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(57) Abstract: The present invention provides a method for cultur-
ing a corneal stem cell-like cell line by inducing the differentiation of
an induced pluripotent stem cell, the method comprising the steps of’
preparing a basal medium comprising DMEM F12, L-ascorbic acid,
sodium selenite and sodium chloride; adding, to the basal medium, an
additive for culturing an induced pluripotent stem cell; producing a
feeder-free culture medium by coating the basal medium with a vit-
~ ronectin recombinant human protein; adding, to the feeder-free culture
medium, an induced pluripotent stem cell and culturing same; adding,
to the feeder-free culture medium, an additive for creating an environ-
ment for stem cell growth; consecutively adding BMP4 and Wnt3a to
the feeder-free culture medium in order to induce the ditferentiation
of the induced pluripotent stem cell into a corneal stem cell-like cell
line; and culturing, in a PI culture tluid, the cell differentiated from the
induced pluripotent stem cell.
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e AEEY SAES SHT ARtk
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)t (feeder) & AH&3to] 71 A 25 v ot A5, w3t 2 A A
o] 2 Al A wh-g-o] IEAlE = o v g, IU S AREEA] &= T v 27
WA & A28t 7] Yste], 7]En]x] ol v EZYEl Al 23 91 7F ol A (Vitronectin
Recombinant Human Protein)& T W 3}al, 1} &0 2 o5& 7| A XE 797
HH okg}oﬂq_

HE2ZUE Q23 Ak did a8 2 &9 342 S-af A5 6 well
plate W] & 8-7] 7]= 2.2, 9 ml9] DPBS(Ca 2 Mg2>7} §13= Phosphate buffered
Saline)°ll 60 x0o] B EZYE A 23 17 vl a (50 pg/ml)S 9 8h
s| A &tar, o] & 2 wellell 1.5 ml ¥ a2, 71232 A F vh 2, WA e (oF
4C)0I A 1223 WS A Tk, o] %, 1A17E 2F 4 o) 4 3 A7 a1, PBSE
Al = 8

W Fevb sVl E 2 A Al 2R A7) 7] 98, 5, v
H) 323w A o)) 27| A2 A 34 248 H7HA 24, EGFS 10 ng/ml 2

A=E 5 pg/ml A 3

oz g =2 ]HH(ectoderm progenitors)E 3710l F-538}7] 238}
BMP4=- 100 ng/ml 3 7Febal 397 A )8} Sl aL, b 0 & 24 27| Al 3%

A EF2 H31E 918o] Wat3aS 100 ng/ml H 7Fshar 347+ A €] 343 o}

o2 FrvtsE7| AL 25 3t A EE A O]i B ujtotE
THE /TR 11152 T PLuj Aol A oF 15 W %] 35 &2t v 3ttt

PI Hl Ooh’“oﬂ"i of 1‘r WA 35 Rl ke A E S5 Al sl Fetit. A

710 % 3:15 Z3}38 o 3] n]t]olof, FBS (Fetal
Bovine Serum, J_EH old A )g THE VN FEOE 5% HUFSa
B ERAZELEE 50ng/ml, 15U E 5 ug/ml, FH|Shs4E 30 ng/ml, 2 EGF&
10 ng/ml X 3}F5} 55 A 28} A3

[}

718w A ol] F-E=qksE 7| M 3w ¢ % 2! 7?%%13*1 EEE iﬂj*ﬂl 4 10 pg/ml,
bFGF-Z 100 ng/mL, TGF Wl E}1-8 1.74ng/ml, 2 & # -2 20 pg/ml & 7133 o

¥ t] 24 MMC (mitomycin C) A 2] ¢ MEF (mouse embryonic fibroblast) ¥] t] &
25,000 cells/cm? 718} a1, o} &0 2 FEqbsZ 7| A 25 v %k& 9 o).

<AEl o 1>
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M et f vt e SV A2 E Zed 3 A7l o),
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U v A& AREsEe] Elsgitt 1 A A E 3 2 5 4ol YER AT
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gkl 5t A T
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[65] o=, 45 Fxohd, WS vtV A oA d A S el shal,
Gl b AE vl aEtr] fske] 71 A3 akA ol o) € protein array &
AN B L, =7 H F 2] mA 91 SOX2, OT 3/42] W8-S 2918t
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s -1
(ABCG2, ANp63, Pax6, CK14) 2 Z}H9} 23] Al 3£ w}A (CK3, CK12)2 &
AHE FA sl
[69] 1A, AA 19 A5, WaBaE A g ste] 351E vl oF Al A F 7] A3
nlA Q1 ABCG2 2 ANp63$} 24 k5] Al 3£ np7 91 CK3 2 CKI127}F 2.5
v A Al 10l thEk mhA o] W el E G ARE 5 LHX] )

goll LFEF ATt
170] 79 %88 Az, Watda X 2] 35 S0k wj ok 7] 4 E(GPSC)ol A
CK14, Pax6 & 31 ¢h A3} 7 b d o] A ¥ ) &3 & 5 AUTh L3 Wat3aE:
2] g vl 5 S 71 A EZGPSC)oll A 2} s & 7] M| 32 ] wlA 1 ABCG2Y]
& AR Frastgl o 7 e Al s 13} nbA Q1 CK39] &
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5 9k5 < 7] Al 3 (Induced Pluripotent Stem Cell)2] -3}& f-5=35}o] 2H4)
| 32 FAF A EFE vl ks H QB2 A,

SRtV A EE VAR A AR5 2 E3 e e 5 R 525

3

feeder free culture medium)®l] BMP4 X Wnt3aS

o

(7478 1]
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o M
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—_

o= 94g; 2

]_
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}7] FEnhs 2| A R B A RS et s
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[81% 2] Aol QholA, 71 Ay Ay A EE E3HE 58] A,

3T ] 33} A ;
7] F] v 3 Ao fERbEE7|AEE Hrtete] v sk w1
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=
A7) 9 B E3F Aol VN AE A B 248 A S Hobehs

H}g& vl sk W,

7873 3] A2gkel Aoy A, 7] F Tl v 3 v X & A Z ok 38>
DMEM F12, L-o} 2= 52 2 B AE, o} A @l A U} E F(Sodium selenite), ® 93
UEF& E3Heh= 7] vl A & 8] ek 3,
A7 71w A ol] w27 Al g FIHAE HobeheE 3 2
7] 718 Aol Rl ERYE A3} Q1 vl S s E she] 9 Y]
H] 3£ 8} 1] %] (feeder free culture medium)E A 2 8h= A4 & &5t
HEH

g3 4] ALl oA, 7] Frerts 27 A2t E3tE A E Pl
Hlj Qo of) A Okg} WL

77~ 5] A38tel] oA, F7] FrEvFsEV7 AR SE A= £ 2
E @ 25 ¥l (Holo transferrin), bFGF, TGF H EH, 2 Q1= S E 33}
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7873 6] A2%kell AA, 71 F7IAE A 37 240§ H7HA= EGF 2
Aeds 2este= Uiy

%373 7] Al1gkell ho) A, %471 BMP4 2 Wni3aE x4 O =2 H7eh= #pg ol A,
BMP4E #7beta 24 WA 44 7F A €] & Wn3aE H7Feh= W,
[%d -3} 8] A 78kol]l o)A, A7) BMP4 2 Wnt3aE a2 0 2 H7Fehi= Fg ol A,
Wnt3as F7Fstar 24 W] 44 3F A g5k WL
[ -3 9] A45kel oA, A7 PI vl o2 A ‘ﬂ(Panserin)'O]iiE
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