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mE i 3T AR B ARIRAR R 3k, RSN B R T T-R e @it T @i, RA
IR B F I AR kg & T- e m et JE T s e, ) 7 4] o8 B 64 37 6] F) CHIR99021 4=
PD173074(21)#EAT It 75 T tm feL 64 % ik, RART-PCRiE# M| Sox2. Oct4. Nanog. Kif4. Bmil. C-Myc
F tm L as AR L B 64 R GA, 3 — K Western blot#&4iE Octd & & K -F & ik, WX @ L K H5#7 CD34.
CD44FLAR R A S, B PIAS M 40 e JB) B, Al CFSENLE 4 38 345 7, 44 15 69 T-#R €. 2m iR AT 73
F o HATAR R A RAB A E I, Emiosk BiF Ak A s b, AR BA 34 o 4e Ak B 69 3 %) 7
CHIR990214=PD173074, &% g 4& ik Hut-102-F fafesk. % RT-PCR% T, Hut-102-F e in sk a9 L F
b A AEIL B Sox2. Oct4. Nanog. Kif4. Bmil. C-Myck A3 R 2 5 -F Hut-1022m 051 A5 &
XOctd % @ ; ZAKXMILARSHCDI4. CDAd4uik £, A 74.20%49 Hut-102F 40 f3k & I 4 CD34",
H 90.82%%) Hut-102-F 20 i3k & I 4 CDA4", BRIP4l oA 2h My oL ) T e IR B 38 ik, #b
WA A ik B CD34'CD44 & A 45 A2 69 Hut-102-F el 3R 7 PIAG ) 4 At JB) 2, '3 48 69 Hut-102-F
Rk P 4L T Gi/Go 64 4a it 64%, 2T SENGY 4a it 4 30.56%, & 9% ta % 13§ 74 R AL F AR bk
A; F CFSEARM 2] 5 4 69 Hut-102-F e e sk o138 58 6 /7 2 % & T Hut-10240 i, £ NON/SCID#%
BoF, 2 A AR Hut-102 20 e 5 AFn Hut-10240 e, 45 3% 27, A7 A A2 2] 67.74%+5.32% 89k & 4m i &
iX Hut-102 40 i 4§ -4 AR 24 (CD3), M /E & 697% B F A4em 2], L8 Hut102 48 e 52 NON/SCID#R
BARARILT T-RE @I Tt foss S ARG ). B REAE G0 AEREE MR L 7 32 ik
F A N F AP 37 4] K (CHIR9902142PD173074), & & i K F 69k, 1@ i T m i A0 5 & BAR R A%
A 525, E B Hut-102 2 R 3R B A T-M & 2m o AP T 4m et b
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human T-cell lymphoma (Hut-102) stem cells, and identified them. Enrichment of sphere cells with stem-like
properties from human T-cell lymphoma lines were grown in a defined serum-free medium (SFM) with two
differentiation inhibitor, CHIR99021 and PD173074 (21). The expressions of Sox2, Oct4, Nanog, Klf4, Bmil, C-Myc
were measured by RT-PCR. The antigen effect of CD34, CD44 was analyzed by flow cytometry. The cell cycle of
Hut-102 cancer stem cells was assessed by PI and nude mouse xenograft assay. Hut-102 sphere enriched in SFM
with 2i expressed cancer stem cells markers, including Sox2, Oct4, Nanog, KiIf4, Bmil, C-Myc, the over-expression
of Oct4 protein, and high expressions of CD34, CD44 (74.20%, 90.82%). By observing the cell cycle, we found
that most cells in the enriched spheres were in G,/G, phase (64%), and less cells in S phase (30.56%) compared to
the Hut-102 cells. In the T-cell lymphoma derived from caudal vein injection of Hut-102 spheres in athymic nude
mice, 67.74%+5.32% of cells expressed Hut-102 specific surface marker (CD3). We reported for the enrichment

and characterization of sphere-propagating cells with stem-like properties from Hut-102 cell lines in non-adherent

sphere culture with two differentiation inhibitor such as CHIR99021 and PD173074.

