INHIEIR T S5 FXRA CXCLL F[# 3 b3 43 R 5 5 M 45 A i S e
FI R g BERUIAR S AP UIR I 22T I8 o BRI, 43 B8 T G SOz p vk i 2 25 1R 7 4 1 2
P, e FOBE 74 O, mT DAl A DU LI EA B . ARBEE T Bk B
SERLE, B 3R AL (1) ~ (15) .

[0013] (1) —#Fh A CXCL1 8% 3 3 #2824 00 5 O 90, SLRRAEAE 1, A 2 R DL ERIBT A
CXCL1 B se R Bk sl Ly B, Wl e #F 5 A (99 N CXCLL B v B, Fridk 2 FhbL BB A CXCLL
BT PR B B S IR R e N CXCLL 45 A 5 i s R 8 e 4 1 3 23 e A B e 1) 5
1 ~ 3 R RERRTH)H FE— 5 X HAR R R S A RIRF A X .

[0014]  (2) 41 (1) PR A CXCLL & [ ) H e 250 58 751, SLREIEAE T, A8 AR 7 1 3R
WFH)S 3 Fon TR 741 X (K HT A CXCL1 B s B Bk el H B, B2 A8 5 1) A CXCLL
W e B

[0015]  (3) 41 (1) =% (2) Friki¥I A CXCL1 &5 [ S s 200 e 7 v, HoRp e /e, A8 Ay
SEHRAEH) S 1 R R IR ) X T CXCLL B 50 B ik s A B Ay S IR ) e
F'5 3 RN E IR A X LA CXCLL H oy P sl H 7 By, e A% b N CXCLL 4R
e B

[0016]  (4) 41 (1) 8% (2) FrikfI N CXCL1 &5 [ S s 200 i 7 2%, HORp tiEAE -, 4 FH Ry
SR FEF)S 2 F7n Y a B e 41 X B FT N CXCLL B8 7 [ iR s 3L 1 B S0 S e R i
H'5 3 RN Z LR 741 X LA CXCLL 5y P sl i 7 By, ME A P KN CXCLL 2R
e B

[0017]  (5) 41 (1) ~ (4) FAE—TFFRK A CXCL1 BT A S 240 i€ 77325, ok, pirdk
P A A 5 O AL IR L7 I 2 PR B8 AR 9 YA 908 ~ Y VR RS VAR o

[oo18]  (6) —FiHi A CXCLL H o FEHUABIL A B, 2% 7 R AP 45 3 "R A
CXCL1 £ 1 T 2 L TR 751 0 4 e 41 ) B s R b vk sl 7 B, AE L8 8% |, CDRL &/ T
G5 4 RRBIRAZERRTH, COR2 S8 755 5 AL T4, & CDR3 HH 745 6 &
INOEIERTH), AEEHE b, CORL &7 7T R RAERIT 5, COR2 HH T4 8 &
NEIERT ), K COR3 SH 755 9 KRR ER T .

[0019]  (7) 41 (6) FriRAIPL A CXCL1 Hsg i As H v B, Hor, B E X 5H 745
10 R IR TH), ERE LR SHTIS 11 RRKAERITH

[0020]  (8) —FiHi A CXCLL HygpEHLABIL A B, 2R R AT 4) 5 1 RoR IR A
CXCL1 £ 1 iU Z TR 75 W30 43 e 1) ) 5 s Rk Bl o v B, AE L8 |, CDRL &R T
5 12 KRBT H), COR2 FAHTPH) S 13 FonMEE IR T4, & CDR3 &H 745 14
FTRMAIEIR P, fEERE I, CDRL A P45 156 RoRIAIEEE 41, CDR2 &H 74T 16
KRR T, & CDR3 FH 7 17 RN NIRRT

[0021]  (9) 41 (8) FriAIIPL A CXCL1 o B piiAe v B, Hor, B n X 5H 7415
18 RN IR T, BRI LR SH IS 19 KR AERI T .
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[0022]  (10) —HHi A\ CXCLL HpaBEPUA I i B, 2R M RBP4 5 3 SRR A
CXCL1 £ [ 5 ) 2 R BR 7 A1) 30 43 e 1) 1) o v B e Ak Bl 1 B, L |, CDRL B 7
H)'5 20 KRR ZERRITH), COR2 FAH YT 21 R IEELIT 4, K CDR3 &H 7415 22
TR IR TA, fEERE b, CDRL B FH) S 23 KRR T, CDR2 SH 745 24
FTRARERL A, & CDR3 FAHFA'S 25 KRR EEIR T4 o

[0023]  (11) &1 (10) AT IPT A CXCL1 Hog B puik el H i B, Horp, BT AR X 5 74
5 26 RN IERRIT Y, EREZX SH TS 27 KRR R T

[0024]  (12) —FPPL A CXCL1 Hyg BEPUAREIL i B R R M RA T A5 2 RN R
CXCL1 £ [ 5 (2 AR BR 7 A1) 30 43 e 51 ) B v B b ksl I B, A L% |, CDRL B 7
F'5 28 KRR EERTH, CDR2 & 745 29 R MEEIRTH, ) COR3 &HFH) 5
30 XARMIA R T, fEERE |, CDRL SAJFA'S 31 R ERI T4, COR2 5 A T4 'S
32 KINMIRIER T, & COR3 FH 745 33 RonATLER T .

[0025]  (13) 1 (12) Frkidi A CXCLL B sg PR B v B, Hor, BB n X 51 741
5 34 FORWMEERRTY), R AEX SH TS 35 KRR ELER T .

[0026]  (14) —FpHLA CXCL1 B rglEHLks i By, 2R P51 'S 3 RoR i A
CXCL1 £ [ B Z R BR 7 ) 30 43 e 51 ) B v B ARk Bl B, fE % |, CDRL &R T
F)'5 36 KRR IEIRITH), COR2 FAHTFH) S 37T RoRME L ELIT 4, K CDR3 &HF45 38
FTRMAIEE P, fEERE I, CDRL &°H 7415 39 Rz BT, COR2 A 415 40
KRR TH, & COR3 FAHFA S 41 KRR T4 .

[0027]  (15) fn (14) PrkRidi A CXCLL B wg PR B v B, Hor, BB v AR X 51 741
5 42 FORWEERRIT Y, EREEX A TS 43 R ER T .

[0028] MR A B, BEAE LA LL I A H A 5 iy ) R AR I 52 N CXCLL R A 5341, ] LA
PR PRI CXCLL B E R FI PR IBT A CXCLL By B P A sl v B

R 1 152 AR

[0020] [ & 1] SRR RHINA T B3 AT () G2 2500 5 , Bk IA T A% %0 ELTSA ¥R
TEERF &, ik Y0 BLTSA V2AF A4 S5 MR P05 1 ~ 3 Ron R LR 741 AT —
AR e BEDLAA

[0030] [ &l 2] fif FHr = R IR 721 3 R s IR 2R 8 77 4 16 2R S B E b e B 1)
Sz ELISA,

[o031] [ & 3] {4 IR BIFES S 180 2 Fon I B/ 741 () Bh va Pk S s Sk
WPH) S 3 RN IR 70 K B 5o B R R A\ CXCL1 R0 ELISA.

[0032] [ & 4] FI S i i A CXCLL [ ik B, 8 2 AS Hoks s St M RO e 41 5 2 36
AN IEIR 5 T & PURIE AHAL , 75K F 2.0 ELTSA 75, 1320 ELTSA VA H AE P & brid
IR 5T 3 RN 2 IEIR T4 A R B B BT AR st & A = b id i CXCLL £ 5
IZEIRENS

[0033] [ K& 5] #9022 b 9 A 9 A CXCLL F i1 28 T, 8 240 0 A oBs A % B 1 5 Fh o ik
(IgG1-1.1gG1-3.1gG1-10. TgG1-14. 1gG2b-1) \ Je i EHrAR [ AHAL , IF R AL A 2 hrid
L CXCL1 2 va FEPUIAR 0 ELISA ¥,
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[0034] [ &l 6] i 2 i i) N CXCLL 1) it 4 B, ZE Al o A% R BH (¥ 5 Rt i A i B
rR AR, HR AT A bR iddi A\ CXCLL £ s PR Je.0 ELTSA V.

[0035] [ &I 7] Al PR AN CXCLL F h 2 B, ARkl A A B 5 i i it &5 4t
IKIE AL, 3R FAE A hric B CXCLL 22 7o BRI J200 ELISA i,

[0036] [ ] 8] SRIRAK B b ik S i 5 BRI IG5 B 40 /2 28 (invasion) FHilRE
I (1) .

[0037] [ ] 91 SRIRAK W) 4 B A B i 65 B e 155 v 4 A2 229 il ge i e (2) .

BALHEAR

[0038]  DLF, ¥4 Hb 1 B A BH 1) St 7 =X

[0039] 1. A CXCL1 B o ik 2 H A B,

[0040] A< BH 5 P s F A ARTE“ A CXCLL”, J2 36 & GenbankNM_001511 Fig 8 i s B i
JEAN R R B R AR SRR o M AL T 1 1R« RAR SR AR 732 B AR FAFAE I 528 0, 9 s 2
FRTE EIRE BT A B B B I 1 DMEE AR ER SRR, 5 R AR 75
HA 95% UL b Uik 98 % LA b VEALE 99 % UL [RIE M I SR AR RS o A Bl “ RV PE”,
SEYRAE 2 NREER TP SN BAG ISR FPRS T, #4784 (HEF#E5% ) fFH—
BRI B B mr B, L IR A AR Y A TN R R R T A A iR SR R R R AL
— A2 IER T Y I AH R 28 SE BRI Z I B ] (%6 ) o T3k, BT “ 247235 2 ~ 10 %L,
BN 2 ~ 7.2 ~ 5.2 ~ 4.2 ~ 3 [IRH AR FTRIRFAZAI AR, v LLZE Y SNP ( H%
HIREZ AN ) FET 2 B RARB MBI RER A A . FIREACIEE A PR 5T B2 2R R AU
SO PR S8 FRsT 1 2z ZE R A, W n] DU A 5 HAA R 2 5 R e 41 I CXCLL 5&
Ji RS G B E Bt BB IR ST 2SR, CLANAE B AR M2 51 ( H 2R IV 2R
RINRIR AR AR 7o AR AR B IR ) MR R (FRAER
TR AN RTERR ) i AT AR (MR (RITARAR AR ) S 2 R
(KRR HZAIR 2R )) M H A 2 5 IR ( By Hafer I 2 B IR A 2 1R ) 0
FIRASER (CRNER ORI EAR ) SRR (RAR . 7oA R IR ) LA
JENIERFER (HEAR NRR . &R a2 R S E R ) 5.

[0041] AL B AE KBTI “ S oaBEDLIR 7, 2185 A Kk B ki B st v Brr i 48
X (FR :Frame work region) M B #b#k5E[X (CDR :Complementarity determining region) .
Retl SRR RS & HIRBI BRI Z K. B, A& B ATIE “Br A CXCL1 $ag LA,
FETRAERE 5 N CXCL1 B BB b4 4 HOR A CXCLT s BRI 2 K. AT “ e S 1
257, 2t L SEHUR (AR CXCLL sk v BL) 46

[0042]  MLAI G BREE 4 T R VY S8 AR S5 1), He AR VR B i SRR 1) 2 4% 2 IRBE TR 1k
(R4 R B 2 A BoERe . ERES A N RimBERERI AR X (V) AT C A i I E R 1E 2
X (G, BBEE A N KR A2 X (V) M C Rim R EE X (C) . Hr, N TFHls
PUARRI s G R TR T 1, Vg K VR EE . Pk vy AV 32 110 DM TR
F R, N HA BT SIURKS S mthn 3 N EAMREX (CDRLL.CDR2.CDR3) \ K
VEA A AR DB SR G5 1) A E IR 4 SR IX (FRLLVFR2\FR3.\FR4) o LT H AMILE X T Ak
5HUR0 T HAMYS ARG f), g bR =M (B A Kabat et al., 1991, Sequences of

6
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proteins of immunological interest, Vol. 1, eds.5,NIH publication) ., {H5E X {2 &
I 7 5 AE R W BUARIE] JLF AR, T B RN w5 DX IR 2 25 R 7 916 25 B IR0 A2 S AR =i
I, WHARAEEE ] AR [X (Hypervariable region) o 7ER] AR [X HH, b B kb g g X 55 4 B2 X AE A
G KL A v B FREE R i 1 7 1) | LA FR1. CDR1. FR2. CDR2. FR3. CDR3 FR4 [N FEE4T HEA)
ERIEERE A TN,V MV WA B BT PR 45 & . EskEm s
G\ TgM. IgA. IgE\ J TgD &3, AR MM HUARTT LLAAE—3K, 0L 16,

[0043] AR EHHAA P, nTLLRE A FAE S K FLaAE W I TE shds. BT
DRV N Y 4 N R aNTTTE S A7 SN 3T I s ) N R T W g Ol i 5
U] DAL 2% A i Om ok A5 FH 4 DNA R e 19 0, Hik & Dok e NI Bk 2 2R 1 4L
PR A AR W,

[0044]  JITif kG PR BEPT IR B 1R e DX LA R 1) 18 e B Bk i, ZE BT A
CXCL1 /) B s B e oA rb L fE 2 DX AP R e 2 X B e s ok o A 9 52 AR 9461 1, m] LA
R T IRBUAE VS EANEHE 10.18.26.34 BL 42 T T — MR R BIFLA CXCLL /N L R
SCREPUART V, R EIERIT A B C S AR APUARN C, PR TH . K/ 3V, &
FTATEH)T 11.19.27.35 8L 43 T — N RARPLA CXCLL /N B e BEHUIAR) vy FRIE
ERITH) H G AR ANTUAR ¢ R ER T

[0045]  PriE NJEALPLIE, B4R B RPiE CGEF AIEATUA B RPTE ) 1 CORAS
NPUARR) FR B e e XA H2H &1 T R ik & APt fE (mosaic antibody) o %40, #HIA
CXCL1 7 R ST RE BRI & COREE M APUARR % FR FME E X AT A S5 B HPiik.
FHURRIPTR 5 A S 23 i n AR X AR K CDR 44897, BT LLE )46 5 B3R B hiik BoAT A
FERE5 B R MR A PR, ATFEAFBIEDUARK 22 T 4. B, A HILA 1) E 41 DNA
BR8P, AR IE, Pk ik & AP 7R Th i gnid ok B 3EPTA )% CDR 1) DNA J7
A 53 B A Gt >k BN BUAR XS B ) CDR (%) DNA JF 41, R AT DAF 31 5 BT A 1 AR
U EH DA FIREARFRE COR BREHI1A (Nature, 1986, Vol. 321,522) » 75 Z it B i A2,
A BT CXCLL HARs I A BOH T CXCLL B A BRI, A b — 52 J N JEAL T
7, A EIRBAEPUARRIAR, PR o E 52 XA 1] Dok B B A2 ST RSBk .

[0046]  HEIT, A KB I “Hipk” v UL 2 B PR BTS2 B T DUk, 2IRZ
WHUE, BIE—20 1 W EA Z2APURSE AL BUR B 3S PUR Z5 G357 5 A [F R4 25
AP B, v LIS AR 1e6 2 R EA 2 MHUR S A3 AL PR S A PURS &%
B 5 AS[R] (R 28 0 45 B AU e M AA Bispecific Fifk) . AR, kL &R 5H
FUAE S ARG S EA T LS A CXCLL FAFAEIIAS R A7 454 . AT LU B 40 DNA +2
A YA G, Wit N T AR 16 26493 EikFifk.

