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CON 102245767 A W F E Kk B 1/2 5T

L —7i N CXCL1 Ht T fo 38 2500 5 77325, FRRAEAE T, A6 4 2 Fh L B fHT A CXCLL #
o PR B B Y A TR N CXCLT B B, i 2 AL B $T A CXCLT B g BT
PR By S P DR A CXCLL 2 PRI 2 R IR 7 41 (30 43 T A R 415 1 ~ 3 FROR I
RIERS T AT A X, HAR R R AN ASE A X

2. UIBCREESR 1 Tl (¥ A CXCL1 &5 [ B I S iz 20 o 7 2%, FURRIEAE T, A8 AR e 1k iR
WFH)S 3 T TR 741 X BT CXCL1 B s B Bk el He B, B2 A8 5 ) A CXCLL
W e B

3. WIBCRIESR 1 8% 2 AT 9 A CXCLL 85 (A 0 H0 33 2500 52 75 v, SLERIEAE T, R 5
MR RS 1 s IR B IR 91 X 3T CXCLL B 50 BB AR B B B e S Mk R P %)
5 3 RRMIARERIT X BT CXCLL B ve FEHUAREEL i B, e # 5 A CXCLL &
JE B

4. WIBCREESR 18R 2 BT (9 A CXCLL 8% 5 Ho 3% 2500 52 77 1, JLRRIEAE T, AR R S
ARG A5 2 K on B FEIR P41 X BT CXCLL B0 50 B B AR B B B i S R 1 P 471
5 3 RORMIZAIERRT X IPT A CXCLL B ve FEHU AR BEL F B, W+ 5 A CXCLL 2R
Jra A B

5. WIAURIEESR 1~ 4 PAT— TR FTR 1\ CXCL1 28 [ 1) S i 20 5 Ty, Horb, Tk ke
it A AR S B R AL LY IR I L PR B R PR Y LV VR VR RS VL

6. —FPPL A CXCLL HsgEHi iR s Il 5 B, e e U IR 7415 3 Ron N E LR 75
X,

TERRE I,

CDR1 & 745 4 KRR IER T4,

CDR2 & H 745 5 KRR T, &

CDR3 & 7415 6 KnRAIER T4,

IEERE L,

CDR1 & H 745 T KRR ITER T4,

CDR2 & H 745 8 KRR T, K

CDR3 & H 745 9 KRR IER T .

7. WIACREESK 6 TR (5T N CXCLL S e Bk sl i By, o, BT B X &G 75 5
10 RN LR T, BRI LR SAH IS 11 KR AERI T .

8. —MpHr A CXCLL oy PR eIl v B, R m MR RN ITR 741 5 1 KR 2 5K 771
X,

ERRRE

CDRL %A FA5 12 R MEILR T4,

CDR2 & FH'5 13 FRRMEIZLR T, K

CDR3 & 745 14 R ME R T4,

IEERE I,

CDRL & HFA'5 15 KR MEE R T4,

CDR2 &HFH'5 16 FRMEEIR T, K

CDR3 & HFA'5 17 XM E LT

2




CON 102245767 A W F E Kk B 2/2 T

9. WIBUMER 8 BT (P A CXCL1 S g EHUR SR B o, i n] 2 X S 41 5

18 R MR IR A, BRI AL XSG FH5 19 LR 5 .

B:’

10. — RPN CXCLT H v BT A B A B R 7 RO BTk e 9105 3 R (K B IR P4

R L,

CDRL A 7415 20 KR IERT4,

CDR2 & A 745 21 KRR EERITH), &

CDR3 & A J7 415 22 Kn I IRT5,

fEERE L,

CDRL &H 745 23 xR T4,

CDR2 & H 7H'5 24 RRIEEERITFH), &

CDR3 & A 7415 25 RRIIRIEEIRITH)

L1, AR R 10 Pk Bt A CXCLL F s B f R sl i B, b, RBE 2R X & P4

526 RORMBAIER A, ERER R G H IS 27 LoR N RIEIRITH o

X,

12, —FLA CXCLL 85 FE BB A B, 5 SURATA 515 2 B0 IR 51

EREE I,

CDRL & FH)'5 28 RN ME IR IT4,

CDR2 & HFH'5 29 FRMEEIR T, K

CDR3 & HF4'5 30 KM= E KT,

1EERE I,

CDRL & HFA'5 31 KoM E KT,

CDR2 &HFH'S 32 R MEER T, K

CDR3 & H TS 33 R ME LT .

13, WA EESK 12 Brak (K5 CXCLL S v B PR sl iy B, Horp, BT 2 X 5 A 74

7 34 FORNAEER A, ERE R X G H PG 35 KonREIRTF .

B:’

14. — RPN CXCLT By DT B Ay B e 7 M RO BT iR e 9105 3 R (K s 2k 1R P 4

TERHE L,

CDR1 Z 7 7815 36 Ko 2K P A1,

CDR2 A7 45 37 RN BT, I

CDR3 &7 7415 38 RN A ZE R4

fEERE L,

CDRL & H 745 39 KR LR IT4,

CDR2 A7 7415 40 Ras MR ILIKIPH), I

CDR3 A7 7415 41 Ron MBI P51 o

15. QIBCRIEESKR 14 BT (I PT A CXCLL g ESUR B 7 B Horh, g n] A2 X & A7 P4

T 42 FoRNAER A, B RX EH PG 43 Ko WRAERT .
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A CXCL1 EERMREFNES ZF

A Sl

[0001] AR BH¥S R —Fpill e A CXCLL B )i (LA Fid/EA CXCLL) B 7ik. SEVE4m 5,
AR B Bl s N CXCLL 1) H e 25 0 5 7325, Tk H 38 400 i 7 12240 648 B se it
eI B, BTid B e e AR s A BES R CXCLL IR IR 741 E KRR 3 AbRIE
JEANR T — MR R ES G . A0, AR B BT LAFE BRI sE A CXCL1 &5 (A i 77 s
AT 5 N CXCLL FE S PR 6 1 B e B DA s i i B

B

[0002] A CXCL1 s&J& T CXC IR MM 71 —Fh o A% 8 B BUE M P A7 A5 T 1)
B, 5 HAh CXC SR [FIREHLAE 2808 i B iod BRIk

[0003] TR, AT HRAEFK Lk A CXCLL VR IR AR G IR 7 A4 AR Ao TRLG, AT i ot
MR A ARSI AT DR PRI b R0 AR e ) CHERRISCIR 1 BRI SR 1 o 251, A
TEHE Y AE K98 5N B3 Wk 6 28 A5 LA W PR b S8 A R s v, A CXCLL 7
TR E A UK ERAZR (AETRISCHR 2+ AE TR SCHR 3 AE LRI STk 4) , 7]
CIAR B K/ 85 BRI e PR % b e i B b g o

[0004]  FATTT, 75 A% FH I A PRI G 93 2% 00 o V25 BRI 5 V2 v, A b o B 75 2 1) R AU AN
Ao N, LRI SCER T AR 3K R&DSYSTEMS 24 7] (LLN R&DSYSTEMS 2y ) filf¥ A CXCL1
I 5 PR G ST HH PRI B4 20pg/mL Zi A, i A R N R PR TP N CXCLL KR EE IR A B Bk
R PR o BRI, 945 B8 vy R ARSI N CXCLL (R Vs

[0005]  LFSCHR 1 :W02007/026895

[0006] JE%&H| CHk 1 :Hiroaki Kawanishi et al,2008, Clinical Cancer Research,
vol. 14, No. 9, 2579-2587

[0007]  J4EEF)SCHR 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, h88-597

XRAE

[oo10]  [AIM, AK B — A5 S0 H IOAE TR At U iy REBUZEAR TN CXCLL 14
FIEE. SRR, AR IR H RIAE T, T 2 & Bk sl S R0 ES 23 i e e 5 I
12, 305 LA ey RABEER I CXCLL (19757, BT Bt AR sl S R0 & 70 S5 R e A CXCLL [
FIR PP AP R E 3 AR5 AR R RS

[0011]  F3hh, AR WII 3 — A J7 S 10 B BOAE T3 BURr 3 MR N CXCLL 1) 5050 [ T 44
s B SRR AR Sy — A B BLE T3 At —Fh i g [ pT R s 7 B, BT
o DT A BIL A Bl DU 3 DUSE iRy REBUSARI A CXCLT 15 ¥4 H s PR R
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CXCL1 [ s ZE R 741 I B 5 IR B AR L AT A moi f

[0012]  AKRBHANZEN T itk R EUAT TR AT, &5 R R ILE ok 4 4 5 s R Bk ex
PR 3 AT G 2500 58 , REW DL LLIRA A & 1 SR AR ARSI N CXCLL, JTidk B3 v [
PR BT R 40 5 BN CXCLL (M2 R 740 h Re e 3 b 9930 43 T 1) DX Ry e 1 25
Ao FAN IHHUEIS T S S FR A CXCLL _F19 3 434 5 B M 4 A i R T
G E BRI = A PUIR M 252898 o BRI, 23 B8 T Snhd i B Pt R i 2 25 18 17 4 1 2
ERL, fff e RS 741 o U, W] DA S A P pR S B2 B AR BRE T Bk RILIM 58
BT, BE, FRAELLR (1) ~ (15) .

[0013] (1) —#Fh A CXCL1 8% 4 J3UA g3 24 00 5 O 90, SLHRRAEAE T+, A8 2 R DL BRI BTA
CXCL1 B so B Bk sl AL v B, Wl e 5 A (9 N CXCLL B v B, ik 2 Rl L BBt A CXCLL
BT I AR B B S R R N CXCLL 25 A5 1 2 5 R 41 3 43 e 41 B 471 5
1 ~ 3 RIRMAEERR T 5 A P4 X HAR R R RS DA R A X .

[0014]  (2) 41 (1) FriRi A CXCLL & 5 ) S e 2 58 T ik, LRFAEAE T, A8 A ARE 7 14 3R
AT 3 Fon MR FERR 741 X BT CXCL1 B v B HTR ek HL A B, MIE A H g A CXCLI
WA EIL B

[0015]  (3) 41 (1) Bk (2) ATk N CXCL1 2 [ 1) G g3 2400 i 77 v, SLRRAEAE T, A FRE
SEHARA A S 1 RN EE 8 21 X APT N CXCLL B va B h Ak sl He B R e S TR
F'5 3 RN EIE IR T4 X P CXCLL B v P A sl 7 B, e A P N CXCLL 4R
R E A B

[o016]  (4) 1 (1) =% (2) Brik¥I A CXCL1 25 [ S s 200 e 7 v, FORPtEAE T, A0 Ay
SRS 2 R IR B 4 X T CXCLL B 50 B ik s A B A R S IR ) e
F'5 3 RN R R 74 X PN CXCLL g P A 7 B, I A b N CXCLL 4R
R E B

[0017]  (5) 41 (1) ~ (4) AE—THTIRRI A CXCL1 8 AR A Sz 2200 e v, Hod, prid
FE A A A O B AL 2R I I 125 PR B8 AR Mo AR VA B3R Y R ORS VAR o

[oo18]  (6) —FiHi A CXCLL H o pEHUABIL A B, 2R R AP 415 3 RoR IR A
CXCL1 &5 1 U 2 R TR 741 B30 73 e 1) ) 5 s e R Bl i v B, fE e |, CDRL &R 7
F'5 4 KRR TH, COR2 SH 745 5 R T4, & CDR3 HH 745 6 &
N EEER Y, /EERE b, CORL S A P45 7 RN EZEIR T, COR2 &1 7415 8 KR
(M2 SER ST, M COR3 S A P55 9 KR EEIR 741 o

[0019]  (7) 41 (6) FriAMIPT A CXCL1 Hyg B fAei e v B, o, B X 5H 7415
10 RN AL A, EREAZX A TS 11 KRN ER T

[0020]  (8) —FpHL A CXCL1 H v FEHu ik sl v B, e s RO P 915 1 RIS IR e A
CXCL1 &5 [ T 1 2 R B 7 51 0 0 e 1) ) B s R b vk sl I 7 BB, AE L% |, CDRL & 7
F'5 12 RN IERRITH), COR2 FAHJPH) S 13 oMK T4, & CDR3 &H 7515 14
KRR A, fEERE -, CORL A P45 156 RoRIAZERE T4, CDR2 HH 745 16
FKRMAIERTH, & CDR3 EFH 7T 17 RN ERI T

[0021]  (9) 41 (8) FrikAIPL A CXCL1 Hsg i Ae H v B, Hor, B n] B X 57 745
18 KRR TH), BRI AZX SHTHS 19 RRMAERI T
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[0022]  (10) —FPL A CXCL1 HyaBEPLAEIL i B, 2R MR T 415 3 RN A
CXCL1 £ [ B B Z R BR 7 A1) 0 3 e 41 ) B v B i Ak sl B, AE L% |, CDRL &R 7
F'5 20 KRR ZERRITH), COR2 FAHFH)S 21 KoM ILIT 4, K CDR3 &HF45 22
FTRMAIEIR T, fEERE I, CDRL 5H 745 23 R 2 EMRIT4), CDOR2 A 745 24
KAWL TH, & COR3 FAHFH T 25 KRR T 5 .

[0023]  (11) & (10) PrifiIdi A CXCL1 HygFEPrikaldl b B, Horp, BEE T 2 X & A )74
5 26 RORMEERRTY), R EX SH TS 27 XoRIREZLER T .

[0024]  (12) —FpHi A CXCLL Hya BEPUA BRI f B, 2R MR A T4 5 2 ORI
CXCL1 £ [ U 2 IR BR 7 A1) 30 3 e 41 ) B v e b Ak sl B, fE % |, CDRL &R 7
H)'5 28 RIRWIAILIRITH), COR2 FAH AT 29 FoRM &R T4, K CDR3 &H 7415 30
TR AR A, fEERE [, CDRL A P95 31 Foni 2 ZE R 741, COR2 & 7415 32
FTRMARERE A, & CDR3 FAHFH'S 33 KR EEIR T4 .

[0025]  (13) 1 (12) Frkfdi A CXCLL B vy PR s v B, Horp, BB A2 X 51 741
5 34 FORMEIERRITY), EREAZX SH TS 35 KRR R T .

[0026]  (14) —FHi A CXCLL Hya B HIAREIL i By, e R P 415 3 FRoRia A
CXCL1 £ [ 5 12 R R 7 A1) I 3 e 51 ) B v B b ksl I 1 B, A L 6%8% |, CDRL B T
F'5 36 KR IEIRIT ), COR2 FAJPH)S 37T KR L IIT 4, K CDR3 & 7415 38
FTRMAIEILFH, fEERE b, CDRL 5H 7415 39 R EERRIT 4, COR2 FH 7415 40
FKRMAIERTH, & COR3 FAHFH T 41 KRR T 51 o

[0027]1  (15) &1 (14) Pk di A CXCLL B sg PR s v B, Hor, BB n A X 51 741
5 42 FORWEERRITY), R ER SH TS 43 R REER T .

[0028]  ARHE AR B, BEAE LU L IR A A B iy 19 R AR I 58 N CXCLL R A 5341, ] LA
fE—PRe SR I CXCLL [ R f BT A CXCLL g B iR s L i B

i =] 154 BR

[0020] [ & 1] SRR RHINA T3EAT R G2 2700 5 , Bk IA 77 AT S0 ELTSA ¥
M RFE, FrifJe.0 ELTSA VA AR St PO 2415 1 ~ 3 R IR 74 T —
AR e BE DL

[0030] [ & 2] fs FHsRe S MR IR 41 5 3 3o 2 5 IR e A1) I B0 s B B AR VR A bs il Bt A 1)
S ELISA

[0031] [ P& 3] A i PR AR S 1 8K 2 BRI R IR B 741 1) B0 50 e B Ak SR S vk
PUFA)S 3 s B2 50 771 6 5 ve B P A4 R I JR Fh A CXCLL [0 ELTSA.