Key words

IR L1700 07 N2 BRI RE i 46T, [
DRI S0 177 26 T2 I N0 3 T o i8124% . H b, 8
ik J A AR AR AR I LU IR A &, FRIE R 13%!1,
SN TN 98 989 S 4% 306 2 S5 9 B AF OC T 40 Y (9 1f.
Jpi(adult T cell leukemia, ATL). ‘& R4S —FF
e B HTLV-1I G 0. i tila $E22, ik
DA PRI 20 A JLGR MR X 143 4 8, FLREE 400
NT WG+ =/ HNAET-P. CuzmanZE*
FEAEW, N P RIS T 40 X e it 1 4 e T
o (M0 i . AR SRR TT 7R 32 B X R
AT TR [ BB E ) (0 R A i, AN BEE AT AK
A KU IR T 40 M, B RIB YT S TR AT 0 IR T 440 e
Shy I 5 R R 26 s VAR, 3K W] g A H TR 40 i
A TCIEMIA I R RIS, GeorgeZGlONiF S, kR
W)k CD34"CD38 [ [ 1fiL 95 T 41 g ) 22 41 %7 2 (14
JECE B AR T CD34 CD38 1 JHR 40 it . b 98g T4
i 27 A AT bR A TR v B AN BT IR KT,
TE IR 5 (1) A7 A B B 2

HAT, W36 20 3 AR SR & A H R 1 Al i,
EREE — I REAT 2 AR B A3k, 1 HLRERE E Rt
SR FE R B IPR AN, or gl . 4 Sk, AR 2
H 4o e DhRe i i 2N 4l B A, I LIS B A ok FEAH
XoF BB, ) AT R T A R TR AR S U
SP/y kT4l Uk T- ABCHeia i 1 X % ABG2IH A HE
2iWRe ), R 25 1A — 2 DG &R, (RANT40 R i S At
VRS WARER R, H AT E %A W 5T E B BT iR
() SPE M #4002 T4l B it L akk vk TR B LA 40
A TR A A N TR B A B, SR TS s

CHIR99021; PD173074; cancer stem cells; human T-cell lymphoma (Hut-102); CD34; CD44

TATTRFH 1 40 M R AV B R A 2 — s AR
Je 40 L P o ] FRL s AT R T, I TR R SR I A
I RERE DR EF 22 1) 73 AL R i, T 40 bL 22wl Ik )
4%~20% . T [RRIF TR B, 18 I R B f sk A TG
MG B 77 T LA 4R LI R0 i 91 s 45 22 b s A4
S 11040 PR /AT AR A B 1 4 B o ' A
FLE, BVFRIFE AR R Tl AN X4
FEATCREFEAEH . IAE B I 40 it s b s
R4 i B R E B O v
CHIR99021 & GSK-3B 7, 1 GSK-3B5
WNT/E 5B A<, WNTIS Sl O gaEm 51
SN F B HTRE A OG . YingZ5ESUR FH = Rk 2%
/N3 F: CHIR99021. PDI184352H1SU5402, 43 5l 4146
/NERIEAG T4 M GSK3. Mitogen-activated protein
kinase(MEK) Al Fibroblast growth factor(FGF)3Z A%
ARG IX = A5 0 Mo AR QI 5 8 s 5, K
I/ BUVR I 40 Jif o] S LR 18 3T AN 5 i
HEan i B R FEFAROCIME 5. 7EX i, CHIR99021
F GSK3 Ja i Wntf 55 38 86 1T /i 55 41 oA L &%
ERKZ5 552 206G i i) A KA G XM= A
A2 /NGy A R AT LU 0K BUVR i 40 ik 1) 40
B2k . HannaZ504b % B, CHIR9902 13114 GSK3
45 BT Nonobese Niabetic(NOD) il & - HA L it T- 41
i e T G B () 22 D e T A0 i 2 Re MR 4ERE . ANERLS
KBRS G 1 40 il e 0 1) GSK 315 5 AR RE %
K Hh 2 FF 2 Be MRS T B IR BT RE ), o EA]
AEE LR AR . AR, B S
1 JTT CHIR9902 1 11 PD032590 1 411 71| 10— 25 1 53
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H T F, X P A 2 S0 ) GSK-3 41 ERK 1/2
G518 . GSK-32& 5 %W, ¥ &% AKT. Wntfl
Hedgehogii %, GSK-340 il 571/ i 1 4% Wnt/B-catenin
ol PI3K A 5100 5 o) % BES AN Mo B B8 7, YT R iR
¥, Bl B-cateninfll c-Myc. PD173074/& TGF-BIH
7, 564+ FGFR3 i Py 45 /35 ATP 45 547 i o AR R
T, 3k PD17307415 S 34814 58748 FGFR3 (1) 41
b S22