[0047]  TEAS UL BH A5 A8 AN, “ B sg B DU B B iy “ HR B, TR IR BRI
Sy, B, B S5 bk B M HUREE R R 45 A a M S b R 2 3G T 2 ik s L =2
Gk BN, 65 2 /b —A FRBURE A HA PRI, BE A 20 1AV RS —A Yy
(2 SRS LR A k. AR BRI, AT LA I8 o 25 P K DI e e BR R (1 7= AR i 2 A
B AT SRHE R PUA R B . AR B BRI, P LAZE H Fab F(ab” ), Fab” %, Fab
eI I AR AR [ B A LB 1 — Bl B 3 N R s DI TeG 43 1 7= AR () v B H
Z IR BEA 1, TR 2 K& Vy A Cy 1 3 NS5 R 3k (Gyls Gi2. G3) 55 vy, AHAR I

7
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Calo F(ab”), &ilid i 8 B M AL LB S B —mi b SE i C AR W TeG 73 17 A
Fab’ i) 28K, L5 Fab #HLL, Fab” &G HR, PrLL Fab” ) H 851G, {HSL 5T | Fab” A
H Y5 Fab [AZE/458) (Fundamental Immunology,Paul ed.,3d ed.,1993), Fab’#] DLk
TEWLAI T 45 TR SR F (ab” ),  UTWT B BE X I i S i 45 2. Bk BiiA R B & P g
G, B SPUR (RIARRHP I CXCLL 8L B ) Fe etk &5 & 11 fE

[0048] AN B bk « 3L B ] CLIE G Ak 2 G e Bl fs A EE 40 DNA 55 e 491 4, mT LA
28 HUAE ] B4 DNA V530 & B iR v Be e BUAR VA PRE , (H BRI ST LAZS il B
T KL ST A IR E R RS AT A R PRI — AN BA BV, Je— B E vy N TR TR
PARZ IR B ZREZ K. B4 LR 2 IRRIH] -, 7] BL2E 5% Fy (scFy :single
chain Fragment of variable region) (Z.Pierce catalog and Handbook, 1994-1995,
Pierce Chemical co., Rockford, IL) Pk (diabody) =8Pk (triabody) B UUEEHT
& (tetrabody) & MPiiASE. ERERER S0,V KV BE AN T2 IR5E (FhE
MERE) Lo HB8EFv A HA T RG-S TR B Frid g FiRn] 22 X i HA 2
U PT R MR BT IE B, WA | A2 IRBET . AERRE Fy W, PIAT X AT DIAH B2
) H 4142, TR L A DRt BT R 5 G « B8E By W] DU AT FH 2 F AR 9 i L 55 By
[RIEEZH DNA 22 NIk B PR SE DR 20, AR Rk A3 2o WPt A4S HA DL RE By 1) 2R G514
FEMHI S5 T (Holliger et al. , 1993, Proc. Natl. Acad. Sci. USA, 90 :6444-6448) .44
u, FIRERARAKEAR T 12 NIRRT, 8E Fv W 2 DRI EALANBE H 4%,
B2 38 i e XCpT A, B, 3Bk e 2 AN 2Bk By AHEAE T, — 4% By BRIV, 5 55— 4 Py BEIK)
Vy, BENEZH A, v LA Rk 2 ThEe I Pi i 45 &34 (Marvin et al., 2005, Acta Pharmacol.
Sin. ,26 :649-658) o BEIM, Wik [F] HLBE Fv () C ARumigs i =F ez iRkt 2 4% Fv B2 R ) —
] LR G, a] PUE s 2 PR (Olafsen et al, 2004, Prot., Engr, Des. Sel.,
17 :21-27) o Q0 EJTl, SHe R0 — A P i B (BA T E & A PUR ST & 5 A 5 R — 38 A7
git, TLLEAT XU, B0 HLARr e 45 6 20 AN [FIER A o N, — D BuR &G 3Ar n]
LAV, B Vg, TR VAL 5 5 7415 36,3738 R I 2 ZE IR 741 1) CDR ( 43 il AH =5 T
CDR1. CDR2. CDR3) , Firik Vy B & &A A5 39.40.41 IR ZIEEL T 4111 CDR (43 AH Y
T CDRIL. CDR2. CDR3) , J5— MRS G AL AT LS V, KV, Pk Vo B8 S H P55 28,
29,30 RN R IR T 511 CDR ( 43 HIAH 4T CDR1. CDR2. CDR3) , BTk v, & & 755
31,3233 KN IE LR T 4)¥ CDR (437l 4H 4 F CDRL. CDR2. CDR3) o —HEPLIA K PUBEHLIA
5XHTAR R B A DL BE By g5 40 8 ZE A I — J Ak S DU SRR S50 . J3 sl a] LUk =4 A Y
Wik B s 2 ER bk

[0049]  HEM, bak “I v B o A FH W B A RE R SCE S E Pt i B (L 2 W
McCafferty et al.,1990, Nature, Vol. 348,522-554) , 3f H-&H BA LR &5 &R
JFco AN, AT A2 DL Kuby , J. Tmmunology, 3rd Ed. , 1998, W. H. Freeman&Co. , NewYork.
[0050] A MR T HA TR FE B 7 A PR sl H iy B BTk 2z SR R 7 91 R Rt A
CXCL1 H. A& #1454yl PE AT AR X K e CDR BT, AR BRI T &8 M b e sk & Al 42
DX HIPUAA B B T S e 3kt A A AR X S 1 P85 4 ~ 43 PIRE— D ROR A SR 7
Fl)o

[0051] X T A B BT A B B, 7R U428 |, CDR1. CDR2. CDR3 W] LAy 33 & A1 41 5
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4.5.6 KR ER ), /6 ERE |, CDR1. CDR2. CDR3 H] L2 & H 45 7.8.9 F7R
(M2 R T 1) o

[0052]  Fj4h, fEAC R B IBTAR S Fr Berh, v, &V ATRLR & A 10785 11 3R
ZNIEZE IR IR

[0053] X TA Uk BB By By, 7E HLA2%8E I, CDR1. CDR2. CDR3 W] LAl & A 741 5
12,1314 KR IERE 74, fEHL ERE |, CDR1.CDR2.CDR3 7] LA4Y W & 7415 15,1617
TN EEERTH .

[0054]  Gi4h, fEA R IR By b, v KV AT RAG S A 8 5 184S 19 3R
NIRRT

[0055] X% Ak B PT AR sl B, £E 255 1, CDR1. CDR2. CDR3 W] A4y & H 7415
20,2122 FIRNEEERRITY), 76 F5E -, CDR1.CDR2.CDR3 1] L4 B & A 5415 23.24.25
TR EER T

[0056]  Fi4h, fEAC KR BIRIBTAA I i By b, v, &V BT RLOR & R85 26815 27 3%
NIRRT

[0057] % FACKR B PT AR s By, fE 8255 1, CDR1. CDR2. CDR3 0] LAY & H 7415
28.29.30 KIRIKZAILEE T4, /6 HE I, CDRL.CDR2.CDR3 7] LL4 W & FE41) 5 31.32.33
RN EER T

[0058]  Fj4h, fEAC R BIHIBTAA I Fr By b, v, KV, R RLR & P85 348415 35 3%
ENIEZE- SRR

[0059] % FACK B PT AR s By, FEHL #2851, CDR1. CDR2. CDR3 0] LAY & A 7415
36,3738 FIRINE LR ITH), 16 HFESE b, CDRL.CDR2.CDR3 7] LL4 W& A 541 5 39,4041
KRR T o

[0060] 34k, fEA KR B EIHTAREIL F BE b, VBV FTRAGM & P41 5 42, P15 43 3%
ZNINEE S IA IR

[0061] A BHKHLAREIL B BEnT LLEAT &4 o SEAR BT IR F “A5 167, A N AT —Fp fEA
R EIPTAREIL B 5N CXCLL [199Rr 7 14 45 6 1k 149 7 T BT i B2 1A T e L st (49
WIREFEAL )« S AERSTIN A A B PR B 7 B T S EE AR . EIRBuRbRic T, 45 ]
PAZE R PG G R (FITC, B U] B sug= M 21, Cy3. Cyb) It 5 ({54 PEL APC,
GFP) JJE (9 kAR ol S AL VO Bl E A R I L AT MR AL ) VAR R (B ) PR
bride T34h, o T SEBUR ISR, T DLSCR A R B I PT AR RS . BRSO
o m ] LI b A B BT A N I — AN B RS A TiT IA . B R PR AT U8 B, 4
[ F4 FR Y I — AN DL B A & 5 R 7 40 h R A — AN DL R s IR AR, B 25 i
BEFEALEAL, bt ] DU IR S A7 OB A 2 o O IR A 78 385 It A8 it Js 1) 236
PER T A (32 E LA 5714350 5 3R H LA 5 6350861 %5 ) .

[0062] %A B G 5 75 v st FH ) S8 s B B AR B 7 B, 8 T A IR BT RN CXCLL Bk
R B e el A v e, AR AT T AT e 0 S o bR (AR B REd B AEX
RN AEA R P A B, AR AAS X BT AT DAZE 8 T CXC KRN
SRR AR 5 N CXCLT 4544 2RI CXCL2 R it A CXCL3 A . S 4h, I LidE A
JZEN, BT S5 80 5 N CXCLL JL38 i At 2 151 5, I 12k S S i DA TR A O BH )00 o
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T A TR e I 5 BERAE SO M e AS SO IR, BT LIS DL CXCLL AR
PUIR ) ELISA Vo NARES S AR Sk B4, RIBT A CXCLL 5 g B i i4 A H v Bt 5 N CXCLL
(%9 S IR a0 AT A A A8 SOV ) F A0 iR 2 1 B A7, DOJE Jh 0 4 9 = 1 5 PR A 1T LA
AT A SCHE IR o I FH 5 40 40 0 SR 1)L 3 A8 SO I oA T 25, AN T BT X BT A Il B
il 2% SR AR 2R 5 PR T LIRS AT 0 32

[0063] 2. FygBEPUIR S A AT il £ T i

[0064] A& BIGHLA CXCL1 553 B Bk sl = AE i ok i A A0 98 v] LB I LR e 8
VRIATHI#% o AHIFASBR 2 T AT 75 v, ] DU A AR A AT 28 S 1 LA ATA] 7 v 4%
[oo65]  A. HLA CXCL1 HygFEdi Al /i ik

[0066] 4 T Hil#& SR CXCLL R ITH FHFH 1 ~ 3 P FE— PR ERE 7
FEB DX R M 45 A BT CXCLL B st BEBLAR, /P E Nk /732 LA CXCLL A KA A F 2 I
4 PR TR DA, 2 )5, Tk 5 A5 1~ 3 T — AN IERRE 2 P4 X A S M 25 A i Bt
RIITTE s RSE LUES)S 1.2 803 R BN CXCLL BIER 4y AU Ry S e S, il 4 B v b i ik
(7

[0067] Al. A CXCL1 {ythl4%

[0068] 5L, il HAE T IE (FiJE ) I CXCLL. A CXCLL 1] PAARARAY B4 A | ali ik
B A SR T A B A B 4 A3 B BN CXCLL e —

[0069]  RARZY A CXCL1 W] LU ML B IR 55 N AR AR B NHE i BN B 7R 40 B B 7
EE AT A B B A (i ORI A S A RN A e A B AR
AT TENT o

[0070]  EEZHZY A CXCL1 W] LATE 5 A\ 4t i 2 (5 DNA BI5CE D B HR 40 i BRah 4t fa
HAd DNA RIE 5, A8 A AR R 553 B8 Al b AR Az 4 e b gk AT [mli .

[0071] &Rl CXCLL 5 G n] A A FF N CXCLT 8RR 44 8., 3l Ay AR 4TI
IR F V200 [ A IR G SR AT A e 77 LUK A2, A CXCLL [ cDNA J¥41J{E GenBank
LS X12510 AFF. 4 FdRA A CXCL1 5 KLH ( B FLIM#E 85 1 ) JOVA ( BIVE & )
BSA (i3 AR ) SRS A PUE R T .

[0072]  W4N, BmAMICLUFES S 1 ~ 3 RN CXCLL FIER 3 e A Ay S i I, B 32 S 5 47
PPN [FIFEHE, AT DU KR E 4 A | Bk 25 6 R S i i

[0073] {1 1, s FHRAR YN CXCLL IR 40 J7 AR A G2 JEUR S 1 50 i 42 4K i A CXCLL
FH AR B S50 1 1 4 B B AT A B, L RAEAE 0 AR BN =) . 43 B 1T B &g &
A HIIA R R 750 8 i s AT # e, v DR 72105 1.2 8103 SRR 37) /7 1 i 3
— 043 B P AE A S

[0074]  S4bh, A AN CXCLL B2 SRR 43 HIE N S R, # 4w ik A CXCL1
(%) DNA JEF TR F415 1 ~ 3 R R EEBR 5y 741 Bk i dmhs bk A CXCLL B—# 4
(¥ DNA JE 51353 » il 4 A CXCLL i [RIAEHubR A RIS HE A, S S Frdi e, Bk
AL RIS 1~ 3 KRR BRI 5 75 B — i i E AL AN CXCLL,

[0075]  DLF, X745 1 ~ 3 FRoRpIEA TN CXCLL Wz BB m s 741 (LU RFRIEA
CXCL1 #4374 ) Wil 2 AT V4 Ui BH

[0076]  (a) ZmhHEZAI AN CXCLL #3453 741 1) 2 12 P BRI il 4%
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[0077] G TR Z BRI il 25 51, A8 R IR SEHliAg) 1 A4l Ui BH , H0E AL 24 B o
[0078] {4 N CXCL1 #73 Jy- 1) () 2 38 A 4t ) &84, ] DI 7 E A b et B &
8T PR B AR BB . 8, VR R BORE, BT LL2E HE R B ORI A B SR (pET16b pGEX6p -
pUC118.pUC119.pUCL8.pUCII % ) 2Kk H AL BB K BAL (pUBL10pTP5 55 ) 2k H BRI ok
(YEp13.YEp24.YCp50 5% ) %o Jiob, AEAWRE 14, T LLZS H N R (A gtll. M ZAP 55 ) .
T, AR AT AT F 9% 10 5SS s A B IR S B U B A

[0079]  [n] iR E AR IR A GRS A CXCLL #0537 H I 2 % RIS, B N IR ik i, A&
U 1R P T A7) BT 22 AN A% 22 A% 7 IR, 48 P DNA %32 g 33 3 31 FH G 224 1 PR st ) i ¢y
PR L o

[0080]  (b) A CXCL1 #4343k Bk e E NI A

[0081] 413 2N CXCLL #i4r JP A R B Btk 3 AR 18 N CXCLL & 3 B fE 4, 7]
LIS 2N CXCLL #7 JP RS A . A5 7 302 5T AlE & s &=, HEERE
fig Rk N CXCLL (1945 = RIAT, WA el BROE o B, AR 48 (CR# e (Escherichia
coli) FHELE (f4n Bacillus subtilis 2 ) Wk, & W40 M 440 (COS i L. CHO 41
Mg (Journal of immunology, 1998, Vol. 160,3393-3402) %%, [ T SN FkEARI T
i, R M B P S N ZERAR B A FI R VAR, Bea R AR o 9, 7] DAS R g
R AT S & 707 B LTRSS o IR EARIGAE AR A 50, HAd#k T2 Fhocwk A . 5
152 ), Sambrook, J. et at. 1989,Molecular Cloning :A Laboratory Manual Second Ed.,
Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NewYork. A%, zh4)40 iy
HIHEAL FR , D356 48 T G s 442 (PNAS, 1989, Vol. 86,6077) . (PNAS, 1987, Vol. 84,7413) L H,
ZFALVE VR RR 57 (Virology, 1973, Vol. 52,456-467) . DEAE-Dextran %%,

[0082]  DA4H B AE My LIS, LIk N CXCLL 373 7 41 3R IS 2R TE 1% 40 v Bef% 15 3= &0,
[F] i oS 8h 1740 R 45 4 2 51) St A CXCLL #8437 41 ) DNA 7 51) J 3 s 8 1 B 471 )
o T340, AT LS Gubs s il A 2 7 BT R P R R . A 3 B RES 7R KA B AR
16 = R FEAE BRI, BT LAAs AT 3 3+