[0032] [ P& 4] KR i A CXCLL (1) i £R 1, ZE A I ol ke Rt R e 41 5 2 3%
TN EIE R 75 0B BURE ARG , IF R Y20 ELTSA ¥4, %320 ELTSA VEAE H AR #br il
FIRAP A5 3 RN ZIEIR T A AR B BTk B0 & I AE P F=brid Bl CXCLL £ 5
BEDLIA

[0033] [ &1 5] #6922 pfo i 1) N CXCL Fy il 5 1, 78 1246 0 ol A BH 1 5 A i 4k
(Ig6G1-1.T1gG1-3.1gG1-10, IgG1-14. TgG2b—1) \ S i & HUAR R AHAL, F-R A AT AW 2= A5 id
L CXCL1 2 v FEPLIR 0 ELISA V5,
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[0034] [ &l 6] KM A N CXCLL () h 2k B, ZEAZA i Ao A & B 5 P ik K mii &
U [E A4, R AT A = brid i N CXCLL 2 BRI 0 ELISA 5

[0035] [ &l 7] #dll /R i) N CXCL1 Iy T2 1, 7R AZAS I rh ot AR A BH ) B Rk S i B 5t
AR, R AT A = hric Pt A CXCLL £ wa UK K 320 ELISA .

[0036] [ ] 8] K/RAK B b Fhbu ik & i S BRI s 41 2 2% (invasion) HHIRE
I (1) .

[0037] [ ] 9] SRoRAK B 4 Fhbo ik S i & B i 15 e 4 M 42 2290l se g 1 (2) .

BAELHEAR

[0038]  DLT, ¥4 Hb i B A BH i STt 77 20

[0039] 1. HTA CXCL1 oo ik L H A B,

[0040] A< BH 5 rp s F A AR TE“ A CXCLL”, J2 46 & GenbankNM_001511 FPig % i s L i
JEAN I EE B R IR S R A T IR 1 “ RAR SR K7 B AR AT AE R SR 0K, it 2
FRTE FIRZ IR T A ik e U BOA I 1 DMEE AR ERBRI R, 5 R AR 75
HA 95% UL b Lk 98 % DAL B 99 %6 LA _E I [RIVR P 1 S AR AR % o R AL BT I “ [RITE 1,
JEFRAE 2 DNRIER T H) P 5| NFALERAGI NS CLHPIRS N, HEAT 385 (HEZ &S5 ) [ —
BRI B dpt vy B, L IR A BUAE N AR — N R R T A 9 A iR SR R R AR
— NIRRT Y I R 2 LR RS E E ] (%) o S4b, T« 247248 2 ~ 10 (R34,
BN 2 ~ 7.2 ~ 5.2 ~ 4.2 ~ 3 FHEHL . VR TRIRFEALAR H ARG 5, 7T L2 H SNP ( HEA%
HIRZAM) SR T 2R AR RERAARE,  FIREBCILIE A IR 57 2 35 R BUAR
SR PR W 2R R Ry 2 SE BRI, WInT LME LB 5 B FIRa IR 741 A CXCLL 52
JR BRI B . T AR S 2R, A0 BN AR R IR ( B R TR
KNEIR BE R AR TR a R HAR AR ERIR ) MR RER (BRI
R ZAMORERR ) i AT R ER (RMEEER (RINEARAR DAL ) KR
(FRR AR TR ) KA AT = SR (B B M 2 R 2 AR R ) T
FEHRRAER (RNEROER AR ) CHEER (AR FRE2R FER) U
FEMNGERIER ( HEAR NAR &R e R R ) 5.

[0041]  AUi A5 AE I BT “ S oa BEPUAR 7, 23R & Ak B ki B sl v B i 48
X (FR :Frame work region) A H #b#k5E[X (CDR :Complementarity determining region) .
REfs SPURF S A HAORBI BRI 2 IE. B, AR BHEIATIE “Pt A CXCL1 $ g BEPLik”,
JETRAERE 5 N CXCL1 s iy BB e 4 & HLRUA N CXCLIL s BRI 2 K. BTl “HRe S 1
257, R R SEHUR (ARRHPERN CXCLL Bl B ) 456

[0042] LAY G BRAR 14 T R VY B AR &5 1), L ARVE TR S R R 1Y) 2 2% 2 JIKBE TR Ak
(P2 A B 2 AR BOER: . ERESH N R EFE AR X (V) F1C AR I E e 2
X (Cp » BB N A R AR X (V) 1 C Rimf a2 X (C) . Hi, Nl
PUARRI s GRS E, Vy K VR EE . BTl vy AV 32 110 NI iR
PR L A BT IS PR S AR R M 3 AT MU X (CDRLL CDR2. CDR3) &
VR A2 DX SR EE R R AEVE T 4 AN FZEIX (FRILFR2.FR3.FR4) o 501 H # 52 X T ik
SHR 51 AN RS, o BRI R (B, A. Kabat et al., 1991, Sequences of

7
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proteins of immunological interest, Vol. 1, eds.5,NIH publication) . 1H X {23
8 3 SVAERR N BT LT AR, 1 B ANE e X = R 7 9 A6 25 DU ) A2 S 1R =
I, WHRAEEET] A2 X (Hypervariable region) o ZER] AR [X HH, s B kb p g X 5 A4 B2 X AE A
SRR AR U B BRI R U (¥ 77 1) LA FRL. CDR1+ FR2. CDR2. FR3. CDR3. FR4 [ 4T HES
ERIEERE A T W,V MV B B B R 4 & . EskEH s
IgG. IgM. TgA\ IgE. f& TgD %35, AR W Bt iR w] LU AE—38, fRIE A TeG.

[0043] AR BHHAA HBUA, ATLk B TE & 5 R LB N BT A SIE . 49 anm]
PAZS HE /N B R B R R 7 L 2 9 40 IR B RS I NS . Bk, AR IR “ BT
U AT DAL 2= G B oA FE 20 DNA V56 . B040, iR &btk R AR B iR R 4
PRt HIEAR R,

[0044]  Prif k&P FEPUARRITE 2 X f HAd P A e 2 X BRI PiiE. #lan, fEHtA
CXCL1 /™ B S o oA rh U AE 2 X A AP 1R 4 i X e s oAk o A D 52 B 194615, 7] LA
W FRPUE VB &NEHS 10.18.26434 5L 42 T — R R IHIA CXCLL /b R
SLREBUAR V, R EEER P4 B C SRR ABUAR) O IR A S/ BV SR
FNFANG 11.19.27.35 85 43 H D RRIIHTA CXCLL /N R SO BRI vy FP K2
ERITH) H G AERANTUERR ¢ LR 741 .

[0045]  FriB NIRALPUIR, 245K B ik CGas AR ADUE /NS B ) 1 COR 415
NBUAR) FR A8 e XN g A G T P ik & A BT (mosaic antibody) « 401, ¥HTA
CXCL1 /N BB e BEPTAR I % CORT R M ABUIA RIS FR FIfE 2 X AT H 518 2P k. H
TR BUR S A M R ] 48 X AP ) CDR 414B 4, AT AEdI 45 iR FEhiik HA )
FER S G PE B A B, ATHFER RIS 22 R4 BY, 4 A [ FE 4] DNA
HOR, il 28 WA A pith, AT HRIE, frifim G APk i gt ok B TR % CDR [ DNA 7
G143 AR A b >k NPT RIXS RIS CDR 19 DNA J7471 5 H e n] LA 315 S B A i M s
I EADUA. EIRERIRIE COR BHEHLIA (Nature, 1986, Vol. 321,522) o 77 2 it B 2,
AR BHIFTN CXCLL PiARs I A BT T AN CXCLL B A B AR B, AS o — 52 5 AJsAb it
A ERBAEDUABIAR, FR A fE e XA AT Lk B B N Z AN E RS Pk .

[o046] 1M, A& B “PUAR” FTLICH 2 ERE S iEBUA. TiB 2 ERr R DA, 22
Wik, BITE—2 7 W BA 2R 45E A BT A TR S PR S5 A AL 5 A R R A7 45
HHIPUAR. B, nTLLZE R TE 166 2 R RA 2 MPUREE G AL IPUR & PR &5 6

B 5 AS[R] (R 2 A7 5 5 AU e PE Ak Bispecific Fidk) . AR, FikE & M
FUREIE ARG S AT LS N CXCLL _EAEAE AN FI R A 454 o ] LIAE A EE 20 DNA 4
A, RPE A G725, Wit N T8 16 25433 FiR ik,

[0047]  {EACUL B A5 A FHIN, “ B ve B PR B B iy “ HOR BT, AR IR PR
a3 DX, B, B 510008 B 50 R R S e 25 A0 ok s i b R 2R i TR 2 Ik s L R
Ak B, A5 2D —A ERBUR S G AL PR Y BE A B LAV TR — AV
()2 IR BBk 5T A A, A g HLAAR], ] L2 HY G o B &% Bl BRI DD T S e Bk B 1 = AR I 2 A4
B AT SRR PR B . AR B AR, FTLA2E H Fab F (ab” ), Fab” 5§, Fab
eI AR R [ BEE B AR A 30 6 —mat Bt s il N R am U U1 TeG 23+ 1M A B, B
Z RV BER B, Pk 2 IR &8 Vy AR Gy 1) 3 DS (Gl 2. Gy3) 15 vy AHAB Y

8
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Culo F(ab”), 2t H & B R AL LB B0 —mi s SH B C AR um M Ul 1eG 737~ A
Fab’ [{] 281k, 45 Fab #HEL,Fab’ A8 HE, PrLh Fab” i) HBEM K, (HSE 5T | Fab” Af
5 Fab [FZ51458) (Fundamental Tmmunology,Paul ed.,3d ed.,1993), Fab’n] DL it 7F
AR ZAE R IR F (ab” ), UIBTRBE X 1 i s i3 2.  FlRPiik B HiRg &
AL, HASHUR (BIAR R CXCLL B3 B ) R 45 A1 RE

[0048] AR B bak “ iy B W] DLl Ak Ay B sl A F E4H DNA V5 o 191 4n, W] LA
28 AT B 41 DNA 58 & b iR v B BRI PR, (H BRI ST LAz il B
T KT S A I E B RS AE A R B PR I — AN BA BV, Je— A BLE vy N TR
BARZ IR 7 B Z R K. (B4 LR 2 IRRIH] 5, 7] BLZS 5 8E Fy (scFv :single
chain Fragment of variable region) (Z.Pierce catalog and Handbook, 1994-1995,
Pierce Chemical co., Rockford, IL) Pk (diabody) « =#EPiIA (triabody) B VUEEDT
& (tetrabody) S5& WMPiiASE . EREIRE R,V &V BE - WA T2 IK8E (ki
MERE) bo B8EFv 4 B NRERG TR B ik 8k Fik a2 X i BA 2
U RE () M AR AT B, A 1 S 2 MRBED . 7E58E Py P, PYRT R IX T DIAH B2
[F) B 4135E, e 1 A DhREPE PR &5 G0 o HBE By AT DUE kA FH 2 B E AR g b 555 Fy
(R EE 2 DNA 23 AWk ] AR SE DR 20, AR Rk MiAS 3o WA A2 HAT LLERE Py 1 B AR S5 144
FEMI S5 (Holliger et al.,1993,Proc. Natl. Acad. Sci. USA, 90 :6444-6448) .44
un, FIRERANKEARET 12 NIRRT, RE Fv I 2 SRR AL ANGE B 4%,
1B 2 38 1 e XU Ak, B, 3B s 2 AN B85 By A BEAE T, — 4% By BEI V, 5 55— 4 Fv 81K
Vy BENEZH A, v LA Rk 2 ThEE M I Pi R 45 &3 47 (Marvin et al., 2005, Acta Pharmacol.
Sin. , 26 :649-658) o M1, Wik [ BEE Fv 1 C Rumigs I PR 2 IRAR 2, 2 4% Fv BEZ Al —
R DLE R, ] DLE e B IR (0lafsen et al, 2004, Prot., Engr, Des. Sel. ,
17 :21-27) o G0 BTk, SHA A M i piiA i B (HA T E & A PURE S E A 5 R — 38 A7
g4, AT RLHA XU S, BIRO0 HLARE S 1 456 20 AN R R AL i, — AN BUs 45 & AT
CLEH VBV, BTk VA5 S A 7415 3613738 s I ZZE IR 741 () CDR (43 Al AH =4 T
CDR1. CDR2. CDR3) , Tk Vy .5 &AJF 45 39.40.41 KR ZIEEL 74111 CDR (43 7 AH Y
T CDRIL. CDR2. CDR3) , J— MU GE G #ALa] LSV, K Vi, Prik v B8 S P15 28,
29,30 R/~ 2 EEBR T 511 CDR ( 43 BIAH4F CDR1. CDR2. CDR3) , BTk vy & &H 745
31,3233 K7~ I Z LR T4 ¥) CDR (437 4H 4T CDR1. CDR2. CDR3) o —HEPLAA K PUHEHLIA
XU ARF A B A LR BE By 2546 4 JEAi ) = B8k S DU SR AR S50 . J3 ol ] LA =4 A Y
Yrooik v B B2 mR R UK.

[o049] ki, bad “ 3L fy Be” e Ad A W T A RE R S0P M E I PR B B (i, 2 W
McCafferty et al.,1990, Nature, Vol. 348,522-554) , 3 H.- & BA PR LA e Y
o JEAN, 1 TT L2 WA 4 Kuby, J. Tmmunology, 3rd Ed. , 1998, W. H. Freeman&Co. , NewYork.,
[0050] ANk BRI T HA TR BB 7 A PR B i B P 2 SR 7 A R4 Rt A
CXCL1 H.4& #1545 £ P T AR X B L CDR. BT, AR BRI T & Mk e 5k 8 Al 48
X P B ik e 3kt AR X S H A0S 4 ~ 43 P E— A ROR 2 5B R 7
Fl)o

[0051] X T AR B BT A B v B, 7E 428 |, CDR1. CDR2. CDR3 W LAy 3 & A1 741 5
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4.5.6 KR ERE ), /e ERE |, CDR1. CDR2. CDR3 H] LA & H B4)'5 7.8.9 F7R
(M= LT o

[0052]  Fi4h, fEA R BIRIHTAA S i B, v &V T RLR & R85 10845 11 5%
NIRRT

[0053]  X%f T-Ak B PT AR BlH: By, 7EH 8255 |, CDR1. CDR2. CDR3 W] LAy 7 & A 7415
12,1314 FRA LR T4, {EHL T 4E |, CDR1.CDR2.CDR3 T] L4 I & F 515 15,1617
TR EEER T

[0054]  Fi4h, fEAC KR BIRIBTAA I Fr By b, v, KV AT RLR 0 & A P85 18 415 19 3%
NIRRT

[0055] 3% Ak B PT ARk E I By, fE 82 8E 1, CDR1. CDR2. CDR3 0] LAY & A 7415
20.21.22 FIRINEZERRITY), 16 F5E -, CDR1.CDR2.CDR3 7] LL4r M & 5415 23.24.25
KRB EER T

[0056] 534k, fEA KR B EIHTAREIL B b, V) BV FTRAGM & P41 5 26 7415 27 3%
TN IERS T o

[0057] X T AR B HIPUAAB B, fE LR HE I, CDR1. CDR2. CDR3 1] L35l & H 7415
28.29.30 FIRIKEAIERR T, 6 HFEHE [, CDR1.CDR2.CDR3 7] LL4r S & A 415 31.32.33
TR EERTH .

