m
Ne)
Lo
Lo

6

08

LO

CN 10

(19)Fhfe A B HFEE R HMIE =G

(12) % FHE#

(1O FFR NS CN 105085656 B
(45) &5 H 2018. 04. 27

(21)EiES 201510555637.1
(22)EiEH 2015.09.01

(65)[E—ERBEMIC ARk =
HIEAFEES CN 105085656 A

(43)BIFAFHH 2015.11.25

(73) FFIRA T E A RN E R R 2R
NS AT
ik 100850 db 5t e X R B 27 5 2k
RS £ R T
(7T2)RBAAN T8 HE SRR
i WiEe FHEE
MEM XEE KE

(74) EFRIRAAY LB BRI A G
ARAF 11279
REA Gl R
(51)Int.Cl.
CO7K 14,/54(2006.01)
¢12pP 21,/02(2006.01)

R YT
B

CO7K 16,/24(2006.01)
GOIN 33/53(2006.01)
A61K 39,/395(2006.01)
A61P 37,/02(2006.01)

(56) ¥t 3T 4

WO 2009068630 A1,2009.06.24,

US 2014206758 A1,2014.07.24,

Divya RamnathZ#.TLR3 drives IRF6—
dependent IL-23pl9 expression and pl9/
EBI3 heterodimer formation in
keratinocytes.{Immunology and Cell
Biology).2015, (5593%) , 55771 DU EEHR ) .

AEH . REME ARG B B TL-23
FAKIKP B RAR SRR AT . Il AR AN S 56 P
ZJF). 2015, (45341), 43

LS 45 . TL-234 B3 2 3 X (s 5l
B (R ) . 2014, (BE6 1), &3¢

BHER FWXK

BURIE R A 15T
FPEIZRTI

PiHHF 1671
B A5 TT

(54) %R &R

P19/Ebi3& & K H 2 s Hi iR /E R gtk
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(57) %

KK AT TPL9/Ebi3E & M H % vk
POARTE RG ML BRIE 20 697 i id . 52
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HIP19/Ebi 38 & WK T3k , HAEFHPtP19/
Ebi 3% [ 1 2 va B BU AR v LA AR /N BR AR N B #4
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1.P19/Ebi 35 — 5RARE G il £ H 1 B B[] 2% A4 i 43 e 250 i B2

2 MR ARNEL SR Bk (9 B2 A, FCRRAEAE T, BT IR 1 2 40 M 2 B BAT A /AL I GL 7 2 41
i

3.P19/Ebi3 5 AR E AYIE R 2 KRG ML BIRIE T i P IR

4.P19/Ebi3 5 RARE A WHI RIS 69T R TELLBIRIEZ IR A

5. MR BRI Z R ARTIA R B A, FRRAEAE T, Bk 9P 19/Ebi 3 5 — AR A M4l 551 2
B SRR B /B A P19/Ebi 3 5F —BAR I B

6. R BRI ZL RO PR I B2 A , HAREAE T, I fufd & 22 SifE ik
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P19/Ebi3SE SR HE miginh E R R A DIRBIZIATHY
Rz H

BoR G
[0001] AR K AR ARG, S BAR , A W e P19/Ebi 3 & W) B L £ sl 3t
AL RGUIELLPLIRIE 2T IR T TP I A&

BRREAR

[0002] RGO IFIRIE (Systemic Lupus Erythematosus,SLE) & — Fi ™ & g il A S (i
FR5 4 A1) B & e Mg, A B S BT RN R ZE R 5 ORI R AN T, i
IWHNRIERZEN T @A S UE (BREH S AR A R 5246 55
FAK B A E B ) 10T ) 45 R o H S i B AR e AR N A 2 R AR RS BUR T B B B
A, [ s 90K E2 0 0 1 o BT HH R S 0 A N S SO /M T i B & B s PR SR &5
G REE GV, BB SR S EEE4 R E R E, FBE N HRANEE R
AR AR IR R R T, BAE AL T FEVE IR , HaZd FE 5 T4 25 A oG, A T4 e ik
T o

[0003] & Z%5) &4 . DR 1~ WX &8 1 55 T 2 ffa FTB 28 ) A= 1 L A AT T B, X 6 248 Jfw [R] ~7] A
A3 PR Th1 B (B4 S 4 %) MITh 2R (B # ik 4) - AgI A& 12 (IL-
12) AE 20 M DR X 28 1 7 ot o B AR B R E R E R A 5 W A TL- 12505
HH—a-%E (P19,P285(P35) Fl— A B-#f (P40EKEDi3) 7 B AR WA p (B 1) , HE—2
B i, JUHGE Th LA S B B % i R A k.

[0004]  H AT RS ML BEIRIE I Im AR I2 W T 2K S Im R R I S2 50 =k Ay L ZH 4 2
MR AR A o T SLEIm R R IPAE A M =, A I 2 IR S R IT RGEVELAL R
JEn IR o BTV A S FHATUIER 24 U % 2 A G B T 277, A ROHE DA P I, xof = S8 44470 28 57)
AR LA BB s AR AR H bR R R REE R R 2 AR AR KB, H
XAy FRRE ST AN - BAH BRI T 40 B AE SLE R A A ML A A o5 B A B 0T 9 98 441 L 1)
W TR BORR TT SLER B A

LZIRAAE

[0005] A T URANAEARKIA R, AR B LT HRME— M T RAE 42
BIE A YIP19/Ebi3 S 2 va B fidk « AHLE A5 S8 1) R S PR AL BEIRIE I iZ W fvG 97 7, f
H 2 iR S5 5 808 AT B2 7 A 4 e 1 % i 19 AH AR A B0 L A DB 45 S R
BT EAA, an A B B R e S v SRR BIVE T, AT SEI YA 8 R G 4
ARIE N/ BAE K A b e R 3 B AR TS O B R R PR VR T

[0006] 7 SEEL B3R E K, AR A N EAR T £

[0007]  AREA4RAL T —Fh o S HP19/Ebi3E 54,

[oo08] g3, LIHFTiR I 2 A Y52 HP1OMED 1 3PN P I 1) o

[0009]  #—2, LI FTHBIFIPLIOE A FEISEQ 1D NO: L FR W27 A &, 5K



CN 105085656 B w Bg B 2/16 Tt

HARFHEAEREA.

[0010]  3—20, FEPTIRBIMIEDI 3 AEFERISEQ 1D NO: 2/~ I AR /7 FI & 1, BX
HARFHEAEREA.

[0011]  BE-— 20, [ [ Byl (1) W 38 52t 2 A P IR G AL (1), B il (9 P 193 3L 1) A% 7 1R 7 71 4l
SEQ ID NO: 3Hi7R ;s Frid (FIEbi 33V S AZH R P 5 AISEQ 1D NO: 4Fi7R

[0012] AR EH4RAL T —FhEA B, 5 F LH PR 2 2 TR T 5.

[0013]  —30, Frad I B 2 3 Ak P Al 5 5 I 1) 2 A% 1 1R 7 F R A MR AR (1) R AA T 4%
JF3 .

[0014] AR B} ok 485 i 2 DR (1) 280 AR A2 AR U0 2 AR ) 8% A A, 4 iy 85 1) 4 L A8 JBRE
RRL R AR R

[0015] PR 5 A4 ] LA ATARTIE ) 2 A , LFRAEAN PR T 300 % s s 8044 L i 3 8044 L i
R DR R A 2 R (B BR Al 2 B R R R BB EE) A R R R A
[0016] % AKX B AR ] DL AT A IE Y 1 AL BE , AFEEA R T pCMV-My c R I8 844
pcDNA3 . 0F AL HAA . pcDNAS . 1 K IA 44 . pEGFPF IS 44 . pEFBos T IAHR A4  pTe t T IS HR 1
pTREFRILHAL \pReceiver-LvI8FRIATAA . pZE-LV1 22X RIS HAR B E 75 > MR IR BRI B
fitth F 2o (K %44 , B pBin438 . pCAMBIA1301%%,

[0017]  fRadedh , Frid IR A HAZ R Ik Rk, Frid A% R IE 8 A& NpReceiver-
Lv18HIpEZ-LV1 22X iK%k 14 .

