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[0051]
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"4 A (microparticle), &2 B2 B WA 994 So] Qlon, wEA] o] AFEE A2 ofyh
HE AR olf 7hed Aiecle B-FFEULA, B-D-SFIATA, B-D-ZEAGA, S-okAl, ¥

AttobAl, 2zheldl ExvfelobA], ol YZY of 2ElebA], 2FH= SAITA, 47| UASh GDPase, RNase,
Feaz SAUAS FAASA, TAETEI A, T2TolEFHo|E FEAeA, ofavZEH o E ofw)
SEdAT A, 2EeFolE dytgdeA, B-gtelukA]l To] Jom, olF AgHA gketh. HFE
E Z20yA, oliEoAlolyo]E, 2ow, wadaed, le ohd, gemAAohd, o-ZREEE, T
Qdzgbyl So] gom oz AEA Ptk Pt wele® fEA So| dlom o AFHA
ereth WgEo: olme Uy v, FAHAY, FAMeelA Fo] glom o AwEA givh wid
Aol Zrolm F, Aaw s Eo Qo oz AREA Rirh dEs RAds A, FHE 23
G, wpolemal, F=, Ti o], Cs o], toln=, 1 4-MEHw, sol=zA K W) , [0s(bpy)s]

. [RUGbpY):", INO(CN)s]™ S0l glom ol Aasx gtk wWabd S99xd= n, ¢, 7P, s, “Cl,

I, B odge GASETA 4468 e 1] I A FAE Aidske stolnertE AlF i)

2 e s QI wjolE | A Bolyo g AjstE dUdIFEIAE TIAE F U w22 HE dy
H BAEE At v, dEl® B Alxs AAE v Qg wlolE | AIE e Y] AEE FH
st AAE AFESte] Adstd 22 RY At A&t deld BAIXE Edsgozi uEst 17k )
olZ 7| Ao 3 dAdFEEA ] FTFUE AT

GASFEIAE Erete slolHe vt ol& AT oA e A WolA dFez wigdd 4 gt
718k stelnyEnlrt Aikele ddEF 2 AT FASA Za A R o, HAe AnE 7] 98
e B Byo] &3l VlEword & 4 e Wi wEl (oA, 95% o) E GAsk] AFEsE
Aol vtk s}, o]d Al VR, odE Bol A AUYGE, 54, 4 ZH, AZvEIYY T HA W
HE o] 83te] wf X = H4d(ascites fluid) 22 5FH 29 4 Ao}

wowyel TAH WAL B owde] dAFEGA] thF s A8 stolnel et vesa sholnelw

vl vjekols il G-AlgZ 2~ (sepharose) HAH AZvEIHIE o]&5te] AT
TS, B g AV GdFEA 40688 st WEE A7 wlolE7IME BolHel vy 3} 4768

EE, B oUge AR uod GUdFEA 44682 ol 8ste] PGRICL BAS AFet WS Egeh: o
2 A% ANE AT PAS ATV ) Ans @Yol wAtAn, oA AW
EF, g7] e NRCAEE, A, ek Ei vlolgto] vigASAR, ofo] AL AL ol

EG, B e PGRICL B o] Soldom Agtal: B EFA 44688 T o AvkE VES AT
o

gy 7

W ouye] GASEGA 468 TR AFAMolE ARl AR W gk vlolEI| ML) ALEY ©
WAe Sojdon ddsme, AA nEEE Ao 27 W oo AoE ATY & A ELE A
sto] Uzt wjobE 1AL B4 Aol o] &8 & gom, AL ARA Vs 7k WolE AEE At
0 f85 ol 8E 5 Qowl, md RSt wojel, A, WAMIEF, NUANLE ol Fste] Holgow



[0052]
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AREE A3 Y] kg Ao fFElEE PGRMCTS HEdt obe Jdste AR 7 Ed

T 1AE WSS st A7F wjolE | AER] HOO] FEjE dAv|Aom #EgE Flojrt.

il

ki
—
loe]
Ir
=
o2
X
0
o
P
o
o

17E vlolE 7] Al H9ol #E]:=AH(Retinoic acid)S Hlate] 644 vlge s A

% 20 229 Alo]Ev]EG (Flow cytometry) w242 E3}o] nj&3} A3t wjol=7] A E2] w|E3} vl <l SSEA-

3, SSEA-4, TRA-1-60, TRA-1-81& <FAlo]al H-3n}#<Ql SSEA-1L SAQ AL RolFE do|u),

T 2BE EE§ AlERED BAMS Bl 209 o dHExAMCR EIAIZ AZE wlolE 7| M w &3}

n}7 ¢l SSEA-3, SSEA-4, TRA-1-60, TRA-1-81& SAdolar 3} mp# <l SSEA-1S oFstA] Al AL HoE 1
v

Holth (A2 77 ddE8dAela, F2 ntge 23 A £33 o)),

= 3% 34 4A68% slolBE|mnt mjgdoA ZRERIG Ay R 2 g 2ntE 183 (Protein G sepharose
column chromatography)@ “A|dte] 12% SDS-PAGEZ A3 O3 FwpA] A-dA (23 94%)7 J=uE3H
3 EZE)S & Heavy chain(F4), light chain(FH)E T2

shak
T 47 ZEF AlEHER 248 FIlA 2 iyl T vi': Al 4A680] Q1ZtEjo}E V)AL (H9, H1), A7ks|
o} kM3 (NT-2/D1, NCCIT), mESCs (R1, El14Tg2a.4), , 3] #E3kE A3F FAdAE (PBMC, HDF)ol Z3g
3 AEE RAFE O3 H9Y ﬂﬁﬂﬁo}%}ﬂl}‘ﬂl z 7—32}8}*1‘1, I (feeder) MEFS} AFu]jo}= 7] Al

zh 3
e At B AS Ho Frield, AHL FASEFA ol AL w2 23 FARE 23} 4 dix

% 5% 4A68 A9} 7]E miEsl A7hfolE MY FHvlAR &4ezl SSEA-3, TRA-1-81 A9} o]F T2 A}
O|EW|EZE Fa3tH SSEA-3, TRA-1-81 A 4 AEE9 71.8, 70.4% ol/dellA o] IS HoFE
agolr.

T 62 4A68 FA|S} 7)1 n R} QlzhujolE | X AES S AR dE 7 0CT4, SOX2 3 =z
29 ol ENEYE 33 0CT4, SOX2 A Al MEEQ 85.0, 77.1% o]’dolA o] YAPS HolF

T 72 4A680] mliEslETV|AIEo = 2 ARSANE HE =S Ao 23Ut fE wlolET|A Xl 1 E
o]l dA3 #AAste AS BoFE Zojth. E3t fEd wlolEI|AEE QI "Rt E7IMXE mAQ]
TRA-1-818A] ZA3te] AT BT}

% 88 mi3; ozt Hjo}lehA|FE(NT-2/D1) EW-S Hlo] 2 El3}(biotinylation)dt o] GAZFE3A] 44683 A&

sted WMol AN Fol AAE @uAS 124 SDS-PAGEAIA EAste] (28%) thAl ¢gl2d Bee o PVDF
o §7)3 AZIA AERERIYU-HRP (SAHHRP) 2 A9 agon FAE wa KL APE o e A4
iz (No Ab)ez gt Zlelrt

=0 wie] TAIEA 4468°] AehE IS v AHERCM ERlsgls el fEel= HH* K

712" (peptide mass fingerprinting; PMF) Z|2EZA Z} $E}o]
ool s =X YEZ FAIS Z1golt).

{

i
N
N

>,
é
gv)
%
(@)
—
rSL
=
>i
e}
o
=)
[
>
>,
_t
2
lo, ol

w2

L 108 GLSEA] 4A68°] PGRMC1 ©id S Q1Aste] W] AAA 7= % &<lsty] fs) H9 AX F&5=
4A68S 7HA oL WY RS S8t A 9AS 12% SDS-PAGESIA # F PV 7
29] g-PGRMC1 A (CH= =¥ EF"S gk aglo® FAE wa HES 2 3

(No Ab)o.= 3}git}.