[0058]  Gi4h, fEAS R IR SIL i By b, v, KV BT RLR & A e85 347415 35 3%
NIRRT

[0059] %Ak B PT AR s By, £EH 255 1, CDR1. CDR2. CDR3 0] L4355 F 7415
36,3738 KRN E LR ITH), 76 TS b, CDRL.CDR2.CDR3 T LA & A3 415 39.40.41
TR EER T

[0060]  Fi4h, fEA KR BIRIBUAASIL i Be b, v, &V, AT RLR & A P85 42 8805 43 3R
ISR T )

[0061] A BB TR S IL B BEnT LLEAT A o SEAR BT IR 1 “AB M0 7, A HE N AT —Fp fEA
R BIPUAREIL B R A 5 N CXCLL [1Rr S 14 4 6 ok 19 7 T P o B2 1 D e st (49
WIREFEAL )« SR A R B PR B 3 B T f ZE AR . BIRBUARFRid T, 5 ]
PAZE HIR I ZO6 G R (FITC BI85 B= M 21, Cy3. Cyb) It ET E i ({54 PEL APC,
GFP) g (9 Bk A ol S A VD AR T PR I L AT BB AL B ) B R (B ) PR
Fride FAh, T SEHTR ISR, o] DLSCR AR B ISPTR RS AL . ER e
o ann] DAIE 3o 78 SE BT B N I — AN DL RS AL IS . 5 LA 1R AT U B, 481 4
[ K6 J FR PR — AN LA B BESEAA AT 1) 2 3R B e 20 5 N — > BB I 2 R IR AR, B 25 1%
Bl FEALEL AT, R AT DU Pk &7 BB FE A2 25 o I SR A0 35 e A4 Bt S 1) 256
PR T A R (SEE LR 5714350 5 K 5 H L R4 6350861 5 ),

[0062] Ak B I 5 75 2 R4S FH ) B8 e B B AR B G 7 B, 8 T AR BT XN CXCLL Bk
O BIRe e e A v M, ARIEAE A T T e 0 5 o bR ClRE eIt v ) AR
SN o FEA R BRI TR EREL B, A AAS B R AT BA2S HE R T OXC KRR A
JRE AR5 N CXCLL 4548 BRI CXCL2 dE i A CXCL3 A . 74k, B Bk dE A
JZ A6, X 55 N CXCLL 3L 38 i At 2 21 5, I 38 25 S DA E A U BE ()00 o

10



ON 102245767 A WO P 8/25 Tt

T3 E AR A BTARS  BEAE O WP o A8 SO I A A, AT LS A DA CXCLL /EA
PUR I ELISA V5o NARES [ AR S 2k B4, RIBT A CXCLL B g i i A H v B 5 N CXCLL
(9 5 NI 0 A R Aff A A8 SCPE ) F Al BT R 2 1 S, DU)d b A 8 7 2 1 s 4 RS TT LA
AT A SCHE RN o I FH 5 4 0l SRR 1) B3R A8 SO WA 7 v, AN TR BT X BT A IO B R
il 24 S R AR 2R 5 PRI T DUORIS AT 7 22

[0063] 2. H3g LA S AT il 4 72

[0064] A% BB CXCLL 5 5g B Bk sl™ AL P 7k 1 4 A2 98 vl BLIE ik LR id 80 7
RIHATHI%% o AHIFASBR 2 T BT 77 v, ] DA A A AR ST A S 6 LA AT A7 7 VR 4%
[o065]  A. HLA CXCL1 B ygFEdi A& ik

[o066] 4 T il & S CXCLL R ERRITH T A 1 ~ 3P [ E— PR ERE 7
JEA RS S PR 55 BTN CXCLL R So R HiAA, 748 NIk 773 : BLA CXCLL KA 0 i IR
H 4% BT B DUA, 2 )5, T 5 A5 1~ 3 P RTE— AN IEIR 0 75 X 4 S M 25 A Bt
I TT 3% s F AR LIRS 1.2 823 Ry A CXCLL IR 2 e SIAE Ry S it I, il 46 B0 oo e B Ak
(775

[0067]  Al. A CXCL1 FJiil 4

[0068] 5L, Hl4 HAE IR (Fii ) BN CXCLL. A CXCL1 A] LA A RARAY | B4 AU | i fik
A A SR T A A B — A3 B N CXCLL A T —

[0069]  RARMY A CXCL1 A] UM ML 8RR 55 N AARBUR AR B i BN B 7R 40 Ja i B 57
AT I B A B R A S AR B AR - AR AR
AT IR

[0070]  EEZHZMY A CXCL1 ] DAZE S A\ G128 (0 DNA FI5CE D B HR 4 e Bk ah P e
HAd DNA RIS A A AR B R 55« A B AR a4l e b i A7 Al

[0071] & A A CXCL1 9 dnm] AR 2 N CXCLL SR 7545 S T8 AR R4 2
BTV WA AR KA BGE SR AT A . T B U B, A CXCLL [ cDNA JEHITE GenBank
LB S X12510 A FF. A EdlR & ak A CXCL1 5 KLH( BeFLIm g & 1 ) JOVA (VSR )
BSA (MG HE A ) A E A ST

[0072] W4k, mAILLFEAS | ~ 3 KoK CXCLL W35 73 e A Ry 5 3 B I, S J5i 554,
PPN [FIFEHE, AT DU R AR 4 A | BAk 25 5 U S I

[0073] {3, {4 FH R AR BN CXCLL 13843 AU A S e JEUIN, 1 5, i 42 4K I A CXCL1
FH AR (1 Bl S50 1 (1) 88 B EAT AR RS, I RAEAE 0 A3 BN =40 43 B 1T B &g 27
A BRI S B 7 A1) i SO SCHAT A 2, W DA P 215 1.2 83 R 1353 17 41 8L
—HB A I = E Ry S I

[0074]  Fi4b, AF BRI N CXCL1 B2 /R 43 SR b S e IR, F 4 b b3R8 A CXCL1
[#) DNA J7 2P 405 1 ~ 3 RN BRI 4 40 B ga i iR A CXCLL (1) —# 4>
[¥) DNA JE513 53, 5l & A CXCLL I [RIAE bR A RIS A, S A Fhd e, Btk
AR RIFH)S 1~ 3 KRR 75 8 — i i E A8 CXCLL,

[0075]  DAR, #4245 1 ~ 3 KRR EA R A CXCL1 R IEIR T 751 (BLURRVEA
CXCLL #4341 ) il & AT VA Ui B

[0076]  (a) ZmAHEZIAI AN CXCLL #1530 75 0 2 12 AT BRI il 4%
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[0077] G TR Z2 BRI il 25 T3 v, 78 T IR SEHAg] 1 4 Ui BH , SC7E AR 25 B
[0078] {4 N CXCL1 #8437 41 i) 2 38 Ao A A 1) 8 4k, ] DI 7 = A b e B
T T A B AR BOTORL . 81 40, VR R ORE, BT LAZE HE SR B ORI A B SR (pET16by pGEX6p-
pUC118.pUC119.pUC18.pUCLI %5 ) 2K B A S 15Uk (pUBL10.pTPS 55 ) >k B EE BRI FUk
(YEp13.YEp24.YCp50 %5 ) 2%, $34h, fE NMER 1, ATLA%SHH N WERA (M gtll. A ZAP %),
HET, AT AT % e s S s B IR R S B R R A

[0079]  [] BiREAR P HE A GRAL A CXCL1 #4374 () 2 A% E BRI, A Rk Jy vk il , A&
U F PR A i ) DR 22 AN PR A% 22 4% TR, 48 P DNA 2922 Bl 32 9 3] FH A 224 11 PR st ) ki )
BN L

[0080]  (b) A CXCL1 &7 e o3RIk Bk e E N H A

[oo81] 13RI AN CXCLL #i4r FPA RB Bk 3 AR 18 N CXCLL & B fE F 47, 7]
LIS RN CXCLL & 7 Jr ARk Ak . A8 7 02 5 T AlE & 1 &, REERE
g Rk N CXCLL (1945 = RIAT, WA R A bR e o o, R4 FH 40 i CR#F I (Escherichia
coli) HEHEE ()4 Bacillus subtilis 28 ) (EEEE, 040 e Zh40 i (COS 2 Jfd . CHO 4
My (Journal of immunology, 1998, Vol. 160,3393-3402) %%, [A40E S A BiRE &K 7
5, RELE A B SN Z AR A Fn i 5 R BT, AR B 2 o a0, vl LIS AR g
TS S 707 B FLVE S . LR RIGAEAIIE 20, Had g T &-FhScmk b . 51 a0
152 Il Sambrook, J. et at. 1989,Molecular Cloning :A Laboratory Manual Second Ed.,
Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NewYork. 745, zh4)4H iy
HIEEAL P, D306 48 FH G s 4432 (PNAS, 1989, Vol. 86,6077) . (PNAS, 1987,Vol. 84,7413) . H,
2E fLVE RS VE (Virology, 1973, Vol. 52,456-467) . DEAE-Dextran 745,

[0082]  LA4H B 1E A7 E AT, fLIE N CXCLL 373 7 51 3R IS S ARLE Z 40 i e f 7 3= =0,
[E Y H S Bh 1740 SRR S 4 e 41) 4 is A CXCLL #8743 J3-41) ) DNA - 41) J 3 s 28 1 B 7471 1)
o F34b, WA LLS A ahdd d A 3 U R 2R . A 3l R E R AT K w5
16 = AR RIWAT, BT LS AT JE 3+

[0083]  DAMEEE. B4 L B 40 o 55 E0 k% 4l AR DA rg FE I, R b2 BAC IR 23 N 11 77
%, AT LIS B CXCLL #i5r p H) RIS FAL R . 70 B AZ 4l B A8 A I A CXCLL #5734 3R
AR, B A B 241 Gabd N CXCLL #5737 411 DNA JE41 2 4, AR 4 91 28 th nT DA 8
o 2R ot B A5 S (AR ERAL B2 AL A 3 SC A5 ) Vil polyA 5% (polyA
addition signal) IEFEPRICYITH)ZBEIAE G5 (SD A1) 5.

[0084]  (c) AL IRIREFE BRI A CXCLL #3PA ks

[0085] ¥, 557 LRI AR . FERG IR EE D BE IR H AL AR IR 7 v e R 7R
A8 FH I8 VAT BN, DS E Rt 2, Br R e a e R e, L E S A TEY
A] FAL AR IR R TEALEh 2855 . HREAE A I R m] o ] DU A R AR B R 0k L & Bl 9%
FEP AT Rl VE S BARKIE] -, AT LAZS Y LB B EE, AR IE AR E Tl 46, b T ik
PRI EAT S A AR B35 7%, iR 77 22, W DA i R th i e P e S R s =S PiE R
BE R I0 F AE B A E FR E T A TR 3T°C R T 6 ~ 24 /i), BEFR AP, pH
PIBAREFAE A BT . pH BV A3 A EALECA AR IR S S AT« 3% 024 CHO 41 i
SR, T DK e E 4L 11X 10° 40U /mL BRI E Gibeo 2 W) il DMEM 3537557, 48

12



ON 102245767 A WO P 10/25 BT

3TCHI 5% CO, T4 i 78 . $E R PRI T E, Rl L e i iz N iR Z B =
[0086] iR A CXCLL #7374 RIE B4 & A O SRR HI R 5 () anfs 3 44
INF, AH Y TRHIE L PR BRI R 55 ) (18 1 BRI S BRI, 75X BN AL AR 1R AT
HE AL, 55 A CXCLL 3 R AR IE . RIEFE S IERERAT & EA K
IS HI R G AN E, I AT IE N H RS RS T AR AT . 40, 75 LA s Ve A 18 £
HARKEHFRBMAED, mEMHPEOREERH RG2S A lac FHIEIER & lac #
NIEEHI RS % 5% 0] LLE L TPTG (isopropyl—-1-thio— B -D-Galactoside) #bFEfiH S
ik, EEATAH EARRFEM AN CXCLL RIEB AR A, o TAEVES HARIA CXCLL
K, FTUA R G R TP S IS & (2R ImM) 1) TPTG.

[0087]  (d) 4L A CXCLL &40 A IHRE & / 8Eal ik

[o088]  K5F¥Ja, A CXCLL {73 Fr A A6 T A A et it P 7 AR I, T8l [ i T Ak e 4 i 1A T
e fie, T DR EER (5. 5340, N CXCLL #8437 2175 W AR 21 B4l B ok 7= AL g, wT DL B 4248
BE R, BT DUIE I B0 o B S PR 2 AR AN M AE ] B3G5, I OB Y 4 A
FEAG) Gn o R B DTUE o I EL 1 v« B8 - AT #0 R v Sie Al vk 55 — R 1 R R ) 44k Ty
o, AT _ER B R TR oy B 4liAb N CXCLL, W] LA I SDS— 58 TR A4 Tk i Ut Jie Fi ok S5 A J
ISR CXCLL #3751 6

[0089]  A2. HTLA CXCL1 #43 P AIPL AR 1™ A 4H i iy il £

[0090] % AL HP43 B Gl JRAS AR AR G2 i, il a8 S IRV VR G, R 1 A gk AT
G5, W T B mT LA AR o A6 AR BI85, T LA HE T 5 1 58 4 3 A7) (FCA) W A58
A IR AR (FIA) &5, balAesm ] DL A A sl &4 o

[0091] 455, AU FLN a0 K /N (i a8 &/ B BALB/¢) T 7845 5 Bk
il 88 V1) G 8 SRS TEAT g% o AE N B IR 2h 5 i, il anm] DAZE A A FTA 8K FCA ¥ 52
NS S FIA B s N RS BR8] 0. 15mol /L G4 AN IR Bk 5, (BEASFR 2 Tk, #s
JRE) 1RG5 5, iR s IR S 26 S5 1d 9 e , B R4yl 30 ~ 2001 g.
T3 A, G B 1) R AR ) PR AR e e i, DA T 22 500 (9 1) R b AT 28 I f 2, e 7
1~ 4 FIRI IR RG AT 2 ~ 6 IRVIRIEHEAT 3 ~ 4 KB N Sz o MATIR S8 5 » 183 ELTSA(
IE 1 5 W B 52 (Enzyme—Linked Tmmuno Sorbent Assay)) v2=283 58 # S04 (IS T 1)
FUARAT, PR R B & JAR, [ ik P BB VRS e e, (R e ez . M4
e HIFGh 2 ~ 5 KRJGRIELE 3 KRG, a4,

[0092]  B. j=AEHLA CXCLL #5453 7 41) B 5o BB AR 1K) 2 A8 988 il 2% 7 ¥

[0093]  B1. M szl Elfeh i A= 4 o A 4 Mo &

[0094]  IE NS M S S BT BB BUAR ™ AL 40 M 51 R 40 BB AT 40 B R &, T LA 48
ARE PRI CXCLL #8401 I B Se BEDUAR AT I8 o VR A PUAR = 2R 40 i, 7T A2 Y
JURL A L YRR E 455 0 A SRR o 40 i S5, (R0 I8 R A B B R AR L S i . TR S Bk AR
1 e - 1) B 9 8 A0 B, T DA T SRRk B D R B R . VR AT 4 e
PR, LIk B TR ME BT - A 25 B, 76 R L& RS S AR HAT B 5 ()
A IR R | SRS | I s e i S 1) AR AR, RBRAE S PR A g0 M il A RS
K. SIS AR R B TRz RIF R 8. VR4 & REJE 40 M ik 2 A% 5]+,
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A LAZE ok B BALB/c /N R IR BHNE NS « L5008 o SRR A% IR « L REIE (HGPRT) R P40 iy
FE 9. P3X62-Ag. 8 k& (ATCCTIBY) . P3X63-Ag. 8. UL #% (JCRBY085) . P3/NSI/1-Agd—1 ¥k
(JCRB0009)  P3 X 63Ag8. 653 ¥k (JCRB0028) 5 Sp2/0-Agl4 ¥k (JCRB0029) %,

[0095] A T4 b i R 4 M S B AR A M 40 f i, ZEAS B I 1) DMEMLRPMI 1640
B RS A M gE R R e, AT 1 0 1~ 20 1 LIRS B A 4 i 5 i i
TR 40 i, E40 M A (R R AP AE FIATRL S RO . B4l i & Rk 5], T RABIZ) 10 ~
80 % IRk FE A FH 3443 T84 1, 500 ~ 4, 000Da 13 & %, Bokh, dRiE o, o T
Rl R, T DL — SRR B o 1k, o m] LA AR A sl (i zE £l ) 1
B MG 2 B AR UA ™ 40 M S B HE R 41 MLl & (Nature, 1977, Vol. 266, 550-552) o
[0096]  B2. HARAATIEHIILFE

[0097] 10 M4 B fl-& Ab 2 5 ) 40 Mo b gt B8 H AR 2 2808 VBRI A BT N CXCLL #8453 7 41)
SR B A AT IR 1 7 3, B, 755 A IR A 035 1) RPMI1640 35 782555 rholé 41 i B 7 i0aE
UFRREST , LAZ 2 X 1084 / FLIGFEEE B pAE 96 FLAE M E b b, &AL i N8 953k, 2
JE I AT e L P IR IR AT HE IR o FEFRIRE N 20 ~ 40°C, RIEZ R 37°C . - HER 4 i R
HGPRT il e oA s i i s g J6 733l (TK) SR PERR Iy, L Ik A5 FH 25 IR o S R ns « il
FR R I i SEAZ T R PERE IR AL (AT $59R38 ) , v DAOUEE et b A0 0 44 ™= A= 40 o - i e 41
JL ) A A8 8 A A B, PRI, ] DU B PR RS R B R I R UG /5 40 10 H T IE A K ry 4l
HAE N AT