[0083]  LAREEE. B4 L« B A0 Mo 55 F0R% A0 A DA g =N, R AR b e ATl 23 ) 7
2, WA LR BN CXCLL #0737 H) R IR AL k. 76 FAZ 40 e 43 FH N CXCLL 3843 51136
EEARA, B JE 3175 dmbd N CXCLL 573 7 411 DNA J7 412 4, AR 4 B 2R th mT DA% 4238
2R ot B A S (AR SR B2 A A 3 S A 55 ) VN polyA 155 (polyA
addition signal) IEFEFRICYITH)EEME TR LE G741 (SD JF41) %%,

[0084]  (c) HAbIRIREFE BRI A CXCLL 3 3 JP A Rk

[0085] A, #59r LIRS ALK, TR IR B 5 IR AL AR K 7 VR B e R s g
A5 38 T AT o Bl hn, ISV E o fE 2, B B A e R e, RS AT
A] F IR IR BE  JeALEh 2R 5% HREE K G IERI ] o W] DUS R ARG R 2 L & s 75
TP ARl VE S BARKIE) -, AT DAZS Y LB B3, MR IE AR E Tl 46, b Tk
PR AT He AL AR B35 7%, iR 77 22, T LA B R h i Nzl R S R B R PUE R
B R E R A PR R S T A A R AE 3T°C N EET 6 ~ 24 /hEF . BEFEHHE A, pH
PIBORFFAE A T o pH BV A3 A AL ECA AL IR R SR AT . S04 CHO 41 i
SR, T DK R 4L LD 11X 10° 40 HY /mL R AE Gibeo 23 W) il DMEM 57755, 7F
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37°CIY 5% CO, 5 FEAE T IE o BT PR 75 22, T A e i N P E £ 8 &
[0086]  FiR A CXCL1 #3453 P A ARIB AN & B L IR A S HI R G (W anqs 3 850 E D
I, AH Y T RIS R R S B E R 5 ) IR A RIA T BRI, 73X Bk A AR AT
FUE AT, % S N CXCLL #320F A MRk . RS T ERIE AP I S E A RE
RGN, P B AT I8 N LR A AL BRI AT o 484, 76 LLAH iR T 1
AR EFE S RE AT, BEAHNEAQRRAEH RS R TH lac FLIBIEF K lac #
WIERI RS 1% 550 LUl L TPTG (isopropyl-1-thio— B -D-Galactoside) 4bHi ik &
xKik., EEASH ERRSGM A CXCLL KIEFAMMFEAL A, T AAE R BRI A CXCLL
R, AT LA IR TP AN IS Y & (29K ImM) [ IPTG.

[0087]1  (d) T4 A CXCL1 &40 A IHRE & / BEAl ik

[o088]  ¥55%J5, A CXCLL #43 F>#1) 46 B 4 P sl 4 e o 7 A It 0 o [ i v 1k sl 4 i AT
Wf, v DRI ER (0. S5 41, A CXCLL #8437 2175 W AR 1 B4l B 4k 7= e, w] DL B B A%
BE R, B LUIE I B0 B SRR 2 AR Al M AE B 2 i BB Y A A A
FH ) Gt BR 2 UE B RS (0 iy L B 1 A8 e (i v SR R (iR S5 — W &R R M 2 AL 7y
i, AT LU EiR B 72 b 2y B 4l Ab N CXCLL . W] LU SDS— 28 AT 445 PR et e vt vk 25 1 A 2
HAFEIN CXCLL #4375

[0089]  A2. LA CXCLL {553 74 BT AR ™ A= 40 Mo 1) o) 2%

[0090] K AL HPAF F 1) G SRS RELE S, 4 o5 SRR R, O T A R AT
G 3% , 40 S TR LS A 500 o VB A R 5, BT BAZE HH T 5 1 58 4 9B IR 3R (FCA) W AN5E
2RI (FIA) 55, BaRVesa ] DL sliR & A H .

[0091] 5, AW FLBNAY) B a0 K B /DR (i A2 22/ B BALB/¢) R F2545 5 Bk
i) % 1) G 338 JELR VL, JEAT o o VRN S B SRR 25 5 v, 9 o m] A HE A FTA 8] FCA 1 7
YRS AEH FTA (R 1 P B kA8 0. 15mo 1 /L G4k AN [ ik vk B, (HAS PR 2 T ko 42
G 1 IR 5 &, RIS RS R 45 5IR R 55E e, TR BZ4h 30 ~ 2001 g,
FyAb s G R B A R PR s MR S i LAERH 28508 (0 (R B AT 36 o f8 , LIEAE
1~ 4 JEITR B W EAT 2 ~ 6 IRARIEIEAT 3 ~ 4 B N « MR S J5 » il ik ELTSA ([
I S B2 W B 32 (Enzyme—Linked Immuno Sorbent Assay)) VA5 G 50 I M35 H (1)
FUAYY, AP IEZIF & I, 1] 50k P SO RS PO S B e S, 1B N e s . M
B H IR 2 ~ 5 RIGRIELE 3 RIG, DA L4010 .

[0092]  B. f=fEHLA CXCLL #0453 7 51) R 5e BB AR IR 2 A8 I8 il 2% 7 1

[00903]  BI. M REshd Bl ehu iRy A 4 i A 40 M F &

[0094] I8 LA M A BT B BIPTIAR ™ 2 40 M 51 980 40 M B AT 4 B b &, ] LA 48
AR e RN CXCLL 3853 J7 40 I B 5 B DU AR B A AC I8 o VR A B ™= 2L 40 i, W LAZE
JUL 0 e A 2L 5 A0 B AR I 40 R 55, R0 I R A M Bl R itk R S i M. (B S iRk
N B Rl A B T R 4 M, T DA R I8 R R SE R BN R A B R . AR A G A e
PR, DLt B Nl Mo - B 250 e B, 7R A& PR T A RETE HAT R I2 5 (&
AR B | S B | ) s e i S A% ) AR, HRRTE S P AR 4 MUl A RPIRES
K. SA A RIE R B T REsh W IRR RS VR e R A i i BAR 41
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A LAZE ok B BALB/c /N ERL IR BN WS« SL SIS o PR AL MR « S FE B (HGPRT) SR Fé4H iy
BE [, P3X62-Ag. 8 ¥k (ATCCTIBY) . P3X63-Ag. 8. UL # (JCRBY085) | P3/NSI/1-Agd—1 £k
(JCRB0009) . P3 X 63Ag8. 653 ki (JCRB0028) B Sp2/0-Agl4d ¥k (JCRB0029) %,

[0095] D&y T4 bk Ry e R A M B B A A E W AH e i, ZEAS 25 1LY 1) DMEMLRPMI 1640
B A A s g B e s, DI 1 1 1~ 20 ¢ 1 LIRS LR AR 4l e S B
T8 40 W, 7240 B F A (2 2R AP AE R IAT R G OV . B4 MRl & 2k ), AT RABIZ) 10 ~
80 %6 [V FE AT FHSE349 4> F 80 1, 500 ~ 4, 000Da [{158 2, %%, Ao, IR, A T He
Rl CR, T DL — SRR B o 1B, o m] DA AR A R (i ZEfL) 1T
B AR B DUA PR S B R A A (Nature, 1977, Vol. 266, 550-552) o
[00906]  B2. HAFRAATIRfFIIEFE

[0097] 1 M4H i fil & Ab 22 5 040 Mo b e 8 H AR 22808 W B~ A2 B N CXCLL #4537 41) S
SRR BRI Z2 A8 8 1 77 1k B, 755 A IR A 1035 1) RPMI 1640 B 772855t 41 i B 7 i 0E
YRS, LA 2 X 1084 / FLIGFEEE BRI 7E 96 FLA R B b b, &AL i A 353k, 2
Ji 18 AT e BRI SR AL AT B IR . BESRIRE N 20 ~ 40°C, ARIEZ) K 37°C . - HE R 4l M N
HGPRT 5 P oA S g i e e J 78 (TK) R PR IS, 88 Ik s FH 5 7 IR R o S Mg iy
JiRmEIE I AE A% T R R RS IR (HAT 359538 ), m DAOUGE 3 1 b A 0 14 ™= A 40 - 1 e 41
PR ) A% A8 R AR B, DRI, T DA B FE RS R B P G R G /5 40 10 H IR iR AR K ry 4t
WA A AT o

[0098] X F7E HAT Br 722t ik BE M 244098, 1 56, DAEF AT R AR B B 41 9 N CXCLL BT
5 1~ 3 KRR IR TIN5 GIa MEAE A e bn i AT ik - 858, 8t 4E 5 A CXCLL A
A E AR DA R ZAT I, BEAT A XSS . B, B0k B HoAth CXC SRS 45608 T
EREN] VT ZATT o il “m] ARV B AS O 2 a1 B bR PUa i g B, v 2RI A
S o AN, A FH T B 3 200 5 TR B v BB N, Gt SR 5 28 5 AR ZR P AT R R AR
155 58 LR 3 AR /N T8 ST A RIS S SO = AR 115 5 3 1 %, ] BLIA R 5K
AR

[0099] & T HIA5 AN CXCLL 4 i 3 14 B 5 oAt CXC 50 A8 X J3vi ek, 48] 2 ] LA
ELISA %+ ELISA VA, HERTHFLAR 7EZIALAR P VA BUR I CXCLT B v B[ AH AL,
25 FZAHELAR A I N it A5 S R, 2R R R R IR AR AR I B R N A
(o T80 N » T VEFL IONER XT3 8K 8 1 2 IR BUR bR ik, dE— DAL b .
PIGEVEAL, AR 5ILE G 1 2 RPUA BRI AR i gb AT 90w I, 7] DLg s e e Ry 75 By
AFAE PR BRI 45 G id

[0100]  B3. i ZuAC o8 A Pk

[0101] AR BH b ) A AsJ8 ] LId ik s FH /N R AT IR A, 1 FH i . BRI & 19
i) £ A2 988 A FH (%) fi R A5 B FH (00 40 B 1 R 5 0 /0 BRSO B P B s PN B P 2 A 08, 3
K, BT CARIC S B BRI KR . 58 AR S, K L Sp/0 4B Ay a A A e
() 2 AT JRg F P A B B e e b S5 425k 10 1K) BALB/ ¢ /N BRI I s o, p o el A [l & i 4
) B o

[0102]  Y34b, A& B I 24 A0 0 T ol FH S A (5 FR 3R AT 85 9%, T LA FouikEr=. Bk
15 > 7] Gibeo 24 F) il i1 28 98 SPM BEFRFE A DL 1 X 10° 40l /mL $EFh 242898, 76 37 C I 5%
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CO, FFRAH T HE F5 R4S AE T, AT DI B S H BRI B 78 EIE (B IFANPRE T I
[0103] 3. EEZHHTA CXCLL #4371 8 v Wi A i i) 46 Uy v

[0104] AR BB ARBCE 7 Be i m] LU A5 21 R FH 4 s 55 v B B A4 1K 28 25 18R 7 41) 1)
cDNA J¥-4, L T4 DNA BRAEAS 21, ikt 8 sg RE GRS 5 MU0 A e B R 22 I N CXCLL 8
GYIFH

[0105] {41, A FH 4w 6 2 55 12 /77 41) 1% DNA J2 41, BT 2 25 1R 7 41 4w o F A B2, 7 v Y
EIPLN CXCLL #4317 1) B 5e B AR ™= A2 24 AT I8 BT R IR ] AR X, Vy BV IR 7 1)
S g E) CL M Cy MBS P 7SR, M & 2 TR S NE Y RIEE AT, BTG
F 40 5, nT DUMF LR IR e AR R EE E 1o 40 AT COR BRE BRI, 4ahd
F B2, AR IR X P I CDR IR 08 7 91 M) 2 i P IR 5 S A ) S e 3R B T )
% FR K Z T RRIER:, 2 NIE QR EBAE, A8 F4 MG, ] DLRIA 5 584 1) S iz
READ T K2R UL S B, 0] DUR AV A KBE DNA 186 Rl AN 1 A8 55
(117738 (AR GEAR,, A Bk DR R ) 225, A A4 B TR R 40 7, W54 PCR =L 58 Ui B 45, 1997,
5, p95-100) G hl. F4b, AR BIH AT CDR J5iAk B /N K f e Bk ek A, Bk, 7%
FERY Cn Gy 2 FR IX R AILER B /N HART] Bk B NS HAMVEES . e, B85
BRETER—1a F 4RIk, DL ERE / B BN R AR R B o @R, Bk
T AN A H AR R R R A S B R R AR B AL A A g i, AT IR A A Bt R AR B A KR
B B, R DLE S HIR LRI 2 IR BB 2 NG AR s 8k,
SATEFMSE, DA EskE B 7R BIRE T Rk . 80, tn ERTIR, R IE 411
ERARER 7 S A R E IR IR T AN V, K Vs BURSE R RN Z A% IR, S A\
4, TE R By, ] DAL 8E By slOWBTIRSE 06 b i i B TR AT 2R ik o 34k, 18
T ) A A A T e ) 2 PR TR g AR st B ZH e S A1 WAk T A 3 T 0 Y W T K R 7 DA R
(Brinkmann et al,1995,] Immunol Methods, 182,41-50, [E[r /A W097/13844 5, [E Fr
JFW090-02809 *5 ) , A\ T e 4 2w iy T A BE I RE IR, 2 FEAL I 508 By PR DAWR T PR il &
T AR AKE, B R DS 2R k.