=)
s}
=)
o
u
w go
N
El

o
tlo
o

23 44680 PGRMCL whadS <12shi=x] A2l &471918] HEK-293TAEell  pCMV-sport6-
Z EdxEA A7 F PGRMCIO] I LA E HEK-293TAH| % FZ A8 12% SDS-PAGECIA H2 &
N A7 FA F-PGRUCIZEAIL 44688 =8 E3IES ]
pcDNA3. 14+0]1} HSPASS: &3l pCMV-sport6-HSPAS ¥E|S EdAA A
A gz oR &9tk

™ >XL‘ e

FJ
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[0054]
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% 12+ PGRMC19] ofnwil s IAetE GUAESEIA -
[}

il G P
AE7IAE FHd AFHEE HojFe :L%Li 71+ oA Ee}
[e] Al

PGMRC1 (G-21)<} 4A68¢] w3} <17 o2 A
F-PGRMC1 (C-3)FA L} F-PGRMC1(G-21) FA= A3FslA ZAIRF 44682 Azt vliEsE7| X BEHo| & A3t

o

HojFr),
3L 4A68°] PGRM(319I o HIE AAEA duEZE AAs A

ﬂfﬂ% 7709 PGRMCl fFaxs g4 AgA 7 de ol HHE FE3) & )

SDS-PAGEe Al ¥37] % (BB-R250°.2 GAstAY (A), PVDFRto= —;%7 i A7 FA Y ?'%}—GST Z‘z}i] ﬂl*ﬁ

L35l gude] Hd =l HASS FUsla (B), 4A68Z 4 g A

@ 171HRE 182074 A FHE

1-rl

l>
mlm
>
o,

oF
f
e
AN

E 4T ZES AIEVED 248 FEA 2 o] 9UIEFA 4A680] thEd AAAE (MDA-MB43S,
ACHN, US7-MG, SH-SY5Y, HEK-293T, Colo205, HepG2, NCI-H69, A549) o Agsl: AEE HojFi ago=m
SH-SY5Y, HEK-293T, HepG2, NCI-H69, A549 ¢hAlE Zwoel Agsh= A& Holet (od, A4

ojaL 2 w2 22 FAN I 4 tiEa AEe|H).

L 156% 4468 Fo] QIZF 3+ QFAIAEQ] HepG2 AE FHlel &S
Holt. ol GAFEIA 4A680] ¢ olv] et wpAEMR ] ThsA

T 162 4A68 A T4 FHA ApASGV)Y G7IALET ofreAl IS FAIS Aoz FdY AFste
CDR(Complementarity Determining Region)3} F& o}v]w=Ate] z7] A& FEA|IF 1 o|t}.
=172 4A68 A A FAA shAgA (Ve @71 E ofmmat HES FAR Zloem i A=

CDR(Complementarity Determining Region)¥} F& o}m|w=Ake] 7| A& FA|IZH 1¢o|t}.

WS YA P FAE L dE
o5, 7] AAE ol ¥ WP mrk FAstA AW vhrk, oleld Axde] o8] X wre] dRu =
Ae ol

<HAld 1> Azt wjolET| A2 HF 2 EIFE
<I-1> HjolE7|AE] v R e =it A o3 2348 wjolE/AE f =

17t wjolE V| AL H1 HIS YT AUsh A2 (Wicell Research institute)olld U] AAIZ T2EF
of wal wjstith. WA 0.1%9 AHE gAoz 37CoAM 108 T 12-D(well)e] ZFujtg ZYolE

(Nunclon)& #=®3 ¥, 3000rad 7o} WAMAS ZAFSH MEF(CF1 mouse embryonic fibroblast, AlFtgn 2¢
FE2A)E A9 6.5 x 10 AEFZ FESATG. A7) o
NAES] S A A AlEolth. MEF #iF 244)7F
T ZREZ wl 37T EFEA AAE 5 o 1l
Al71a A4 EEete] AFHE AASIAL A vl A ThA] A7 B& E8lgk MEFOl HE3kith. 23 s
S SElAE 5dE Az wolE I ME MY ZEClEd 37T 108 U Img/me] FEhAl RBeEih IV
(Invitrogen, Seoul, Korea)& A3 &, 7] EV|HEE A3 272 A& F tA] 715 EY)$E MEF
2 g ZHolE &7|aL, 48A1%F FHE vy wgAE wA sk wjYetitt. wEshE AxF wlolETIA
Eo] FREY upgFo] Wgs AF ol AfodEet PHEE S HEE £ JvHE 1A). AZF wjolETA
X ujokol] AM8% ®lA|:E= DMEM/F12(Invitrogen, Seoul, Korea), 20%9] Yo}2-SR(Knockout SR)(Invitrogen),
0.1mMe] B-MFE &2 (Sigma-Aldrich, St. Luis, MO), 2mMe] ZFEFA(Invitrogen), 0.1mMe] H]HS ofm]i
AH(Invitrogen), 100U/mée] HYA & G(Sigma-Aldrich), 100xg/mle] »~E#Eulo]2l(Sigma-Aldrich), 4ng/mle)
bFGF (PeproTech, Rocky Hill, NI)& 4lo] vhE wjA| & AM&-3FSIT).

O+

Aol ZAVE MEFE AgalAE @Aw Q17F wjols

of m=rellA )k °J Aol N2 H13 HOE, Al

obef A FEHle QAR wjelE I AE WA Smeell F-
A

£ oo o

23l¥ H AES =317 YA @ El=2HRA)(all-trans-retinoic acid, Sigma-Aldrich)< 10° N2 Aolw
204 o 7] iAol @i vieFsigivh. vl 2UARE wjolET| e BIE Altete] 64 Aol FE
StA EFo] AlgAAL M2V AAF SR HA HA= AL #FAYT & JATHE 1B). vh-2 Hjol&T|AE J1&
AR A2l® MEF AdolA 15%9] FBS, 0.1mMe] B-MrEolerg, 1mMe] ZFER, 0.1mMe] W]H<= ofu]iik
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[0058]

[0059]

[0060]
[0061]

[0062]

[0063]

[0064]
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100U/mee] #HYAH 100pg/mee] ~E#WEunto]Al 18]3 500units/m¢ LIF(leukemia inhibitory factor,
PeproTech) & :r“é?l DMEM WA (Invitrogen)S o]&3te] widsiadvt. A7 Zxgd sl AXE  (human
peripheral blood mononuclear cell, PBMC): Ficoll-Paque Plus method (GE Healthcare, Seoul, Korea)ollA]
AAEE WHS o] &3te] By, Az dH AFolAE (human dermal fibroblast, HDF)¥ MCIT (Seoul,
Korea)oll Al 33} ar Azkafolb Al Q1 NT-2/D1, NCCITE ATCC (ATCC, Manassas, VA, USA)ollA] —+Qistar Y
Aot/ AIEE ATCCAIA TY3te] AlTd ZREZFHE v dasict.