[0098] X F7E HAT B5 3228 ik e A AC 98, 1 56, DAEF X RAR B sl 41 A A CXCLL L B
5 1 ~ 3R EEEIR T 45 G ia AR A Febn b AT i - ¥658 , X 4E 5 A CXCLL A
B GG TE PRI 28288, BT A SCHE RS . B, B0AIE 5 oAb CXC RIREM 25515,
EREN] VT ZAST o Pl “ml Sir i A O 2 Fa 7E B ARPUAR i A&, vl ZAFR A8
XM o A, A2 T B3 2500 5 R B S BT ARINT , G SR S 20 v AR FR A R R AR Y
1550 IR R RN T8 SoACE A R 5 R N = AR 15 5 3R FE 1 1 %, W] DAA Ry 5k
FEAEAX RN

[0099] & T HIA5 A CXCL1 ¥ J 3 1 B85 oAt CXC 50 1 A8 X S ek, 48] ] LA
ELISA V%o ELISA VAT, #EA LA, fEIZ AL AR B i A CXCLL sl v B B AHAL,
Z 5 AL AR A I N it A SR, 2R R Y R R IR AR AR I B R I AR 2
[¥o T8 RN » T VEFL, IONEE RS 3K 8 1 2 IR BuiR bR ik, dE— DAL R . 73
PIEVEAL, AP S5 LE A1 2 IRPUERAR QAT I E I, v] DUE S e 7% g
AR BIPUIARXT HUR I 45 B s M

[0100]  B3. ff F A4AC R = A= Pk

[0101] AR B v () sy ] LA it A FH /IS AT B AL T T . BARI &, 1
i) 8 2 A2 988 B FH 1) 25 A5 B FH 100 400 P SR 0 /0 B s B R s PN B P 4 A 0T, 3
R RE K, BT AR B AR K G . 58 BRI &, K UL Sp/0 4R Ay ah A A8
() 2% AT R B Pl A0 B B e e b S5 405 10 1K) BALB/ ¢ /N BRI I s b, b b e B [l & it
I HE A o

[0102] Y 4b, A& B A A4 A 8 T A FH S & (B 7R 3 AT 85 9%, T DU Tk r=. Bk
M5 » [ Gibco 24 H) I A4AT I SPM B5 7R FEH DL 1 X 10° 4 i /mL $ PP 22598, 7E 37°CHI 5%
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CO, B FRAH T G TR R A S AU T, AT LIS RIS A BRI 78 B35, (B IFAPRE F It
[0103] 3. FEZHLA CXCLL H50 741 5 s BT AR IR il 4% 7 3%

[0104] AR EPUARSIL A Beth T Loan 15 31 A H 4 b 5 s B ST 1 2 L 18R 7 51 1)
cDNA J7 4, @ ik #5240 DNA $AE 15 21, Pk 52 5 B B AR RE S M RO 4% % B 3 RN CXCLL 3
YT

[0105] {521, {5 FH 4R A0 & 3k R 7= 1) 1) DNA 7241, FITid 55 R e 4 4w i ok B B2, 57X
FFHIPTAN CXCLL #4375 55 v BB 7 7= A8 24 A8 I8 RN BUAR I A AR X, Vg K2V AR 7410 4y
SR C, K Cy MIBREE 7 ISR, 4 B 2 R S NS U R e 8k, § A 1E
TG )G, n] DAE R IE O e A B S BRE E 7T 7ok, (8 COR BAEDUIARIA, gwhs
H B2, J5iEHUR IR AZ X P IR CDR 128 258 7 91 K 2 1% HP IR 5 b A1 5 1) S 5 3K B 1 1)
% FR 2% HIRIER:, 2 Nid 9 R KK, $ A8 FAMG, 1] DL IS 5848 1) Sz
RN T B2 DML 8, ] DURFVE K BE DNA (194 BRI T 0 R 1 AR 2%
(W75 AR, & ISR ) 232, fH 40 ML T R 51 7, K54 PCR S50 U B 45, 1997,
FHEH:, p95-100) H e F34N, AR B 22 KT CDR JEiARK B /N B S e BR R (1, PR, 3%
FLI) Con Gy M FR X [P FILE R B /N R (B AT Rk | NS AT S 2. i, B8 S
BEAE R 15 LA N A, DA AR/ BB N R IR A o ). BT
5 AR AR 2R R AR R R R R A L A A 4 L, AT I A A A T DLAS B A
BHEPLIR. B, n] LU 4Rl IR IR T M 2 AT IR B3 S NG MR IS8 A+,
SNTE B ME, DL Rk B oy T BURE AT R AR . B, W BT, R IE 4 1
PR MRS H R EIIR ANV, KV, B R BRI 2 R, 2 N
A, TR BE Fv, 0] LLLOZ B BE Fv BT & b 8 i Be e AT 30k . 7 4h, @
S R A ke T e P 22 R TR A At T 2 e A A W R 36 TR 0 R Wt g 1R SR s B AR R R
(Brinkmann et al, 1995,] Immunol Methods, 182,41-50, [E 552 TF W097 /13844 =, [H 55 4%
FFW090-02809 5 ) , A T i 4l gmtd 55 e ISR R, 2 FEA0 11 558 Py BT DA B AR g A
B AMEARE, BB LS 2R R Pk,

[0106]  Zwhd EZHHTA CXCLL & 73 /74 B e FE U AR B i BRI 2 - IR il 4%, SN %%
WA IR B Z AR e T2 R AE, T DS ik “A. N CXCLL Jefil & 75" Hid 2801
AT A2 G L2 DNA H AR o AR R T CXCLL AR s = A BT LU AL 40 B f 15 97
VIR R A R E

[0107]  1E A S BR AR (R K 2 AR, 49 vl DU F TR Wk & 0 B0k e 52 308 (4l
SV40 5 53 R IS E AR EB i B R ILEL AR, BPV RIK KR ) 25, (HAFR 2 F k. 0, /E24 BPY
RIEEAMZ — 1 BOMGSNeo 14, J2& 18 ik % 4k ok COST 41 i 55 A7 240 3K 1K 4 R 55 R A 1k 3
A CEl— “ AR FUSRIR R BRI 7 A TE 52 K X Ll N s SEEEG B 2 2 < 6K TR0
1991, 42w (HA),297-299) .

[0108]  [RgmiSHiihsidt i B2 IR 2 4, HIb3RIET] LIS RIE BBk sdt A
B R ot (B sh 1 5RO E T B IR TR AT AL BT ) (B
B T] LS IEREAR L) o

[0100] 1B MHEALIITE 3, B B3k “A. HI CXCL1 B850 B HTAR 4% 77 7 thac g i rs £ 2
A, BT DA e Ad H Sp2/0 (/N ERE BERE ) 408 (European Journal of Cancer Resarch
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Preview (1996) Vol. 5,512-519 ;Cancer Resarch (1990)Vol. 50, 1495-1502) .

[0110] AR B, EA RIAPUIR B B B 800k 1 3 40 Hu il o 1 IR E 0 7 VA AT B
I, A LS IS TR HIE BUE 40 - A Biak . BRI E, LA CHO 4 Mo e 2 1 =0, ¥4
FAMALL 1 X 10° 40 /mL BEFHLE Gibeo 237 il DMEM #5572 55 4, £E 37°C 1 5% CO, Bi7=4A
BegE, b a] IS RIS A HiARRE IR i 40, i fE 1240 B R s, T8 p
1 LB 35 FR 2% KA B B 7 A T G — M 5 2 3 h B AT 15 9%, 3 S R A IR IE, Tl L
A8 5% 3 BT R A M P PR AR AR

01111 FEUHER, /E AR E PP R s F B S A EE X I AFHEA A EE
G AE DU AR SEERER PO RIAE S, AT DL FR 3 135 4 i ey rh g « [Pl 55—T7
i, DAL E AT AR D) s AN A 1 2 X R A SR IE IS, FaR gib 75 vE AN IE F , BRI i A At
MR Eit T BN, AE C Rl A 4 s IR bR 28 %A R T 40U I bR 287 51 (1 25 F 1k
AT IS, T LIH ik ) FH 5o I FC A 1D 538 R B i A T AL o AN PR RIS BT B, o] Lg%
PR B B T B A B (A v AR B i vk B i vk (0 12 R K (AR S B T
SHAL 38 7 EIEAT A4

[o112] 4. 43R HLA CXCLL FyaFEHLAARA KA CXCLL R A7 IR A

[0113] 1R EIMHLA CXCLL g BEHUAR A CXCLL b3, ik R Frid i J vk 8k
(RN

[0114] B4, b JRUpE AL I A CXCLL 53T CXCLL B g BT R N, TE BUR Bk R &
P, A8 TR AR 1 0 S0 2 1 B TR A T A0 A A 8 o RIME 220 20 R A B, B kb i DA ik i
IR AL, R, 7T LS A ProteinG SIRBESE R hU R BT A S &k . BEI, B it & bR
AbBE, B 5 PUR S G R 4 2 A, FoA o AL, BRI, (A1 PR B A 2 A R
S AE A LC-MS AT 730 #, 7] LA 2 S HUMR S G 4 R 030 2 BB R N CXCLL Bk
7o

[0115] 534, LA CXCLL B s BEHTAR A G CXCLL L (3R A7, 1 ot mT DASE o4 FH 4 ok
BRI 5 ki AT N o B 20, B A CXCLL IS IR B2 41 P (K BE 4 ~ 8 B IR K [ AH &
SR 2 G IR . TERI A B ELTSA V8 IAEE XS AN CXCLL 454 s ie b, e B A
CXCL1 L EHUA 5 [EAH A CXCLL RPN, A BTk & e AE T, an S A F0 ] 7 Hi A CXCL1
PR BBV ES A, WIRT LA %G IR 0 2 508 791 9 BN CXCLL B Se R Bk R 1)
7o

[o116] 5. A CXCL1 ¥l J5 i

[0117] AR B v, Gl A FH o B il 45 21 1) 50 5 B BT AR B v B, T BASRAS N CXCLL [
G P58 25N 58 7V AR I 5 5 iEEE R CXCLL i S A S, wT DA AR A CXCL1 FHAR
(1) G 8 2 W 52 Ty i o

[0118] A B I 52 75 2 R A FH IR B iR AR 7, AR H8 & N CXCLL B FRE e 49 2t
NS gmhE N CXCLL ¥ DNA BEL B AR5 772 40 M L 35 7% 40 M B AR v 5 R 9 3 BN FE o
BT V8 e it 2 MR N IR AL 2R (o AR S5 OB I 2020 ) I 9 I35 12 PR B RV
W Y VAR EEL 98 Y VR R VRS PRV S5 T A R B AN AR RE &, P03k I3 I v S i 2R R o )
A A W AR AR S AN T LA VA s T LR A o 49 2, v DAASE FH 4LZR D) A
S WA A REAS AT A % B N CXCLL 0 52 J7 VI, W] LAZE JA A7 Wi %% A CXCL1 (A
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TEBURERAEAE, IR T 8

[0119] AR BHFIFRFELE T, A4 2 B DL B EIR$HT A CXCLL #0537 41 B s B B R sl
B, 1% 2 FhLL EPT CXCLL #8553 7 41) B v B i Ak sl v BURe e 1 R0 A Rl N CXCLL 124
FERR ST AN IS 7 AR 40 1~ 3 R 2T 720 5 AR — 74 X LR e R &
AR A X, Pk 4l & 2 Fi B3R PT A CXCLL #8573 7740 5 s e ok sl 3 7 BE ek L&
AT 3 KRR IR A IX PL A CXCLL Hw EHUA A ST . @
BE2H A3 AR CXCLL AN ] I 2028 B 7 41 X BTN CXCLL 320 7 1) B s B oAk sl L
Bt A B T A CXCLL A I R 450

[0120] A% BH 1) S5 24 1000 e v DL I A8 A ELTSA V23 ETA V5 98 6 S 2 I e v U e
922 WU V5 BT H 5 0 5 2 S B A AR 1 2 ST ) B 92 2 R0 5 ¥ B3R T 45 1 IR S IRV
(SPRVZ: ) A0 & S RBEOR TN s v (QOM Y ) St D36 20 4 FH AR 1 e 1 140 B 38 2 () 0
o

[0121]  ELISA A FRAVEBGIEC S 52 W B 2 A i2, A2 A8 FH AR i P PR B S R A B ik Bt 1)
YER, TEPUR BT S R A LR (R B B 5 2 1R T 2R A b 3 I B 2 R B B,
€ ERRPUR K 7. B R A B BT AR B EL B B N CXCLL B v B [ 7 7 [ AH 4%
PH, BRI 52 TR S SN CXCLL S5 (1) o3 2 N I 7 vk A BB Tk Je k5%
T3 AR R F e 0adie % F BELISA VBN 5E 7715, 18 S A 5 77 v (H AR IR K
LA 2 O 5 A FEL I N 3 TR AR 28 53 5 T I RS 25 1 S B2 N i B B S FH =, I PR
FETIAT 43, 1983 4F o N ZRVA 554 “ B Sz e V7, 5 3 BB B2 5B, 1987 48 s b I 5%
Y “ B U BRI 70 No. 31 B G857, FES7 HA R, 1987 4F , NVT % g “ TS S sl 2
157, YHs 4L Scientific, 1974 4 s NV 9 “ JEU Szl g v 4L7, YR 4k Scientific, 1979
SE) o /F N LR B ARE A, W] DA SRR 20 SRR RIS R R BT R O R R L
Je B R AT IA TR G FLRC B B IR W L 41 4 22 B IR 0 L B30 | & ) 8 BRI P A S
BB BP0 LA RS B BRI 1 S TR AN 3« AR B PR B B 8.
H N CXCL1 B Fy BEAE [ AH 2 b1 ] e, ] DLE b $2 R 3L 00 BV L 2= 5 BTk Bk
T3 R P &5 2 SN T AT L S5 G 18 o

[0122] {1 h LR bRIC 4 5, 19 4 A8 ELISA & K15 v, w] BAAE ok S8 AL Y B (POD) < B
VERERREE . B - P FL BT B IR 1 SR A SN R A B LR I AU VE R B B AR
- DA ERE A WSS TR Sz I e L I O, AT DS il UL 98 e 35 DY AR 2%
P i mR R AR S P B R i SR AR — A =R R HER i (dichlorotriazine
isothiocyanate) Alexa480 &% AlexaFluor488 %5 ;78 i Gy I 2 VAR TG I, 7] LU FAm «
il 125 B 131 5%, (HIFA PR & T 1k

[0123] Y5 4b, K6 B 52 1 m] LLAE ] NADH-FMNH2- %¢ Y6 &l AR 40 s e W - it
FALE -POD R4V RERE (acridinium ester) BB A T LW RS, brid
LR SPURI S G35, 76 ELTSA VAR O, W RAAS 80 2 5 A I I Jig v  nbb e — Tt Tk
(pyridyl disulfide) V2K mERYESE 23 KNI 70, LR TR Ho 3 0 e v A 1 O, mT LA FH 4G
iz T ¥ Bolton—Hunter y£28 5011 T 125,

[0124] 1, A BH ) o g 2500 52 75 32, ] DL R AT <0 B S bl v FURCHESE
I LG Bl e« 20 40 M v B e I O TR A e I B 1) e 35 52 AR SR () A A, T AT it
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J62E T B B AN s FOE S EUEUR 6. PRI, A, AT DS A B ER 2 MR H
AR Tris ZEPEK Good” s MR S5, JEifn, W] A 5 £ — B % ) NAREF 8 3R
5 S M S I

[0125] AR BH I G e 200 52 7 v, SR AN 3 Bl B3R BT CXCLL 343 741 5 e B i A o
HR Bk de 2 E A o ST BARB 5k, 1R 07, 28 1 TAE R R O P 51 5 1 3RoR
()2 IR 7 41 X (1) 58 5 o A FRE e PR U7 15 3 R A ZE IR 7 41 X I B S B e 1A
(YR s (ELAR R BH ) 55t 7 XA R e 1 )tk

[0126] 40, A T ELISA VAR ICOERT, 1 58, B R U F A5 | Ron AR 7
F) DX B 5 BB AR AR AL AR ANV PR A B AL BB e S IR A 5 1 R
QIR T N [P HUARIS, 7T CLA 1, m] DU 200, 58, fEPUA ) BAR R i b, A5
N CXCL1 ke S VE R 2EBR PR IR T TR B AHAL BTk 5 N CXCLL IR A1k 2 )5, i i
VR TR T Ve, B B AR P AELE B SR N CXCLL Z AN R G5 & 5 o 3R, 4545 S5 ek )
JEH)'S 3 RN IR FEBRT 51 X 1) 5 v BE LA AR i 48, A ixbr id bk 5 45 68 AP A
5N CXCL1 WIS A PRI R R AL F L AE SR 78 20T Ve g, RV AR G di AT A, th ik m]
DIRST IS S P A7 ZE I N CXCLLo BRI, AR icPu iR e R UM P41 'S 3 KR M EE R T4
DX IR B S BRI, AT LR 1 R, AT DA 2 R, (HOCEAE ] 2 Fp LU B, BARIEAE A 2 e 53
Ab, R F AT AT | SRR SR T 4 X R s R B R SR MR R 3 RO
ALY H) DX 5 5 B DU AR IR B D AN [R] 5 BESE AR S M U3 7 )5 3 SRR
IR 7 H X I B ST B BUARIEAT b, A3 R AR R IR AP A 3 RN LR T A X
BT IIAR i IR BT, ] LIS .