[o106]  whd ELHHL A CXCLL #7341 5o FEPT R s v BL R 2 IR il 46, Z A2
AT AR Z B R 18 = A, FTRME R Bk “A. N CXCLL Huffdil 46 757%” Hhid g
A4 A FN R EEZH DNA BiR . BAREEZHPT A CXCL1 Bkl A Be ] DAL 41 fo i 15 57
ViR R SRR

[0107] 1B b S B Bk 8 (1 3R IR B0, ) mT CUASE A B0« 58 TR R L s B 28008 (491
SVA0 55 B IR UK BB i BR R IA UK. BPV SRikEik ) &, (HARR e F k. a1, 14 BPV
TR AR Z — 1 BOMGSNeo # 14, A&l i % A0 oA COST 41 i 5673 43R 1k 4 ke 25 R IR AL 1B 2%
(Gl —“AFLRIB R TR R 7 AR 1E S8 A X L1 G, SEE6 B 2 40 i < R TR
1991, b Aaw (HA),297-299)

[0108]  Br4mbdbiiRei Il i Bt 2 %R 240, Bk n] LE A RIE Elddiikei A
BT B ot (A s s 1 2l B IR ER AL AT A BY A ) L BUR HE
7 ZIE W] LB IR B E) o

[0109]  PENHALRITE 3=, Bk _EIR “A. BT CXCL1 B FEHUARE 26 77387 id 3 irs 2
Ab, B w] DIAIEAE R Sp2/0 (/b B BT ) 4 (European Journal of Cancer Resarch
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Preview (1996) Vol. 5,512-519 ;Cancer Resarch (1990)Vol. 50, 1495-1502)

[o110] AR B h, & A RISTUR B B B 800k I 1 5 40 il o 1 IROE 7 7 VR AT B
g, ] LAE H G IR TG BUE 40 A diik . BAKRTE, LA CHO 4 o e 1 20, ¥ 4a
FANMLLL X 10° 4H g /mL BZFRLE Gibeo 24 F) il DMEM $55% 25, 7€ 37°C ¥ 5% CO, K754
B gE, ] DSBS A PRI 20 L3 o 59 41, B gE 3240 B K T g i, 38 g
TE LB 15 FEFE25 K T & 55 7% A 48 i i — M 85 7R R b BT 85 9%, 8 S R A R R IS, ] LA
8355 73 BT R A I P AR B

01111 FTFE VLR, 7E AR L= RPt kst i B S AE g X AF & A A HE
G AE P AR SEERER B RIAE S, AT DLAIE FR9 H35 40 il i b 2ligl « Bl 55—7
T, LA H AT AR DR e AN 25 A JE 2 X RPR A SRR IS, LR giAb 75 vEANE IRk v A oAt
A Ty BN, DAE C A il A A A 2 IRbR 28 %A R T 2L I bR 287 91 (1 25 7 1
AT AL, AT LI b R A R R B AR R S R e iy b AT Atk o AN JRFRZE G 8 A B, mT BLi%
WE B R DLITE « B T AT e (it vl . S A (0 0 VBT 1ol 8 (B0 v R il IR 0 (B i VA 2R R AR
alifb 1l g T A

[o112] 4. f3FFIPLA CXCLL P rgEHLA A A CXCLL R A7 i IA

[o113]  3RIHIA CXCL1 B g BEHT ARG CXCLT _ERRAL, 18 an N Brik i 77 323k
17N

[0114] B2, b JRUpE AL I N CXCLL 53T CXCLL B Sg BRI N, TE PR Bk R &
S, A8 FH TR AR 1 Bl 5 0 2 1A B R AT 20 A A 3 o RIS 220 20 R A B, B Ak the i DA ik i
IR AL, L, BT LA ProteinG BIRBESE MBI biiA 2 & 4. Shi, il &H
BEAL R, B S PO LA B R B 73 2 46, HARE 3 A AL, BRI, [T B i ik 5 4 14
T A LC-MS AT 2047, W DL 8 5P & 4 R4 B0 53 REBT AR U0 A CXCLL
KA o

[0115]  554b, LA CXCL1 B g BT AR TR A G A CXCLL L (3847, 4 ot m] LB A FH 4 ik
KB S 4k AT N o 1 2%, B A A CXCLL B IR B e 51 b ()4 4 ~ 8 B R IR I [ AH &
BSR4 G IR . TERIA B ELTSA V28 A S XS A CXCLL R 454 s g b, e BT A
CXCL1 R [EHU A5 [EAH A CXCLL RNV, A58 BT & s IR AE A, a0 S A F ] 7 Hi A CXCL1
ByE BBV ES A, WIRT LRI G IR 2 508 791 5 BN CXCLL B sl B i i ik
7

[o116] 5. A CXCLI1 #:3 Jj i

[0117] A B v, dd A A o B iR 45 21 1) B 5 B BT AR B v B, W LASRAS N CXCLL 1Y
o5 250 8 J7 i AR BN 5 J iEEE RN CXCLL s S 5, W DA AE A CXCL1 FAR
) a8 2200 52 T 7%

[0118] AR B I 52 7 i b A AR B iR “ A6 7, 48 & N CXCLL By FiAE e 9t
NS A gmhE N CXCLL ¥ DNA B Fv B 5 70 4t L 355 7 A8 MR AR AR iR 35 7R E TS BN o
T8 FE S MR IR A (A A S OB 2021 ) iy L35 12 PR B RV
W Y VAR EEL 98 Y VR R VR S MRV S5 T A R B N AR RE &, D3 Ry I3 IS S M 2R R o )
A AR B AR AR S AT LA VA s T LR [ A o 49 2, mT DAASE FH 123 D) 7
B WA P REA AT A R B B CXCLL I 52 77 VI, W] CAZE JAa 47 Wi %% A CXCL1 [
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TBURERAFAE, IR T7 8

[0119] AR BHIRFIELE T, A 2 PP LL B EiRBi A CXCLL &7 741 5 s FE ik sl Lt
B, 1% 2 FhLL_ERIPT CXCLL #8553 1) B v B i AR sl 3L v BURe e 1 IR A Rl N CXCLL 12
FEIR 7 SVER 4 e AR5 5 1~ 3 RN IERR T4 T A — e 41 D HLAR S R R 2%
MAEIRIEANX, RIE LA 2 F0 Bt A CXCLL #3571 B g Bk sk H i B, Bk A&
A VO S 3 KON LR FHIX NPT CXCLL B EHUA R4 AT
LA A7 BIRB N CXCLL AR 2 B 1R 7 41 X Bt A CXCLL 5 43 J7 41) B S B g sl
BGAB T CXCLL R I R A5

[0120] AUk BH ) e 2 0l e mT LAE A A ELTSA ¥4 ETA 5 5856 Sz 2 v  JEUH %
32 W 5 2 BURUERT F B I 5 3 S B i B IR 2 00 ) B 8 2 A 5 ¥ B T 5 8 T AR LR
(SPR Y% ) <A 9 S ARTIORTI 2 v (QOM ¥ ) S, DUIE I8 T8 FHAR i HuAAR 1) Fo 582 2 1 5
o

[0121]  ELTSA VEMPFRAERGER G2 W B 43 #7524 FH B b i B A st I ) A P s dig 1)
YRR, TEBUR B S S rp DL (A0 B2 8305 O 5 B2 R A A o 2 Bt 2 (R R B R
EEREDUR I T B, AR B BB AR s Ll B BB N CXCLL By B ] 7 7 [ AH 2%
arp, BRI 51D R S N CXCLL S5 I e 2 RN () 730 A B A1 56
T3 AR N T I, kT ELISAVERINE T, E 2 R A mB i (H AR IR R
TP o O W A P I 3 TR £ 28 53 5 T I ARG 23 1R S P2 I i B BN FH =7, I PR A
FETIAT 43, 1983 4F o ) SRIG 554 “ B S 2 e V7, 56 3 BB B2 5B, 1987 4F s b I T 5%
G O RAZ R B S W No. 31 B SR Be I s v, SRS G, 1987 4F, AV 4 “ JEUH S 2 il &
157, WAL Scientific, 1974 45 s NVLF & “IBUN S el iEvA 4L, YR A Scientific, 1979
SE) o VBN Ll AR A, T DA R SRR 0 R IR G 2R PR VR R O R A LS
Je B ARG TR G LA B B IR0 L 4T 4 22 L B IR0 L B0 | 4 o 8 BB ek A 2
B BRSO LA R R BRI 7 S TR AN P 3 o« AR BH P AR B B .
F N CXCL1 B Fy BEAE [ AH 2 A b [ 5, 7] DL i 2 B A B R B v A 2 45 vk Bk Bk
T3 2R B S5 o J g AR L S5 A A o

[0122] &K IR kRIC4) 5, B 40 #E BLISA v 15 v, w1 DUAE ) ok S84k Y (POD) o 1k
WEIR . B — - FUME e IR B L S AL SR R AL e FLR A v K B s 2B
E-DAEMREAKRE AESOL R E S O, v AT H R s R 7¢Ot 2 P &
P 7w IR R AR B B R SR R A —E R AR S (dichlorotriazine
isothiocyanate) \Alexa480 8K AlexaFluor488 2% ; 7F UG o 2 I 2 2= i) 45 v » AT LAASE FH A
it 125 slfit 131 25, HIFANRRE T8,

[0123]  5j4b, O A2 52 5w LT A NADH-FMNH2- 2 G R B R 40 2 5 e — i
FALE -POD R NTRERE (acridinium ester) RAM _FINN T U EWRAE. rid
PR S PRI S G5, 78 ELTSA VERIIE O, v LA 56 2 s S5 R I W & v L e — it I
(pyridyl disulfide) 5B RMERYE SE A R 7% 70 TR S8 I i v i) A O, mT LA A
% T % Bol ton—Hunter y5& A KN 75

[0124]  E1iT, A< B S0 08 25 00 58 J7 3, AT LA N EAT <06 HH Az B duzs  FLIR B4R I
IV LR B e £ 40 st B S . B0k - B A I N S 1 4 s I 6 AR B AR A 1) A i, R DA it
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J62E 7B H AN 2 HOE S OCBURU . IXFMEOU T, AE A ), T LA B RR S v H
AR Tris EITEK Good” s L&l S5, JEif, th ] & 5% & — B ) N AR E B AR
F 7 M R NI .
[0125] AR BH ) Fo e 2500 5 73, ARIE M 3 B EIRBT A CXCLL #8437 41) B S A sl
R Bk dE 2 A o S8 T BARBI 5, A 015, 28 1 TAE R S RO P 1) 5 1 3RoR
(1) 28 BRI B0 5 [ A4 IRy e 1 RN 7 90 'S 3 3RO IR 2 6 1R 7 41 IX 1) B e P e 1
(YR > (EAR R BH 1) S5 7t 77 AR 1
[o126] {540, % FH T ELTSA ¥E RS0y, 8 58 B etk RO P 90 5 1 Ron 2 R
F) DX B4 5 BT AR AR AL AE ANV PE A B ARG BB e S R R4 5 1 R
AR T X P HUARES, nTCLA 1Rl mT LY 200, 8258, fEPUAR R BARAL R b, A 5
N CXCL1 (e S VE R fEER PR R T T B [ AHAL Bk 5 N CXCLL IR A1k, 2 )5, it Al
VERIR FE M TE Ve, IR ke P AELE IR A CXCLL Z ANRIR G5 &), BRI, 4545 5 R
MFF)S 3 KRR LR T 5 X s PR IR il 7k, (8 iZAn id bk 5 454 A AL bt
5 N CXCLL A R R AR R, A8 VRSB 7E 40 05 V)G, R AR i g AT il £ it
AT LURSTINAE S P AEAE N CXCLL BRI, AR id B R e R 7415 3 RO & 1R 75
DX SR S B BRI, W LA LA, T Lo 280, (EOLEAE A 2 L B, B e 2 e 5
A8, R TS 1 ROR IR T4 X B s BRS80S 3 SRR
RIEEBRTH) DX 5 B DU IR B D AN [R5 BISEANS R 5 M RO 7 1) 5 3 R
IR 7 H X I B e FE BT EAT bR, A8 U R Rt R PSS 3 SRR R R T A X
AR AR id IR BUAE, o] LIS .
[0127]  AFHREF MR FS 2 KRR EEIR T 5 X R e BEPLIARR, 5 ERAHRF. 5
A, [E AR HR S B S s il TR s R B, tmT BL A3 A St A T i R T AH AL o
[0128] W4, TSRO HR S S N CXCLL BIREIRA, BB R BUA T &G, il
DATE B AR DA EAE o AT FE AR B AT A 2= hn il N K A B A B AR DR
N CXCL1 [FIAE A SERERR AR 2% 2 ANIRR L M PUAR R G TEPURPUAR & k5, il
B 2= FEARAL I EAAAE A, R B A 20 2 A bR e il S BT R Bk R &4k
[0120]  JEIT, A% K BH 1) G i 2700 52 5 v, o m] DA FH B0 3 (68 R B 45 o BT Sz
T RS 2571, 1 WA HE < B 5 T WROSORE & B R B RE B2 5230 &8 b i AR & B
(32 W SR T30 S i 512 W3R 18 s 400 e 3 ) e 30 B JR O ) IR N i AT B
BREE., TENERZEHR%S RS FRMHERES . RNEEN RO TR, B
56, HG FE S AR EA FE L5200, FF R A2 AR S AR S BIREGRR . # A , WRE T A
RSN CXCLT ShRic i R B CXCLL i 43 F 51 84 g I B ik s 3 B R AE B R Bk
N, FE IR S N B SRR R s B 8y, IR BoRil. B2 REsHh, Ll N R AR —
FRHLN CXCLL #5374 S5 s B B A R AR RN, Tl 5 — R N CXCLL #5437 41 55 va B i 14
5 bric B8 s BT ARAS R BRG] CXCLL #8230 740, 2 )5 FrAS R R N 24 R pl i 4, T DL 2
PR R N R AR bR A R IR S itk R IR A AR B AR, A S
FH 3 3 R v sl RV R )= A A B, BRIk, ] DL - SR ), 2 L 4 et LU e 7
HUARIACTF TN A « 1697 (AMRMNIDIRRSE ), iU H T % « Sk H4h BRTAF
IR RS 4, 41 i aE ot H AR T 10-54830 5 AR HR ik 1 i T v T U AR K
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=M.

[0130] 245 Uit B8 A S S M RN e 91 5 1 3R B 2 EE IR P 91 DX ) e e B A Srs e iE
BUNFE) S 3 s R IR P91 X 5 se FE BT R IS OUIN, B 5, 35 H A CXCLL B 4
TR RS BRSSO S AT AR S BRI . B, AR R, AR T
ok PR B A ML N CXCLL ke e R bR id A R BP9 1 RO 28 25 1R 74
DR B e e BUAR R AR IO, NI 25 R AE RETT B RS 3, B8 Rl (R R R, Bk
N GRS R R P45 3 RN 2R R e 91 X ) B e BT A A SO, AT L 381
.

[0131] 5340, AR WY E J7 vE R n] DAAS 2 i 45 & 1A 3L4RiE (SPRIE) o PTIEER 4SS
BT AILIRILG, R4 LR E RIS A BT (FEARAA ) 1n <5 8 T FESRT O G I S SR O iR AT 2
FHRERAIIN S . M SPR ISR SR SPR AR JEAS, AT LA LA iy R A5 2 Il 5 4 Je8 v e i 1 1
W . BRI, 751 B IR AR T e b iA & / PR AR, R A 1 8 R
WA I L, AT RURHINGE R Bt A S R FR) &6 S 7 A B ot A e T S ) < R A T AR B
W72 o CANBURTE IR SE A5, AT UE T — e AERLEARGIR A %0 fltn, 52
HE 7K FATGA 2 F 2, A0 SR AR P B SN 3 A SE37%, Springer » Verlag 2R 50, 258,
2000,

[0132] ki, A< B AN 52 7 12t ] DAASE FH A 5 i ROl E v QMY ) o JiTiR T
A N RIS ) R N A 22 e AT A0 S e P A R AR R N, AR S HL R A S Rk
s AR D o AFHIZ T VR QOM AR 8 8s , SR IR PR K SLIR AN A AR AL 3, 78 B i d 92
AR Aok 2 ) R PR A0 ) i 0 T A RS o AN BURAE A 2 %0 AN, 2 WL J. Christopher
Love, L. A. Estroff, J.K.Kriebel, R. G. Nuzzo, G. M. Whitesides, 2005, Self-Assembled,
Monolayers of a Form of Nanotechnology,Chemical Review, 105 :1103-1169 ;£riE 5%,
AR, 1997, AR TR, IR S 5L, 2

[0133] 6. A CXCLI Ry &

[0134]  F4b, AR BT LAAE R F TSt il S iz 27 il s T ik il & A i o B, BLA KR
BT AR B BOA AR, AT BLRZ TR 802 B Fs il IR PUIAR  BLAbR 10 AR I 75 22 1
250 PH P B XS R L BRI B A W A I B iR S 4, il R
[0135]  SEitif

[0136] AT, M FH it 5] L A e BH A S B AELA S BH AN B S T BT it ST 81

[0137]  (siitifs 1) A A KA v il e B ZH M\ CXCLI

[0138] (A CXCL1 PRI HI4 )

[0130] Ay 7 il 2 H AR Bo A4 i e 5 i A B 2H 28 N CXCLL, 15 4, i H HEK293 4 i il %6 A
CXCL1mRNA. mRNA i) 251# H Qiashredder & RNeasy mini kit (Qiagen 7)) , % REFff
ot AR A E Ul B AT VRN R A

[0140]  #RJ5, fi I % K/ SuperscriptIT (invitrogen A w) ] ) , LAFF 25 mRNA 445
BA B cDNA, 285 A cDNA SCJFE o 109 53¢ i 472 W S g B oy ) B3R A 0 B BEA T 434