<1-2> E2F A|EFEZ % AZEH FAFH

FAE] ZEAEA digk AF H=E AFs] Ha 229 *}O]EU]Eﬂ(FIOW Cytometry) S T3tk

Aoz, wEsty A7t wlolE7|ME, HE = ﬂﬂ A7 welE7|MEE FEAMEN AL V(1eg/ml)

2 olgate] 15-208 EoF @ A ES wolwich PBS (pH TR 29 AHE 5 Az FF(cell

dissociation buffer,Invtrogen) Wil 37TColA] 20&3F WHSAIZ] o3 ddAx2 2E37] Y38 40m =ET
oF 2

x 10cel 1S
, B-SSEA-1, 3}-SSEA-3, 3-SSEA-4, 3-TRA-1-
60, 3F- TRA-1-81 (Millipore, Billerica, MA) AZ 4ColA 3083+ ®HS-AZTh. 0.1% PBST(Phosphate
buffered saline Tween 20)& 2W A3 3 1z A<} O%E}E - E [gM-FITC, F-7}9-2~ IgM-FITC®t
g-m}9-~ IgG-FITC (BD Biosciences)& 4CoIM 30%zt o ®HSAIZTE 0.1% PBSTZ 2W AlH3 F,
FACSCalibur®} Cell Quest 2ZEHOJ(BD sciences)E ©]&3t% Pl(propidium iodide)-S4 AEel disiA &
A kg o BZ BAE), wE3 7k wjol=E | AE H9 AlE7F SSEA-3, SSEA-4, TRA-1-60, TRA-1-81o]4 <
Adolal SSEA-1ME AU S BT 9a(k 24), dE=Ater 35 F28 H9 AlEi= w2 SSEA-3,
SSEA-4, TRA-1-60, TRA-1-81oll4 &AJo]i SSEA-1olAE ¢kelA $4YS BoFa JYTh(= 2B).

o] (strainer, BD Biosciences, Seoul, Korea)Z o]&3le] oA, GdIAXEE mT

PBA(1% bovine serum albumin, 0.02% NaN; in PBS)el] A& *

<AA ¢ 2> selnBErL AZ

<2-1> ATt WolETIAIE Y] HYFAL

AZF Wl H9 AIEE 209 B¢t BlE=AbAgste] Estel 09 A2E It miEst H9 Al

stel 09 Aol Img/me FehAl EHEAL IVE AHEste] AEE dojdl & shaF2 Fslor 22 7|2 24
B 5 o50u PBS(pH 7.4 ¢ 2 x 10" AEE 27 Ae ¥ 12vbelel 653 9 Balb/c vhE2e] 9E2% 3
W= -3, 0, 3, 6, 13, 174vit} 3k H9 A5, 9% sidol= 0, 3, 6, 13, 179vte} vE3ske HI xﬂ_ﬁ;
S Ay ¥tk 21949 ASFAimmunization)® vH-2~E AF @@ty SUHMIAE &7 oS doad vt
F1¢} AAE o] gote] 9% FLRRE AW K54S AAT 25 "2 (popliteal lymph node)& # &3}
At ®Wo] &5 ESI HFY &gol= F#tX(frosted slide glass)E o]€3lo] 07 FILHS Zolx v
Axss|a FHlekdh. v AZuk(myeloma) AESQ FO AZ(ATCCO)E dH BIH7F viX 2 (serum—free media) Al
At &, 40um ME =EdoHE o] §3te] o7 HZE MES FO AlxY &S AASAT. HE3 HY Al
25 AE 9% Pud AE(1.53 x 10)9 FO AEB3.06 x 1008 1:59] w2 4L F, 43 gls WA
DMEM(Invitrogen) 2.2 2W A3t & 1ml 50% PEG1500 (polyethylene glycol, BMS, seoul, Korea)& 1%%9 25
go] Aol YolFth. 1% ¥ DMEM ®iXE 183t 3me, 183 17ml, 183 20mS dA&H o= Ya, 58

7F AXE = AEgsle] AEZE ETh. 20% FBS E3FE DMEM¥ HAT T4 L4 (Sigma-Aldrich)$} 50me alo] B
g =vt F2Y <A (hybridoma cloning factor, Bioveris, Gaithersburg, MD)ol] §&¥ AXE 96 ¥ ZdolE
o] A 2 x 10 AE 5 WE 23, 5% (0, 37TCHE wI7|olq wjeFaldin, 39 A0 200409] 20% FBSS

HAT 4248 T34 DMEMO.R Zo} Fth.

<2-2> sto|B | Ene] S22

stolBE|nl AT oA HA AL dEHEH= FES AWer] fste] M= X (sandwich) ELISA(Enzyme
Linked Immunosorbent Assay) WH& A}23&Qth. -ul9~ [ob == Igh FAE 2 pg/mE FTEHI Z#olE

of stolmelmrl wieFel 1004 A7F 3TCOIM 1AZE WA, TA Fvhes 16 EE g
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[0065]

[0066]

[0067]
[0068]

[0069]

[0070]

[0071]
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HRP(horseradish peroxidase, Sigma-Aldrich)®] 1/5,000 343} 1A17F o WESAJFATE. 0.05%2] EY 208
713k QlakglZal o7 ZHo|EE A A3}, OPD(o-phenylenediamine, Sigma-Aldrich)®} H.0,7F ¥&% 712 &
Aato] JAE At S28S WA At e R 7t S84 )
EES AOlEWER BA& T viEst H9 Axd AFste
FS AEsh AEEFRFste], G M-S FAEA QI Ho}éﬂf‘ﬂ
x % %X]?i SGASEFATE Bt 70F9] stolBenttS AEsigivt. A 7059 ofo
2B P92 ol 22 EY ofo]AiEle]s J]E(Mouse Immunoglobulin Isotyping Kit, BD Bi 0501ences)°ﬂ
° gato] ATt P2 1g6 FEjola 470 IeM FEiSTE. o5 F A 4A68

<2-3> GAZEFGA Y HA
4068 FAE AAFHE ]EE]EU]' AEZE A FN{DMEM, 20%2] FBS(Fetal bovine serum, Hyclone), 100U/ml9]
tEjute] 9. F OFHUM g E2A) oA 4068 FAZ P F JE= 29 Ao w Ahujdeas s
Rkt 4~53] =9 ﬁ]tHBH Y& A B oF 500ml o] wigH S AREste] FAE BASATE. o] FAe
T 2EE fEA 9 d GATEE 49 aEnEady] Ho R fEsiqlth. PRSE vWlE] B &
G-Aut=2 ZAH(GE healthcare, Seoul, Korea)ol H|FelSs A3 A7 AFE V]EV\E}E‘
(peristatic pump)oll @ZA&}e] PBSE FE3] AFsIATH. AF g8 F| 9 :LEV\](Glycm) -HC1(pH 2.7)

o %

n

fu

2

)
o, _152

:lmoom
Mo = 9 jo [" me &y oo

2N
2 AL SEsint. olw Wl FH)gk M9 Tris (pH 9.0)5 X2Fg FHE FaE AT
FAE PBSOl FAF & ARSIk, AAlE A= 12% SDS-PAGES o] &3k
(Coomassie Blue gel staining)¥ 928 ESE S o] &3} &4 44689 H
YHASE & F AATH(E 3). v 500mlF °F 2~3mg/ml FE=2] A

i O"
o
__)rl_r“
i
i
ne
o 4
&
39,
>
o

<HAld 3> DASBIA 44689 HF Sold £4
<S-1> Azt & BH HjolET|AIE} ZF AX diF AT FolAd

DA S = A 44689 ZEAE U AFAHEE BFely] 98 Z29 Alo|En EF(Flow Cytometry)E 53
Sk, WA, wEstE QIzhjolET|AIE H9, H1E ZEHAEdlasr V(lmg/m)E ©]&3ke] 1520 < A
A AEZS wojWlltl. PBS (pH 7.H)= 2 A3 T AE ESdEFN(cell dissociation buffer,

Invitrogen)S Yl 37TColA  20%37F wHEAR) = S9dAxaE 2387l 8l 40 Z~Ed ] (BD
Biosciences)E EFAIZATE. g]a AFHfolE=7] A E (R, E14Tg2a 4), AF ol FrolM 2 (MEF), <17F PBMC
M, 1ZF HDF A3, Q7kufoledl Al E(NT-2/D1, NCCIT)= A% AF NS o] gale] wolWar, PBS(pH 7.4)=