[0127] A HRERHENT IS 2 R R EEIR 75X 1) B g BEPUAR, 5 ERAEFE. 5
b, [E AR HR s BBk S s i rh st R BT, tRmT BLA3 A ot A A i fi AR A o
[0128] W4, FECEARICHUA S & A A CXCLL BIRE IR A, BB R PUAE 51K )G, thi]
DATE [ AR SR EVE A o XFEARAL I BT AT A2 S bn 0 i B A AL B AR TR 5
N CXCL1 [RIFE S SERERE AR 25 2 AN bR L BT AR R & B URPUA R &7k )5, Wit
S H A S FEARL I EAAE H, IR B A 2= 2 A bR id il ARSI BT R STk & &1k
[0120]  JEIT, A% K BH (1) G i 2700 52 5 v, 0 mT DAAEFH B2 (0 i R B 45 o FTIB iz
T2 RS 25717 9 WA HE < 1 5 T IROSORE i IR B RE 2 52 30 S b e i 4R B
(32 WA R T30 i 512 W R 16 s 400 e 3 %) J 30 B J O 1) IR N i AT S5 T
BoREAE . TEREIRESENSRA S BRMEFRNER. R e R k. &
56, WL S AL EA R B 520, B RS2 WO I, AR BRI . R ORI, A
iR CXCLT ShRc i B B CXCLL 43 2 41) 5 o B o A sl e 1 B R AR PR P
N, T N B A IRAE FE TR P B 8, BIIE SR EE i, Bl N R AR T —
Fhdt A CXCLL #5374 e e R B AR R A2 R, BTk 5 — Pt AN CXCLL 343 )7 41 . s B i Ak
Eibrac 59 5 s B TR AN [R] BRI CXCLL #9315 41, 2 5 B dS B N 24 R gl i e, T DL 2
IR H SN R AR bR = AR I B IR S ik R I A AR 2B AR, AN S
FH 3 1 R o s R A AR A= AR A B, BRIk, W] DR TS i, 2k F L 4 e LI sy
WU BT Al A« Va7 (OMRHMDIRRSE ), iU TR % « Sk 546 B+
IRIR B A, 9 W E ok H AR 10-54830 5 A o #k 1 hiE Jy AT DUE A K
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=2

[0130] 245 Ut WIS RS S M RN P 91 5 1 3RS B 2RI e 91 DX ) R e B i A4 Srs e ik
PO FE) S 3 Fon =R IR e X 5 e BE BRI IE GUIN, B 5, % 5H A CXCLL HIAE 25
TREG SR, B S E ORGSR A S B . A, AR R, B T
K H IR b R A1 LRI CXCLL HRe e M U FR I A R IR PR 915 1 R =R IR 71
DX FR) B SR DT AR R AR RN, [ ) B A AR T iR 31, Bk Wonile B RoRE T, L)X
NS GRS R NS5 3 R Z IR Fr 51 DX B 8 se Bt A R A OB, AT L)
.,

[0131]  F34h, AR BRI & J7 vt ] LAAs I e 1 45 & 1A 3L4kiL (SPRIE) o FTIBR 4SS
BTSSR, 2R LR E RIS A BT (IEHRAA ) 1 <5 e W RSO G I S SR O iRE 2
FZREPRAIIN S . M SPR ISR S B SPR AR JEE, AT DL DAy R B A2 I < Je e i 1Y
WP DRI, 7512 e A B e fi i K/ s PR AR , AR AR 1 8 R
AR T B IE L, ] DRI R 0 4 S B R 6 A7 A RO ot Al e T i 0 <l A R B
W7o COANIUARE M3 FE A 55, AT UE AT — e AECRIEARGUE 250 #lhn, iS5
WK LRI GA 2 F 2, A SO ELAE R SE I 20 A S 560925, Springer » Verlag AR50, 4R 58,
2000,

[0132] ki, A A B BRI 3 77 3k AR AT S A 3 Sl AR A R P I g VR QAL ) o ITik T
AR SRR ) 50 B A 22 e A A0 S Y A L R FR A R I I, AR L R A SR
A AR D o AFHIZIT VR QO A% 254, S R PR /K LR A (AR AL B, 58 2 M3 92
AR Ak 2 Y R B 40 ) i ) A R o AN HURAE AR A %n. #0140, 2 W 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 ;£rig 5.
HAS I IE, 1997, AL TR, IS 5, 5%,

[0133] 6. A CXCLI1 ¥yt &

[0134]  S4b, AR AT LR F TS5t il S iz 2 il s T vk iR & A8 F o B, BLA K
IR B R BOA AR, 7T BLRZ PR 802 T B Fnid IR PR BLRAR 10 R I 75 22 1
25T P PGS R BB T B R o R B AT Wk AT I e i S 4, ol i
[0135]  SLitif

[0136] AT, M FH S jti 5] 2L A 15 BH AR S B, ABLAS O BH AN R SE T P ik ST 41

[0137]  (siitifsl 1) A H BT wed il 2 EZH AU A CXCLI

[0138] (A CXCL1 ZERI 4 )

[0130] 24 1 ifill & FH AR DA i) Fe iz S () B2 B N CXCLL, 8 5, 1% A HEK293 41 i il £ A
CXCL1mRNA. mRNA FJi]#-1# H Qiashredder & RNeasy mini kit (Qiagen 2] ) , $22 B Fff
7 I ERAE Ul B AT PR 8R4

[0140]  #RJ5, 48 HIW % 3K SuperscriptII (invitrogen 22w ), EAA3 2 AL mRNA A5
B B cDNA, 25 A cDNA SCJE o 0% 53¢ i W42 R 2R Il B oy ) B3 A U I AT 4304

[0141] B4, LA BN cDNA ST M AAR, 48 F P81 44 Je 45 R BB P 5114 1
HISIEEREAT PCR. FEA5 44 SRR HIBEE P91 5 N CXCLL ZERIR 57 AR X A — &7 &
LEIL i) Nde T IRBI RS P81 45 s BIBEE 741 & N CXCLL BRI 37 R ¥ X
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— 43 FAEEL R U I BamHT YR P41 8 KOD ( Z9 95 23 7)) ) 16 DNA 28 A5, 72 1R
KOD BHH7 ()45 U BH 1l & PCR I N, A &4 10ng eDNA SCHE & 10pmol %59, R W
SAFMAE 94 C IR TNk 10 4385, 75 94°C F IR¥F 30 #2175 55°C F {r¥F 30 ¥ 7E 72°C
TREE L 3R K FIREIRE R 30 KRG, At T2°C IR 4 3Bl §TIEY DNA fy B Ad
Quantum prep PCR Kleen Spin Columns (Bio—rad A=) H]) #4744k, @ Fik e V153
4K 300bp f¥] PCR 4]

[0142] 4 T #4330 DNA Fr BX 2 N4 it HinelT YW & BAP 4L 3 [ JF 2R pUC1 18 (Takara
Bio 2w]l) W, MATIER N ffTH Ligation High (AR nll]) 754 DNA EEG,
P BB T (R AR DO IEAT OV B, AT B SN IR, AT IR S 4R it 54k o 1
hy T A5 40 L, A K AT R BE DHS o (Takara Bio A H1H] ) » 3 4045 46+ W8 I A IO BRVE Ut
BT o A LA AL 35 I AR AR AE & 100 1 g/l HiAE R N E XM LB B b, 78
3TC B FE— Mo TS HIEALRAE S 100 1 g/mL R F B ZA LB kR 7534 1 37°C
FIEFE I N E ¢ (mini-prep) £52] H PR pUCL18_CXCLL,

[0143] 4R, 488 F PR )G Nde T & BamHI Y)W pUCL18_CXCL1, #EAT J5 S5 v At 5 Fi i LK
FLK S > MNEIRE ) HH T 3o 58 A 2 BRI T 24 300bp (997 B, AT DNA 7 BRI 3R EL . % H
PCR GFX Column (GE Healthcare Bio—Sciences /A ) HEATHEE . A T H4HEELK DNA
B N4 0t Ndel/BamHI YJ 1 ab B2 ) L 8 4 pET16b (Novagen 2w il ) (29 6kb B ) W,
AT ER RN . B, A H B N S5 IS AT DHS o AL VB AL AR 35 5% | /N 12 1)
%, 133 H A5 pET16b-CXCL1. &AM E B LIk 747 .

[0144]  (EAAA CXCL1 4 )

[0145] & T £ B 40 2 A CXCL1, {8 ] pET16b—CXCL1 #F 4T K % FF B Bk Rosetta—Gami
2 (Novagen 23wl ) HIEA. 1 BIMFALARTE 30nL B HZ FEHRAEFHE RN LB 5%
Fap 3TC T AT IR . ARG AT RS IR I AR AR B M SLAH RIS IR, fE 3T C R
FEFR 3 /NI, U DAL 1mM 1) PTG, 71 32°C R 1557 6 /M, 153 B A A A CXCLL 3R
S5, TR B0y 8 a1

[0146] 415 21 4 H PBS G UESG , 7 B-PER (PIERCE 2wl ) LLYTIE T il & 43 21
ANEVES 5y o BARERAEF R A7 AR A E UL B AT o AR5, A AR R AR A1) (Tnclusion
body solubilization Reagent) (PIERCE &)l ) B M2 0 vl Ak o, 48 A TALON 4
JBSEFIEME (TALON Metal Affinity Resin) (CLONETECH 2wl ) {20 Mabr2sm & A
CXCL1 MR B o ¥ 2 11 W B PRI B T FH 25 LOmM IBK W4 (1) PBS BEATVE B i, A 1M DK M o3
Ho

[0147] 55, MU RIS B AT RN EHT & B 56, 7EMA 6M JRE ¥ PBS %
WP ENT— G, BT Ry U N PBS B AE NP IR IR EE R IV, BEAT R R .
IS5, FERTECL 1) PBS ¥ B T — 1, XS 2 1 B 4T B i VR IEAT 58 TR A IO R B Jie Lk, 1)
FH 22 T = W e i 0 T 544 10, 000Da [ 412 R kRS a4 A CXCL1 [4tifk.

[o148]  ( SEfs) 2) £ A CXCLL (/)N B 5e B DL AR 1) il £ Sk ¢

[0149]  (Hi A CXCL1 Prikr=A NI HI1E )

[0150] % = Ji 5] 1 18 % & 100w L 0.3mg/mL A CXCL1 % ¥ 5 100n L MPL+TDM
Emulsion (Corixa 2wl ) V&G, B EiEe 5 7 A BALB/c /M. 752 )G & 4
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JE I » 25 55 AH R 21 R RE EL R N CXCLL ¥R . 535, /D BUR BRI B2 100 u L IV, B
B 5, BL 5000 X g B 5 438, [l FiETEA MK

[0151] 9] 96 FLEE AR LM AR (Greiner 2] Hl) BIFLH A 100w L #) 1 1 g/mL A CXCL1
B WAL — 7 FFRALP ISR G EN 200 0 L FBER 4 £511 BlockAce ¥ (K
HAAE KI5 AT R AW FEE 1 /. 25, A PBS-T i& ¥k, il A CXCL1 [ AHALF
B o B EIRAF R (I R R 100 43, 1] L3 A CXCLT [ AR AL ER LA NN 100 1 L, 7 %35,
TR L. 205, 3R FLA I, H PBS-T V& YRS, NN 100 v L HRP kridHi/ i, 16
W (Dako 2 #) ), M 7EZEW FHE 1 /D FF2RFLH I, H PBS-TIE 3G, A
100w L T™MB ¥, A H MY 15 3% 7 450nm IR OGRS A F RN 28 1) 2 6, ) T 7
B MBAE S = A2 T B CXCLL 1P

[0152]  (HLA CXCLL R FLfEHLIARHIHl )

[0153]  XFF C&mA= 4 T &% A CXCLL BRI/ B, B4 5 5 EIR FERER R A
CXCLL ¥V, 3 Kt Ie. FHVEST 28 R4 tH i b+~ 4L, 73 N RPMI1640 £5 57 3E (GIBCO
AT ) BN, 43 B A . A5 B BRI ML AE 1200rpm B T AP E R L B
iH, £F RPMI1640 3575 FErhig vt . FRIER T RPMI1640 1% F75E v, 1 5 40 Mo %k, e ) n g i
H01/10 S 1) SP2/0 i 8 40 v P Al B vB0VR &, 7E 2200rpm B 50 10 20 8h, 7% B
o HZERIAR (tapping) {4 HIAFASL, % I0K PEG (ROCHE 23 W) il ) F1 HBSS (GIBCO A )il )
PL5 LRSS B Inl, HEPEEE . LU RIERE A, BB 55 4 50 0, 48 A 9 i ok
BEFERLIIALE 37°C R R

[0154]  [a] 0 A T PEG Fl HBSS HI40 MLy 1, 48 5 2 BhiAs il OmLRPMI 1640 #5772, 121278
A )5, 78 2200rpm T &0 10 4380, Br & B35 K15 BT E 4 VRS E I IR 15 % FCS
S HAT (ROCHE 723 =] il ) () RPMI1640 3577 JEof, LLARg£L 200 w L 7 A 96 £L 40 g 85 7% F )
(Greiner 2AH]H]) 1, 45 37°C5% CO, I4ME T FE:55 1 J.

[0155] ARSI HAT 251t AR 1A B R A U Ay Ot e 55 8 990 400 MR Rl 5 1) 2 A0 88, 2
KA REREIFL T E3SFRE 5 45, 10 FiR A CXCL1 [ ARAL AR I FL s 0 100 v L R B,
M5 R FIFE 7 E0AE EPuiRr=4 . DA BIPUAR = LR P . B BH LI B
FHRBAE S 15% FCS MHT (invitrogen 2w ) [ RPMI 5 7r2E b, F FHAG PR B 25 2k
FTRHTE TR a5 o 4 7o O 45 SRAS B 75 P ARSI AT SPM 55983 (GIBCO 7] ) il
b, PR £E 60mL 100% SFM B53REEH DL 1 X 10° 40 /mL R 24409, 15 9% 10 RE 3
MMIIET ., Z JG KRG FRIAE 3000rpm T B0 73 B 15 43 BhEr L 4i . Frfs 3575 LG H Mab
Trap Kit(GE HEALTHCARE BIOSCIENCE A=) 4tk B & iidiik.