[0141] 55, LA RN cDNA ST W ARAR, 48 H P81 44 Je 45 3R BIBEE P 514 1%
KI5 EEREAT PCR. FEAS 44 RN HIBEE P91 & A N CXCLL AR 57 AR X i) — &7 &
FEH B NdeI YU 2. FEd)'s 45 R RIBER P20 & A A CXCL1 ZEBRI Y 37 R X Y
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— 43 FAE LRI 6 BamHT (R 741 8 FH KOD ( Z9F 95 2> ) ) ) 1E 4 DNA A, #2 1R
KOD BHH7 ()45 U W il & PCR IS N, A &4 10ng eDNA SCFE & 10pmol %559 [ /v
SAFMAE 94 CHIREE TN 10 4385, 45 94°C F IR¥HF 30 #0471 55°C T {r¥F 30 72 {E 72°C
FREE L B0 K EIRTEIRE R 30 K5, A TE 72°C R 4 2 Bhe S DNA Fr B AE
Quantum prep PCR Kleen Spin Columns (Bio—rad /&)l ) #4744k, @d Fik e V153
A=K 300bp 1#) PCR /=4

[0142] 4 743301 DNA Fr Bx S AN id Hinell Y)W &2 BAP AL 3 [ JF 2R pUC118 (Takara
Bio 2~w) il ) W, M AT IER N . {HH Ligation High ( ARy¥Z5AFH]) 154 DNA EH:N,
T R B oty B A U BT N o 3, A8 B IR i (R, AT I A A L i A 1
hy I 2540 L, A KT T BE DHS a (Takara Bio A T)H] ) » 3 4045 4E 44 W8 I 4 I B VE U
BT o G HE AL AL TR S I T AR AG A5 & 100 1 g/l HiAE B W& E 0 LB B b, 178
3TC B TR FTSRIEAL KA S 1000 g/mL R HE R LB AR 78364 1 37°C
TR Bk /N EH & (mini-prep) £32]H R pUC118_CXCL1,

[0143] 2K )5, A8 FH PR il Nde T J BamHT ] pUC1 18_CXCL1, JEAT I W i 1 B e B vk o
LK S » MR ) HH T8 T 48 A 2 BRI 24 300bp 119 B, BEAT DNA BRI 3R ER . %
PCR GFX Column (GE Healthcare Bio—Sciences /)| ) HEATHEE . b T 4R EUH DNA
B2 N4 0t Ndel/BamHI U] Ab B2 1)K 2 844 pET16b (Novagen 2w il ) (29 6kb B ) W,
AT N . B, A8 FH R R NS5 IS VAT DHS o [REEAL B AL AR IR 15 7% L /)N 224
2%, 133 H R pET16b-CXCL1. &AM P B 18 L3k 74T,

[0144]  (EZHAYA CXCL1 Il 4 )

[0145] & T & B4 A N CXCLL, {# ] pET16b—CXCL1 34T K% AT & #k Rosetta—Gami
2 (Novagen vwliil ) B 15 BIRFEALARLE 30mL & 2 N5 R AR E RN LB 555
B 3T CR T — AT IR . NG, AT IE FR A R R A SLAH ARG IR, fE 3T C R
FEFE 3 /NI, WS IR AT M ¥ TPTG, 7E 32°C R 1557 6 /M, 153 HARE AN CXCL1 3R
S, T B0 3 BB A

[o146] 15 21w 1A PBS G UL )G, 437 B-PER (PIERCE 23wl ) LLUTIE BT R il 645 21
AER . BRI R E U BT . AR5, (AR AR A5 (Inclusion
body solubilization Reagent) (PIERCE 7)) WA EM: 2 0 vl AL 5, 48 F TALON 4
JBIEFITEM S (TALON Metal Affinity Resin) (CLONETECH /2yl ) {205 Mabrasmt & A
CXCL1 WR B o Fo5 2 1 W PR OB I FH 55 1OmM K M (1) PBS BEATVE R A0 1M DK M o
Ho

[0147]  #:5, MG RIS M E T &R EST S &5 £ 6M JKE [ PBS %
W BN —RU5, FIENTR P2 B N PBS B 2N IR 2L R I, AT R
55 TERTEL 1) PBS ¥ OB M — 1, W B I E 37 S 5 AT TN IR R e e F vk, A
F 22 0 i 2 5 YL (A R A 4 240 10, 000Da [ 41 B bR 25mi & A CXCLL [I4i4k.

[0148]  (Sjtfsl] 2) FFXT A CXCLL (1)) Bl 5 o B B A 1) i) o8 S 1k ¢

[o149]  (HL A CXCLL Fufhr™ A/ IHITE )

[0150] ¥ = Ji 5] 1 18 % & 100w L 0.3mg/mL A CXCL1 % ¥ 5 100u L MPL+TDM
Emulsion (Corixa A d ) &G, e EEseS S 7 JAER BALB/c /Ml 752 B )5 & 4
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JE 5 » 45 55 AR R R AERC AN CXCLL W 655, M/ BB BB AR 42 100 1 L i i , i
B A5, BL 5000 X g B 5 438, Bl BiETEA K

[0151] | 96 FLEE AR L8 A (Greiner 2] H#il) HIFLH I 100w L) 1 v g/mL A CXCL1
B WA — o TR IR G N 200 0 L ABER 4 £518 BlockAce ¥ (K
HAERFIZ ARG ), A=\ TEFE | /. 2 )5, H PBS-T i&¥k, il A CXCL1 [FAH4k
AR W B IR B M AR 100 %, H) bR A CXCLT [ AL AR L A 100 1w L, 78
FEiRFHE L. 25, FERFLP TR, H PBS-T Y& VESS , I 100 1 L HRP Fricd B/ i
1gG ¥ (Dako 23w ), BEMEZIR FHE 1 /Do FELEFLP B, FH PBS-T IE¥ES . I
A 1001 L TMB ¥, A8 H WY 15 4380 7E 450nm IR FE TR A HH S N = A 1) 5 2, A
7E B IR RE S = A2 T &5 A CXCLL FIdLiA.

[0152]  (Hi A CXCL1 H3gFEHUARI i & )

[0153] X F C&mAT= 4 T &% A CXCLL BIPTiR /N, IS 5 5 Bk FERERCHI A
CXCL1 ¥V, 3 KRG M. HVEST 2 7o f tH B b FF4>FL, 73N RPMI1640 #5572 2% (GIBCO
ATE]) BN, /S BIPRANM . AF B RGN B AE 1200rpm R T 380 ERR 2 b
15, £F RPMI 1640 £ 725 vE. PR RE T RPMI1640 By 323570, v 540 M, Bo i) g i
20 1/10 =1 SP2/0 H #9840 MOV K PR 40 MOBUR &, 78 2200rpm R ES L 10 4380, 3725 b
o MZERIAR (tapping) {4 MR, W MK PEG (ROCHE 23 =]l ) 1 HBSS (GIBCO A =il )
PL5 o 1 IEL RS S B ImL, HEPEEE . LU RIERVE A, BB 5B 4R D00, 48 A A i ok
BEFEFLIALE 37°C R

[0154]  [a] N AT PEG 1 HBSS 40 Moy 4, 22 5 70 BhiAs in OmLRPMI 1640 #5772 2%, 121278
A )G, 78 2200rpm T &0 10 438, Br & B3E . 115 2 UTE 4 iU TR B R A 15 % FCS
S HAT (ROCHE 23 w] ] ) 1) RPMI1640 35 7% 55 o, DLAESL 200 w L 73 AN 96 L 40 g 335 77 ~F i
(Greiner 2H)H]) 1, 7F 37°C5% CO, [41ET 55 1 F

[0155] KRR N HAT 25 A1 ARG 1R B R 0 U Ay R 5 o 8 990 400 i il 5 ) 2 A0 88, A
KA BRERIFL ) EIS AR 5 4%, 1 B3R A CXCLL [ AL AR A FL A s b 100 v L R B
H 5 IR R 5N E PR =4 . AEABIPUIA = A B FLAE A BH P o K BH M FL IR 1R
HHR BAESH 15% FCS A HT (invitrogen 24w ) ) RPMI B3k, R A PR MRV
ATPAME B I e e o K v e 1 45 SRAS B 75 PP AAC SR AE SPM £5 75 3% (GIBCO 2w ) il
1, P PUR . 7E 60mL 100% SFM B57EFE A LU 1 X 10° 41 AL /mL A 42058, £5 9% 10 K E. 3
MMIFET ., Z JE ¥ RG TR AR 3000rpm T B0 53 B 15 - BpER L 40, P 3% s BiE FH Mab
Trap Kit(GE HEALTHCARE BIOSCIENCE 2w ) 4fifb & fibiidk .

[0156]  (Hi A CXCL1 HygFEHUARIIITE L )

[0157] X[+ LIk 75 Fhalitbhuk, A an i i 75 50k 5 N CXCLL s8Rt s bk, &
56, B B A4 BT S T 2 10 1 g/mL W J3 B CAREFL 100 0 L I 96 FLEE 2K £ 4% T AR
(Greiner A7) BIFLH, AR —7 o 77 L FL ALBUARESHG N 200 0 LAGRER 4
5% BlockAce ¥ ( K HAMER A2 Aw) 6l ), EEE TH#HE 1 /M. )5, FFEEWH
281k FH PBS—T yB MR (1 AR AR A 2 AL U AR E AL P AR o 245, ¥4 M\ 1000pg/mL 2 15pg/mL [ Bt
Fi B AN CXCLL BT IR VA n 31 3 b4k Ho ok B AR AL TAR 1 45 FL P, 4L 1001 L,
FEZIE RN 1 /N 825, 55 R BURE T, FH PBS-T i85, LA A 100w L i 50 1 g/

20



CN 102245767 B OB P 19/25 B

ml AP EARIEHIA CXCLL 2 sifEHiR (RDSYSTEMS A w] il ) , /R E T RN 1 /. 52
FLN IRYAYE, FH PBS-T V& WL, 18 100 u L avidin—HRP %% (R&DSYSTEMS 2>+ ) fEZME T
SN 30 438 JEIf, 374 avidin—HRP ¥, H PBS-T & VL5, I\ 100 1 L TMB A 5
N 15 J3 % JEIEER N 100 w L 2N S BRIV 48 S VA ko T AE 450nm AL E RO FE A A
Bt B A R N R AL AL BRI A 5 N CXCLL SERIvE e i ik . g L, ik
5 FRHLAA (1gGl-1. 1gG1-3. 1gG1-10. IgGl-14. IgG2b—1,

[0158] (A HH A% AT R 2 5 v B PUAR 2 5 S EEBE cDNA [P A RN S5 IR 741 )

[0159] XTIl Hi ¥ 5 Pk, i e AR BE S B RENT cDNA [P, IR 741. 56, 1T
AT 15% FCS (1) RPMI 1640 35555, 78 37°C 5% CO, 4 T A A BRI 24 AL
BATER R 2 1X10° 40 /mLe 22 JiF, B R AE 1200rpm B0 43 85 5 43 %, (Al . A
[P WAL ) 2 A J8E 1) 2 mRNA. ]2 38 Qiashredder M RNeazy mini kit (Qiagen %)),
o R B Ay B E U B AT VRN e . B, A A0 4% S8 SuperscriptII (invitrogen 24 ]
il ), ISR Total mRNA B A 0ligo dT 514904 B cDNA, HI{E cDNA S,

[0160] AR5, LA 24 A0 98 753 211 cDNA SCZE A IR, 48 F Mouse TgPrimer (Novagen /3]
il ) WEAT PCR, 4 1874 (/) W A 3K 88 AR A2 [X ¢cDNA) #fi A Invitrogen 2y w) 4 fH (]
ZERO BLUNT PCR TOPOVector [¥] EcoRT &b 4T 1% 4 . AT Ligation High (R¥FSIA
F ) 5 42 RE PR B R U BT o A R S SR T B A A M b o B2 2SN A
F DH5 a (Takara Bio 2yl ) , 42 RPN HF (R4 AE U0 AT P44 o K2 AU AR PR S 1 B A
WRATIE S A 100 1 g/mL ({24 R 8 2= I LB AR b, 76 37TC R IR — . KR A& 3
(LA ARFERTE 57 100 v g/mL 20 R 8 25 1) LB MRS 7R3k, 230l 8 4 A, 75 37°C
IREFR . IS B AR S B R A B DNA VTR &5 RN T &I ), 1331 4
Filr 2 N9t 5 v B LA R DNA IR RV T o

[o161] X145 2 B2 AR, AF FH M13 5 140338 AT Gt B v FEHUAR 1K X 38 DNA 2510 43 #7 0 53
FHEH 3130 X 1 #Bi4L 074X (Applied Biosystems 2] ) BT BEM AN X KA L 1E%
s~ P 5 o 40 W 4 i b B 7 B BT AR FR DNA P40, s Bk 5 ANPidk (TgGl-1. 1gG1-3.
1gG1-10. TgG1-14. 1gG2b—1) HIAHE. EREM DNA JPH). T2 if 52 1) DNA 240, AR K
JY AT BT P 2 B A RS, T o G ) 28 S5 IR S 41), 1T LIS BP0 5 4 ~ 43 Fionif 74l
[0162]  fEM%ah5 1eGl-1 IR A, 1921/ 7 415 36 ~ 43 KRR T4, 4
& JF9) 5 36.37.38 43 Al 4whd TeG1-1 (% HE CDR1. CDR2. CDR3. 534, #4115 39.40.41
Ay gmtBAHIE 1gGl-1 =% CDR1.CDR2.CDR3. W4k, JEH'S 42,43 43 Hl4wbd 1gG1-1 4%
BRI A K ERE AR X A K

[0163]  {EA%ih5 1gG1-3 2 LR A, 1921/ 41) 5 28 ~ 35 KR IEIR 4. 4
M, FH)5 28 ~ 33 KIS 1eG1-3 (44 CDR1 ~ 3 EB% CDR1 ~ 3. H4k, FFalT 34,
35 7 lgnis 1gG1-3 MUAREE N AR X A K L ERE ] B X A K

[0164] 1B 45 1gG1-10 MRAEERTH, FEIFH)5 4 ~ 11 KRR ELER T . HiF4
&, 795 4 ~ 9 KRGS 1gG1-10 [I%E%5E CDR1 ~ 3 EHE CDR1 ~ 3, J¥41'5 10,11 4
giS 1g6G1-10 R X 2K BRI X 2K,

[0165]  {E A% 1gG1-14 2 LI A, 1321415 20 ~ 27 FoRAZER ). FHiF
4t &, P AT 20 ~ 25 KRR TgG1-14 42 HE CDR1 ~ 3. EHE CDR1 ~ 3. [¥4I'5 26.27
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oy gmhs 1gG1-14 HAREE AR K ER AR K.

[o166]  {E A% 1gG2b-1 (2 LI A, 1R 245 12 ~ 19 FoRAIER 5. HiF
M0, FPANS 12 ~ 17 RIRGHIS 1gG2b-1 [RI5%% CDR1 ~ 3. 8% CDR1 ~ 3, J¥51)%5 18.19
oy i gmts 1gG2b—1 AR A X K R X K.