20 AHG F, d0m 2EAUE olgdtel HAMER Fulsgt. 7 HAMZES mF o 2 x 100 K

PBA(1% bovine serum albumin, 0.02% NaN; in PBS)ell 41 %, 3A| 4A68S 4°CollA 303+ RESAIZTE. 0.1%

PBSTE 2W A|H& 3 13 A2t A-$8l= 3-ul9-2 1gG-FITC (BD Biosciences)Z 4ColA 30%3F © wh$
AN ZHTE. 0.1% PBSTZ 2¥ A3 3 FACS Calibur$} Cell Quest AZEHO(BD sciences)E ©]g3}o]
PI(propidium iodide)-S4 Al¥o| thafA A Wk RS B30, & 404 AL A ZFEEA] 4A689]

AR B A w23k AN x3kek glojth. G AFE A 44680] AAsHE BHIAL W AE o] 2l
7oA A HI, HoolA = 2 whal w3 Wk, olzhuolZE A el SALek 9|3 mwWatgde 714 <lzh ulo}
3] hul

OW]EOJ NT-2/D1, NCCITel Z Agsiglcl. ATt AFwol= 7| AIE(RL, El4Tg2a.4), AFwlolAdfolAlE
(MEF), <QIZF PBMC, HDF AlXoll& AdslA oS & = A= 4).

<B-2> DU EXA 468 A3 IA 9 PES Az wlolETHE BEFAAS I T v

SIS EGA 44683} 710l dHE AEse st AzbwjolEvIAE Y v Ede] dAE 2ARE] ffst
of el EF24 Ale|EH Egel] ARSI AEE WA g7 A <1-2>9} o] FulF F 4A68% 4TCe]

SAIZ - PE-AR vk Ig6 FAZ 12} FA] wA] 30%F o wESAIZTEH PBAR AE g $
A= 3-TRA-1-81, 3-SSEA-3, (Chemicon, Temecula, CA) A= Ztzh 4TolA 308 w8171 3 FITC-Z g
F-vub9-2 Igl = F-F Igl (BD Biosciences) AR 1x} Aol BtA 30& © AR AFH $ol
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[0072]
[0073]

[0074]

[0075]

[0076]

ZIHEdl 10-2015-0062507

PI(propidium iodide)-24 AJ¥7H2 FACSCalibur (BD Biosciences)®} Cell Quest AZES(BD Bioscience
s)E FAETE. SSEA-39F TRA-1-810] FAlQl AlEe] Z+zF 71.8, 70.4%7F @A 234 4068 FAAWES HS
THE 5). 3 4468% W3} M=V HE AEss vAERe] BAE ZA87] S8 AZ U 229 Al
EnEg e A8t 4A68S 4TolA 308 ARl § PE-A7 &-vf9-2 Ig6 FAZ 12k Ao 2A 30%
O WA T, PBAR A Z 3 Fol 2% PFAC] 4TolM 158 &<t AX uAE A7l F PBAR AZH3F F 0.5% A
X (saponin)S Bl 4TelA 158 & AlE T FHS Ut PBAR AlF g Fo Axe -0CT4, -
SOX2, (Chemicon, Temecula, CA) @A ZF7} 4TelA 30% WEAZL F Alexa 488-3-23 IgG (BD
Biosciences) @AZ 1z &Alol wA 308 o WHFAIHTE. AlF Fo] FACSCalibur (BD Biosciences)$} Cell
Quest AZE o] (BD Biosciences)® EAat . 0CT49t SOX27F A<l AEel Z47; 85, 77.1%7F GASET
Al 4468 FAANEE HATHE 6). ol AdeE 7]E9 W &3 tujolEr|AEe] A kALY HiEss v
G4 UiFEe] MAEEo] 4468 FUE FHo| It Fom dUdSETA 4468 Fo] MERE v <l
FhafolE 7 A ZARAR AMRE F v S wealen. 28 o2 w3 QikujolET] Al
ko=

B23ls G533 T 4468 Lo WHS Za L Ao i 3% Z%(mean fluorecent
n 5 H kil

rf

intensity) & "Este} 238} Q1zHu|o} o 4468 o] &3} Az7hufolE 7] Al A
oF 50% AAeHS WEsY] 4468 I wdo] wEE QzbHjo}E | AE SoldUde A T W FHYIATHE

<A &> GASEFA 44680 Q3= FD TH
<4-1> SAFEFA 4468¢] QA= ATEE d £219 Fel

o17k wjobFAIE NT-2/D1 Al FHe] npo]e¥l A (biotinylation)¥E EZ-Link Sulfo-NHS-LC-Biotin (Pierc
e)ol A AAS ZREZS ot A Al 100 EElnE AEejeF ZHolEd HY AXE wjYge F
37CeolA wg dlE PBS(pH 7.4)2 33 A3 F upo] 9 =I(0.Img/ml)o] =olgle= 2+ PBS(pH 8.0) 5 Hae
HE Yar, 4ToA 2087F ks A 71tk 2+ PBS(pH 8.0)Z 33 A7 3 & nlo]owl FXH A &8 S5
(25mM  Tris-HCl, pH 7.5, 250mM NaCl, 5mM EDTA, 1% Nonidet P-40, 2ug/ml ©FZRZE|J,  100ug/ml
PMSF(phenylmethylsulphonyl fluoride), 5ug/ml F3 €, 1mM NaF, 1mM NasV0,)E ©]838}e] 4CollA 3083+ vk-&
AL F, 12,000rpm =2 407F A A AE AAT & AR A7MA -T0TCAA Easith.
A-G-Ze 2 o}7tE~(Santa Cruz)dl H|Eo|Ho= Adss wadS A7) e, o 1 x 10 AEe] A
3E G B 2040 GWA-G-Z ]2 o7t RAE @3 4TAA 2AIFEST A

-G-E8 = ofRAE F|Fate] &3 SF NS ol&d 103 AAHT AMES 54 HERTOER ARSIt 9YE
E3A| 44689 o3 JAAHE LS WA ASA DAL opFfR 2 v 5]

ZF Al 10pge Wil 4ToA 12412 5 w5470
T o gAY, W

o
i3
Z

olo

>

N

=

e

G-Z8 =

O} R B Wl 4T A A F9b =1, Hel A7E A EFAE &3] 9= o834 103 Al
Zata, zF dAo] Add FUE £E57] 8 5X AZ FFAE ¥, 100ToA 58 1E3Y. $A4 gz

T gy g5 dmAS 12% SDS-PAGE(sodium dodecyl sulfate polyacrylamide gel electrophoresis)®

2 3 YolER AERo 2~ wog vl ESHYIIGItt. o] e 5% BAEFE o] &3t A2
A 2A1ZFEQ BRI, 0.1% PBSTZ 3¥H AlF 3 & A~ENEH|YU-HRP(streptavidin-horse radish
peroxidase 1:3,000; GE healthcare)& A-2o1A 1A+ o ¥H-SAJFATE. 0.1% PBSTZ 3W¥ A% 3slar, Hlo] L Elo]
EAY 9mWALS KL A% 71E(GE healthcare) 2 a3t =2 Ay, GUdSE 34 44682 oF 28 kDa
2

A AR wopAlE FE R W FAAT= AL A= 8).