[0018] A BHRAL T —FhfE 400, & 5 A Bk i E A B A, B R R A S Bk
(1) 2 % -

[0019]  fLiz b, Bk 1 3= 41 M CHO4H MY

[0020] A BH4RAL T —FHP19/Ebi 3 AW #4572, B A N R R

[0021]  (a) E5FR PR K i 3240 5

[0022]  (b) NIEF=WH B R = A4

[0023] AR BHHRAL T —PhdAds, BT iR B e It RO A/ B S R B A

[0024]  fiLif b, BTk i $iid o 2 Se kg Siddk

[0025] AR Bt T — Bl & U R T Bk T kA LT B A % 5 .
Yo 3% I I BN N 43 15 HH iR B2 A ) e S PR A

[0026]  fiLifth, Fridk fudd 2 v b Budds , LT BT ik 7 v il 4%

[0027]  HH TR E A5 56 4 9B IR IR & GEIUATILL L2 2~2: 1R A, i b 2 Ak
UL 1 RA) Ja & /N, 2 J8 Ja FHFrR I B &M S A E IR ERITR & G2
~2: VRA Rk #2 BARARLE 1 LIRAY) fa stk Sz /NG, # R 1R (1) 77 B R B Ak S g 2-
3R, 1-2J8 Ja MG 43 5 H 2 v R fudk .

[0028] AR 4L T P19/Ebi 35 G WA il 2 40 i B2 A 17 2% 240 i 43 Ak 25 W 1) 2 FH
[0029] 30, Bk S 40 B B4R 43 fhI%) (GL7Y) 2R 4H M

[0030] @3, P19/Ebi 3B AR R 344 L L T P19/Ebi 3R S W1 ey 1 L T4l
HIP19/Ebi 3 A& PR & 1 5T, # P 19/Ebi 35 A4 1 AL 54 o

[0031] AR EH$RAL T —FiP19/Ebi 3R S W7E il & 121 RA L BERIE = S I R
[0032]  #k—20, LI AT BRI 2T 7= A 05 8 1 e 2 A I L S JL YT TE SELTSABGE: F ok

4
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FrP19/Ebi 35 AWK V- LS W RS0 AL BEARIE I 7

[0033] ik —2, FTid A K NSk 12 RS PE A BERIE I 7= S 45 : 5P19/Ebi3E &4
Ry R4 G B PUAR  Brid H S % SLiive Sk i2 W R ML PR IE 1) 7= i B4 : 5P19/Ebi3E
AW A S R R PR A A TP s FTid FIELTSASR S W R4 M4 BEARIE I 7= il L4 -
ELTSABG & s ELTSAR A & FE 5P19/Ebi 35 G W0%s e M 45 & B A s Bk FLAES ki W
RGO BRIER = AR . EAOH s KPP EACH A 5P19/Ebi 3B 5WEr R4S
OE7 RN

[0034]  fiRik Rk, Ik = S AL RER & R Ao

[0035] AR B4R T P19/Ebi 35 SN FIE Gl 2 V0 TT R R BEARIE 25 W) B R o
[0036]  BE—25 , A W] Bk NI HE - P1O/Ebi3E AW R R MEDUK L TP19/Ebis &
AW IR % 1 BT #IIP19/Ebi 35 & 3G 1) & 11 52, #1HIP19/Ebi 35 & WG P (19 4k
=x/B

[0037]  i—30, FrikP19/Ebi 38 & W) BIRE S h uAA B 46 5 v B U4A | 2 5a B Ak . prid
P19/Ebi3E &I R EHUA 45 58 B B B o+ DU AT AT BRBUE i (4, #k & Bt
e scFv.Fab.F (ab’) 2.Fv&:. R EFAR F B EE S (R B 5P19/Ebi 3 AN & A Re TEITT .
[0038]  fiRikHh, FTiAP19/Ebi 3 AWINHE T PETUA N 2 sl kR bk .

[0039]  ik—20, BTk 254 A8 BT 16 SR B LS M A BR

[0040]  Hr—0, AR M ZGVNE BFEZ % bl B2 10 Bk X BB AHE (RIFART) -
s 7 TR SR B 7K S8 L S AR A0 VE R BERE S o G & R A 4R 4k 2 AT AR A BRI e AN
I e B 5 Y 70 G el 8 AR B T S BRI R IR SN s MR A2 8k R 2R A 5 0
T PR SR 1 7S JE I 5 VIR B 8 A s 0 R R RG VT TR G R T R A L R
P

[0041]  AJ WII 203 mT 5 HoAth VA T R G0 M40 BEIRIE I 25 W Bk T, 22 R 2 Wik & 1k i ]
PLK KHE R TT B2

[0042]  “P19/Ebi3KE &4 4EP19/Ebi 3R &L KP19/Ebi 3R AWM HIATAT LI RE R4 o
BT ik Th R [F P 45P19/Ebi 35 AW AR <1 PEAR S8 (1 o BOELG k F B, BV MR AR
SR AR L R IR RASAR 5 T R L AE i BRI T 45 T 585 P19/Ebi 3 DNAZRAZ 1
DNAFT 4 1) 25 1 o

[0043]  flukhh,P19/Ebi3E G4 BA T WAL T VIR & E i

[0044] (1) FH/FFEFSEQ ID NO: 1 HISEQ 1D NO: 277 i) & 3 B2 - B 4L A ) 2 1 o
[0045]  (2) #%SEQ ID NO:1F1/BXSEQ ID NO: 275 (& I8 T 5 &k — N EU LN R I
B () B /B e ke A1/ B IN EL 5 SEQ TD NO: LA /BESEQ 1D NO: 27 k2 5 1% 7 771 L
HAHE DhEER EHSEQ ID NO: 1H1/B{SEQ ID NO: 257 R 2 R E FIATAE (1 85 13 5T« BUAR L ik
SR B IS NI S B T AN 08 9 1-504 , B 1 -304S , TR 1 -204 , Bt -104.
[0046]  (3) 5SEQ ID NO: LFI/BLSEQ 1D NO: 27 [ & L2 )5 71 B A %8 /080 % [Fl ik (L
RN FEFIE—PE) , AL, 5SEQ ID NO: LFIT/BYSEQ ID NO: 27 i 2 L 8 e 51) &2 7 4
90 % %295 % [ [F R TE , i 196 % .97 % 98% 99 %6 [Fl Yt 14k 1) 22 16 1 7 A4 B 1) 22 ik

[0047]  ZEAK WY HARSEHE 7 &b, ik P19/Ebi 3 A2 H A SEQ ID NO: LAI1/BESEQ
ID NO: 2 7R IR Z L R PP B I B 1A
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[0048] @Y, CLEIRZ, —MEA P DB E N EHERN B 2R E S R e,
AU ARN T2 AT AR AN F IR ER /N 4 b ) 2 B BN AL R 3 2 1S AR
B RN B SR A AS A, e B 0 o R 7 AR L A T BRI B 1 T BRI T BB AH
ACLI S R 1) OR < 3 0 3 A2 AN AU A BN

[0049] @I IN— AR EEBRE E N AR R E A B, RE AR EAREPLY/
Ebi3E AW A 2E R

[0050] AR EHRIP19/Ebi3E At AHEXFSEQ 1D NO: 1FI/BLSEQ 1D NO: 2Fr7R~ i = 2L 1R
FERNRIHE R S8, R ZE A AR 1 1) &2 BT SR RE % (R BEP19/Ebi 355 & Wi A ) 20 P BT
A ARG SAB A (1 5 AR ) AR BR A I 2 103 T A, Bl e Aol & 5 /D, 4 3
AMEE .