[o167]  (SEjffsl 3) i tH IHTARRBII A CXCLL #5741 It 3 #r

[o168] X SEiifsl] 2 Hh ik tH 1 5 ASPUAR, AT R CXCLL &R 741 EIER AL 7
Mo

[0169] 1%k, i 100w LAY 11 g/ v LA CXCLL ¥V P s I DTT, A6 294K 2k 10mM, 75 95°C F
SN 5 438, AT CXCLL P ) B BRI I, 5 TN N2 B 20mM K18 Sz, 78 37°C LTk
FeEAF T AT 30 3B I A e 3 I R o TS B 12 1 g 3B IR K340 A CXCL 43 5l i
hn 20w g SEHER] 2 Ak AP, B 100mM Tris—HC1 ZE 3 (pHS. 0) % 1001 L,
— PR A —INAEER T RN 1 /N

[o170] ¥ %, s 0 JE & 1 B (Promega 24 =) ) « 2 JIK B M(ROCHE 24 =] il ) « #2 Ik
Y (ROCHE 2y 7] il ) 4 &K FE 43 511 0 0. 21 g.0. 51 UL0. 021 g, £F 37 °C FAF H 5 [ 2
/NI BL B, 4R S AE 58 B 1 % BSA-PBS i} 1. ] PBS 35 ¥k [ ProteinA- 3 78 1 Bk (GE
HEALTHCAREBIO-SCIENCES 4wl ) 1 NP-40 ZE1f (100mM Tris—HCI 22y (pHS. 0) 5mM
EDTA.150mM NaCl.1% NP-40) "Hi&5, 7E 4°CF Y 30 7380

[0171] AV 25mM Bk PR F2 2 il (pHS. 0) TEWESS , AT HH 100 1w L1¥ 0. 1% PR H PR
YR E G, W AF H Q-TOF Premier (Waters—MicroMass A a# ) #E4T LC-MS 047, %
HEMLAS B R AR UL B AT 23 A7

[0172]  MC&E5L, IBH T sctifsl) 2 thfs B0 PR N CXCLL #40 FE 41, 78 T3R 1o
[0173] (74 1) WEIUARBAIIA CXCLL #4340 1 73 #r

[0174] X FAETTERI A CXCL1 KA 7 & Bl Human CXCL1/GROalpha DuoSet (R&DSYSTEMS
AwE) ) AR AR BTN I B v FE U, S S ] 3 [RIFE S RO N CXCLL 24
SR P R AT 73BT

[0175] L&A, BHAf T v & HuaR AN CXCLL & 4 JP 1), /m T3 1o

[o176] [ 3% 1]

[0177]
Pk bl ke
TgG1-1( SEJf] 3) NGRKACLNPASPTVKKT TEKMLNSDKSN 3
1gG1-3 ( SEJf] 3) SPGPHCAQTEVTATLK 2
1gG1-10 ( SEHEfH] 3) NGRKACLNPASPTVKKT TEKMLNSDKSN 3
TgG1-14 ( SEHEfH] 3) NGRKACLNPASPTVKKT TEKMLNSDKSN 3
1gG2b—1 ( SEJEf] 3) RCQCLQTLQGIHPKNIQSVNVK 1
HEPUE (%6 1) SPGPHCAQTEVIATLK 2

[o178]  (Sjtafs] 4) A B raFE P 1g62b—1 KX B e BEHLIA 1gG1-10 Jf i .0 ELISA V25

T CXCL1

(01791 A A phy St o] 3 A BHRE S ME NP A1) 5 1 RN B IR 41 X B4 1gG2b—1.

J A IR e R P A0S 3 SRR TR T4 X AR 1gG1-10 AR Bbw id Ak, i@

L ELISA y:3E47 A CXCL1 HIE » 1gG1-10 &AL 4E T Sulfo-NHS Biotin (PIERCE 2%

A ) AT, T R AR U B AT PR R R . T, B TeG2b-1 [ 10 1 g/mL ] PBS
22
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WG, TN 96 FLER 2R M@ AR (Greiner A w]] ) BIFLH, F4L 100 v L, FEAH L — . K
H, 352 LR EN 200 L 1% BSA-PBS ¥ (SIGMA A7) ) , E ST FEE 1 /i
ZJa, F PBS-T iE3E, il AP iR BRI PR . 2R 05, 12 FL AP 20 s in 100 v LA A 1%
BSA-PBS ## EZH A A CXCL1 M 500pg/mL 5 7. 8pg/mL BEAT Ifr B B A3 B PTRE, £E = iR
IR 1N SR, FF R LN PR, H PBS-T & VLG, fE = F et 1% BSA-PBS
FBEI 100w L 1w g/mL ZEMEFRIC 1eG1-10 KW 1 /NI . JEPESG, 48 100w L avidin—HRP
H (R&DSYSTEMS A w) il ) 7EZ W T KA 30 438 Avidin—HRP [R5 RE A A 1% BSA-PBS
WEAT o FH PBS=T YRS, N 100w L TMB V80, AL S N 15 4380, 5 I 100 1 L g 2N B
TR TR 2 42 1, 52 450nm [ I6E . &R T’ 1.

[o180]  (SEjtafs 5) 48 FH BR e BEHTLIA 1gG2b-1 J A suEHUik 1gG1-14 1 ik Y20 ELTSA V54
A CXCL1

[o181] A FH piy St ] 3 340 BH R S ok R 7 41 5 1 3R B USSR 7 A1) 1K) R o [ it A
1gG2b—1 B A AR e U T4 5 3 RN = B 1R 741 X K B st B P ig 1eGl-14 M2E) 5
Fric g, it 2.0 ELTSA 3352 N CXCLL. 5 SEiitiff] 4 [FIFERL ST TeGL-14 A &4k
L ELISA. 28 RTHE 1,

[o182]  (SEjfsl 6) A F SR el BT 19613 K B yaBEPUIR 1gG1-14. 8L Je0» ELTSA V54
T CXCL1

[0183] A FH pr sicjtids] 3 B UM P41 5 2 SRR TR T 9 X I PiiA 1g61-3 &
FIBHR R FA) S 3 KRR A X KBk 1g61-14 KAV S=brid ik, ik e
ELTSA V@7 A CXCLL B 5E o« 550 4 [ ST 1gG1-14 W AE 34k K e ELTSA.
SRR TE L,

[o184]  (ELZMA) 1) A H 1T &5 ) Gl i e > ELTSA VAl A CXCL1

[o185] A fH T &5 A CXCL1 A3 75 & Bl Human CXCL1/GRO alpha DuoSet (R&DSYSTEMS
AwE) WEEARA CXCLL. Frid il & di A CXCLL /MR seBEPLiAE CRBFSS 2
FoRNRIERTH) ) BIARAL, KA H B F A brid L -2 e Bk, 76 Greiner 247l
1) 96 LI L0 PR _EREAT [ AEAK , V40 0 S 005 4 E 2 BBy B4R E D IR IEAT o &5 R T
K14 &KE 5.

[o186] AR S 4 ~ 6. LLEH] 1 A8 - SEE 7R BN CXCLL R & b 5%
R AR I B PR S 8 2 000 2 VA RE RS RSN 7. 8pe/mL [N CXCLL, Il 52 RABFEHR &1 o

[o187]  ( SEZJfiff] 7) 88 FH8R va EHUAK 1eG2b—1. A0 HIA TeG1-10 & TgGl-14 KIVE-S W
i it g0 ELTSA v A CXCL1

[o188] A A iy St fe] 3 I EHRE e ME U A5 1 KRR B IR T 5 X Tk 1gG2b—1.
FCH R S R4 S 3 SRR LR T 51 X Bk 1G1-10 B ZEW) & Anic i B
1gG-10 Fl TgG1-14 23 BT EM E AT B A AR ISR VR AR Wi 2.0 ELTSA v:
ME N CXCLL. SRt 4 [FIFeHh SEpi A K A 34k f I ELISA. K J R TK 2.
[0189]  JEILAE FH 2 iy S M FUNAR IR 741 5 3 KR B SE 1R 741 X 1 B 5w B B AR 1E N
FRICHUIR, SAHFER R 1 FhPUORAE L, 20 015 S o A 4 iy, A B S A A 1 RP R0 AH [F]
FES IS TUARR L, A5 2 B bRic HUiREF A CXCLL 2 RS A .

[0190]  ( SEZJfifs] 8) A FH ¥ v P AR 1eG2b—1. K B e FifAk 1G1-10 B 1gG1-14 {Bid e

23



CN 102245767 B OB P 99/25 T

> ELTSA VARSI R Fids i A CXCL1

[o191] A FH b S 3 ) B IR Re S P AP A1) 5 1 3R I 2 S5 1R 7 41 X IR Ak TgG2b—1
oA B RE S R P A1) S 3 RN SR T A X IBLAR 1G1-10 WY 2 id A4 BT H
1gG1-14 MY FE bR A, ik Je.00 ELTSA vE I 52 JR s i A CXCL1. {# HH Sulfo-NHS
Biotin (PIERCE A ) #EAT 1gG1-10 M TeGl-14 Az Ak, 1oz IR B H5 (K4 VE Ul B 3E 4T
PEANERVE . 1 2%, FO ) 1gG2b—1 1 10 1 g/mL () PBS VW), SN 96 FLEB 7 20 FAR (Greiner
ANaE)E]D) LA, BRL 100 1 L, BAHAE—2 . RH, 375 FIREW, 7 200 1 L1% BSA-PBS
VSR (SIGMA A7) ) , fE IR FEE 1 /NIt 2 )5, F PBS-T i& ¥k, # 4 Ak 44 [ A AL
Bo SRJG, 1) 24 F R AR AR N 2078 N CXCLL 48 ok 2 250pg/mlL, 548 FH AH [A] A%
B B 2R 3. 9pg/mL #3 BN BTSN I R A In 245 FL A B FL 100 1 L, FE R FEH 7
LN SRS, SR FLIN I PTR I, F PBS-T S5 ¥E)5 , i 1% BSA-PBS Fikef# 100 1 L fiT
309 1o g/mL AP AR L 1g61-10 FEZEWR N RN 1 /M. J58EE .4 1000 L avidin-HRP
VR (R&DSYSTEMS 24 w14 ) 7E 258 N RV 30 434, Avidin—HRP ¥ F 1% BSA-PBS #4T
FkE, I PBS-TWEVESE, M 100 1w L TMB AT L N 15 43805, s n 100 u L 2N BRER
VR S A% 1B, I E 450nm IRIOEEE . 45 Ron T 3.

[0192]  (SEjfifs] 9) fFH B s DU 1861-3 KB swiEDUK 186114 1E i 2.0 ELISA V54
TR A& N A CXCL1

[0193] A H i Siitids] 3 B e M FON P41 5 2 SRR R RRT 9 X i iA 1g61-3 &
FIRHR R FA) S 3 KRR ARERIT Y X KBk 1g61-14 BV = hrid 7k, ik e
ELTSA v %€ PRI A BN CXCLL o 5541 8 [FIA: b S b A 1R AR M 224k J2 Je 0 ELISA
ZE RN TH 3.

[0194]  ( LbAfs) 2) A% FH i &5 R ol i Y200 ELTSA vl R Hh A CXCL1

[0195]  f#i FHTTE A A CXCL1 #3714 Bl Human CXCL1/GRO alphaDuoSet (R&DSYSTEMS
A 5 PRI IR B AN CXCLL o $4 B Y 4R 48 U0 BH R4 T VE AN R, 55 Sy 8
[ A H B AR RS I CXCL 1 3. 45 o T8 3.

[o196]  HR4fE SEtf 8 ~ 9. ELHLH 2 A  H I J7 kR T8 N CXCLL A il ) &t
R A e B (1) H 3 2 (R s v E 22 m] LIRS AE R+ 2k 31. 25pg/mL [ A CXCL1, I 5 R &
A

[0197]  (sjtafs] 10) A% H 7 &5 350 & B0 se B P ik A BR SeE BTk 1gG1-10 i it 2.0 ELISA
VAR CXCLL

[0198] A FH St 491 3 v 3] BH R S ok R 7 41 5 2 RoR B EUSE R T A1) I I T A
Human CXCL1/GRO alpha DuoSet (R&DSYSTEMS 23 5] ) By #1718 BB s e b A L A2 1 BH R
MRS 3 R R IER T4 X LK 1eG1-10 FIZAEM Ebric ik, it 2.0 ELISA ¥
I 52 22 PP 7 N A CXCL 1 » 48 Sulfo-NHS Biotin (PIERCE 2w ) HH4T 1gG1-10 14
VA, T R PR (3R E U BRI AT PR IR o B o, I iR T B R & B A 1 s BR B s R LAk
(%14 u g/mL [ PBS ¥V 5 » TN 96 FLEE 2K LI FAR (Greiner A7) FIFLH, &#R4L 100 1 L,
AL — . IR, 352 BRI, N 200 0 L 1% BSA-PBS ¥y (SIGMA A=) , 762535
TERE 1/ 2, F PBS-T VG, il At B /R [ ARAL AR« 285, 18/ 1% BSA-PBS ¢
AN CXCLL M 500pg/mL [ BEFRE . 7. 8pg/mL, 5 BT 153 BIPT IR BB B %5 FL A, BEAL
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100 u L, 7E =30 FATH RN, 1/ 285, FE AL BIPUIRE T, F PBS-T 1§ )a, 1TH 1%
BSA-PBS #4kE, ff 100 u L Frf3 Y 1 g/mL AW = FRIC TgG1-10 FE=IE TR 1 /M. 15UE
Ji, A 100 1 L avidin-HRP 3§ (R&DSYSTEMS 2wl ) £EZ M F MY 30 43%8h. Avidin-HRP
WAL 1% BSA-PBS BEATH# R . FH PBS-T IS ¥E)G, AN 100 0 L TMB 5% L /s B 15 738
Jii s NI 100 1w L 2N B BV VR A S A5 11, T 450nm MRS . 45 R T 4.

[0199]  Fi U mT RAI B < BOASEAE A A i 85 ) & B 1 B s B AR E R R0 91 5 2 1T
KIS, 28 5 IRBEH)5 3 [HTAZ A K320 ELISA =R, R4 7. 8pg/mL [ A CXCLIL,
A, BT AR T R B A B R s BB S YO0 P A S 3 PR A A AT e
ELTSA yEI, 5 AT & 5 & e rfs ol (el 1) AH B, W E R &

[0200]  (sEjffsl] 11) {8 FHEUAS FIPTARE L ELTSA G CXCLL

[0201]  %f T-Sitifs] 2 rh ik k) 5 APhiih 1gG1-1. 1gG1-3. 1gG1-10. 1gG1-14. IgG2b-1,
Gy il & S AT 10w g/mL ¥ PBS ¥R, 2 J5, BARFFL 100w LN R 96 fL 5 28 L P i
(Greiner )il ) WAL, BIAEM—. IRH, 52 FREEHR, HEN 2000 L 1% BSA-PBS %
T (STGMA A %)) , RS FFEE | /M. 2 )5, A PBS-T & ¥E, il salitb i ok [ AH AL P45
SR A 1% BSA-PBS g EZH 7 A\ CXCL1 8 A 125pg/mL [ B A B 22 15pg/mlL, K HH
TR PR BRI B AL, B 7L 100 1 L, 753508 FAFH N 1 /pite )G, FE LN
P IRE I FH PBS-T iEUE G, 1 1% BSA-PBS #5321 50ng/mL A=) & briddi A CXCL1
Z PR (R'DSYSTEMS 2+ H] ), % 100 v L A3 FricHi A\ CXCLL £ e Hi ke
B TRV 1N JEBEG A 1000 L avidin-HRP % (R&DSYSTEMS A w]#l ) fEEMR T
RN 30 43450, Avidin—HRP t4# F] 1% BSA-PBS i#E4T# B¢ . H PBS-T i&¥E)G, M 1001 L
TMB RN 16 43805, s I 100 w L 2N B B s Af e A 1, I 5 450nm (RO 45 5%
N <

[0202]  HiR#ESEHEfs] 10411 S Lo 1 mT LLAIBH AR B PLAR 1gG1-1.1g6G1-3.1gG1-10,
IgG1-14. IgG2b-1 15 T35 T i &Pk, A CXCL1 HIASIBE ) &

[0203]  ( SEjfs) 12) 448 FHECAT P ARSI i 2% A N CXCLL

[0204] i F st 2 it i 5 Bhpiik 1gGl-1. 1gG1-3. 1gG1-10. IgG1-14. 1gG2b-1,
AT I 2 AP AR RN CXCLL ARSI o

[0205] B 5, A5 Bk o B EC R 10 1o g/mL ) PBS ¥ ¥U5 , I\ 96 £L 58 75 £ 4% T i
(Greiner A Hl]) HIFLH, BFL 100 v L, BAHAL—#. R H, 375 BIREHL 3 200 1 L #
R 41510 1% BSA-PBS ¥ (SIGMA ARl ) , fEZE P& L /M. 2 )5, FH PBS-TiE¥E,
il AR B AH AP

[0206] 4R )5, L 500pg/mL LY A CXCL1 & (A B I3RS, AR R 2K B B R B &
125pg/mL il BEHT IR M AR MR R A1 o KP)si i 2R LA BEFL 100 w LA 2% 4L, 75
FIR T RN 1N, FEEDUREE, H PBS-T iEVE.