[0156]  ( HTA CXCLI B o FEHTIAR MG % )

[0157] X T ik 75 Fhalitb ok, F W B ik ) 50k 5 N CXCLL et s ik, i
56, #4254 BT 2 A £ 10 1o g/mL BT 0 A LAREFL 100w L NN 96 FLER 2K 4% T iR
(Greiner A7) ) BFIFLH, AL —2 o 7 L FL ALBUARE WG 7N 200 0 LR AR 4
5% BlockAce ¥ ( K HAAERHIZI Av) 6] ), EEE FHE 1 /M. )5, 7R
283t FH PBS—T yB R 10 AR AE A 2iAL LR [E AH AL AR o 8235, %5 M\ 1000pg/mL 22 15pg/mL [ BE
Fi B E LN CXCLL P BTIR S n 31 3 b4k B oKk [ AR AL T4 4% FL AP, 9L 1000 L,
FEZIE NN /N 55, 77 B PURE R, H PBS-T¥E¥ESE, LA A 1000 L 50 u g/
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ml YRR IEHIA CXCL1 2 FEfEHUIA (RDSYSTEMS A w] il ) , FEEE T R 1 /. 552
LIRSV, FH PBS-T {5 ¥E)5, 4 100 1 L avidin-HRP ¥ (R&DSYSTEMS 2wl ) 7FEER T
SNV 30 438 . HET, 2% avidin-HRP ¥, A PBS-T E¥ES, I 100 1 L TVMB ¥ A8 H &
N 15 438he 1IN 100 w L 2N Bt BRIV, A8 e VAT 1o B AR 450nm Ab I 5 W' BERf A
S RO RN R L AL DA IR A 5N CXCLL SEMME R Pk G5 IR, ik
W5 ik i 1gGl-1. 1gG1-3. 1gG1-10. IgG1-14. IgG2b-1.,

[0158] (A A AC IR M o va B BRI 42 B S FEBE cDNA [P A & R 7 %) )

[0159] X1k th ¥y 5 Fhpifk, i HARBE L EHEN cDNA JPH LRI T4, B 56, i
ST 15% FCS [f) RPMT 1640 ¥55%5E, 7E 37°C 5% CO, 4 AF X A8 AHUR I 2448
BATER IR 2 1X10° 40 /mL, 2 Ji5, B5 R AE 1200rpm B0 43 85 5 43 %h, [l icdn e, H
[P AL ) 2 A8 J8E 1) 2 mRNA. )25 8 Qiashredder M RNeazy mini kit (Qiagen %)),
F2 HE B Y BV E Ul BT PR iAE . B, A R4 38 SuperscriptIT (invitrogen 24 ]
il ), LA 2I#) Total mRNA AR AT Oligo dT 5|94 i cDNA, il ¢DNA 3CFE.

[0160] AR5, LASS 2448 /R 159 21 cDNA SCZE N BEAR, 48 FH Mouse TgPrimer (Novagen /4 )
il ) AT PCR, R4 389 (/D W A ZBRE T AZ X cDNA) #fi A\ Invitrogen 23 =] 2 LK)
ZERO BLUNT PCR TOPOVector [¥] EcoRT &b 4T %4z . IEHAT A Ligation High (ZREFSIA
T ) 5 42 BE B O 3R AR U0 IEAT o A8 FH OB I SR AT B S 40 MR e Ab o B2 24 A
F DH5 a (Takara Bio Al ) , 44 Wiy 4 U8 BT VR 40 o R G A0 AR B i 1Y B 1
IRARTE S 100 1 g/mL SR8 251 LB AR b, 78 37°C R R — M Bk B &3 8474
AL AR PR E S 100 0 g/mL 2R 55 2 11 LB AR 3728, 20 A0h 4 A5k, 76 37°C
TREFR . I B AR A B IR A5 B DNA VTR 45 RN T &3 187 1), 1331 4
Bl 2 N\ Gt 5 50 BEDUAR KT DNA IR0V W o

[0161] X415 B A2 ARA T, AF H M13 51401347 r it B 5w FE TR I X 35 DNA 2510 43 7 0 23
Mrd FH 3130 X 1 & M1 (Applied Biosystems Al ) #H4T . MR X BH Z10%
s~ P o 4 W 4 i B b B s BB PR 1Y DNA P40, 1 2 Bk 5 ANPifk (TgGl-1. TgG1-3.
IgG1-10. TgG1-14. TgG2b—1) FIREHE. EHEM DNA FE41). X T2k if 2 1) DNA P40, AR 5 K
JT T B B A AR, 1 dm S I 2R R P 4, T LIS BIE A1) S 4 ~ 43 it Ta.
[0162] 1B N4ahd 1gG1-1 M IEELTH), 1331755 36 ~ 43 KRR T . HiF4
M5 FE9) 5 36.37.38 73 4w hS TeG1l-1 % HE CDR1. CDR2. CDR3. 534t, #4115 39.40.41
43 B4R AS AR TR 1gG1-1 (¥ 4% CDR1.CDR2.CDR3. A4k, JFH'S 42,43 43 M4RHE 1gG1-1 [1I5%
B A X K EE X 2K,

[0163]  1E R&ihd 1gG1-3 M2 LI T 4, 1337415 28 ~ 35 KRR TH . SHiF4H
M5 JEH 28 ~ 33 fkiIkgmhs 1gG1-3 42 %5E CDR1 ~ 3. FEHE CDR1 ~ 3. 74, ¥4 34,
35 7 4G 1gG1-3 MIARREn AR X A K L ERE ] AR X A K

[0164]  1EN4I5 1gG1-10 MR EERTH, FRIFH)'S 4 ~ 11 RKARPRELER T . FIE4
MaE, P95 4 ~ 9K IRGwmiE 1gG1-10 [%E8E CDR1 ~ 3. FEHE CDR1L ~ 3. #4515 10,11 4>
WS 1gG1-10 BT AR X K ERE R X 2K,

[0165] 1B N4uhd 1gG1-14 HIRERITH), BETH S 20 ~ 27 FoRMEELER T, i
4 &, P AT 20 ~ 25 KRG 1gG1-14 F42HE CDR1 ~ 3. EHE CDR1 ~ 3. JP4I%5 26.27
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oy M gmhs 1gG1-14 HAREEn A X A K ER X K.

[o166] A4S 1gG2b—1 K2 ILER FA, 1921745 12 ~ 19 FoRMATER Y. HiF
4 &, P AT 12 ~ 17 IR 1gG2b—1 [42HE CDR1 ~ 3. EHE CDR1 ~ 3. J#41%5 18.19
oy M gmhs 1gG2b-1 AR n A X A K ERE AR K.

[o167]  ( SEjids) 3) #iiik tH ¥ HLAA AR N CXCLL #4341 I 53 i

[o168]  E X SEifs] 2 Hriff ik tH i) 5 APk, HEAT IR A CXCLL 2R 741 EIER AL 73
Bro

[0169]  T45E, M 100w LK 11 g/ n L A CXCL1 ¥V& P N DTT, 48 &4k B 2 10mM, 7 95°C F
S5 43, AT CXCLL W) B BRI S, 5 TS N2 FE 20mM KT8t S ez, 76 37°C L Ji
Fe5AF T RT 30 23 Bh B BEIE I Re 38 S N o TS B 12 1 g 3B JRKE 640 A CXCL 43 S
hn 20w g SEER 2 Aok B NP4, B 100mM Tris—HCL 223 (pHS. 0) %2 100 1 L,
—IAPIFR G —IUAE S N Y 1 /N,

[0170] 545, N IR FIBE (Promega 24 w) il ) « ZUIKEE M (ROCHE 22 w) i) ) + 2 Ikl Y (ROCHE
NTEVHD) AF ARSI 0. 21 g.0. 51 U0, 02 1 g, 7F 37°C MTH S 2 /NsFBL -, R 5 7
F56H 1% BSA-PBS 5} 1. [ PBS V& YL ProteinA— B4 (GE HEALTHCAREBIO-SCIENCES
N ) ) FINP-40 22 phy (100mM Tris—HCL 22 (pHS. 0) 5mM EDTA. 150mM NaCl.1 %
NP-40) VR4, 7E 4°CF RV 30 205

[0171]  SONVE A 25mM ik R B2 2% i1 (pHS. 0) JH¥EST » A 100 1 L 119 0. 1% FER% tH iR
YR E G, W A# H Q-TOF Premier (Waters—MicroMass A7) ) #E4T LC-MS 2047, %
ML B 7 R4 AR U BH AT 397 o

[0172] L5 5L, A T sLifs) 2 a3 2S5BSR AN CXCLL #0741, 78 T3 1.
[0178] (&4 1) TEHLARRBI A CXCLL 353 e 5 o

[0174]  XF T7ETTERI A CXCL1 #0387 £ B Human CXCL1/GROalpha DuoSet (R&DSYSTEMS
A E)H] ) R A B AE AL R BTN IR 5 v BT, 5 STt 3 [RIFEH G RN CXCLL 24
BRI ERIRALEAT 34T

[0175] &AL, WA T i & Hiia Rl N CXCLL #4741, /m T3 Lo

[o176] [ 3% 1]

[0177]
Pk FF3 FPols
TgG1-1( sEHf] 3) NGRKACLNPASPTVKKITEKMLNSDKSN 3
IgG1-3( SEjaf 3) SPGPHCAQTEVIATLK 2
LgG1-10 ( SZHtf) 3) NGRKACLNPASPTVKKTTEKMLNSDKSN 3
IgG1-14 ( SZHif) 3) NGRKACLNPASPIVKKITEKMLNSDKSN 3
IgG2b—1 ( SZHf) 3) RCQCLQTLQGIHPKNIQSVNVK 1
TEPA (2%%) 1) | SPGPHCAQTEVIATLK 2
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[0178] (St 4) A H B e EHLA 1g62b—1 X B g BEPLIA 1gG1-10 Jf i Y0 ELISA V25
T CXCL1

[0179] A A ply St fe] 3 I BRE MU P A5 1 RN B IR T 41 X ik 1gG2b—1.
A B S R P S 3 SRR IR T4 X BT 1gG1-10 2B EbRic i, i it
> ELTSA V£ AN CXCL1 B5E . TgG1-10 fAEMFEAAEH Sulfo-NHS Biotin (PTERCE 2
A ) AT, e BB A AR Ul BB AT PR R AR . 158, B 1eG2b-1 1 10 1 g/mL ) PBS
WG N 96 LR 45 TR (Greiner A#)H]) IFLH, &L 100 1 L, BAHL—F. K
H, 353 BRI, TN 200 0 L 1% BSA-PBS ¥ (SIGMA A ) , 76 510 FHFE 1 /NN
2 Ja, H PBS-T VG UL, il e AP iA BAHAG AR« RJ5, &AL 20 Al im 100 w L AT A 1%
BSA-PBS ¥ ELZH & A CXCL1 M 500pg/mL %2 7. 8pg/mL BFEAT I BeR AT B I LRV W, 7F E 3R
NN ARG, RSN BRI F PBS-T iS58, AE S MMEL T 1% BSA-PBS
FRBEM 100 L 1w g/mL AEWERIC 1gG1-10 N 1 /M. VEVES, 4 100 1 L avidin-HRP
W (R&DSYSTEMS A w] il ) 7EZ3E T MY 30 8. Avidin—HRP (KR tLAFH 1% BSA-PBS
AT I PBS-TVEBESG, DI 100 w L T™MB Y57, AL ) M. 15 43805, ¥ n 100 1 L 1) 2N it
P& VA VRAT B2 42 11, W5 450nm (IG5 3R T 1,

[0180]  (SEZJiafs] 5) 4 FH 8o e ifAk TeG2b—1 M B o[ ik TeG1-14 it Je.0 ELTSA VEH
A CXCL1

[o181] A FH pi St ] 3 540 B Re S ok U 7 41 5 1 3R 7R B USSR 7 A1) IX ) R o [ it A
1gG2b—1 B A AR e M AT 415 3 RO & LR 741 X B st B P Ag 1eG1-14 2E) 5
FRic g, it 2.0 ELTSA 3352 N CXCL1. 5 SEiitifh] 4 [FIFERLSE i TeG1-14 A E4k 2 2
L ELISA. 28 RTHE 1,

[o182]  ( sLjilifs] 6) A FH R FEEHUR [gG1-3 K B rElEHUAR 1gG1-14 it Y0 ELISA V25
T CXCL1

[o183] A H i sizilids] 3 A BHHE UM TS 2 SRR RRT 5 X IPiiA 1g61-3\ &
FIBHR O TA) S 3 KR MARERIT A X KIPiE 1g61-14 BIAEY) S brid ik, ik e
ELTSA ¥E1EAT A CXCLL F5E o 55 SEHf5) 4 [RIAFH STl TeG1-14 M3 A0 S k0 ELTSA,
SRR THE L.

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

[0185]  fHAH T I¥I A CXCL1 #3385 & R Human CXCL1/GRO alpha DuoSet (R&DSYSTEMS
AwE]) WEEARA CXCLL. Pkl &di A CXCLL MR re P CRAFSS 2
TR EERITH) ) BARA, KA A A bR id L £ 2 e HiiE . 78 Greiner 23] il
(1) 96 FLERE 2K LI~ FAR b EAT [EIAHAL , TE4H () S 50 B A 4 BB A B3/ E U kAT« 85508 T
1.4 ) Kl 5,

[o186]  HR4f SEtif] 4 ~ 6. LLEeH 1 A S J5 kR I8 N CXCLL F iR ) & b8,
R AR I B PR S8 2 000 2 Y REAE RSN 7. 8pe/mL [N CXCLL, Il 2 RABFEHR &1

[o187]  ( SEJtif] 7) 88 FHBA o B HUAR 1eG2b—1. AT HIA 1gG1-10 & 1gG1-14 VRS
i gt Y20 ELTSA v A CXCL1

[o188] A A iy St fe] 3 R e MU A5 1 RN EE IR T 5 X BTk 1g62b-1
oAV E R R R R 5145 3 RN Z IR T 5 X Uik 1gG1-10 A 2 bnic 7k 80k
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1gG-10 F1 1gG1-14 4 BT AEW FE AR AT BN Y ZFRICIR VR AW, Wk Je.0 ELISA
M7E N CXCLL. SSLjtif] 4 [FIFEHL SEH A ) A F A I ELTSA. i RURTK 2.
[0189]  JEILAE A 2 iy S MEFUNAR IR 7415 3 Ko B SE IR 741 X 1 B s B B AR E N
FRICHUIR, SAHFR R 1 FhPUoRAE b, 550 015 5 o B 4 oy, B S A A 1 R iR 4H F
FEARIRRICPUAR L, 48 F 2 FhEObRiCPTAARRE A CXCLL [0 52 R IR &

[0190]  ( SEZJtifs] 8) A I EA pT I Fi Ik 1gG2b—1. X BATU I HIAK 12G1-10 B 1gG1-14 Wit k&
> ELTSA ¥EATIN R Higs i i A CXCL1

[0191] A FH pir S 3 40 B Re S e U A1) 5 1 3R B S 1R 7 41 X IR i AA 1gG2b—1 .
S A B RE R AP AT 3 RN IR T A X PR 1G1-10 WA = bnic Ak BAE H
TgG1-14 [ EY FE bR G, Bk Y200 BLISA 3L 5% JR A 3 I A CXCL1. A# A Sul fo-NHS
Biotin (PIERCE 2wl ) AT 1gG1-10 M TgG1-14 WA Z= Ak, 4 A PR H7 (1354 D0 I AT 7
¥elE. G, Biiil TgG2b—1 1) 10 1 g/mL [¥) PBS %5 » T 96 FLEE K £ 4P (Greiner
A LA, BEL 100 1 L, FEAHA— . R H, 75 BIRE W, 7 200 1 L1% BSA-PBS
VU (STGMA A7) ), AESIR FHE | /D 2 )5, F PBS-T 3EVE, thl seatitb B4 & AH AL F
B o AR5 18024 H R AR P I\ EE LAY CXCLL A8 HLK B O 250pg/mLL, A5 FH AR [R] AR
B BEHERRE AR 3. 9pg/mL 43 B BTSN IR A In 225 FL A, BEFL 100 1 L, £E %R A O
LI ARG, 325 FL N I PTR R, B PBS-T 35 ¥R G, i 1% BSA-PBS FiRE{# 100 1 L AT
309 1o g/mL AP FEFRIC 18G1-10 fEZEWE NN 1 /M. J5¥EE,{F 100 L avidin-HRP
WU (R&DSYSTEMS 23 7)) 762536 N O 30 434, Avidin—HRP t4# ] 1% BSA-PBS H4T
ke, JH PBS-TIEVESG, M 100 1w L TMB AT L NV 15 43805, ¥ 100 1 L 2N TR R
VR S A 1B, I E 450nm OGR4 Ros T 3.

[0192]  (sjtafs] 9) {8 FH SR sEREPUIR 18G1-3 K afEPIIA 196114 il i Y0 ELISA V25
TR A& NI A CXCL1

[0193]  Ad H i sicilids] 3 A BHHE UM P45 2 SRR RRT 5 X IPiiA 1g61-3\ &
FIBHR O TA) S 3 KR MARERIT A X KIPiE 1g61-14 BIAEY) S brid ik, ik e
ELTSA V295 JR AP I A CXCLL. 5 cilids] 8 [AIFE b S Bk i A ) 2= 46 f Je 0 ELTSA.
SRR THE 3,

[0194]  (LLAfsl 2) A7 FH i 45 i) &l i S0 ELTSA A4 R v A CXCL1

[0195]  ff AT A CXCLT #303857 & Bl Human CXCL1/GRO alphaDuoSet (R&DSYSTEMS
N E) ) 5 PRI IR B2 AN CXCLL o 2 MR BT A4 48 U B 3EAT VE AN R4, 55 S iEfy) 8
[F)RE B AR PR I CXCL 1 % 45 s T 3.