Ral)

<4-2> LS EYA 44689 95 WY ALE IF4 A

o
A28k 44689 o8 WAAAH vMAS ¥glsl= DS AS QIAEBEEZ(InstantBlue™ staining
solution; Expendeon, Button End, Harston, Cambri)® 3 gFAte] T REIF uwzl JAMEFT. iz
Shevchenko(Shevchenko, et al., Anal. Chem. 68:850-858, 1996)% <] o] ulz} W w #H A EHAS o] &
sto] 22 @ o R aAhdoR Fasglet. A 7o RRE SDS, F7]&H, AMAIE T ETES AAG]
23l 50% olAEVOIEHZ AHFET. I te, EHA(8-10ng/w) oz 8-10A17F Bk 37TAA
HESAIF T, gd FEube2 500 0.5% ETEFQZOAEAY] ATt os FAsIGIT. EYAle o8

An
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[0077]

[0078]

[0079]

[0080]

[0081]

ZIHEdl 10-2015-0062507

A guld GAELS 8N AHRZ §]TE])\)\—L— C18ZipTips(Millipore)& o] &3l 1-5 Fy& &9 2 =
SHQlth. o] FH N FZF9 50% F8A oMMEUCIEH 23l a-Alotm-4-sto| EFAIA YA 3 Q)
3, ARAS Ydte] g ZHolE Yo Heleldvt. AR 7]= Ettan MALDI-TOF(Amersham Bioscience

$)E ARagith. Bl EEolE Al AHetslo] gl whiid w2 337mme] N2 #lolA Al o 7]shE
g, 20Kv OJZ%]” "ol osf 74Eakqlnk. 300 dlojAske] 2 vl ofal] ztzbe] @Ml Mgk gk w2
A EYS Tk, via A ES 248 fdiA EFAY] ATEEE el os] AdE fEtel=e] o] vA
n/z(842.510, 2211.1046)2 F& ¥ 3= o] R}, Bajo] day mx AdeEdomrg duld 49 95
of Zdle] oA 7| Eg ProFound A (http://129.85.19.192/profound_bin/ WebProFound.exe)< o] &
stoitt. 1 A¥, o] whulFo] PGRMC1(Progesterone Receptor Membrane Component 1)1& #1313t (E£9).

A opueibe AAR AFEA7E Tl S RAYES FAF SR PGRUCIIE 467]] ofw] -

[e]

<4-3> ZAF 4468 Fe] AZ

17} olu *& Aoz #7lw u}

|

g wke} SAdsHA L%l% ?‘z}il 4A68 ﬂxﬂi Ud"é@% T dAEs WA & o4 Uz gy
FH @A 12% SDS-P
oA 2A17F Eot B2AS P}it}. #XH %—PGRMCI (€3) A= 4°coﬂxi 124]
A= g 5 3-E7]1gG-HRP(1:3,000; Santa Cruz)E A-LoA 14] 1% PBST® 3W¥ /Hl
gk & BCL #AZ7)E(GE healthcare)® g213atgitt. 71 A3 vdF fz,il 4A68% WS HZAIZ] PGRMC1 w3

A9 F-PGRMCL Aol of3] A2gS #FT = AU (2 10). o]¢} Zo] GASEIA 4468 37
o] 34| 3-PGRMC1 &A= SU3skA PGRMCIS ¢1413HS o &= i},

Fi
r&
_‘TL
E
oo
>
3
vl

(¢

o] AbAS F © #elEr] 98, pCMV-sport6-PGRMC1 23 #E]S HEK-293T Al¥o] EA:N2AH3ste] PGRMCIS
FurE A Z T, HEK-203T AEE 6-Alwel1)e] ZAujFg Zeo]E(SPL)] A 7 x 10 AE5= HEste] 37
TolA 2427+ Z2F wjFatglth. pCMV-sport6-PGRMC1S ] EHEFT 2000 (Lipofectamine 2000, Invitrogen)<
o] gale] Tt TREZM wel EdAAMEYTE. o] u), pcDNA3.1+3} HSPASS W3 &l pCMV-sport6-
HSAPS LA MEl = SANZETCE AFEsITr. EdladAd 2447 3 2 PBS(pH 8.0)2 33] A& 3 & AE:=
g3 ¢+= (50mM Tris-HCl, pH 7.4, 150mM NaCl, 1% Nonidet P-40, 0.5% Doxycholic acid, 0.1% SDS, 2ug

1 o}~ =ZE]d, 100xg/ml PMSF (phenylmethylsulphonyl fluoride), 5Spg/ml FE, ImM NaF, 1mM NasV0)=
o] gale] 4TCoA 30%3F ¥HSAIZl B 12,000rpm =2 4087 YAREA HS AAZ T AR HAALA
=70Col A B33kl th. PGRMClo] & sl HEK-293T M FE9-2 12% SDS-PAGEE ©]-&3le] #2]38 F PVDF
oz Y. SUdEFEIA 4468 L FAQ F-PGRMC1 (G-21) &AE 4TolA 12417 #H-SA AT 0.1%
PBSTZ 39 A|F 3 & 3wl T= F-E7]1g6-HRP(1:3,000; Santa Cruz)E A2 1A%k & ¢ w3
AlZATE. 0.1% PBSTZ 3 A& 3 & ECL A=7|E(GE healthcare)® &<2139tt. = A3} pCMV-sport6-PGRMC1
g wlg o] oa] IatdAE PGRMCIO] &4 thEwe] PGRMCIKE Y w234 4468 T 3-PGRMCL Aol ¢s)
o @eol s #ET £ AUHE 11). o)W F-B-actin IAE AL wuld BAo| g dxroR
AFEE AT, mhEbA i dT e g S oxﬂ 47682 MR35 A7tHjolE A o] EA5HE PGRUCIE S 212

[}

=
3]_1_‘:, @.Zﬂ °]S 7450]_‘_1:, Z

<4-4> FASEFA 44687 FA| PGRMC1 FA|] Azt wjolZ7|AlE EHAM e ¥d vn

S22 44683 135} QAMEVIAE FHEEE PGRMC1T @ A-S <14sh=x] #elsly] 98, PGRUC1S] ofv]
weto] AE B wmFHotiE V1€ EIAHEE FIEte] PGRUCLIY opw Al TS Q1A s mhg-
A 3-PGRMC1(c-3) FAE AF&3le] ZE9- AL EWER] #41& g 12). w3t Az
3, H9 MEEWo] 40683 B-PGRMCL (C-3)2 zZbz} 4°CollA 308 wr-$-A17ith. PBAR 2¥ AlXE 5 A
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[0082]
[0083]

[0084]

[0085]

[0086]

[0087]
[0088]

[0089]

ZIHHEdl 10-2015-0062507

Fe 12 A Aeste F-vke2 1gG-FITC 4ColAM 308z v wbgAlZth. PBAZ 2 AHE F
FACSCalibur®} Cell Quest iiE%ﬂol(BD sciences)E ©o]&3&}o] Pl(propidium iodide)-&4 AlXo] thsir 3
A Mg ARE BAEUTE. & 12004 AAe GAdSFEA ol AN WA npgd 23F AvE £33 S0

. 2 A3, GdFESA 4a680] W R3S el AztuolE I AESQ] Hool Z Adakal l‘ﬂ, PGRMC19] o}n] =
Ab ek BE QlAstE FA nRg-~ ﬂ%%%ﬁc}xﬂ AgetA] Ut 2wl B 239l 3-PGRMC1
(G2D% 73t el AztvjolE7 M2 H9ol Adel] RFo =2, 4468 FARE w23} %Jﬂﬂo}sﬂﬂli =
}\

A PGRUCLE 14 3he & & ATH(E 12).