[0207]  #:45, N0 100 1 L A 1% BSA-PBS % B [1) 50ng/mL AEM bR it A CXCL 1 £ 5%
Fifk (RDSYSTEMS 2w ) , 7R T RN 1 /M. JE¥EE . 4 100 1 L 253 1% BSA-PBS
MiBEIY) avidin—HRP %5 (R&DSYSTEMS A wl il ) 7E= T &KV 30 4380, FH PBS-T iE¥E)G
BN 100 8 L T™MB TR S 15 43805, B A 100 L 2N B EE WA i SAA% 1, I 5 450nm 1)
WOCRE . &5 R 6 .
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[0208]  ( EbZfa) 3) A H T &5 P Ak ifn 2 7 () CXCL1

[0200]  fif FHTT & BTN CXCL1 B 5g BEHTUAR RN MAB275 (R&DSYSTEMS 724w il ) , Ar i ifi 2 h
VAR CXCL1. BeiI AT PBS FiREf) 10 v g/mL () MAB275 Y538, 73 I LASEAL 100 1w L IO 96
LR CH AR (Greiner awlHil)) BIFLH, BEAHA— . 2 J5 Fl 5 SEitifs) 6 [RIFE 7 vt
7. GiRRT K 6.

[0210]  HHSEHER] 12 ELEEH) 3R] KA B I 5 it 7R 350 BE e #6000 1 2 - 5 A 15 A CXCL1 .
[o211]  (SEjfs) 13) 448 FHEAS RIHTARRIN IR - i N CXCL1

[0212] ¥ Fscitife] 2 it i 5 Bhpifk 1gGl-1. 1gG1-3. 1gG1-10. IgG1-14. 1gG2b-1,
Fr I R s R N CXCLL o

[0213] 1550, B HiiR s A EC I Ak 10 1 g/mL (¥ PBS ¥ S5 » LABEFL 100 1 L A 96 FLEE K
LI PR (Greiner al i) BIFLH, BAHL—R .. KH, 575 IR, EA 200 1 L #%
2 45K 1% BSA-PBS ¥ (SIGMA AWl ) , fE =W FHRE 1 /M. 2 5, H PBS-T iG¥E,
il AR B AH AP

[0214] 4K )5, FL ) 500pg/mL B 40 Y N CXCL1 & 1 5% 1) PR ¥ v FH AH [R] 1 PR B B B 22
125pg/mL Hll BEHTE PRI FRE R A s BRI LAREFL 100 n LIRS AL, EER T
SN L /NI, 2 G FEEDUR L, H PBS-T iEVE.

[0215] 3, NI 100 1 L A 1% BSA-PBS %14 50ng/mL A=W B bricPi A CXCL1 £ 7
Hifk (RDSYSTEMS 2w ) , 7R T R 1 /M. JE¥EE . 4 100 1 L 253 1% BSA-PBS
MBI avidin—HRP %5 (R&DSYSTEMS 2~ w=) il ) 7E= W~ R 30 4380, A PBS-TIG¥E)G,
BAN 100 0 L TMB AT EL S MY 15 438, U i 100 1 L 2N Bt B v A5 S MASE 1, I 2 450nm
e, R R TE 7,

[o216]  ( bLZAs] 4) A8 FH T &5 P aAAs il R oh i N CXCLL

[0217]  {FH T8 HIPT A CXCLL 2 vg B BT A RI MAB275 (R&DSYSTEMS 23 &) il ) , A6 R A ¥ ik
f’)N CXCL1. FCHIFH PBS FBE K] 10 u g/mL ) MAB275 53, 73 Al LAAE AL 100 1 L i 96 FLE§
KOG PR (Greiner 25 ) (IFLA, BIAHAL—R . 2 J5 H 55209 13 [RIAER 70T
SRRTHE T,

[0218]  HHSEHER] 13 LLEH] 4 v AIAS KR B 5 FhPiiA a4 Pkt RERE RN K A i i
) A CXCL1,

[0219]  ( Sjifs] 14) 18 SR e HiiAk 1g61-1.1g61-3.1gG1-10.1gG1-14.1gG2b-1 [FIfE: Ik
Jet A0 L BEAT IR 22 B8 7 1) A RH s P 0 o S

[0220]  f T-Siifs] 2 th ik k) 5 APdiih 1g61-1. 1g61-3. 1gG1-10. 1gG1-14. 1gG2b-1,
AT F0 15 I et 0 L P AR 22 B8 7 140 P R A PR 5 o

[0221] P2, WA B e 4 i T24 40 o FhfEvR N T 10% FCS. 12. 5mMHEPES (¥ RPMI 1640
B R, ik BE 4 10X 10° 4B i /mL, JEAT 40 /NI RTRE 5. BEgEfa Rl gn i, X T 5%
HURTR G W20 VW, {8 Matrigel 12285 (MatrigelInvasion Chamber) (BD Falcon)
TENZZERE T TR PP AT R AE Ul B IFAT PR AR AE . ) Matrigel /RZEE AN 100 1 L ()
2.0 X 10° 40 Ma /mL (] PBS B IF VR M MR FE A 10w g/mL [ & HiAA, 76 37°C .5 % AR 4%
PR, AT IR 28575 5 /M. 85 R SE, AP gt (Diff—Quick) 17 (Sysmex A7) #
NE NG, THRAR 2R AT A B B 40 A A BT TR LLO. 8emX 0. 6em
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PEN TAES, P& 5 NI AT WEHAT 2k (n = 2) G THE T3, B g &5 R
T 8,

[0222]  ( ELZ45) 5) A% H T &5 P A4 (R0 55 D e 40 B PRI A% 22 156 1 BT A R 0 5 S 6

[0223]  XfF 1785 BT A CXCL1 5 vg B BT AR MAB275 (R&DSYSTEMS 23 &) il ) , JEAT HI i 15% b
T A0 MR AR 22 B D I P RS PRI e o vk S S 14 RIFEHLEET . S5 RN Tl 8.
[0224] SR 14 S EEBA9) 5 AT R0 AR IR 5 AN HLAR BoR 5 i B B A R) 45 Bl s i
FIVENE, R )2 TgGl-1. 1gG1-10. 1gG1-14. 1gG2b—1 G7n H miE

[0225]  ( SEjtife) 15) A FH A sa e bifk 1eG1-3. 1gG1-10. TgGl-14. TgG2b—1 AT B Hesi
H 1452 28 RE 7 1) R R PR o S 2

[0226]  Wf T-SZjitifs] 2 rpiiadt ) 5 PP rh i) 1eG1-3. TgG1-10. T1gG1-14. 1gG2b—1 ] 4
ot AT PO BS e gt 40 e () 4R 28 B8 0 () R RS PRI 5 o T B U0 BH 102 S 14 ANIF,
PUARAS R AE R 2 1R 2868 ) 2 B A A2 TR IR B BT AR TR & -

[0227] B 5%, IR E 40 Mo T24 40 Mo AP BRI T 10% FCS. 12. 5mMHEPES [1] RPMI 1640 $%
FREEH L AFWRE N 10X 10° 41 /mL, SIS PUARME LR IE R 10 1 g/mL Ji5, AT HEFE 40 /)
I o 3555 55 P B, X T 5 & BURTR & 40 s, ] Matrigel /228% (BD Falcon)
MEARZERE T o ZJEUAT 5 SETtif) 14 FIFER)SEE, RAR MR IR [AIZZ 504 6.5 /N
222 M 41 B I &l 5 Sl de) 14 [FRIAEHdEAT, 85 R R T 8.

[0228]  ( ELZAA) 6) A% H i &5 Hi A4 (40 155 D e 4 B P43 22 e 017 1R o R Pk 0 7 SR 6 2
[0229] XTI RIHTA CXCLT 2 5g FEHTUIARN MAB275 (R&DSYSTEMS 24 =) il ) » AT I 154 It
Jes 40 L V)R 25 RE ) B RIS R I e o S EEEE] 5 AR, BURAS R AE RN e 2 22 58 i
TRE T2 MATE TR B ARG . 7k S5l 15 RIFEHgE T, 455" TKE 9.
[0230]  Fh St 15 LA 6 W], AR BH T 25 16 4 AP R SR Y B v B A4 S s g
v

[0231] =Nk BRI PE

[0232]  Hi#E A B, RefE DLLL IR A A B my 1 R BRI e N CXCLL IR BE, PRI, A% % B
AT DL IR B b Bz e SR E BAS I
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ool %

1/14 7T

[0001]

[0002]

<110>
<120>
<130>

<150>
<151>

<150>

151>

<160>
<170>
<210>
211>
<212>
<213>

220>
<223>

<400>

Arg Cys Gln Cys Leu Gln Thr Leu Gln Géy Ile His Pro Lys ?gn Ile
1 5 1

FPRIR
RN &4
ACXCL1ZE A Ui S % 8 7 771
PH-4128-PCT

JP 2008-281908
2008-10-31

JP 2009-039411
2009-02-23

45

PatentIn version 3.1
1

22

PRT

AT

=2 A

1

Gln Ser Val Asn Val Lys
20

<210>
<21
<212>
<213>

<220>
<223>

<400>

Ser Pro Gly Pro His Cys Ala Gln Thr Glu Val Ile Ala Thr Leu Lys
1 5 15

<210>
<211
<212>
<213>

<220>
<223>

<400>

Asn Gly Arg Lys Ala Cys Leu Asn Pro Aéa Ser Pro Ile Val %gs Lys
1 5 1

2
16
PRT
AT

R
2

10

3
28
PRT
AT

RAL
3

Ile Ile Glu Lys Met Leu Asn Ser ggp Lys Ser Asn
20

<210>
211>
<212>
<213>

<220>
<223>

4
15
PRT
AT

AKX
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<400> 4
Arg Ala Ser Glu Ser Val Asp Ser Phe Gly Asp Ser Leu Met ?és
1 5 10

<210> 5
211> 7
<212> PRT
213> AT

<220>
<223> AJEXEF

<400> 5
Arg Ala Ser Asn Leu Glu Pro
1 5

210> 6
211> 9
<212> PRT
213> AT

<220>
<223> WEXFF)

<400> 6
Gln Gln Ser Asn Glu Asp Pro Phe Thr
1 5

210> 7
<Z11> 10
<212> PRT
213> AL

<220>
223> WARKFEF

<400> 7
Gly Phe Thr Phe Asp Thr Tyr Ala Met ?Sn
1 5

<210> 8
211> 19
<212> PRT
213> AT

<220»
223> WEKFFI

<400> 8
Arg Ile Arg Ser Lys Ser Tyr Asn Tyr Aéa Thr Phe Tyr Ala ?gp Ser
1 5 1

Val Lys Ala

<210> 9
211> 5
<212> PRT
213> AT

<220>
223> AIEXFFI

<400> 9
[0003]
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[0004]

Gly Gly Phe Ala Asp
1 5

<210> 10
<211> 151
<212> PRT
213> AL

<220>

<223>

<400> 10
Glu Phe Met Glu

1

Val

Leu

Glu

Lys

65

Glu

Phe

Tyr

Lys

Pro
145

Pro Gly

Ala Val
35

Ser Val
50

Pro Gly

Pro Gly

Thr Leu

Cys Gln
115

Leu Glu
130

Pro Ser

210> 11
<211> 153
<212> PRT
213> AT

<220>

<223>

<400> 11

Glu Phe Met Glu Leu Gly Leu Ser
1 5
Gln Gly Val His Cys Glu Val Gln

Val Gln Pro Lys Gly Ser Leu Lys Leu Ser Cys Ala Ala Ser Gly Phe
35 40 45

Ser

20

Ser

Asp

Gln

Ile

Thr

100

Gln

Ile

Ser

20

HEKFFF

Thr
5
Thr
Leu
Ser
Pro
Pro
85
Ile
Ser

Lys

Lys

Qg2

Asp

Gly

Gly

Phe

Pro

70

Ala

Asn

Asn

Arg

Leu
150

Thr

Asp

Gln

Gly

55

Lys

Arg

Pro

Glu

Ala

135

Gly

Leu

Ile

Arg

40

Asp

Leu

Phe

Val

Asp

120

Asp

Leu Leu
10

Val Leu
25

Ala Thr

Ser Leu

Leu Ile

Ser Gly

90

Glu Ala
105

Pro Phe

Ala Ala

Trp Val Phe Phe Val Val Phe Tyr
10 15

Leu Val Glu Ser Gly Gly Gly Leu
25 30

Trp

Thr

Ile

Met

Tyr

75

Ser

Asp

Thr

Pro

30

Val Leu

Gln Ser

Ser Cys
45

His Trp
60

Arg Ala

Gly Ser

Asp Val

Phe Gly

125

Thr Val
140

Leu Leu Trp
‘ 15

Pro Val Ser
30

Arg Ala Ser

Tyr Gln Gln

Ser Asn Leu
80

Arg Thr Asp

95
Ala Thr Tyr
110

Gly Gly Thr

Ser Ile Phe
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Thr Phe Asp Thr Tyr Ala
50

Gly Leu Glu Trp Val Thr
65 70

Thr Phe Tyr Ala Asp Ser
85

Asp Ser Gln Asn Met Leu
100

Asp Thr Ala Met Tyr Tyr
115

Gln Gly Thr Leu Val Thr
130

Val Tyr Pro Leu Val Pro
145 150

<210> 12
211> 15
<212> PRT
213> AT

<220>
<223> WAEXFF)

<400> 12

Lys Ala Ser Gln Ser Val
1 5

<210> 13
QI 7

<212> PRT
213> AT

<2205
223> WEKFF

<400> 13
Ala Ala Ser Asn Leu Glu
1 5

210> 14
211> 9
<212> PRT
213> AT

<220>
223> TWEKXFFF|

<400> 14

Met Asn Trp Phe Arg Gln Ala Pro Gly Lys
55 60

Arg Ile Arg Ser Lys Ser Tyr Asn Tyr Ala
75 80
Val Lys Ala Arg Phe Thr Ile Ser Arg Asp
90 95

Tyr Leu Gln Met Asn Asn Leu Lys Thr Glu
105 110

Cys Val Arg Gly Gly Phe Ala Asp Trp Gly
120 125

Val Ser Pro Ala Lys Thr Thr Pro Pro Ser
135 140

Gly Ser Leu

Asp Tyr Asp Gly Asp Ser Tyr Met Asn
10 15

Ser

Gln Gln Ser Asn Glu Asp Pro Leu Thr
1 5

210> 15
211> 5
<212> PRT
213> AT

<220>
[0005]
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[0006]

<223> WAIEXFF
<400> 15

Asn Tyr Trp Ile Asn
1 5

<210> 16
<in 17
<212> PRT
213> AT

<220>
223> AREXFF

<400> 16

Asp Ile Tyr Pro Gly Gly Gly Tyr Asn
1 5

Gly

210> 17
<21 11
<212> PRT
213> AT

<220>
<223> HEKXFF3

<400> 17

10

Gly Gly Tyr Gly Arg Glu Gly Ala Val Asp Tyr
1 5 10

<210> 18

<211> 150
<212> PRT
213> AT

<220
<223> WX FF

<400> 18
Glu Phe Met Glu ghr Asp Thr
1
Val Pro Gly Ser Thr Gly Asp
20
Leu Ala Val Ser Leu Gly Gln
35
Gln Ser Val Asp Tyr Asp Gly
50 55
Lys Pro Gly Gln Pro Pro Lys
65 70