[0196]  ARIESZHER] 8 ~ 9L LLEeH 2 FIBH  SHLAE J7 k& A CXCL1 Rk & b i,
R AR B IR S 8 2 (R 5 v 22 w] ARSI AE R A 24 31, 25pg/mL [ A CXCL1, Wl & R B8
P

[0197]  (SEfs] 10) 44 FH v &5 150 G R e B B i A SR e B DA TeG1-10 @i &0 ELISA
VARSI CXCL1

[0198] A FH St 91 3 v 4] BH R S ok R 7 41 5 2 ROR &SR R 7 A1) IX I T A &
Human CXCL1/GRO alpha DuoSet (R&DSYSTEMS 23 5] ) By #1718 BB v pe b AA . A2 4 BH R
MRS 3 R EIERR 75 X I HTA 1eG1-10 AW EFRiC ik, @it 2.0 ELISA ¥
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I 52 22 P R N N CXCL 1 o 8 Sulfo-NHS Biotin (PIERCE 2w H]) #ET 1gG1-10 (K4
YA, F R P (3R E U0 B IEAT PRI o o o, BT T B R0 & B s 11 /) BB s B Ak
(174w g/mL [ PBS ¥V » I\ 96 FLER 2K £ 0@ AR (Greiner A R]H]) FIFLH, BFL 100 1 L,
AL — . R H, 353 BRI, N 200 0 L 1% BSA-PBS ¥ (SIGMA A=) , 762535
NERE 1N 25, F PBS-T VSR, At Ak TR I ARAL TR o 2R, 4 1% BSA-PBS 4
FHLA A CXCL1 M 500pg/mL [ BXFGRE & 7. 8pg/mL, 5 FTR IHT R i 0As In 2% FL A, B 9L
100w L, FEZIE FAEH MY 1 /M. AR5, 55 R LN BTEE T, H PBS-T 35585, A6 1%
BSA-PBS Ft, ff 100 n L Frf3 0 1 g/mL AW FRIC 1gG1-10 FE=IE TR 1 /M. 1EUE
Ja, #1001 L avidin-HRP 3§ (R&DSYSTEMS 2wl ) LEZ M N &MY 30 730%8h. Avidin-HRP
WAL A 1% BSA-PBS EATH# R . FH PBS-T¥E¥ESG, A 100 0 L TMB %5 A% H 2 B 15 43
Jii s U0 100 1w L 2N i FR VA e A5 1k, W5 450nm IO . 25RO T 4.

[0199]  FHuHmT LAV B« BRI £ 4 A i 65 X B 1) 58 v B BT AR E A U 45 2 1L
I, 28 5IRBIFEF)S 3 IPTAZH A 30 ELISA VA, eI 7. 8pg/mL A CXCLI1,
Ty A, PR R T R A B R B PR S R A S 3 AR AL A AT 0
ELTSA VA&, 5 H &5 R I i e CEuBefs) 1) ARG, e REBUETR & .

[0200]  (sEjffsl] 11) {3 FHEUA IPTARIE L ELTSA 330N CXCLL

[0201]  %f T-SZiifs) 2 rh ikt K 5 Pk 1g61-1. 1g61-3. 1gG1-10. I1gG1-14. IgG2b-1,
a3 2 AT 10w g/mL [ PBS ¥, 2 )5, BARRFL 100 1 L N A B 96 L2 2K £ 44 P 4R
(Greiner A A ) FIFLH, BIAEAL—R . R H, 52 LB, EAN 200 1 L 1% BSA-PBS %
T (STGMA A , RS FFEE 1 /M. 2 )5, F PBS-T & ¥E, il salitb i ok [ AH AL P-4
SR A 1% BSA-PBS g EZH 7 A CXCL1 S5 A 125pg/mL [ B A B 22 15pg/mlL, 4 HH
TR PR SR I B & AL, B 7L 100 1 L, 72318 TATH N 1 /Mt )G, FE LN
(KPR, FH PBS-T VB VLSS, T 1% BSA-PBS #i %13 21 50ng/mL A = bridHi A CXCLL
£ TEHUAR (RRDSYSTEMS 271 ), % 100 v L AW FricHi A\ CXCLL £ TaEHi ks
B TR 1N JEBE)E. A 1000 L avidin-HRP ¥ (R&DSYSTEMS A w]#]) fE=ME T
R 30 43%h, Avidin-HRP 3 {# F 1% BSA-PBS #E4T Bt . F PBS-T V& ¥ESS, A 1001 L
TMB BN 15 2080, B3 100 w Lo 2N B By v A s MAs? 11, P52 450nm [RGB . 45 51
~THE 5,

[0202]  ARYESZHEAG] 10, 11 S L) 1wl CLAIBH AR R BHI B TeG1-1.1gG1-3.1gG1-10,
IgG1-14. IgG2b-1 15 T35 T i & ik, A CXCL1 BIASIBE ) &

[0203]  ( SEifs) 12) 438 FHEAR PT AR I M2 A )N CXCLL

[0204] i FH S tifs) 2 rhiiak ) 5 RPdiig 1gG1-1. 1gG1-3. 1gG1-10. I1gG1-14. IgG2b—1,
AT M2 TP AR RN CXCLL A o

[0205] B 5, B B A B EC T B 10 1o g/mL ¥ PBS #5985, NN 96 L5 2K £ 44 T B
(Greiner A &) MFLH, 4L 100 1 L, FIAHAL — . WK H, 77K LIREEHL 73 200 0 L #
R 41510 1% BSA-PBS ¥ (SIGMA ARl ) , fEZE FFf-E | /M. 2 )5, F PBS-T i ¥E,
il A BT AH AP

[0206]  #RJ5, il 500pg/mL FEZLRI A CXCL1 8 [ )5 1) I 2 590 FH AH [R) i 252 B B e &2
125pg/mL il BEHT IR M R I RE R A1 o KaH st 2R LABEFL 100 w LA 2% 1L, 75
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FI T RN 1NN, FEEDUREE, H PBS-T iEVE.

[0207]  $:45, N0 100 1 L A 1% BSA-PBS #i B [1) 50ng/mL AEM bRt A CXCL 1 £ 5ol
Hifk (RDSYSTEMS 2w ) , fE 1 T RN 1 /M. JE¥EE, 4 100 1 L 253 1% BSA-PBS
MiBEIY) avidin—HRP %59 (R&DSYSTEMS A w il ) E= I T & 30 4380, FH PBS-T E¥E)E .,
O 100 0 L TVMB ¥ RN 15 40805, s 100 w L 2N B B v A e 452 11, Wl 5 450nm (K]
WOERE . &5 R 6 frors.

[0208]  ( ELZA6) 3) A% H T &5 P Ak ifn 2 77 () CXCL1

[0200]  ff FH T & IPTA CXCL1 B 5g B HUAAR RN MAB275 (R&DSYSTEMS 72w i ) , A i if 2 h
FEEI N CXCLL, BCil A PBS FoBE [ 10 1 g/mL [ MAB275 %53, 43 7l ATEFL 100 0 L A 96
LR S5 (Greiner 2wl iil)) BIFLH, FIAHAL— . 2 J5 5 SETtf] 6 [RIFE R 7 v
1T SRR TKE 6,

[0210]  FHSEZHERG] 12, LB 3 nANA R B 5 Fhai ARz REAE RN if 28 F 3@ ik A CXCL1 .
[o211]  (SEjifs) 13) 438 FHEAR BIPTAARLIN K F1 i A CXCL1

[0212] A FH S tifs] 2 rhiak ) 5 RPdiid 1gG1-1. 1gG1-3. 1gG1-10. I1gG1-14. IgG2b—1,
FSr I PR s R N CXCLL o

[0213] B4, B Huik s A EC i 10 1 g/mL (1) PBS ¥ f5 » LABEFL 100 1w LI 96 FLEE 2K
LI PR (Greiner )i ) BIFLH, BIAHA—R. KH, 575 BB, 7 EA 200 1w L #%
2 4 {5 1% BSA-PBS %57 (SIGMA A #] il ), fEZ M T E 1 /M. 25, H PBS-T iUk,
il AR B AH AP

[0214] 4R )5, FL il 500pg/ml. B 40 28 N CXCL1 &% 1 5 (¥ PR ¥ v, FH AR R PR B B &
125pg/mL il FPTE PRI FRE R A s EIRE i LAREFL 100 u LIRS AL, EER T
RN LN, 2 5 FEEDUR L, H PBS-T &Yk,

[0215] %3, ¥ 100 1 L FH 1% BSA-PBS #i% 1) 50ng/mL LM B bricPi A CXCL1 £ 75
Hifk (RDSYSTEMS 2w ), 7R F RN 1 /M. JE¥EE . 4 100 1 L 253 1% BSA-PBS
MBI avidin—HRP %59 (R&DSYSTEMS 23wl ) 7E= W ™ R 30 4380, A PBS-TIG¥E)G,
BAN 100 1 L TMB ¥R AT EL S Y 15 438, M I 100 1 L 2N i BR A v AE S A 1k, 72 450nm
R, SRR TE 7.

[o216]  ( LLZAs 4) A8 FH T & B A4Sl R Hh i A CXCLL

[0217] AT ERIHTA CXCLL 2 5g FEHTARI MAB275 (R&DSYSTEMS 24 =) i) ) , Fr il bR Hh 5
(1) N CXCL1. FCi A PBS #BE (1) 10 u g/mL (1) MAB275 %5, 7373l LABEFL 100 1 L i\ 96 FLEE
KOG (Greiner 2w ) AL, BAHAL— 8. 2 )5 FH 5 St 13 [R5 5T .
SRR TE T,

[0218]  FHSLHEW] 13 Lo 4 W AA KB 1) 5 BB 4 B Rt e 65 A5 K -h s A
) CXCL1,

[0219]  ( SEZjifs) 14) 14 FH 2R va s Hifk 1eG1-1.1gG1-3.1gG1-10.1gG1-14.1gG2b—1 [IE% ¢
Je A0 M EAT TR0 1R 22 86 B0 A R R ) e S

[0220]  %f T-SZitifs] 2 h ik k) 5 APk 1g61-1. 1g61-3. 1gG1-10. I1gG1-14. IgG2b-1,
AT F0 15 I et 0 P PR 22 B8 7 130 P R A PR 5 o

[0221] P2, W B4 i T24 40 fud FhfEdR N T 10% FCS. 12. 5mMHEPES (¥ RPMI 1640
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FEFRAE TR, AR 1. 0X10° 41 /mL, FEAT 40 NI RTRE IR, IR G RIMCAT e, X T 5 %
PRV G W20 s, {8 Matrigel 12285 (MatrigelInvasion Chamber) (BD Falcon)
EIRZERE S . AE A R AR UL AT VRGN R AE . 17 Matrigel RFE=FEI0 100 1 L 1)
2.0X 10° 40 g /mL [¥] PBS BVFI M £k BE 4 10 u g/mL (K& Hifk, 75 37°C 5% ARk 14
PR, HHATR B 75 5 /NI, BRI, FRE G (Diff—Quick) IRF (Sysmex 24 ) ¥
INETNEGE, TR R RN E T IR A s FH ST L BLO. 8emX 0. 6em
VER 1T APLET, &2 5 NMREF IS TE . WEHET 29k (n = 2), A THE T34, BT g 45 For
T 8,

[0222]  (LbEefs) 5) A T B P 155 Dk Je 40 B X AR 22 6 0 e o R T 2 S 56

[0223] XTI &ERHTA CXCL 1 B riEHUARR] MAB275 (R&DSYSTEMS & w) il ) » dEAT 3l %
JEE AN M 12 22 B8 B R AE PRI o« 7RSS S 14 FIREHbEET . 45 R R T 8,
[0224]  F S 14 S EEBA9) 5 AT A0 AR IR 5 AN PAR B s 5 B B 4 [R) A Bl s i
FOEVE, Fr )2 1gG1-1. 1gG1-10. TgG1-14. 1gG2b—1 H7n i EiE k.

[0225]  (SEJitifsl] 15) AdFH B ve BEHTAR TG1-3. TgG1-10 TgGl-14. TgG2b—1 AT )5 Mty
0 L 142 28 56 7 1) HP RS M 2 S 2

[0226] X T-SZjifs] 2 Hhiiak IR 5 APBTAR Y TeG 1-3.1g61-10.1gG1-14.1gG2b-1 [¥] 4
Fofe, BEAT SIS e gt 40 B 1R 2 28 B8 1 I8 P RS PRI 52 o TR UL B 02, S5t 14 AN,
FUARAS AL RDER I 2 1R 28 78 ) 2 WIR A 10 A2 AT IS ZR BT BEHF URTR &

[0227] %G, BENIE AN T24 4 B Ah ZEVR N T 10% FCS+ 12. 5mMHEPES [£ RPMT 1640 1%
FREEH AR 10X 10° 40 /mL, SIS PUARME LR IE R 10 1 g/mL J5, AT HEFE 40 /)
o #5575 A L, 4T 5 %% TR A 1 40 TR, 18 Matrigel 258% (BD Falcon)
WERZERE S 2 JGHT SR 14 [FIFER SIS, HOR KR 2845 750 R AR 56 4 6. 5 /.
12 22 1 40 M 500 0 Al 5 S s 14 RSB EAT, 5 R T 8.

[0228]  ( LLEefs) 6) A T B Hi A i 15 Ik Jess 40 i 1A 4R 22 16 0 10w R T 00 2 S 0 2
[0229] X I ERIHTA CXCLT B 5 BEHUIARI MAB275 (R&DSYSTEMS 23w il ) , JBEAT F1 1154 Bt
S A M (AR 22 RE T IR RIS E R DN 2 o S LRER 7 AT, BUARAS AR BRI o2 1R 22 RE ) Wiy
TRA TR N ATE R I BEF AR &0 ik 5 S0t 15 RIFEhEiT . &R TE 9.
[0230] P SIS 15 LA M8 6 T, A BT 5 1 4 AR BoR th e i 5 B ok B8 i i)
FHTE 1

[0231]  F=Nb BRI R PE

[0232] R AR B, R4S L LL IR 2 AT @ i R BRI E N CXCLL (R BE, BT, Ak B
AT UL T PR i b R o S5 R R I
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[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 Gly Ile His Pro Lys Asn Ile
1 15

FHIR
R &4t
ACXCL1E 8 A S Z 20 8 7 ik
PH-4128-PCT

JP 2008-281908
2008-10-31

JP 2009-039411
2009-02-23

45

PatentIn version 3.1
1

22

PRT

AT

R4z

1

5 10

Gln Ser Val Asn Val Lys
20

<210>
211>
<212>
<213>

<220>
<223>

<400>

Ser Pro Gly Pro His Cys Ala Gln Thr
1 5

<2105
<21
<212>
<213>

<220>
223>

<400>

Asn Gly Arg Lys gla Cys Leu Asn Pro ?éa Ser Pro Ile Val %gs Lys
1 .