&4 M BT, B NI FICHIR99021
FIPD173074 1] -1 Tibk tL 40 A I8 140 i 1 7 328 A
I, ANHIFFTE K PR R T Hut-102)99% -+ 48
OB G NR TSI ik 1 Pl pI WA A1 ) N Pt o
S E NN PR AR R e R L K 0 e A

1 MRIE5EREE

1.1 ##

111 @mfie N T-WREAH I8 Ak Hut-10204 15 56
411 Jf £ (American Type Culture Collection, ATCC)(TIB-
162), 7575 10%f 2 L35 I DMEM#; 375, 37 °C. 5%
COMIFINE BE 4 N5 TR, B52~3 di A4, S ik
FH A5 502 K TP 40

1.1.2 X7 DMEM ks 77 5 (b o £ R AR A5 B
BoAT B2 7)), R A4 M EPA A7), 4 A6 30 6 71
CHIR99021 1 PD173074(Stemgent /s 7)), Hi/E %
DMSO. B27(GibcoA ), it 5y % (insulin). & 4=

KA F(EGF) B4f4E 4 K K 1-(bEGF)(Promega /s
F]), Trizol(Invitrogen/A ), PI. CFSE(Sigma’A w]),
Anti-human CD34 FITC. Anti-human CD44 PE.
Anti-human CD3 PE(BD” #]), NON/SCID# fl (Ab 3¢
YT A HEAT A 7)), Real-time PCRIR 7 £ (TaKaRa
), Anti-Oct4 antibody(Abcams 7)), Anti-B-actin
antibody(Sigma/A 7).

1.2 FH&

1.2.1 Hut-1024RMRERARIE R BAER, YR
Z0THOY, WA MRS T R AT K 4 o TR, o
BB 2 I, T, 1< 108/ AL R T 6 LA, 48
HEScGRO™#5 7%, i AB27. 107 mol/L CHIR99021 .
107 mol/L PD132074. 100 nmol/L DEX. 5 pg/mL
insulin. 10 ng/mL EGF, #EF&2 d¥eyi 11k, 15577 d)5,
I IR K 5 ARTA 60 pm o AR 4 MO Bk, N TC B S
L 1000 r/min 205 min, 353, PBSIEVELIX,
] trypLE expressif 4t 5 min, IR AL WCAT .
REAH BRI TR, 1000 r/min 005 min, 5 L
i, R TR T B A, THEL, 1< 10%FLEF 16
UM, BT 37 °C. 5% COL M4 Mok F7 46 s 7
7 dv 14 dfaiH SO ek R CK T 60 pm)Ei H, I
THERIERARTE BOBCR (TR B B =Tl Bk 7R % H
[FEFP A 0 100%) -

1.2.2 RT-PCRi%&A2M| Sox2. Oct4. Nanog. KIf4.
Bmil. C-myc3 B &k M Hut-10240/1. 14 dff)
Hut-102F 41 fu ek BB RNA . 41 i Trizol 4,

%1 PCR3I¥F%
Table 1 PCR primer sequence

. B E(CC PCR™ (b JU—
S JFAI(5'—3) HIECO ®P) s
Annealing PCR product
Gene Sequence (5'—3") Cycles
temperature (°C)  (bp)

Forward primer: AGC GAG CAT CCC CCAAAGTT

S-actin . 60 283 40
Reverse primer: GGG CAC GAA GGC TCATCATT
Forward primer: AGA AGG ATG TGG TCC GAG TGT

Oct4 . 60 251 40
Reverse primer: CCA GAG TGG TGA CGG AGA CAG
Forward primer: TTC GCC TAT GCC TGT GAT TTG T