¢

rlr

Olt

<dAld 5> GAFEFA] 44689 v &3} QAituElolEr|HE EHEE PGRUCIY i FAFAEH 4
<5-1> d&H o= 2l PGRUCL FrAAe] &2

GAEEZGA 44689 w3} A7bujolE AR EHEE PGRACIA digh ol EXE AAetr] 8, 19571 of
n-Ako 2 o]F ol PGRMCLY] A ARE F33+9th (Genebank BC034238) o]Z EUl& pCMV-sprot6-
PGRMC1 AW EZRE A= 2 Zgo|HE ARt SFaLAddwgol os F 7719 PGRUCI =AWl

AR} (a.a 1-25, 1-43, 1-95, 1-157, 1-170, 1-182, 1-195)8 Z=Z AT}, -&%L&i"%ﬂﬂig AbEe] agF
Jl F29S fste] 7k EdWol ‘IT;H;{]'/] 49 3'-EZgloln Wehol] Xhol AlTAL A E Hoda, 5'-2
glolm 7% EcoRl Al+EasrAg= A= 7@3411 G HAAE5L GST (glutathione S-transferase) ‘IQI‘;S_Z]'Q}
AZAN 7] Y8 pGEXAT-2 —g;‘éu—mcﬂ] AN I S F GST-PGRMC1 Zef~m == )4+ DH5a ol CaCl, ¥
Ho T PHAHSS o, 747 GST-PGRMCL EdWo] FHAES 7 Ui+t 255 Adsdt. A F-d2
9] DNA 971N GBA L 9ste] 79 o] F2E5L 50ug/mle] A A& (Ampicilin)e] ¥ 3ml<] LB HiX
ol A RRA} wjeFst = DNA P! 7]E(IntronAl $H)& AMgSte] Eeh~m|= DNAE &EElskar Zh2he] DNA 4
AE9 A7IMES A3

<5-2> GUASEFA 4468 FLFHZ2AH B
FAAgo] Eeld wregloli= 50 ug/ml P 7ol Eoi7t smle] LBuIAe] 0D=600°] = wj7}A] wjgAl7]L
GST-PGRMC1 ¥+l w4 %=S 98] 0.1nM o]AZ2A-1-E] - B-D-2E 3 g} = A = (isopropyl-1-thio- B-D-
galactopyranoside; IPIG)E Yil 36ColA] 5AI3F &9t wikait). tf k& vhedol= 47T, 3000 x g, 15% €
Alitglste] Kol PBSE 23] AlF 33Tt x}7}$ oMM ES Wil doddlA 5wt v A7 § BPSE 23] AlF 3t
Atk 1% SDSS A-2oA 287F WAl F 4°C 12000 x g, 4085t PAIE s o] 7702 GST-PGRMC1 wrl A S
2z} EME} de dhlE e 129 SPS-PAGES ©]-8-3}e] Coomassie Brilliant Blue R-250 (CBB-R250)0.2 < A)s}
of ¥4 & F (&= 131), PVDF Ho &k, T2 F-6ST E= SAIELA 4468S L 4TAA 12413
S A T 0.1% PBSTR 3 AlHE &, &-vp9-2-1gG-HRP(1:3,000; Santa Cruz)E A2o]AM 143k ¢ o

1Atk 0.1% PBSTZ 3H AH3 5, ECL HE71E(GE healthcare) 2 #1&ty. 2 A3} GST-PGRMC1 &

)

A

J19)
i, olo olo

il

3
?

) d 7k & dofd (= 13B)ah s Alell 4A687F wsh QIhuobE I AIE mHREE PGRUCLE] obv]
171958 18287HA 8 Q43 #23 F AATHE 130). o A= 4A68¢] 1&g} zbujolE7| A% ¥4
& PGRNC1S] Zhadd whebo] AlEgwe] wFH vk ARdPE v 3d PGRMCLS 4A680] A F& AEAAl <
gt

L%

<A 6> FUSZEFA 44688 o83 UIY3 LA EA PGRMCI EHLH F4

<6-1> E29- Ao|EU|EZ]Y o3 t}F3 GAIF A PGRMC1 EALH 24>

GASE A 44689 Z+E GA X thEI AFAHEES BE) -‘?43]1 Z 29 Alo]|ENEZ(Flow Cytometry)S
aatoih, FetAE (MDA-MB435), M QFAIE(UST-MG), XA oAEZE (SH-SY5Y), A1SHAISE(ACHN), wjo} Al

ek AE (HE K—293T) g A 3 (Col0205), ZFHA 3 (HepG2) JL 7 QFAIE(NCI-H69) , Bl A=A o) 9hAll
(A549)5 ERS olgate] wolWla, PBS(pH 7.4)= 2W A A F, 40m ~EHOIUE o] §ste] dAAER

beich, 2t

S, A 40688 4TolA 30E3E WESAIFTE. 0.1% PBSTZ 291 AlF gk & 13 A9} A58t d-vlg-2 1oG-

¢

£ 4
l

0

H] AMEES e o 2 x 107 7H® PBA(1% bovine serum albumin, 0.02% NaN; in PBS)ol 4]<

AN
av)
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[0090]

[0091]

[0092]

[0093]

[0094]

[0095]

[0096]

SIHEd 10-2015-0062507
FITC (BD Biosciences)& 4Tol|A 30%7r o wkEAZTh. 0.1% PBSTZ 2W A3k 3 FACS Calibur®} Cell
Quest 2ZE o] (BD sciences)S o]&3&}e] Pl(propidium iodide)-24 AlEd thafjr] A w3 s 2
Stk & 14 oA A SUdEEA] 44680] 1 AL A v 23 FARE x2Fe Aottt GUEE
A 4A682 Aol AM|EZE (SH-SYSY), HIAENCI-H69, A549), ZFFAIXE(HepG2), wo} A1k AE  (HEK-
293T)oll A3t o]& GAMEo| = PGRUCIO) AIE T W] 2SS & 5= Uy} (&= 14).

<6-2> A A E3}eH o 93 PGRMC1 & UAE9] ojmx] £4

SAFEA 44689 FYo] A GAE Tdd Hdstu ¢ °1le Ak mpARZA O ThsAS g
of & A xS Es Faalvt. IAAER HepG2 AEXE AMEHC] &3 6-Llwell)
Zoo|E(SPL)O] AR 6 X 10 AESFE FESF] 37°ColA 72A7F St wFaat. AEst Aebt

12 well plated] &713 A2 wWi|o] GUFEIA 4468S D3 A7 AEFH vl Asez 2
A 1AIZE RESAIZATE. 3.7% PRAC] A-2olA 10 &< AX 378S Al7]al PBSE AlF S § 0.1% Triton X100
S @i Ao 10 Tt AE ZHe 7S Uitk PBSE AHe & 5% 227 &F4(10% normal horse
serum, 0.1% BSA, 1X PBS)S o]&3lo] 4TelA 12417 &<t 227 L &%th. PBSE xﬂif& F-o FITC-3-A#
-IgGE WAl WE ATAA ARAA IAZE T A ZATh PBSE AlH3 ZF DAPIS Wi A2l 1OI7J s
SAIA AE S Attt PBSE AHE T d2d AMSHS a}o]gga}ioﬂ vl Eala
o2 AXE BHEIUTHE 15). I A IGAE FTHolA 44689 2]3t PGRMC1S] Tdo] #EE o, o ZH
= 40688 ©]-&3F PGRMC1 23 ¢FAlFE <] o]n]x b o] &3 & UHS Al