[0051] A% BH I s R 2 205 AR -

[0052] AR HIE IR KIL T P19/Ebi 3SR A M LIS KRG EABERIE IO R, JH A I 523K
T HPL9/Ebi3E AWK, vl DLW HO2 75 T R ML BERIE , T FE 5 AT 7 5 1w
PRIE 2552 38 WAL TR 77 RELE VR TT T %

[0053] AR EHRIL T P19/Ebi 3 AW IR T DLVE YT RAMELLBEARIE , AL BA 1Y
1897 FB 27 AN R S BIE AR, B AT SEBbvA @& RS M40 BERIE i/ B AE K B il
i A AR S R R YR T

Bff 15 BA

[0054] 1 R IL-1258 43— W B e A4 v

[0055] K278 T A TL-125CR 40U R+ P 19FED i 3R] L B B2 540 5

[0056] PR3 R T /N IL-125 4N M R PSP 19 FIED T 3P ZH P 19/Ebi 3R 54 ; K4
7N T /N PL9/Ebi3 5 AV HI A0 AN BTG 46 0w s 22 R T 4l B B I 2B B e i e 6 o
B RoR T AR I TS A

[0057] K57~ T /N P19/Ebi 3R G AEME TR IT 5 22 B G % B 53 Ar 1 24k [FEbi3-
Flag/P19-HisEe HIlSBAI A - STAT 1B ER 1L s 45 B S S BNl o i T 44K [¥Ebi 3-Flag/P19-
His e Ml BN H STAT3 I B R 1L 5

[0058]  [&]6¥% 7R T LPSTH AL BAH A iRy 214 P19/Ebi 3;

[0059]  K]7X% 7 T LPSTE LI BAN A 43 WA i K P19 /Ebi 35 ZE B B 7R 1 {8 FHELTSATT V24
DULP ST I BLH AR 73 WA BRI AR Ol s A B W 18 DR 6 G EL T SA TS VA4 M LPS R B
11 3 WA P A R 17 O 5

[0060] &8I R T 1A K 4N b (GL7") HIBZH A =R 18P 19/Ebi 3;

[0061]  E[9E 7R T SLE/IN BRSE AU Hh [ 2 48 i 43 1k (GL77) (1) BZH M AT (CD1387) 4 Jfd =y R 14
P19/Ebi3;

[0062]  [&[108E7R T P19/Ebi3 % 5k Hiikm) %52 5

[0063] [ 114E7R T HiP19/Ebi3 2 vl Jiik AR RSt PEALBEARIE /N R REE

[0064]  E[1287R T $H1P19/Ebi3 2 b & HUARFEAR R G0 M L0 BEARIE /)N B B IR 5

[0065] K[ 138K T #HTP19/Ebi 3% v & HUARFEAR R A ML BEIRIE /N R BUidK

[0066] 14352 7R T HiP19/Ebi 3% bu & HUARRF AR R G L BEIRIE /N R E 020 E -

6
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[0067]  EAKR LT =X

[0068] "IN [ 25 5 Bt P 001 S it 451 o) AR i WA 3 — 28 TR 41 10 BH o A D B 16 <2 it 43 FH T i
AR R B AN T PR Al AR R B S L

[0069] T i S it 451 ARy B B AR S I SE B8 T7 15, I $ BRI, 4] an Sambrook B
N T bE 5256 = Tt NewYork: ColdSpringHarborLaboratoryPress, 1989) 51 T iA f
A, BRI A R P WU SR

[0070] "k St 491 B s AR 0GRS, Ao R UL RH , S RT RDIE1R 21

[0071]  sEjEl1 A TL-125 g fo e+ P FEP19ANED i 37 ZH B P19/Ebi3E A4

[0072] — 4k}

[0073]  AEbi3%E A M HOrigene A ] (55 TP723769) - AP19E M [ Origene s 7] (5
TP309680) . FLEbi3 &M [ SantaCruzBiotech /A & (& 5 sc—-32869) . FLP40H LK B
SantaCruzBiotech/A ] (85 sc-7926) FiP1934E Mg A SantaCruzBiotech A A) (K5 sc—
50303) \Fic—JunIiiE I H SantaCruzBiotech/A @) (B¢ 5 sc—44)

[0074] .5k

[0075] 1.4 yEiiiE

[0076] 1) Agrose—proteinA/GiE¥E: BX60L] Agrose—-proteinA/GHEIEPE F (BIkEK) , A
500u I FRYAFEIPBS, 4°C \5000rpm &5 L2 2min (K i) -

[0077]  2) fiifkMAgrose-proteinA/GHNE & « #F LugdiEbi3Fuld . Hup404iik . FiP19PLiA |
Pre-JunBik 5 AMA BB 150T Agrose—proteinA/GH, 4 CEIFL Lh,

[0078]  3) ¥45ng/mI AEbi3& [ 55ng/mI AP19&E [ AEPBSHIR )6

[0079]  4) #5 1ugHEDI 3HUAL \ FIPA0HUER . FLP LI e Jundidk 73 71| H30ul proteinA/
G-beads A EPIR3) Bk R AR, 4 CHABEE BT & i

[0080]  5) Hp R HUAENTE & « 2P R4 JE AT E O (B000rpm, 2min) , KFEbi 3HT4k  PA0FTAK P19
HUE  c— JunPedk 73 AN 2B 5% U B 4710 AH RLE 4R FlAgrose—proteinA/GIIEPE H1 , 4 CHiF
Hit.

[0081]  6) PeIPE A4 :5000rpm, & Co2min, Wpi 75, NN TPRLE (— M AS F il 7))
500uT, 5] JF4°CHEH5min, EH 6K .

[0082]  7) AIASDS 60u T4 .

[0083] 2.4y EN I oA

[0084] 1) T i

[0085] &1 10% 43 5 B F14 %6 M 4 e

[0086]

10% 43 55 e 4% W4
2V 4.85ml 3.16ml
40%Acr/Bic (37.5:1) 2.5ml 0.5ml
1.5mol/LTris ¢ HCI (PHS.8) 2.5ml -
0.5moI/LTris * HCI (PH6.8) —- 1.26ml
10%SDS 100u1 5011
10% AP Gt B R #) 5001 2501
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TEMED 5ul 5ul
[0087]  JINTEMED/5 , 37.RIVE S RA AT EAK .

[0088] & FHImIAG=k/ MO AH10% 7 B I, BN/ VE R A EE , F5 7 BS I T e IS R TR I
KL 2 R ARB AW, R4 T B 404 % IR G I  TE B AN B A S0, fHE ER 7, &
i S-S I 7 irke

[0089] 2) [f¢

[0090]  ERHH L AERESL 220 5mI B L0 o NS X SDS B2 Pyl 2 243K B 1 X SDS. (I
FE AR TR — AN B I 150, AR AL ) e KPR B2 M 20 TR ) o EARERT Z2R AL T3 K 2
5min i g (AL .