Nanog . 60 482 40
Reverse primer: CTC CAG AAG TGG GTT GTT TGC C
Forward primer: CAG CCC CCC TGT GGT TAC CTCTTC C

Sox2 . 60 287 40
Reverse primer: CTC TAT TGC ACC CCT CCCATT TCC C
Forward primer: TGG TGA TGA TGA TGA GGG

KIF4 . 60 306 40
Reverse primer: GTG GCA CAG ACG GGA TTA

c Forward primer: TAC CCT CTC AAC GAC AGC AGC TCG CCCAAGTCCT 60 478 -

-myc
v Reverse primer: TCT TGA CAT TCT CCT CGG TGT CCGAGGACCT
. Forward primer: AAG TCT TGC CTG CTT TCC AA
Bmil 60 316 40

Reverse primer: CAG CGG TAA CCA CCAATCTT
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RNARE IS0, A 300 4 sy i 7] 5 >4 (1)
WL SRR RNAI 4 5% B cDNA, FE L TE42 °C
B E 1 h, 95 °CN# 5 min, RNASEREE ] 19%50 e bl
B B LKA U o

JT AT O NAA % A 20 uL, 14 1] ABI PRISM 7500
PCROUAT I, A RN AR R AL 75 10 pLff) 2xTagMan
PCR mix, 10 pmol/L5[#JF1cDNA. 94 °CZZ4:5 min,
40/MIEFR(94 °C 30 s, 60 °C 30 s, 72 °C 30 s), 72 °CHE
{17 min, 4 °CIRAF. FFEBATAEBIBOM B2, HEBRIA T
AP
1.2.3 Western blot’ Octd & & & & W AE
14 difgn ek, $EEE 1, 2517 10% SDS-PAGEH
VK, %2 PVDFIL; A 5% i IE 9545 1) TBS 22 ot
W H; RPN OCT4% i ik, 4 °Citix;
PEME30 min, ZHRPARIC I EPL R —HUEEIFE2 h,
S ROGIEAT I E 1 45 ek 2 RO R B 1A
1%, £ H] Image Lab software 3 TG . NS K H
B-actin. FHHut-10240 fu/f: 4 % 4N . SEscst R
=S .
124 AX@MIRASHTCD3I4. CDA4FIREREL I
14 A Muek, NTCH EOE T, 1000 r/min O
5 min, 3% I3, PBSIEUE1IX, HtrypLE expressilift
5 min, JHTEDEERR AT o Fr A sk i 55 B e i
Jii, 1 000 r/minj.(»5 min, 5% 3, HPBSTHVE2IK,
N 1% BSAL P H R 40 L, il 110/ mL4H
B, 4 °CHiCE 30 min, I 1% BSAFBE K717 986
—PT, FEIX10°GH AR N AN 20 pL, =3k i E 30 min,
1 000 r/ming5.0>5 min, 5+ 3%, FHPBSIEVE2IK, H&
1%2 58 Wl 1) PBSHL &, i xU4H e { BD FACSCali-
burf il 53 H7
1.2.5 PIE&AMN MRS W 14 dIf 40 ER,
ANTLHEOE T, 1000 r/ming 005 min, 7137, PBS
THVE1IR, HtrypLE expressyid 4.5 min, JfFH = I
FEKAT o Ayl Mk B 2K EHUS, 1000 r/min gL
5 min, = B3, FITAPBSIE VR, IIATIA K170%
L, 14 °CHE e, B ORI, 1 mL PBSTE
M1, INAS500 uL PBS(750 pg/mL PI, 100 pg/mL
RNase A, 0.2% Triton X-100), 4 °Ci&E 57 & 30 min,
W40 24X BD FACSCaliburk il 7347 .
1.2.6 CFSEAFTYLE tm o3 74 4% WedE14 ditian
JIER, ANTGHE O, 1000 r/min 05 min, 7 LI,
PBSiEVE1X, HtrypLE expressiH{t.5 min, Ff H5E 0