,d
il
ne
2
o o
™
A
2

<AA Y 7> FAZEEA 4468 FAFHA L ol =4t B4
<7-1> GAEEA 4468 FH1A 24

3k Alebs slolBElmnt 4068 AIE 5X100 S QARalste] F3a T RNA iso plus reagent (TaKaRa,
Otsu, Japan) o & *:LX}«] zR2EZo| wEt A RNAS FE3Th. Foixl A RNAE A260S S=73ke] RNA
oS ATsltl. HA RNAS Prlme Script RT Master Mix (TaKaRa)& o] &4 iHL =
THEo] cDNAS A4 6}%3} A FAAE FRYE] M G SFEAAHNS Zeto|uE HEE $
A3 (Wang, et al J. Immunol. Methods 233, 167-177, 2000). §HA¥ cDNAZ F4 F24dS &AM e
[gGl BEHGHo| Tl THaAAAS Zetolwd A7 E 5'-GGA GIC GAC ATA GAC AGA TGG GGG TGT
CGT TTT GGC-3'¢1 ZE|awE e QEtol= 25 pmoledt @A 7PAd S N2dol sjdals Zefoldd A7IA<E
5'MH1 5'-gcg gcg gee ge SAR GIN MAG CTG SAG SAG TC-3'¥} 5'MH2- 5'-gcg gecg gee ge SAR GIN MAG CTG SAG
SAG TCW GG-3' ¢ &E|ZFEALEe=E ¥a A THNSEFAS HEddr. AAERYE AT 7t
AVE B Yo) sldsls Zako]H el 5'-GGT GTC GAC GGA TAC TAC AGT TGG TGC AGC ATC-3' =&|alwEz] L€l
o=} FtutAlE 7MY N Hoo] ddsles Zekolw 2l 5'MK 5'-cgg aag ctt GAY ATT GIG MTS ACM CAR WCT
MCA-3'3} primer6 5'-cgg aag ctt GAC ATT GIG CTG ACC CAA TCT CCA GCT TCT-3'¥} primer7 5'-cgg aag ctt
GAC ATT CAG CTG ACC CAG TCT CCA-3' Z}Zhe A&, Tdaadsits AiE a &40 29S8 93y
A9 A$-E 3'-Zelolw Wik Sall Adas As # o}ML 5'-3xgko]w A9~ HindlIl A|3t& A=}
Folalgitl. F29 ASoE 5'-Zefo]nldlE= Notl, 3' ZaoluoE Sall AFAEAL A FoAsgict. &
9 Agasae 4z e T WA 94ToNA 18, 45TolA 40%, 72TCol|A 1&E o2 303 WHSAHTE.
I T BRG] sdste INAEHA O R F4HE dolQl oF 400bp, A4l EWEY fTH= DNAEHC R
FAEE doll oF 390bpell FE = AXA FHE DNAE 4 & AU

N mlm

rr

<7-2> SUIEZA 4468 FAAY E2Y R FVIAE 4

A7) AAleel A FEad 4468 A FHAE F2HE7] et WA FFELAATS AES T4+ NotlH
Salle 2 AHgsta A4e HindllII9F Sallez A3 F 1.4 % o7tz Ao H/MAIAA  GeneClean
I1(Biol01AF, wl=H)& <F 4002 390bpel s Fsl= DNAZ +elltt. FAFHAAE 22YdT dH=Z A8
pBluescript KS+= EcoRI¥ Salle® A glstal AAH-4Ax 29 WE ZE pBluescript SK+= HindIII9} Sall
o2 A3 e QIA quick PCR kit (Qiagen, L) 2 F#3stFtl. o] F DNAS T4 DNA A2 & A (New England

_17_
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bt DHS a ol CaCl, o= Jddeksd v, Sae] 4 °F 400bp =71] DNA

BiolabAl, W=h) & AZsta A
79 <F 390bp A7 7R W EEES WG

HQES A 28, A4

A FHAAES] DNA A7IAERAS flste] 719 oy 55 50ug/mle] @ujd#o] FHiE 3mlel LB wlA|
ol A REA} wjFst - DNA U3 7]E(IntronAl $H)E AMg-ste] Eeh2~m|= DNAE &&lskar Zh2he] DNA 4t
A& AVIMES AASAT. T 2 A DNAY VLGS opvAto® wbr & Zb ohunAl mjdS
Kabat dHlo]EH]o]~E o] &3le] ®A5tH(Johnson G. and Wu,T.T. Nucleic Acids Res. 29: 205-206, 2001).
L 16, 179 171 A4 919 &A= Kabat dW Pl whel Aakdek. o] ofm it Ads A A} o] W
AREL A Fx2o EHAQ Z7let mdS sl z2t5a e (= 16, 17), FAHeR B HAgZ
59 o8 OF 7FdlA 44689 FHE MEIF IB o £3tn AdE MEIF [d 3. d9S ddEE
(DR H712E, 4A68 F4 A% CDR1S 26-35, CDR2E= 50-66, CDR3E 99-111¢], A A9 (DR1S 24-34,
CDR2%= 50-56, CDR3¥= 90-98¢ s@alsich. 7-24 A<l A= A3} F9 49 2203 961 A 2H|
flol, Aol A5 233 89 Al Qo] olatgitt. o] {fxAte] A AREFEH F4 H AHAFHAE 7]
SAUS AT 5 YTt

=
= =

xg

Y

EH]

A. O] 2=} QIZHIHOFZ 7| M| = HO

&

_18_



k1
)
\S)

A.

SSEA1 SSEA3 SSEA4 TRA-1-60 TRA-1-81

WA

SSEA1 -1-60 TRA-1-81

Ll

kDa Purified 4A68

—3

(heavy
chain)

— 3
(light chain)

CBB

_19_

ZIHE3 10-2015-0062507



&1 10-2015-0062507

=

=

H

el
[=)

H1 NT-2/D1 NCCIT

H9

SSEA3

_20_

2 j < g % 2.
T o - <
u ~ ~ o~
r -
L
) . i g
= [ M
i a‘ 1 E
- I
-
i 3
= < “~——  89V¥ 89vYy
———— o
0 o i < T
M (] < N < |
w o !
© =
| % ™
=
o '
o = E
o ™ ©
< E g, — s
Wou vOl 0L 201 10l
-~ unoy —— i ob|ashop —— ob| asnop —

Rat IgM



k1
n
()Y

104

4.8

103

102

Mouse IgG —

4.1

4A68

0.1

85.0

10!

2.9

14.9

10

k1
n
N

120

102

Rabbit IgG

103 104

4A68

80 f
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20
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| <—— 4A68
anitgen

0.0
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22.8

EES
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=99

Match to: gi|5729875 Score: 72 Expect: 0.017
Membrane-associated progesterone receptor component 1 [Homo sapiens]

Matching peptide

Start-End Observed Mr (expt) Mr (calc) Delta M Peptide
T2-80 1104.6535 1103.6462 1103.5723 0.0739 1 R.DFTPAELRR.F
80-88 1089.6001 1088.5928 1088.5363 0.0565 1 R.RFDGVQDPR.T
895-102 1548.8593 1547.8520 1547.8745 -0.0225 1 R.IIMATINGKVFDVTK.G
105-119% 1644.8389 1643.8316 1643.80%96 0.0220 1 R.KFYGPEGPYGVFAGR.D
106-119 1516.7543 1515.7470 1515.7147 0.0323 0 K.FYGPEGPYGVFAGR.D

gi|5729875 (PGRMC1)

1 MAAEDVVATG ADPSDLESGG LLHEIFTSPL NLLLLGLCIF LLYKIVRGDQ
51 PAASGDSDDD EPPPLPRLKR RDETPAELRR FDGVQDPRIL MATINGKVEDV
101 TKGREFYGPE GPYGVFAGRD ASRGLATFCL DKEALKDEYD DLSDLTAAQQ
151 ETLSDWESQF TFKYHHVGKL LKEGEEPTVY SDEEEPKDES ARKND

EHI0

@ WB:4A68

@ VB:a-PGRMCT
(G-21)
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— Mouse l[gG— — 4A68 —— —PGRMC1(C3)> —-PGRMC1(G21)—~

EH]13
Ak owme ARG
C? '\n"\‘h '\Bii'\' N
St FEEEEE L
53- - - - e ] —
48+ i H e
- -
35 - s — -
- ,’n feee
- . 8
CBB-R250
B
& & 6 SR F P C < o & A0 g P
REAN IS T N U
75=
75—
R k 63-
63 _ e -
48 = "J-kb 48~ -
- o —
35= -l - P
—
28 — - = e - 28-
WB:a-GST WB:4A68
Epitope : 171-182 a.a
k= pP]
MDA-MB435  ACHN Colo205 UBT7-MG
E L .‘
3
O  SH-SY5Y NCI-H89 A549 HepG2 HEK293T
4568
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HC 4A68 subgroup IB

GRG GTA ARG CTG CRG CRG TCT GGG GGAR GGC TTA GTG ARG CCT GGR GGG TCC CTG ARA
Glu Val Lys Leu Gln Gln Ser Gly Gly Gly Leu Val Lys Pro Gly Gly Ser Leu Lys