[0091] i 8 1 P VYR 6 v 2% E A o FHARCEE TN ARE 28 UG R R DA o, 3 AN S 7 A
WG INEEER BT SR 3 2L I FE S I T —ANEE LI, BERE 48 75 75 JM R v Yk 2 Pl
HBEIER 3R, A AE 54

[0092] 3) %/;}(

[0093] 100V, Ry =7 B4 B HBJ5 » 291 . 5hJE LUk &5

[0094]  4) & i

[0095] /o XU ¥R , FE TS £E 55 I 42 Pl P40 () DR AR S PR A 4 2 JEE V) i 5 TR
[FAE KN 3R 7 B TAE— 2 , 754 °C L 100VHL R F i Th , B PR A 4k 22 i, FHL X ST R4 g
Weomin (TR L3R AR5 FHTBSTI ME 2 R 11

[0096]  5) Ff4]

[0097]  FRELi G Wik Lg, FH 1 X TBSIE M 21 20m T , {5 i IE Wik Wk 2095 % o WG IH PR AT 4 i iz
FE20m T AR, =R 2h

[0098]  6) —HIRELIFE

[0099]  K&—HT FHE 5% B B 09 19 1 X TBSYA AR RS, A AR FE A 12 1000 5 45 J b1 3k 4 et
RAE—PURREIR P, 4 CRER s T JEW ST — FURVBE, L X TBSTBE3K , &K bmin.

[0100] 7) AR E

[0101] Mg BRI S AL M Rl I 4210 — Bt 55 % IR Wk 1K L X TBSVA VAR RE , IR A1
2000, Ff IO S A ARG E R ST &= ik GRIZEN1:1000) 1 B E T — HM B
H, IR I B Lhs M ERFE BB, FHL X TBSTSE3IR , B Bmin.

[0102] Q) 5

[0103] MR A10mI LumiGLOVEWEH (/7 :0.5mI 20 X LumiGLO.0.5mI 20X Peroxide.
9.0ml Milli-Qwater) , ERFEHE Imin, VEREECHAE ; 7ERE = BT R SRR/ NI R A
JEAERE G, 29 Imin s 5 B JOZE S8 S DR GE 1 -Bmi n s 7K I s 58 S B 2-5min s 7K
Yo, TR AN B LB B 45T

[0104]  9) KEH A% 3BT

[0105] Mg Fy #EAT FHA B IR, R RE IR B A B 2R 4 43 i A 1) 2 B IO 5
{Ho

[0106] = 4

N

[0107]  s2IG4: MWK 257 , e B E 2 B I, A TL—1 255 41 i [Rl P 3£ P19 FIED 1 3 7]
H%P19/Ebi3E W),
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[0108]  Sj | 2/N bR TL-1 25 TR AN ML X+ P JEP19AIED i 3R] 2 P 19/Ebi 35 &4

[0109]  — f4k}

[0110]  Joki 5 Ak

[0111]  P19/pReceiver-Lv18.Ebi3/pEZ-LV122XF ik Fikr , IMLO9 B #k

[01121 = .5

[0113]1 1.5t

[0114] 3 3¥8P19/Ebi3E &4 P19ORF 5|4

[0115]  1F 8% :5 —ATGCTGGATTGCAGAGCAGT-3" (SEQ ID NO:5)

[0116]  Jz SUBE:5 —GTAAGCTGTTGGCACTAAGG—3" (SEQ ID NO:6)

[0117] 0 EEcoRTAT s AR IS f 1) T S

[0118] 5 —CCGGAATTCATGCTGGATTGCAGAGCAGT-3" (SEQ ID NO:7)

(01191 i b Xho TA7 s AN RS B2 i 1) Jse Sk

[0120] 5 —CCGCTCGAGGTAAGCTGTTGGCACTAAGG-3" (SEQ ID NO:8)

[0121] " 34P19/Ebi3E &4 HEbi3ORF 5|4

[0122]  1F U855 -ATGTCCAAGCTGCTCTTCCT-3" (SEQ ID NO:9)

[0123]  Jz SUBE 5 —TCAGGGCTTATGGGGTGCAC-3" (SEQ ID NO:10)

[0124] 0 EEcoRTAT s AR HES f 1) 1 S

[0125] 5 —CCGGAATTCATGTCCAAGCTGCTCTTCCT-3" (SEQ ID NO:11)

[0126]  Jin b Xho Iz s FUOR S B Jm 1 S Uk

[0127] 5 —CCGCTCGAGTCAGGGCTTATGGGGTGCAC-3" (SEQ ID NO:12)

[0128]  2.P19.Ebi3.P19/Ebi33k: K ve ik 55 i 20 JFb ) # ik

[0129] 1) AmRNAF FEEX

[0130]  JEidid CD1Lc ATk (R 2 W) M9 JERE CHTBL/6 /)N B A4 N 4316 tHDCAH i, B7 1
X 10" A b AN Im LK) TRIZOL , b A #5 #2 2|1 . 5mI EPE T , 7 15-30 C i & Bmin.

[0131]  JIAO. 2mT &4, BIZUHE 5% 15, /£15-30 C i & 2-3min, 2-8°C, 12,0008 &5 0>
1bmins,

[0132]  f 2K B 57— T RIEPE H , N0 5mI 7 A %, % i3 & 10min, 2-8°C,
12,000g & >10min.

[0133]  Z: B¥E, NN ImI 75% ZBE BRI RNADLIE , HR¥% 28R 1, 2-8°C, 12,0008 5 L25min
[0134]  HFERNase7KBR0. 5% SDSIA I H B RNAYTIE » FIM Sk R EWRFT JLIK, T-55-60°C T i
B 10mine A K J5-20 CLRAF o

[0135]  FRPEE AR MRS IR W HL DK » B4 08 R HERNA 58 B M AIDNATS B I o

[0136]  2) RT-PCR/"14P19/Ebi3E &4 P19AIEDL 1 30RF 7 %))

[0137] K2 RTURRFAER (FE—D) :£4120min

[0138]

A FA
RNAFH#24 Sul
Radome 5|4 2ul
RNAsin 0.5u1




CN 105085656 B Wi B P 8/16 7
[0139]  65°C15min/i SLEIJRAVKIE

[0140] K3 RTRRIEFR GFE ) :£52h

[0141]

1ARF

RNAsin 0.5ul

10mM dNTP 1pl

5 X RTZE MR 4ul

25mM MgCla qul

AMV I 5% Sl 3ul

[0142]  37°C1.5h;94°C5-10min; K RAFATF T-20 CEIHATPCR

[0143] 4 PCR/x MAK % : 494 .5h
[0144]

A
25mM MgCls 201
10 X PCRZE Mk 5ul
10mM dNTP 1l
ERUE51410pmol /ul 2.5u1 X2
cDNARE R 2.5ul
ddH20 34uT1
Taqff 0.5u1
5% oA ey 5001

[0145]  94°C2min,55°C1lmin,72°C2min

[0146]  94°C45s,55°C40s,72°C1min, 30MEIR

[0147]  72°C10min,4°Cbmin,

[0148]  —20°CIRAFELHL ¥k

[0149] B ¥ TP 19FIED T 33 A A B
[0150]  3) HAH RAHARMI M2

[0151]  P19/Ebi3E AW+ PIIMEDi3ORFIE L EcoRT Al Xho TG YIA7 A 4 7l 85 A 2

pReceiver-LvI18FIpEZ-LV122X#4k

[0152] 35 EcoRTFIXho I XUEGF IR ) Az HiAk 2 .

[0153]
(A
EcoRI 1pl
Xhol 1pl
10 XBuffer 2pnl
R PCRF=4) 5ul
ddH»20 11ul

[0154]  37°C Jx N.20h , F TAKARAM 26 Ak A 70 & 2L Ak SR V17240
[0155] i HT]. [RIUAL S PRI PCRI= 40 5 A 1 i 422

10
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[0156] %Ak

[0157]  a.4x& (10uD) AIAZE1000T JMLO9EAZ A 4H M, ¥k o % B 30min.

[0158]  b.42°Chn#k456s )i, HAEVK R B Imin.