2

16
PRT
AT

RAL
2

10

3
28
PRT
AL

RAL
3

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

<210>
211>
<212>
<213>

<220>
<223>

4
15
PRT
AT

ARSI

29

Glu Val Ile Ala Thr Leu Lys
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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> TAIEXFEF

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

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

<220>
<223> WERXFF)

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

210> 7
211> 10

<212> PRT
213> AL

<220>
223> WEXFEF

<400> 7
Gly Phe Thr Phe Asp Thr Tyr Ala Met Asn
1 5 10

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

<220>
223> HEZXFRF|

<400> 8
Arg Ile Arg Ser Lys Ser Tyr Asn Tyr Ala Thr Phe Tyr Ala Asp Ser
1 5 10 15

Val Lys Ala

<210> 9
<2l1> 5
<212> PRT
213> AT

<220>
<223> WIEXFF

<400> 9
[0003]

30
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[0004]

Gly Gly
1

<210>
L1
<212>
<213>

<220>
<223>

<400>

Glu Phe
1

Phe Ala gsp

10
151
PRT
AT
QR L2
10

Met Glu Thr Asp
5

Val Pro Gly Ser Thr Gly

Leu Ala

Glu Ser
50

Lys Pro

65

Glu Pro

Phe Thr

Tyr Cys

Lys Leu
130

20

Val Ser Leu Gly
35

Val Asp Ser Phe

Gly Gln Pro Pro
70

Gly Ile Pro Ala
85

Leu Thr Ile Asn
100

Gln Gln Ser Asn
115

Glu Ile Lys Arg

Pro Pro Ser Ser Lys Leu

145

<210>
211>
<212>
213>

<220>
<223>

<400>

Glu Phe Met Glu Leu Gly Leu Ser Trp Val Phe Phe Val Val Phe Tyr

1 5 10 15

Gln Gly Val His Cys Glu Val Gln Leu Val Glu Ser Gly Gly Gly Leu
20 25 30

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

150

11
153
PRT
AL

Q392
11

Thr Leu

Asp Ile

Gln Arg
40

Gly Asp
55

Lys Leu

Arg Phe

Pro Val

Glu Asp
120

Ala Asp
135

Gly

Leu Leu Trp
10

Val Leu Thr
25

Ala Thr Ile

Ser Leu Met

Leu Ile Tyr
75

Ser Gly Ser
a0

Glu Ala Asp
105
Pro Phe Thr

Ala Ala Pro

31

Val

Gln

Ser

His

60

Arg

Gly

Asp

Phe

Thr
140

Leu

Ser

Cys

45

Trp

Ala

Ser

Val

Gly

125

Val

Leu
Pro
30

Arg
Tyr
Ser
Arg
Ala
110

Gly

Ser

Leu

15

Val

Ala

Gln

Asn

Thr

95

Thr

Gly

Ile

Trp

Ser

Ser

Gln

Leu

80

Asp

Tyr

Thr

Phe
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Thr Phe Asp Thr Tyr
50

Gly Leu Glu Trp Val

65

Thr Phe Tyr Ala Asp
85

Asp Ser Gln Asn Met
100

Asp Thr Ala Met Tyr
115

Gln Gly Thr Leu Val
130

Val Tyr Pro Leu Val
145

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

<220>
223> WEXFF)

<400> 12

Ala

Thr

70

Ser

Leu

Tyr

Thr

Pro
150

Met
55

Arg

Val

Tyr

Cys

Val
135

Gly

Asn Trp Phe Arg Gln Ala Pro Gly Lys
60

Ile Arg Ser Lys Ser Tyr Asn Tyr Ala
75 80

Lys Ala Arg Phe Thr Ile Ser Arg Asp
920 95

Leu Gln Met Asn Asn Leu Lys Thr Glu
105 110

Val Arg Gly Gly Phe Ala Asp Trp Gly
120 125

Ser Pro Ala Lys Thr Thr Pro Pro Ser
140

Ser Leu

Lys Ala Ser GIn Ser Val Asp Tyr Asp Gly Asp Ser Tyr Met Asn
1 5 10 15

<210> 13
Q211> 7
<212> PRT
213> AT

<220>
223> WERXFF)

<400> 13
1

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

<220>
223> AIERXFFI

<400> 14

Ala Ala Ser Asn Leu Glu Ser
5

Gln Gln Ser Asn glu Asp Pro Leu Thr
1

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

<220>
[0005]

32



CN 102245767 A

F

5 &

5/14 5T

[0006]

223> FERKFFF
<400> 15

Asn Tyr Trp Ile Asn
1 5

<210> 16
211> 17
<212> PRT
213> AT

<220>
223> HZEXFF

<400> 16

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

Gly

210> 17
211> 11
<212> PRT
213> AL

<220>
<223> TEXFFEF)

<400> 17

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

<210> 18

<211> 150
<212> PRT
213> AT

<220>
223> WEXFFY

<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 Lgu Trp Val Leu Leu
1

Val Leu Thr Gln Ser Pro
25 30

Ala Thr Ile Ser Cys Lys
45
Ser Tyr Met Asn Trp Tyr
60
Leu Ile Tyr Ala Ala Ser
75

Ser Gly Ser Gly Ser Gly
90

Glu Glu Glu Asp Ala Ala
105 110

33

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

Lys Leu Glu Leu Lys Arg Ala Asp Ala Ala Pro Thr Val Ser Ile Phe
140

130

His His Pro Val Ser Leu

145

<210>
211>
<212>
<213>

<220>
<223>

<400>

150

19
157
PRT
AT

Q827
19

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>
211>
212>
213>

<220>
<223>

<400>
Arg Ala Ser Glu Ser Val Asp Phe Tyr Géy Asn Arg Leu Leu ?gs
1 5 1

5

Val His Ser Gln
20

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

X P
20

135

Trp

Val

Val

Ile

55

Asp

Gly

Gln

Lys

Thr

135

Pro

Val Ile Leu
10

Gln Leu Gln
25

Lys Met Ser
40

Asn Trp Val

Ile Tyr Pro

Lys Ala Thr
20

Leu Ser Ser
105

Gly Gly Tyr
120

Ser Val Thr

Leu Ala Pro

Phe Leu Leu
Gln Ser Gly

Cys Lys Ala
45

Lys Gln Arg
60

Gly Gly Gly
75

Leu Thr Ala
Leu Thr Ser

Gly Arg Glu
125

Val Ser Ser
140

Gly Ser Leu
155

34

Ser Val Thr
15

Ala Glu Leu
30

Ala Gly Tyr
Pro Gly His
Tyr Asn Thr

80
Asp Thr Ser
95

Glu Asp Ser
110

Gly Ala Val

Ala Lys Thr
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[0008]

210> 21
Q11> 7
<212> PRT
213> AT

<220>
223> HEXFFS

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

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

220>
<223> WEXFF

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

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

<220>
223> WEKXFF

<400> 23

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

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

<220>
223> WEXEF

<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> WEXFF|

<400> 25
Gly Gly Phe Asp Cys
1 5

10

35
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[0009]

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

<220>

223> FERKFF

<400> 26
Glu Phe Met Glu
1

Val Pro Gly Ser
20

Leu Ala Val Ser
35

Glu Ser Val Asp
50

Lys Pro Gly Gln
65

Glu Ser Gly Phe

Phe Thr Leu Thr
100

Tyr Cys Gln Gln
115

Lys Leu Glu Ile
130

Pro Pro Ser Ser
145

<210> 27

<211> 153
<212> PRT
213> AT

<2207

Thr
5
Thr
Leu
Phe
Pro
Pro
85
Ser
Lys

Lys

223> WX FF

<400> 27

Glu Phe Met Asn Leu
1 5

Gln Gly Val Leu Cys
20

Asp Thr Leu

Gly Asp Ile

Gly Gln Arg
40

Tyr Gly Asn
55

Pro Lys Leu
70

Thr Arg Phe

Asp Pro Val

Asn Lys Asp
120

Arg Ala Asp
135

Leu Gly
150

Trp Phe Asn

Glu Val Gln

Val Gln Pro Lys Gly Ser Leu Lys
35 40

Thr Phe Ser Thr Tyr
50

Ala Met Asn
55

Leu

Val

25

Ala

Arg

Leu

Ser

Glu

105

Pro

Ala

Trp

Leu

25

Leu

Trp

Leu Trp

10

Leu Thr

Thr Ile

Leu Leu

Ile Tyr

75

Gly Ser
90
Ala Asp

Phe Thr

Ala Pro

Ile Phe
10
Val Glu

Ser Cys

Phe Arg

36

Val Leu

Gln Ser

Ser Cys
45

His Trp
60

Arg Ala

Gly Ser

Asp Val

Phe Gly

125

Thr Val
140

Phe Val

Ser Gly

Ser Ala
45

Gln Ala
60

Leu

Pro

30

Arg

Tyr

Ser

Thr

Ala

110

Gly

Ser

Val

Gl
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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Gly Leu Glu Trp Val Ala Arg Ile Arg Ser Glu Ser Tyr Asp Phe Ala
65 70 75 80

Thr Phe Tyr Ala Asp Ser Val Lys Asp Arg Phe Thr Ile Ser Arg Asp
85 90 95

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

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

Gln Gly Thr Leu Val Thr Val Ser Pro Ala Lys Thr Thr Pro Pro Ser
130 135 140

Val Tyr Pro Leu Val Pro Gly Ser Leu
145 150

<210> 28
211> 15
<212> PRT
Q213> AL

(220>
<223> HA[EEXFFY

<400> 28
Arg Ala Ser Glu Ser Val Asp Ser Tyr Gly Asn Ser Phe Met His
1 5 10 15

<210> 29
Q211> 7
<212> PRT
213> AT

<220>
<223> HIEKFFF

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

<210> 30
211> 9
<212> PRT
213> AT

<220>
<223> WZEXF5|

<400> 30
Gln Gln Asn Asn glu Asp Pro Phe Thr
1

<210> 31
211> 10
{212> PRT
Q13> AT

<220>
<223> TW[EKFF

<400> 31
[0010]

37
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[0011]

Gly Phe Asn Ile Glu Asp Thr Phe Ile His
1 5

<2107
21
212>
213>

220>
223>

<400>

10

32

17

PRT

AT
AZRFF
32

Arg Ile Asp Pro Ala Asn Gly Asn Thr Lys Tyr Asp Pro Lys Phe Gln
1 5 10

Gly

<210>
211>
212>
213>

<220>
<223>

<400>

33
7
PRT
AT

RE3E:27
33

Gly Arg Tyr Gly Val Ala Tyr
1 5

<210>
211>
212>
<213>

<220>
<223>

<400>

Glu Phe Met Glu Thr Asp Thr
1 5

Val Pro Gly ggr Thr Gly Asn

34
147
PRT
AT

AR S
34

Leu Leu Leu Trp Val Leu
10

Ile Val Leu Thr Gln Ser
5

Leu Ala Val Ser Leu Gly Gln Agg Ala Thr Ile Ser gys
4 5

35

Glu Ser Val Asp Ser Tyr Gly Asn Ser Phe Met His Trp
55

50

65

60

Lys Pro Gly Gln Pro Pro Lys Leu Leu Ile ;yr Leu Ala
70 5

Glu Ser Gly Val gro Val Arg Phe Ser géy Ser Gly Ser
5

Phe Thr Leu Thr Ile Asp Pro Val Glu Ala Asp Asp Ala

100 105

Tyr Cys Gln Gln Asn Asn Glu Asp Pro Phe Thr Phe Gly

115 120

38

125

15

Leu Leu Trp
15

Pro Ala Ser

30

Arg Ala Ser

Tyr Gln Gln

Ser Asn Leu

Arg Thr Asp
95

Ala Thr Tyr

110

Ser Gly Thr
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[0012]

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

130

His Ile
145

<210>
211>
212>
213>

<220>
<223>

<400>
Glu Phe
1

Thr Gly
Val Lys

Asn Ile
50

Gly Leu
65

Tyr Asp
Ser Asn
Ala Val

Gln Gly
130

Val Tyr
145

<210>
<21
<212>
<213>

<220>
<223>

<400>

135

Gln

35
153
PRT
AL
AKX T
35

Met Lys Trp Ser Trp
5

Val Asn Ser Glu Leu
20

Pro Gly Ala Ser Val
35

Glu Asp Thr Phe Ile
55

Glu Trp Ile Gly Arg
70

Pro Lys Phe Gln Gly
85

Thr Ala Tyr Leu Gln
100

Tyr Tyr Cys Glu Glu
115

Thr Leu Val Thr Val
135

Pro Leu Ala Pro Gly
150

36
15
PRT
AT

AR X R
36

Val Phe
Gln Leu
25
Lys Leu
40
His Trp
Ile Asp
Lys Ala
Leu Ser
105

Gly Arg
120

Ser Ala

Ser Leu

Leu Phe
10

Gln Gln

Ser Cys

Val Lys

Pro Ala

75

Thr Ile
90
Ser Leu

Tyr Gly

Ala Lys

140

Leu
Ser
Thr
Gln
60

Asn
Thr
Thr

Val

Thr
140

Met Ala Val Val
15
Gly Ala Glu Leu
30
Ala Ser Gly Phe
45
Arg Pro Glu Gln
Gly Asn Thr Lys
80
Ala Asp Thr Ser
95
Ser Glu Asp Thr

110

Ala Tyr Trp Gly
125

Thr Pro Pro Ser

Lys Ala Ser Gln Ser Val Asp Tyr Asp Gly Asp Ser Tyr Met Asn
1 5 10 15

<210>
<21

37
7

39
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[0013]

<212> PRT
213> AT

220>
<223> HIERXFF)

<400> 37
Ala Ala Ser Asn Leu Glu Ser
1 5

<210> 38
211> 9
212> PRT
213> AT

<220>
223> HEXFF

<400> 38
Gln Gln Ser His Glu Asp Pro Leu Thr
1 5

<210> 39
211> 10
<212> PRT
213> AT

<220
<223> HERXFFH

<400> 39
Gly Tyr Thr Phe Thr Asp Tyr Ser Met Hés
1 5 1

<210> 40
<1 17
<212> PRT
213> AT

<220>
223> WEKF

<400> 40
Trp Ile Asn Thr Glu Thr Gly Glu Pro Thr Tyr Ala Asp Asp Phe Lys
1 5 10 15

Gly

210> 41
Q1 12
<212> PRT
213> AT

{220>
223> FHERFF

<400> 41
Gly Gly Val Tyr Arg Tyr Asp Glu Gly I;ge Ala Tyr
1 5

210> 42

<211> 151
<212> PRT
213> AT

40
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[0014]

<220>
<223> HE[BR 5

<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 ggo Ala Thr

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> AT

<220>
223> HZERXFF

<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

41

Leu Trp

10

Leu Thr

Thr Ile

Tyr Met

Ile Tyr

75

Gly Ser
90
Glu Glu

Leu Thr

Ala Pro

Leu Leu

10

Leu Val

Ile Ser

Trp Val

Asn Thr
75

Val Leu
Gln Ser

Ser Cys
45

Asn Trp
60

Ala Ala
Gly Ser
Asp Ala

Phe Gly
125

Thr Val
140

Phe Leu
Gln Ser

Cys Lys
45

Lys Gln
60

Glu Thr

Leu Leu
15

Pro Ala
30

Lys Ala

Tyr Gln

Ser Asn

Gly Thr
95

Ala Thr
110

Ala Gly

Ser Ile

Met Ala
15

Gly Pro
30
Gly Ser

Ala Pro

Gly Glu

Trp

Ser

Ser

Gln

Leu

80

Asp

Tyr

Thr

Phe

Ala

Glu

Gly

Gly

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> AT

<220>
<223> 3|

<400> 45
ggatccaagce ttttagtigg atttgtcact gttca 35

1/25

42
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—O— (334 4) E48 1gG2b-1 x #7432 1gG1-10
I (%4 5) B4 1gG2b-1 x 4742 IgG1-14
—A— (E£3#%4]6) E4AIgG1-14 x #FiL 1gG1-3
—- (k%4 1) R&DSYSTEMS 2 3] #| % 8 XK &

1.8
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c 14 4
< 12 ez
S 1.0 Z
w = JD/
2 08 /ﬁ/
S 06 L N
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0.2 A
00 | 1 1 1
0 100 200 300 400 500
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EBRERERNT K
0.15
£ ﬁ
o
< 0.10
i
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<
a 0.05
o
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CXCL1 (pg/mL)
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—C+ E48 IgG2b-1 x #732 1gG1-10 (0.6 p g/mL)
—A— B48 1gG2b-1 x #7328 1gG1-10 (0.3 wg/mL) +igG1-14 (0.3 u g/mL)

) /
7
S

0.0
0 100 200 300 400 500 600
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0.15
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—h— (%4 9) E48IgG1-3 x 47t 1gG1-14
—O— (%234 8) E48 IgG2b-1 x 4%t IgG1-10
—— (5%£34]8) E481gG2b-1 x #Fit IgG1-14
—@— (%4 2) R&DSYSTEMS 2 3) &) # £ X H &

s A
0.30 //4
0.25 ///

0.20

0.10 /

0.05 % ‘
0 50 100 150

0.00
200 250

0.D.450-570 (nm)

A CXCL1 KRB (pg/mL)
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-0 (£3#&4)10) E48 R&DSYSTEMS 2 3) 4] ¥ & 3% £ ik

0.D.450-570 (nm)

x #%% 19G1-10
-+ (bb##) 1) R&DSYSTEMS 2 3] 4| £ X &
1.0
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0.8
0.7 !
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0.4
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