Glu Ser Gly Ile gro Ala Arg
5

Phe Thr Leu Asn Ile His Pro
100

Leu

Ile

Arg

40

Asp

Leu

Phe

Val

Leu Leu Trp
10

Val Leu Thr

25

Ala Thr Ile

Ser Tyr Met

Leu Ile Tyr
75

Ser Gly Ser
90

105

32

Glu Glu Glu Asp Ala Ala
1

Val Leu Leu
Gln Ser Pro
30
Ser Cys Lys
45
Asn Trp Tyr
60

Ala Ala Ser

Gly Ser Gly

110

Thr Tyr Asn Glu Lys Phe Lys
5

1

Leu Trp
15

Ala Ser

Ala Ser

Gln Gln

Asn Leu
80

Thr Asp
95

Thr Tyr
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[0007]

Tyr Cys Gl
11

5

n Gln Ser Asn Glu Asp Pro Leu Thr Phe Gly Ala Gly Thr
120 125

140

Lys Leu Glu Leu Lys Arg Ala Asp Ala Ala Pro Thr Val Ser Ile Phe
130 135

His His Pro Val Ser Leu

145

<210>
<211>
<212>
213>

<220>
<223>

<400>
Glu Phe Met Glu Cys Ser

1

Ala

Val

Thr

Gly

65

Tyr

Ser

Ala

Asp

Thr
145

Gly

Arg

Phe

50

Leu

Asn

Ser

Ile

Tyr

130

Pro

<210>
Qi
<212>
<213>

<220>
<223>

<400>

1

150

19
157
PRT
AT

RELG27
19

5

Val His Ser Gln
2

Pro Gly Thr Ser
35

Thr Asn Tyr Trp

Glu Trp Ile Gly
70

Glu Lys Phe Lys
85

Thr Ala Tyr Met
100

Tyr Tyr Cys Ala
115

Trp Gly Gln Gly

Pro Ser Val Tyr
150

20
15
PRT
AT
A X FFF

20

5

Trp

Val

Val

Ile

55

Asp

Gly

Gln

Lys

Thr
135

Val Ile

Gln Leu
25

Lys Met
40

Asn Trp

Ile Tyr

Lys Ala

Leu Ser
105

Gly Gly
120

Ser Val

Leu Phe Leu Leu Ser Val Thr
10 15

Gln Gln Ser Gly Ala Glu Leu
30

Ser Cys Lys Ala Ala Gly Tyr

45
Val Lys Gln Arg Pro Gly His
60
Pro Gly Gly Gly Tyr Asn Thr
75 80

Thr Leu Thr Ala Asp Thr Ser

90 95

Ser Leu Thr Ser Glu Asp Ser
110

Tyr Gly Arg Glu Gly Ala Val
125

Thr Val Ser Ser Ala Lys Thr
140

Pro Leu Ala Pro Gly Ser Leu

Arg Ala Ser Glu Ser Val Asp Phe Tyr Gly Asn Arg Leu Leu His
10

165

15
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[0008]

<210> 21
2L 7
<212> PRT
213> AT

<220>
<223> HEXFEFI

<400> 21
Arg Ala Ser Asn Leu Glu Ser
1 5

<210> 22
211> 8
<212> PRT
213> AT

<220>
<223> HEXFF

400> 22
Gln Gln Ser Asn Lys Asp Pro Phe
1 5

<210> 23
211> 10
<212> PRT
213> AL

<220>
223> AEXFF

<400> 23

Gly Phe Thr Phe Ser Thr Tyr Ala Met Asn
1 5

<210> 24
211> 19
<212> PRT
213> AT

<220>
223> WEXFEFH

<400> 24

Arg Ile Arg Ser Glu Ser Tyr Asp Phe Ala Thr Phe Tyr Ala Asp Ser
1 5 10 15

Val Lys Asp

<210> 25
211> 5
<212> PRT
213> AT

<220>
<223> WH[ZEXFF

<400> 25
Gly Gly Phe Asp Cys
1 5

10

34



CN 102245767 B

ool %

8/14 11

[0009]

<210> 26
<211> 151
<212> PRT
213> AT

<220>
223>

<400> 26
Glu Phe Met
1

Val Pro Gly
Leu Ala Val
35
Glu Ser Val
50

Lys Pro Gly
65

Glu Ser Gly
Phe Thr Leu

Tyr Cys Gln
115

Lys Leu Glu
130

Pro Pro Ser
145

210> 27
<211> 153
<212> PRT
213> AT

<220>
<223>

<400> 27

1

Glu

Ser

20

Ser

Asp

Gln

Phe

Thr

100

Gln

Ile

Ser

EE3=%:27]

Thr

5

Thr

Leu

Phe

Pro

Pro

85

Ser

Lys

Lys

AR K3

Glu Phe Met Asn Leu
5

Gln Gly Val Leu Cys
20

Val Gln Pro Lys Gly
35

Thr Phe Ser Thr Tyr
50

Asp Thr

Gly Asp

Gly Gln

Tyr Gly

55

Pro Lys
70

Thr Arg
Asp Pro
Asn Lys
Arg Ala

135

Leu Gly
150

Trp Phe

Glu Val

Ser Leu

Ala Met
55

Leu

Ile

Arg

40

Asn

Leu

Phe

Val

Asp

120

Asp

Asn

Gln

Lys

40

Asn

Leu Leu Trp
10

Val Leu Thr
25

Ala Thr Ile

Arg Leu Leu

Leu Ile Tyr
75

Ser Gly Ser
90

Glu Ala Asp
105

Pro Phe Thr

Ala Ala Pro

Trp Ile Phe
10

Leu Val Glu
25

Leu Ser Cys

Trp Phe Arg

35

Val

Gln

Ser

His

60

Arg

Gly

Asp

Phe

Thr
140

Phe

Ser

Ser

Gln
60

Leu

Ser

Cys

45

Trp

Ala

Ser

Val

Gly

125

Val

Val

Gly

Ala

45

Ala

Leu

Pro

30

Arg

Tyr

Ser

Thr

Ala

110

Gly

Ser

Val

Gly

30

Ser

Pro

Leu Trp

15

Ala Ser

Ala Ser

Gln Gln

Asn Leu

80

Thr Asp
95
Ser Tyr

Gly Thr

Ile Phe

Phe Tyr
15
Glu Leu

Gly Phe

Gly Lys
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[0010]

Gly Leu Glu Trp Val Ala Arg
65 70

Thr Phe Tyr Ala Agp Ser Val
8

Asp Ser Gln Ser Met Leu Tyr
100

Asp Thr Ala Met Tyr Tyr Cys
115

Gln Gly Thr Leu Val Thr Val
130 135

Val Tyr Pro Leu Val Pro Gly
145 150

<210> 28
211> 15

<212> PRT
213> AL

<220>
<223> X

<400> 28

Ile Arg Ser Glu Ser
75
Lys Asp Arg Phe Thr
90
Leu Gln Met Asn Asn
105

Val Arg Gly Gly Phe
120

Ser Pro Ala Lys Thr
140

Ser Leu

Tyr Asp Phe Ala
80

Ile Ser Arg Asp

95
Leu Lys Thr Glu
110
Asp Cys Trp Gly
125

Thr Pro Pro Ser

Arg Ala Ser Glu Ser Val Asp Ser Tyr Gly Asn Ser Phe Met His

1 5

<210> 29
211> 71

<212> PRT
213> AL

<220>
<223> AEXFF)

<400> 29
Leu Ala Ser Asn Leu Glu Ser
1 5

<210> 30
211> 9

<212> PRT
213> AT

<220
<223> AIEXFF

<400> 30
Gln Gln Asn Asn Glu Asp Pro
1 5

<210> 31
211> 10
{212> PRT
213> AT

<220>
<223> FIERFF

<400> 31

10

Phe Thr

36

15
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[0011]

Gly Phe Asn Ile Glu Asp Thr Phe Ile
1 5

<210> 32
211> 17
<212> PRT
213> AT

<220>
223> WEXFFF|

<400> 32

Arg Ile Asp Pro Ala Asn Gly Asn Thr Lgs Tyr Asp Pro Lys Phe Gln
1 5 1

Gly

<210> 33
211> 7
212> PRT
213> AT

<220>
<223> AIEXFF

<400> 33
Gly Arg Tyr Gly Val Ala Tyr
1 5

<210> 34

211> 147
<212> PRT
213> AT

<220>
223> AIEKFFF

<400> 34
Glu Phe Met Glu Thr Asp Thr
1 5

Val Pro Gly ggr Thr Gly Asn

Leu Ala Val Ser Leu Gly Gln
35

Glu Ser Val Asp Ser Tyr Gly
50 55

Lys Pro Gly Gln Pro Pro Lys
65 70

Glu Ser Gly Val Pro Val Arg
85

Phe Thr Leu Thr Ile Asp Pro
100

Tyr Cys Gln Gln Asn Asn Glu
115

Leu

Ile

Arg

40

Asn

Leu

Phe

Val

Asp
120

Leu

Val

25

Ala

Ser

Leu

Ser

Glu

105

Pro

His
10

Leu Trp Val
10

Leu Thr Gln
Thr Ile Ser
Phe Met His

60
Ile Tyr Leu
75

Gly Ser Gly
90

Ala Asp Asp

Phe Thr Phe

37

Leu

Ser

Cys

45

Trp

Ala

Ser

Ala

Gly
125

15

Leu Leu Trp
15

Pro Ala Ser
30

Arg Ala Ser
Tyr Gln Gln

Ser Asn Leu
80

Arg Thr Asp
95

Ala Thr Tyr
110

Ser Gly Thr



CN 102245767 B

ool %

11/14 51

Lys Leu Glu Ile Lys Arg A

130

His Ile Gln

145

<210>
211>
212>
213>

<2207
<223>

<400>
Glu Phe Met Lys
1

Thr

Val

Asn

Gly

65

Tyr

Ser

Ala

Gln

Val
145

Gly

Lys

Ile

50

Leu

Asp

Asn

Val

Gly

130

Tyr

<210>
<21
<212>
<213>

<220>
<223>

<400>

35
153
PRT
AT

13

D459 271

35

Val

Pro
35

Glu

Glu

Pro

Thr

Tyr
115

Thr

Pro

36
15
PRT
AT

Asn

20

Gly

Asp

Trp

Lys

Ala

100

Tyr

Leu

Leu

Trp Ser Trp
5

Ser Glu Leu
Ala Ser Val

Thr Phe Ile
55

Ile Gly Arg
70

Phe Gln Gly
85

Tyr Leu Gln
Cys Glu Glu

Val Thr Val
135

Ala Pro Gly
150

WRXFF

36

Val

Gln

Lys

40

His

Ile

Lys

Leu

Gly

120

Ser

Ser

la Asp Ala Ala Pro
5

Phe Leu Phe
10

Leu GIn Gln
25

Leu Ser Cys
Trp Val Lys
Asp Pro Ala

75
Ala Thr Ile

90

Ser Ser Leu
105
Arg Tyr Gly

Ala Ala Lys

Leu

Thr Val Ser Ile Phe
140

Leu Met Ala Val Val
15
Ser Gly Ala Glu Leu
30

Thr Ala Ser Gly Phe
45

Gln Arg Pro Glu Gin
60

Asn Gly Asn Thr Lys
80

Thr Ala Asp Thr Ser
95

Thr Ser Glu Asp Thr
110

Val Ala Tyr Trp Gly
125

Thr Thr Pro Pro Ser
140

Lys Ala Ser Gln Ser Val Asp Tyr Asp ?éy Asp Ser Tyr Met ?gn
1 5

<210> 37
<21y 7

[0012]

38
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212>
213>

<220>
<223>

<400>

PRT
AL

QE 3271
37

Ala Ala Ser Asn Leu Glu Ser
1 5

<210>
211>
212>
213>

<220>
<223>

<400>

38
9
PRT

AT

AEX 75
38

Gln Gln Ser His Glu Asp Pro Leu Thr

1

<210>
211>
<212>
213>

<220>
<223>

<400>

5

39
10
PRT

AT

CE3=9:27)
39

Gly Tyr Thr Phe Thr Asp Tyr Ser Met Hés
1 5 1

<210>
211>
212>
213>

<220>
<223>

<400>

Trp Ile Asn Thr Glu Thr Gly Glu Pro Thr Tyr Ala Asp Asp Phe Lys
1 5 10 15

Gly

<210>
21>
<212>
213>

<220>
<223>

<400>

Gly Gly Val Tyr Arg Tyr Asp Glu Gly Pge Ala Tyr
1 5 1

<210>
<211>
212>
<213>

[0013]

40
17
PRT
AT

RE:2]
40

41
12
PRT
AT

WX FF
41

42
151
PRT
AT

39
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[0014]

<220>

<223> W[EXFFFY

<400> 42

Val Asp Met Val Leu Ile Leu
1 5

Val Pro Gly Ser Thr Gly Asp
20

Leu Ala Val Ser Leu Gly Gln
35

Gln Ser Val Asp Tyr Asp Gly
50 55

Lys Pro Gly Gln Pro Pro Lys
65 70

Glu Ser Gly Ile Pro Ala Thr
85

Phe Thr Leu Asn Ile His Pro
100

Tyr Cys G%n Gln Ser His Glu
115

Lys Leu Glu Leu Lys Arg Ala
130 135

Pro Pro Ser Ser Lys Leu Gly
145 150

<210> 43

<211> 159
<212> PRT
213> AL

<220>
223> TERFEA

<400> 43
Leu Val Asp Met Ala Trp Val
1 5
Ala Gln Ser Ile Gln Ala Gln
20
Leu Lys Lys Pro Gly Glu Thr
35

Tyr Thr Phe Thr Asp Tyr Ser
50 55

Lys Gly Leu Lys Trp Met Gly
65 70

Leu Leu

Ile Val
25

Arg Ala
40

Asp Ser
Leu Leu
Phe Ser

Val Glu
105

Asp Pro
120

Asp Ala

Trp Thr

Ile Gln
25

Val Lys
40
Met His

Trp Ile

40

Leu

10

Leu

Thr

Tyr

Ile

Gly

90

Glu

Leu

Ala

Leu

10

Leu

Ile

Trp

Asn

Trp

Thr

Ile

Met

Tyr

75

Ser

Glu

Thr

Pro

Leu

Val

Ser

Val

Thr
75

Val

Gln

Ser

Asn

60

Ala

Gly

Asp

Phe

Thr
140

Phe

Gln

Cys

Lys

60

Glu

Leu
Ser
Cys
45

Trp
Ala
Ser
Ala
Gly

125

Val

Leu
Ser
Lys
45

Gln

Thr

Leu

Pro

30

Lys

Tyr

Ser

Gly

Ala

110

Ala

Ser

Met

Gly

30

Gly

Ala

Leu Trp

15

Ala Ser

Ala Ser

GIn Gln

Asn Leu

80

Thr Asp
95
Thr Tyr

Gly Thr

Ile Phe

Ala Ala

15

Pro Glu

Ser Gly

Pro Gly

Glu Pro
80
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Thr Tyr Ala Asp Asp Phe Lys Gly Arg Phe Ala Phe Ser Leu Glu Thr
85 ‘ 90 95

Ser Ala Ser Thr Ala Tyr Leu Gln Ile Asn Asn Leu Lys Asn Glu Asp
100 105 110

Thr Ala Thr Tyr Phe Cys Ala Arg Gly Gly Val Tyr Arg Tyr Asp Glu
115 120 125

Gly Phe Ala Tyr Trp Gly Gln Gly Thr Leu Val Ser Val Ser Ala Ala
130 135 140

Lys Thr Thr Pro Pro Pro Val Tyr Pro Leu Val Pro Gly Ser Leu
145 150 155

210> 44
211> 36

<212> DNA
213> AT

<220>
223> 3|

<400> 44
catatggcgt ccgtggecac tgaactgege tgecag 36

210> 45
211> 35
<212> DNA
213> AL

<220>
<223> B|Y

<400> 45
ggatccaagce ttttagtigg atttgtcact gttca 35

1/25
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