[0159]  c.IA890uT AMPRH P34 3%%E, 37 CHR% R 5560min.

[0160]  d.ER100u 464K -

[0161] e ZEPCRANEG U4 52 BH M v B FHT- U7

[0162]  3./NBR HEZHP19.Ebi3.P19/Ebi3E WG S KA

[0163]  P19/pReceiver-Lv18FIEbi3/pEZ-LV122X3 1A% 4 L 4 YL CHOZH i

[0164] 1) #50.5-2 X 105 AR F Pl B 24 FLESFRAR R, FRANAB00uT T3 A 5 57 3E , 55 5%
24h,

[0165]  2) 4'P19/pReceiver—Lv18HMIEDbi3/pEZ-LV122X N F50u] T MLiEO0pt i -MEMIAK IfiL
ERFRAT @R e MER ) #H TR, R RERIR .

[0166]  3) 4R 42 VR AJ I Lipofec tamine TM2000 HUAH B7 f) & I\ B|0p t i -MEMI% 35 b 3E47
MRE, 2 T i Ebmin,

[0167]  4) J& & Lipofectamine TM2000 FIDNAR i BEVR - 42 5818 ) /6 = I T % B 20min.
[0168]  5) W E$EFRAR B 3G IR AL, 3 R MG R 5= A e IR

[0169]  6) KRS M100uTINIASEFRAL, FF Al FF#Rah R =L o A 3 2

[0170]  7) Bege24h 55 A LA L : 10 (BCEE & O AR RS BE) 6 ke BB B 1) A KR o b

[0171]  8) fEi e85 57 H:Puromycin (P19/pReceiver-Lv18% & A) fMNeomycin (Ebi3/
pEZ-LV122X# A& ) 4k 18P19/Ebi 31 CHOZH fifd .

[0172]  9) K 7AP19/Ebi3HCHOLH M T-37°C . CO2EF F: 48 th ¥ 55 48-72h , WA |35 FH#HAT
wALik.

[0173] 4. Ho 3 Yt v AN 5 88 B A5 3

[0174]  sBG3od B G S Jita ] 1 ik

[0175] =.4&H%
[0176]  fuyE BN 5 o v 45 SRR 37 » 7N B TL—1 2 5% R 41 Jfa ] V. J£ P L9 MIE b i 3 7] 2H A
P19/Ebi3E &Y.

[0177]  SEZiEfl3/ N PLO/Ebi 35 A et fb il T itk % 5
[0178] —. ik

[0179] 1./ Ebi3-Flag/P19-His)ILRik

[0180]  sEEGITFES MASLHEHI2.

[0181]  2.Ebi3-Flag/P19-HisfI4ii{k

[0182] 1) 4fkEALIE

[0183] R ImIARAER A JEHTE 5 AR5 He b VUK I 52 e I T A 2 B 3m T

[0184]  2) KF10mI _EF NS P # i O ARAE b, JRA s A A it 3542 BRSO, R 20u T £
JERIEE S BL & B o

[0185] 3.7 Hh sl et

[0186] 1) RE 4L AL I (1 82 1 BEAT SDS-PAGE , SEBSr i F 1S i 1] 1 3k o 4TI IR ¥ A2 8] 5 ¥
H1 52 /b 30min.

11
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[0187]  2) ¥4 [ 5E Jimi ) 5k g 76 R G (R (0 . 292% T B = WA VA R AE 250m T i (v , 1 11
HIB I EEAS I E60°C) IRV 10min, 2R i FH 2T ACK BRI e — 1K

[0188]  3) & Yk A i (0 (250mI Z. 1% , SOmIVKEE R , MNZZR /K E 1) , H B SR T,
R, RS AR s DA S B BRI RE IR _E R AE

[0189]  4) Jy T Py Ll 11 J e3R8, i 2578 St (I R R AE AR AT VR IR T 30min o 8 i 7 vk
R AT B AR I, T I RAT ORI B B 4 B B e A = N B

[0190] 4.t %

[0191] . 453

[0192]  seE& 4 RanE 4PN, (EE) REH REA T, PL9/Ebi34i FEAETO% A -y (HE)
it % RP19-His s T &%) 18KD,Ebi3-Flag/ &%) N36KD,Ebi3-Flag/P19-His %)
FE2HN53.5KD.

[0193] S f5l4/NRP19/Ebi 35 & 47] 15 FBANMISTATI FISTAT 1 ik 2 {t.

[0194]  — %1k}

[0195] M CellISignalTechnology 2 &) K p—STATL .p—STAT3.p—STAT4.p-STATH.p—
STAT6 . STAT1.STAT3.STAT4.STAT5.STAT6 B-actin (554 5 N9167.9145.4134.9314,
9364.9172.4904.2653.9363.9362.4967)

[0196]  —. 779k

[0197]  1.Ebi3-Flag.P19-His.Ebi3-Flag/P19-Hisk A [ F ik Aifk

[0198]  2.B220%0 & RETEK 4715 B2 it

[0199] 1)y ¥ S Tk

[0200]  fEjif+ B # &SRR GRlie A T30s)

[0201]  H:H2i& SRR S HEER B8+ H

[0202] T AGEARFR 7 B MR ELE D In T, &

[0203] & F & TREAF Imin, F74 135

[0204] & F MHEARREF, FAN 3 22 3R v A (R 1) 73 18 2 1ol o s e IR R
[0205]  2) AE LN,

[0206] Y% AR TR ARER B8 ) 5 1 20 8 G bl i A9 A MR O X P 1 X 107
A /ml o

[0207]  3) B4 43 i%

[0208] (& rR IO ImT Y40, SR 5 NN 250 TP BR1) A1) S 5 Tk 5

[0209] ZE4ACHFE20min, B TR R PESR

[0210] 4%+ & T Wik 2min;

[0211] /N HBFF B 13

[0212] /& N REAA TR B 1) Herb in N Im T 40 18 22 b, PR 3T 2-3 7k (B fig2-3s) , FR 4
BB TR 2min, DO FE R B,

[0213]  &EE L& /DK, IG U FIRLER 2 B

[0214] 3. BZH I35 Ak s B2

[0215]  LPSHI B4

[0216]  #E4& B ANBAN M TR, FHRPMIT 164058 4> 8 35 R 1 5 Y 3B 40 i 25 5 91 X 10°

12
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A /mT, INEN96FLAR H , I 10ug/mT LPS, 37 CE:3£72-96h,

[0217] 4.y EIdE 3 Bt
[0218] = .4

=5
[0219] LIRS R KSR, 2i{LIEbi3-Flag/P19-Hista A R A AW IE 1, EREA A
M BB AN i R STAT T STATS [ BE R AL

[0220]  SEjEafs SLPSTE (LA BAH L B K IAP19/Ebi3

[0221]  — fk}

[0222]  H{P19HUAMI HeBiosciencen d) (58 '550-7023-82) . HiP28H /AN H eBioscience
A (B2 512-7285-80) HiP353i4E MY H eBioscience A f) (57 550-7352-80) P40 14
[ eBioscience/A ] (B 512-7123-81) \HiEbi 3FUARE FARKD A 7] (52 5 1C18341C)

[0223] .5k

[0224]  1.LPSHIEBH

[0225] 2 BHWTFc32 Ak : (TR ARRE R R 45 A JL ()

[0226]  ffi FH4EALIKFCTT/TTT 324K H 1A (CD16/32) , #% B8 Lug/ 104 R FH &, /E Y ta 2%
MR ACIE & 15min, PBSTE YL , BT T — D,

[0227] 3. 21 fu pAy IR 5~ £ B A

[0228] 1) [#l 52 : M ICFix/Perm Bufferl00ul,iR%], 25 iR 5 & 20min.