CDR1
CTC TCC TGT GCA GCC TCT GGA TTC ACT TTC AGT AGC TAT GCC ATG TCT TGG GTT CGC
Leu Ser Cys Ala Ala Ser Gln Phe Thr Phe Ser Ser Tyr Ala Met Ser Trp Val 2Zrg
CDR2

CAG ACT CCG GAG ARG AGG CTG GAG TGG GIC GCAR ACC ATT AGT AGT AGT GGT AGT TAC
Gln Thr Pro Glu Lys Zrg Leu Glu Trp Val Zla Thr Ile Ser Ser Ser Gly Ser Tyr

ATA TAC TAT CTA GAC AGT GTG AAG GGG CGA TTC ACC ATC TCC AGG GAC RAT GCC RAG
Ile Tyr Tyr Leu Asp Ser Val Lys Gly Arg Phe Thr Ile Ser Rrg Asp Asn Rla Lys

C ACC CTG TAC CTG CAA ATG ACC AGT CTe AGG TCT GAG GAC ACG GCC ATG TAT TAC
hr Leu Tyr Leu Gln Met Thr Ser Leu Arg Ser Glu Asp Thr Ala Met Tyr Tyr

TGT ACAR RGG CAG ACT CTG ATT ATC CTG GCC GGG GGT GCT ATG GAC TAC TGG GGT CRA
Cys Thr Arg Gln Thr Leu Ile Ile Leu Ala Gly Gly Ala Met Asp Tyr Trp Gly Gln

GGA ACC TCAR GTC ACC GTC TCC TCA GCC AAR ACG ACR CCC CCA TCT GTC TAT -
Thr Val Ser Ser &la Lys Thr Thr Pro Pro Ser Val Tyr -

[ v
Lo
=y

_24_
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LC 468 subgroup I

GAC ATT CAG CIG ACC CAG TCT CCA TCT TIT CTT GCT GCA TCT CCT GGA AR ACC ATT
Asp Tle Gln Leu Th¥ Gln Ser Pro Ber Phe Leu Ala RAla Ser Pro Gly Glu Thr Ile

CDR1
ACT TTT AAT TGC AGG ACA AGT AAG AGC ATT AGC AARA TAT TTA GCC TGG TAT CAL GAG
Thr Phe &sn Cys Arg Thr Ser Lys Ser Ile Ser Lys Tyr Leu Ala Trp Tyr Gln Glu
CDR2

ARA CCT GGG ABRR ACT AAT ARG CTT CTT ATC TAC TCT GGA TCC ACT TTG CAA TCT GGR
Lys Pro Gly Lys Thr Asn Lys Leu Leu Ile Tyr Ser Gly Ser Thr Leu Gln Ser Gly

ATT CCA TCHE AGG TTC AGT GGC AGT GGA TCT GGT ACA GAT TTC ACT CTC ACC ATC AGT

Ile Pro Ser Zrg Phe Ser Gly Ser Gly Ser Gly Thr &sp Phe Thr Leu Thr Ile Ser
CDR3

AGC CTG GAG CCT GRA GAT TTT GCA ATG TAT TAC TGT CAA CAG CAT AAT GAA TAC CCG

Ser Leu Glu Pro Glu &sp Phe Zla Met Tyr Tyr Cys Gln Gln His Asn Glu Tyr Pro

TAC ACG TTC GGR GGG GGG ACC ARAG CTG GARA ATR ARR CGG GCT GAT GCT GCA CCA ACT
Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu Tle Lys Arg Ala Asp Ala Ald Pro Thr

GTA TCC — 348
Val Ser - 116

Az

<110> Industry-Academia Cooperation Group Of Sejong University

<120> Monoclonal antibody 4A68 specific to PGRMC1 expressed on the
surface of human embryonic stem cells and various cancer cells

<130>  ADP-2013-0495

<160> 4

<170> KopatentIn 2.0

<210> 1
<211> 131
<212> PRT

<213> Mus musculus

<400> 1

Glu Val Lys Leu Gln Gln Ser Gly Gly Gly Leu Val Lys Pro Gly Gly
1 5 10 15

Ser Leu Lys Leu Ser Cys Ala Ala Ser Gln Phe Thr Phe Ser Ser Tyr

20 25 30
Ala Met Ser Trp Val Arg Gln Thr Pro Glu Lys Arg Leu Glu Trp Val
35 40 45
Ala Thr Ile Ser Ser Ser Gly Ser Tyr Ile Tyr Tyr Leu Asp Ser Val

50 55 60

_25_



Lys Gly Arg Phe Thr Ile Ser
65 70
Leu Gln Met Thr Ser Leu Arg

85

Thr Arg Gln Thr Leu Ile Ile
100
Gly Gln Gly Thr Ser Val Thr
115
Ser Val Tyr
130
<210> 2
<211> 116
<212> PRT
<213> Mus musculus
<400> 2
Asp Ile Gln Leu Thr Gln Ser
1 5

Glu Thr Ile Thr Phe Asn Cys

20
Leu Ala Trp Tyr Gln Glu Lys
35
Tyr Ser Gly Ser Thr Leu Gln
50 55
Ser Gly Ser Gly Thr Asp Phe
65 70
Glu Asp Phe Ala Met Tyr Tyr

85

Thr Phe Gly Gly Gly Thr Lys
100
Pro Thr Val Ser
115

<210> 3

Arg Asp Asn Ala Lys Asn
75
Ser Glu Asp Thr Ala Met

90

Leu Ala Gly Gly Ala Met
105
Val Ser Ser Ala Lys Thr

120 125

Pro Ser Phe Leu Ala Ala
10

Arg Thr Ser Lys Ser Ile

25
Pro Gly Lys Thr Asn Lys
40 45
Ser Gly Ile Pro Ser Arg
60
Thr Leu Thr Ile Ser Ser
75
Cys Gln Gln His Asn Glu

90

Leu Glu Ile Lys Arg Ala

105

Thr

Tyr

Asp
110

Thr

Ser

Ser

30

Leu

Phe

Leu

Tyr

Asp

110
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Leu Tyr
80
Tyr Cys

95

Tyr Trp

Pro Pro

Pro Gly
15

Lys Tyr

Leu Ile

Ser Gly

Glu Pro

80

Pro Tyr

95

Ala Ala
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<11> 393
<212> DNA

<213> Mus musculus

<400> 3

gaggtaaagc tgcagcagtc tgggggagge ttagtgaage ctggagggtc cctgaaactc 60
tcctgtgcag cctctggatt cactttcagt agctatgeca tgtcttgggt tcgccagact 120
ccggagaaga ggctggagtg ggtcegceaacc attagtagta gtggtagtta catatactat 180
ctagacagtg tgaaggggcg attcaccatc tccagggaca atgccaagaa caccctgtac 240
ctgcaaatga ccagtctgag gtctgaggac acggccatgt attactgtac aaggcagact 300
ctgattatcc tggccggggg tgctatggac tactggggtc aaggaacctc agtcaccgte 360
tcctcageca aaacgacacc cccatctgte tat 393
<210> 4

<211> 348

<212> DNA

<213> Mus musculus

<400> 4

gacattcagc tgacccagtc tccatctttt cttgetgecat ctcctggaga aaccattact 60
tttaattgca ggacaagtaa gagcattagc aaatatttag cctggtatca agagaaacct 120
gggaaaacta ataagcttct tatctactct ggatccactt tgcaatctgg aattccatca 180
aggttcagtg gcagtggatc tggtacagat ttcactctca ccatcagtag cctggagect 240
gaagattttg caatgtatta ctgtcaacag cataatgaat acccgtacac gttcggaggg 300
gggaccaagc tggaaataaa acgggctgat getgcaccaa ctgtatcce 348
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