[0229]  2) A1 X PermWashBuffer ImI¥:ia 1% (2000rpm, 10min) , {43 i 58 480 & 11K
e

[0230]  3) AJEE: N1 X PermWashBuffer Iml,7&%7,4°CHF & 45min.

[0231]  4) B> (2000rpm, 10min) , {5113 5 8 4R T8 1144

[0232]  5) INA4HME R FHifk, 4°CHF B 45min.

[0233]  6) A1 X PermWashBuffer ImI¥Gis 1%, W25, IA300u] PBSHE & 41l .

[0234]  7) LK.

[0235] = 4%

[0236]  sEEG 45 SN 67 , LPSTG LI BAH i 32 148 /> 8 P28, P35, P40, 1l (Hi 7 1AP19/Ebi 3.
[0237] s 56 LPSYE AL I BAH ML 88 73 i K P P19/Ebi 3

[0238] — f1k}

[0239]1 W[4 SantaCruzBiotech’A FHIFAED 3HIE (5 5 sc-32869) FiP40Fiik (58 5 sc—
7926) JFLP19HIAAK (B2 5 sc—50303) HIP28Hi4k (52 5 sc-27490) HiP35HAE (5 5 sc—-9350)
[0240] .5k

[0241] 1 .BZHALIIE 1L

[0242] 2 ELISASZEG

[0243] 1) B4R G SR B2 E X RE, B PR D

[0244] ¥ T 30 S P A A R B A B 2138 L0 /m T, BFLPTE I 1000T , B T 37°C , 4hik
4°C I s AT AL BSAVATREN R A A s 0 B

[0245]  2) A B bR R AL

[0246]  FFF:fL AR, BEFLIN N 2001 T 35 A1V, 37 Cig S HI6hEk4 Cik 47, 45 0 5 B i
BB 3-5IR, FETIRK 4L E R R+

13
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[0247]  3) IO NAFHG PURE &

[0248]  fin— @R REI AR BE i 100 T T~ IR LA 1 s REFLH, INPBSTAE 2 A% R B
37°C, ¥ B 45min SR R P 3-51K, 3 THRK 4R BT

[0249]  4) I B bR HUAE

[0250] T~ S MEALHT , DI SRR BRI B bR A4 (L3 8 S AR B2« 1: 1000 LA A58
1001137 CH¥ & 45min, Pk 3K, 3 THRK L ERZR T

[0251]  5) IR G AHILED)

[0252]  F% S 2L RN I B T 1) TVMBJER 09 M 1001 T, 37°C, 10~30min.

[0253] 6) 2% 1k N

[0254] T S BLAL NN 2MER ERS0R T, T 20min A I 5 SE 36 45 L

[0255]  7) 2 SR |18

[0256]  HIBio-RadBFRiX T-450nmbA 2 (5% B FL A 25 S5 025 FLODAEL , 35 K TR 1 93 P %of
REODE 2. 15, B BH P CBUEL I R /MR ELARAS DN 25K 1 5E)

[0257] 3. W HTHLELISASE S

[0258] SR ks b ug,

[0259] = 453

[0260]  sSEEGZE R AnE 7R, (ZE1&]) LPSYE AL I B il 9314 /> P28, P35, P40, T 43 A 11 7K
FHIP19.Ebi3; (4 ) LPSIE Ak FIBLN i o i /b & 11.-23, 1L-27 , i 43 ¥ i 7K FP19/Ebi 3,
[0261] St 17 1m] R A o3 Ak (GL7") (¥ B4H ML R L P19/Ebi3

[0262] — ik

[0263] SIS HEAE S RS HEHISH 1%

[0264]  — . 4

[0265]  SEEGZE K 87~ , MIE HHIRATTAT DUE HY 0] 2R Al 5 1k (GL77) (B4 i /=y R ik
P19/Ebi3.

[0266]  SCia 15118 R Gu MELL PR AR & (SLE) /N SRS A v i) S 1 e 71 (GL7) B BEH e AT 2% 41 e
(CD138") #ififd =% 15P19/Ebi3

[0267]  — 4k}

[0268] RS ML PERIEH KRN BEMEMRL/ MpJ/ Tpr/Tpr MRL/Tpr) /N5 H R 5
P AE PRI T BT s MRL/MpJ /+/+ (MRL/++) 7N BRI 1 = BHBE FE Rk S 220 5 T

[0269]  — . J5¥k

[0270] ) 4mfE o4k GL7Y) IBANAE K 41l (CD138") HIFR AL 144

[0271] 1. RAEVELBEIRIE /S S HEL0 i i R HX

[0272] 1) B/ ERURBLHIE , TN B A 5m T Hanksyi ) Bi 7= M,

[0273]  2) &2 42t AR ONlm]— 77 1a0) , FHR A W B 4 B VR, TN R

[0274]  3) B T AUMLTHEL : 40F5 55 3k , WS At .

[0275] 2. R E2 4H P 43 1k

[0276] 1) Fi e A4 e (BRI L - AR =1:2) &

[0277]  2) ZEES O IMAFicol I, IS WA A BER 2 IR RSP L (Ficol 1 H i
i =1:2),20°C,1500rpm, & C>30min.

14
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[0278]  3) ¥4 55 BE JH G iR R R BXPBMCIZ BN 5y — il & .

[0279] 1) Jin/2 EFBEE TS 5Bk, 1800rpmZ L2 10min, 37 13

[0280]  5) B Wik, 1400rpm & 0> 10min, 7 FiF.

[0281]  6) & & BEF7IE BN, BT A /)N B3 BRIbR O 40 e B o

[0282] 3. R AL 15k

[0283]  FRREZHME, THEAR AR B e T BT v HE

[0284] 4. #HHu i AR HFGLT FICD138 4 iy

[0285] 1) FEARRANUR AAL TN E o I0 NI 2 1 TR B 11— BT (BOAR18$1B220.GL7.CD138
PUA) s 787 1 8 B[R A0 RS i N 5 AR A [R) = 00 6k BT S8 0 &8 LK 8R4
"CUKFE 5 & 30min.

[0286]  2) N A ZE/2m] CellStainingBuffer,$R/5350gE Lobmin/GFEd G EE W
BRPIIR o

[0287]  3) H0.5mI Cell Staining Buffer =4 fi, K 5% & 3-5min.

[0288] 5. EALAT I3 Hras 3

[0289] .4

[0290] =BG 4E AN 9T~ , RGEPELBEIRIE (SLE) /N B A L vh 1) 22 20 e 431k (GL77) [KIB
40 AR A0 (CD1387) 4l S =i 2R IAP19/Eb i 31¥) [a] 2 40 i 43 44, (GL77) 1 BAH i A1 24 Jfe
(CD138") Ak B 2 Z o

[0291]  SKJEfF194TP19/Ebi 32 vu b Hiid il 2 5 % 02

[0292] — . Jyik

[0293]  1.P19/Ebi3f 4 54k,

[0294]  SEEGEEAE 2 HE STt 13

[0295] 2. Z Vil Huidkr il %

[0296] 1) 4 yBE BN HE : 10 R 7-9 JE IS i B EMEBaTb/c /MR, o

[0297]  2) fu i Jif « fF AR ERAT2EAL I P19/Ebi 3R &4  FHR 5295 100-2001g o

[0298]  3) #/NRAEF AP 35553~ 4K J , BLO . Im T 25 bk 0L VE g I Pk ok L

[0299]  4) /INBRU ) H0 5E

[0300]  FHZELIP19/Ebi3E &5 74 I IR e AR IR A Ja R S B 2 RiESHE 4
R/, BRRVEST 1000 T, 2 )8 f5 TR 52 G405 A4 56 4% 9B IR A 77 56 LE VR & Jim 5 A 5 0%
ANBR (T R AL AN [R] s V5 5 $2 RO (R0 77 s R i A f0 9% 230K, 1] JR8 i ik B LA
ET RS V&

[0301]  5) MBI S

[0302]  KFESCVECE T 37 CHEAEH 2h, 4°Cak 47, 10000RCFES L2 10min o £F IL7E 7 I A NaNs
FBLIRE0.02% , 53 % f5-20 CLRAT

[0303]  6) FLAA Atk Gl FUEHT)

[0304]  ZZHK: i FNa2C03-NaHCO34& %, 10mg/mI P19/Ebi 33 iR % 4% Bl beads , il K M4h,
WG AR bead s bt N TIRIEZEBE, HEA 2R /N oy F WA YIREH#HAT
W, 3P S8, B 25 B, FPBS Bk =ik .

[0305] AR B VAl {8 2% 5 B 8532 Bradfordi) .

15
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[0306] A% R TS Ak i () L3 (10,0008 &5 -Cobmin, L 0. 45umPE B J8) FHPBSH
— 5, AR E TN BT R A 2

[0307] i FpH2. 5/ 457 [KIHCT (&7 150mM NaCl) ¥EfBt . — & 2840 Wa AR 37 Hi 20 43 DA
R %, Yo o B R B AEAIR Se B, BRI T B 2 RO AR VK& HTBCEL Bl T >R 5 1 Ak
113 FANasHPO4 2% 1R -

[0308]  HUAARLRAT : 24k J5 1 Budds B T AH A B2 AR VR 1 2% phik R b (PBS+0.02 % & 2080+
5%BSA) ,—20°C1R-1F

[0309] 3. ZmRE bk

[0310]  s3Gid FESHESLiE 46

[0311] .4

[0312] SRt LW 10T, P19/Ebi 3B A4 i% /N 3R A3 1 22 i b B, BE 6 B 2L
PTP198E [, H AL FH X R TL-23P1 9 Bk s R -

[0313]  SLjiafs 103P19/Ebi3 2 bi b HARFEAK R G PELL BERIE /N R R EE

[0314]  — J5ik

[0315] 1 ER163CIVE , 13XME L 33 BAE AR Ak b, o il o AP ke iy, 7
AN S KA, B L. Omg/mT () As i 2 ) BUATR 245 S8 43l I :0,0.01,0.02,
0.04.0.06.,0.08.0.1mI, R85 FHIRE /KA 78 210 ImT o & f7 #5050 2 AN . OmI =% 5
B 22 6—2500], BRI se — &, SLEDE e iRIR A 2% LIRS QEEAERRBIZL, LA r=4 K
ST HE T JHBR) o R AR S B IR & LR R 8.9 105 .

[0316]  ZR6A[FE ) Nt &=

[0317]

BSA(L) [0 |0.01 |002 |004 |0.06 |0.08 |0.1

BER L) 0.04 | 0.04 |0.04

[0318] 2. /n5Eik2-5min/5 , AIEL B MLAE 43 D656 BE T F e & i 7259 5nmAh (1) Y6 i
{EA595, 75 U0 BN BB 15308, RIO . ImT H20/115. OmIG—2503 771 oy 55 « AP A A S b £
M (RIAS 5 e 2= e £t , m] SRR BB 3 b £ I, 56 11 05 7. B /D895 % 1 2L B 9%k, DA 2=
Yoty BRI EL 8 MLk AN ] P 2% B PR B P TR

[0319] — &

—aNO

[0320]  sEIG &S SR 11 FTR, 7R 58 H R, 3P 19/Ebi 3 2 FifE S A Be 1B 2 Hu PR R Mk
ZLBE IR/ R EE &

[0321]  SZjitafsl 11970P19/Ebi3 25 bl b HiAAFEAIR F G0 PR AL BEAR I /) bR AL K

[0322] — Jy¥k

[0323]  1.$iP19/Ebi3Z FilEFURIRIT R Gt PELL BEIRIE /N R

[0324] 1) SEIGENWIRIEFE A4 40

[0325] R 9pF8 HIs HIME PR R G PELL BEARIEMRL/ Tpr /N 20 R, PBSYR YT 4110 H 5 3P19/
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Ebi3$iisiayr4H10 A,

[0326]  2) ZsakE Uik #E&

[0327] SR A9 y% /NG FF G S AE BT 7 VAR AT 1 A $iP19/Ebi 3 2 SaBE fiddk , A FHPBSTL
il i 4mg /m1 o

[0328]  3) fif ] 2 vel B FUARIE ST i /N B

[0329] 4 R/INBRVESS0 . Im LB BPBS , B JRVE S IR, — 3L 4k 697 S LA Rl
(STEPRE &

[0330] 2. ZREVELIG /NG B AEZH 24, Ll K/

[0331] —. 43

[0332]  s2G 4t AN 12577, S FH3IP19/Ebi 3HAK AT RS MELL BRI /NG, MR A& F
W T RN XA B T BRI

[0333]  Sjiafs| 1297P19/Ebi 32 bi b HARFEAK RS0 PELLBERIE /N SR AR 7K P

[0334] ~\7‘j‘]£

[0335]  1.4iP19/Ebi3Z silEFUARIRIT RGTEL BEIRIE /MR

[0336] 2. /INERAA P B AR K P A I COBUE 4 Lo ELTSAYE)

[0337] 1) Ha /1N BRI HR BRCRE AL

[0338]  2) H.008 R ILE T 37 CIFE B K 1h, A = iH 2h, B B 4°CUKFE N 3~4hEk
.

[0339]  3) iy ¥k [ M B4 Ji5 » 4000rpm 250> 10min o

[0340]  4) HX 3T R I B OE o, AR A7 T 20 CEUMARS 5 71 B4 COKFE AR A7 %
[0341]  5) 1gMAI1gGEL1SAKS I :

[0342] U4 : H10.05M PHOM) A0 4% 22 iR 4 3R L gMBR Lg G A M R BB A TS 241 ~10
ng/ml o FERFAN TR AR SR AL T 100w , 4 CRE R o 35 22 AL A VAR, IR IA 2 phimi e 3
R, BFR3min,

(03431 ik In— E MBI EE S 100u] T Bk E gt 2 e mifLh , E37°CHE & Lh, 5%
Ja ek o (RIS B L, [P RE LA BH PR B L) o

[0344]  INEGFRPUAS : T8 SBLFLH S TN B S0 8 X A 0 1 gMER 1 gGHLA (2235 7 i 1)
FRRETE) 10011 .37 CHEHEO0.5~1h, Yeig.

[0345]  JnJEAB . 2 T8 SORE AL IR I R FEC F %) TMB RS A9 ¥ 1001, T-37°C R R B
10~30min,

[0346] 2% 1k B T 45 s BE L TN 2MBR RS0 1

[0347]  JMOD{H : ZEEL1SAK MY |, T-450nm4b , BL =A% (3 6 HE ALY 2 Ji5 I &% FLODAE, #5 K T
R (149 BH 15 REODMEL I 2. 1A%, RERBHPE

[0348] — 45

[0349]  s2B6 25 AN 137N, K FIHIP19/Ebi SHUARIGTT R G0 £0 BEARIE /NG BE % 2 25
BeEARR /I B AR A I LA 7K

[0350]  sjififdi 1351P19/Ebi3 % vl b FUAARFEAIC R4 R 40 B ARG /I SRR T 41 B 2 B

[0351] —

[0352]  1.H1P19/Ebi3 % suk& FiikifyT R4 A BEARIE /)
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[0353] 2. /INBR A4 P 4 8 248 e ) s N

[0354]  sL38 P IRZ A SKTE S , 40 B SRECAR A M, S AN 2 T8 oI — B R
SehRitHCDd11b,Gr-1,CD3,B220,GL7, 16, 1gMiiid

[0355] . 4EiR

[0356] sS4 S AN 14PN , % FHAIP19/Ebi SHUAK AT R 40 M 41 BEJRIE /N R BE A 2t [
RS R A ga b PR 40 (CDLLb'Gr—17) VB ME4H I (CD11b'Gr—17) JT4HMf2 (CD3”) B4 i
(B220") VELIIBAML (GL7'B220") \Hifk s WA AL (1gG B 1gM) HI7K -

[0357]  baf sgste A51) ) i B R e T 3R AR AR A B () 7 v B otz JEUARL o R B 4R Y 6p TR
SR A AN R U, EAS B AR kB SR BRI R B T 5 3 AT DAK AR B AT A s
R , 3 6 P RTB AMT HOR ¥ AN AR R B BCR) 2 SR IR DR T R A o
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[0001]

SEQUENCE LISTING
<110> v R A RS 5 2 B e R B R B 2 W
<120>  PI19/Ebi3 ZEY) S HLE R PIER R LA BIE 2B P IR H]
<160> 12
<170> Patentln version 3.3
<210> 1
211> 177
<212> PRT
<213> AW
<400> 1
Leu Ala Val Pro Arg Ser Ser Ser Pro Asp Trp Ala Gln Cys Gln Gln
1 5 10 15
Leu Ser Arg Asn Leu Cys Met Leu Ala Trp Asn Ala His Ala Pro Ala
20 25 30
Gly His Met Asn Leu Leu Arg Glu Glu Glu Asp Glu Glu Thr Lys Asn
35 40 45
Asn Val Pro Arg Ile Gln Cys Glu Asp Gly Cys Asp Pro Gln Gly Leu
50 55 60
Lys Asp Asn Ser Gln Phe Cys Leu Gln Arg lle Arg Gln Gly Leu Ala
65 70 75 80
Phe Tyr Lys His Leu Leu Asp Ser Asp lle Phe Lys Gly Glu Pro Ala

85 90 95
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[0002]

Leu Leu Pro Asp Ser Pro Met Glu Gln Leu His Thr Ser Leu Leu Gly
100 105 110
Leu Ser Gln Leu Leu Gln Pro Glu Asp His Pro Arg Glu Thr Gln Gln
115 120 125
Met Pro Ser Leu Ser Ser Ser Gln GIn Trp Gin Arg Pro Leu Leu Arg

130 135 140

Ser Lys Ile Leu Arg Ser Leu Gln Ala Phe Leu Ala Ile Ala Ala Arg

145 150 155 160
Val Phe Ala His Gly Ala Ala Thr Leu Thr Glu Pro Leu Val Pro Thr
165 170 175
Ala
<210> 2
211> 210
<212> PRT
213> N
<400> 2
Tyr Thr Glu Thr Ala Leu Val Ala Leu Ser Gln Pro Arg Val Gln Cys
| 5 10 15
His Ala Ser Arg Tyr Pro Val Ala Val Asp Cys Ser Trp Thr Pro Leu
20 25 30
35 40 45
Leu Gly Val Ala Thr Gln Gln Gln Ser Gln Pro Cys Leu Gln Arg Ser

50 55 60
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[0003]

Pro Gln Ala Ser Arg Cys Thr Il Pro Asp Val His Leu Phe Ser Thr
65 70 75 80
Val Pro Tyr Met Leu Asn Val Thr Ala Val His Pro Gly Gly Ala Ser
85 90 95
Ser Ser Leu Leu Ala Phe Val Ala Glu Arg Ile Ile Lys Pro Asp Pro
100 105 110
Pro Glu Gly Val Arg Leu Arg Thr Ala Gly Gln Arg Leu Gln Val Leu
115 120 125
Trp His Pro Pro Ala Ser Trp Pro Phe Pro Asp Ile Phe Ser Leu Lys
130 135 140
Tyr Arg Leu Arg Tyr Arg Arg Arg Gly Ala Ser His Phe Arg Gln Val
145 150 155 160
Gly Pro lle Glu Ala Thr Thr Phe Thr Leu Arg Asn Ser Lys Pro His
165 170 175
Ala Lys Tyr Cys lle Gin Val Ser Ala Gln Asp Leu Thr Asp Tyr Gly
180 183 190
Lys Pro Ser Asp Trp Ser Leu Pro Gly Gln Val Glu Ser Ala Pro His
195 200 205
Lys Pro
210
210> 3
211> 591
<212> DNA

213> AR
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[0004]

<400> 3

atgetggatt gcagageagt aataatgcta tggetgtige cetgggteac teagggectg 60
getgtgecta ggagtageag teetgactgg geteagtgee ageagetete teggaatete 120
tgcatgetag cciggaacge acatgeacea gegggacalta tgaatelact aagagaagaa 180
gaggatgaag agactaaaaa taatgtgecce cgtatccagt gtgaagatgg tigtgaccea 240
caaggactca aggacaacag ccagttetge tigcaaagga tcegecaagg tetggetttt 300
tataageacc tgettgactc tgacatctic aaaggggagce ctgctctact ceetgatage 360

cceatggage-aacttcacac ctéeetacta ggactecagee dactccteca gecagaggat 420

caccceeggg agacceaaca gatgeocage ctgagitcla gtoageaglg geagegeece 480

ctictcegtt cecaagatect tegaagecte caggecttit tggeeatage tgecegggte 540
tttgeccacg gageageaac tetgactgag ceettagige caacagetta a 591
<210> 4

<211> 687

<212> DNA

213> A

<400> 4

atgtccaage tgetettect gteactigee cietgggecea geogetecee tggtiacact 60
gaaacagcte tegtggetct aagecagece agagtgeaat gecatgette teggtatece 120
gtgeccgtgg actgetectg gacteetete caggeteeea actccaccag atecacgtee 180
tteattgeca cttacagget cggtgtggee acccageage agageeagec ctgectacaa 240
cggagecece aggectceeg atgeaccate ceegacgtge accigticte cacggtgece 300
tacatgcetaa atgtcactge agtgeaceca ggeggegeca geageagect cetagecttt 360

gtggetgage gaatcatcaa geeggaccect ccggaaggeg tgegeclgeg cacageggga 420

22
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cagcgectge aggtgctetg geatceceet geticetgge ceifccegga catetfetet 480
ctcaagtace gactcegeta ceggegeega ggagectete acttcegeca ggtgggacee 540
attgaagcea cgactttcac cclcaggaac tcgaaaccee atgecaagta ttgeatceag 600
gtgtcagete aggaccteac agattatggg aaaccaagtg actggagcet ceetgggeaa 660
glagaaagig caccecataa geeciga 687
<210> 5
211> 20
<212> DNA
213> ANLJ74
<400> 3
atgetggalt gcagageagt 20
<210> 6

[0005]
211> 20
<212> DNA
213> KT
<400> 6
gtaagcetgtt ggcactaagg 20
<210> 7
211> 29
<212> DNA
<213> ANIf4l
<400> 7
ccggaatica tgetggatte cagageagt 29

<210> 8

23
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211> 29
<212> DNA
213> ANTF4
<400> 8
ccgetegagg taagetgttg geactaage 29
<210> 9
211> 20
<212> DNA
213> ALJFH
<400> 9
alglccaage tgeteticet 20
<210> 10
[0006]
211> 20
<212> DNA
213> KT
<400> 10
tcagggctta tgggotecac 20
<210> 11
L211> 29
<212> DNA
213> ANTF3
<400> 11
ceggaattea tgiccaaget getettect 29

<210> 12

24
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211> 29

<212> DNA
[0007] <213> AT J#4)

<400> 12

cegelegagt cagggottat gggatecac 29
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