FEARIRAT o 4t Bk B B AR, 1 000 r/mins 0
5 min, 7 F35, HIPBSIEUE2IK, 7615 mLEH & A
5 umol CFSEf]1 mL PBS(pH7.4)HE =41 /iid, 37 °CHiF
B 10 min, HEEFIRE 20K AN 8 mLIKA I
10%JIf 27 1L Y DMEME; 753, 225678 2] 1 min, 2R
JEi1 000 r/min.005 min, 7 L35, B0 M0 A, iRk
P R, T, 1< 10Y LR T 6 LR, 4
10%fi5 4 M5 I DMEME; F7 5, R 2 d¥feii 14k, 5
F%1, 3,5 d, 7t BAss g4 s si e ) , ik
AT I Hut-10240 47 A 5 e 40 D
1.2.7 ML Hut-102 28 FERAR A A A4 CD3%
THRIBTE AR T-k A0 M |, e %558 T-ibk L4 i
(AR . T LR CD3RRIC R I\ &b J I T-
WR LGN SR (Hut-102), M%7 NON/SCID# A&
Hut-10244 i FIHut- 10241 Bk % M5 0. .
NON/SCID#R ), 73 7l J& i Dk 73 5 Hut-10241
JELAT Hut-10240 f 3k, B8R 1x106, 2% 0] B e
PBS. MEFEWJH G, BL20 pnLA4s i, $EEHk el i, H
AN A e AL ACAST I A ) it Nk L 4T e R T
PUR(CD3)FKIL &,

2 H#R
2.1 Hut-102733k K E&E

{5 B S e TSR, FA iR 40 i B A
FRFREE T ARG TR, VD ORFF AN A0 BARES; HeRh7E 141 e
B ALRE 9724~48 Wi, 1M 7 243G, B R2~3 14
WL G RVEE TR AN BR A, B S TR Bk AR i T K 7 d
Jii, TR ER AN Ha 3 H IA 2204 A2 47, 2960 pm, 1
FRAKTE B = 20 60~664>, IR BR1A 2 BT A K,
ERR NN HES S5, B, EAAIerE, KM
T4 BkAA; 14 dJG, T2 RSUMER R4 A H ik 2501
Jita, 2180 pm, THIRAARTE = 2104 50~661, W]
B IS4 M BRI R (B 1. 322) o AT ARARES TR,
ATHR T AT S AR P Jo e 440 B
2.2 Hut-102¢AfEk FAABESHEREE R RIEE R

T IR IE T 40 M Ry IR R AR ek Ak ) T
e E AT AN M AT SR I AR, FRATTO T i i ks R
S v 2 it R 1 0 M AR DR (1 R TR L AT 5
WEe 45D, 7614 diHut-10240 kb, R0 LR
Sox2. Oct4. C-myc. KIf4. Nanog. Bmil 53k,
IM7E Hut-10240 i &, SRR L, AT R EEER
(P<0.05, &12).
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A B

A: Hut-10241 /2, 10%Jia 74 L 5 776, IE #1574 d; B: Hut-10241 1R, I AA0HIFCHIR9902 1FHPD173074 1 Jo i 772, #7777 d; C: Hut-
10240 a3k, I AFHIFICHIR9902 1 HIPD 173074/ IfL i 15 97 4L, £59%14 d.
A: Hut-102 cell, medium containing 10% fetal bovine serum, cultured for 4 d; B: Hut-102 mammospheres, serum-free medium with two differentiation
inhibitor, CHIR99021 and PD173074, cultured for 7 d; C: Hut-102 mammospheres, serum-free medium with two differentiation inhibitor, CHIR99021
and PD173074, cultured for 14 d.
El1 RAaf S IER
Fig.1 Cell morphology observation

(A) B) 45
il . . a OHut-102
mi -
_ 4 s b ® Hut-102 sphere
Nano, g 351 "
g L
EOES : *
Sox2 § 25 *
&
Oct E 1? ]
215
C-myc £ 14
K14 037
0 |
P-actin Nanog Sox2 Oct4 Kif-4 Bmil C-myc

A: RT-PCRHLVKZE R, a: 10%Ja7F ML 5597 N (THut- 10241, 15977 d; b: AINHIFICHIR99021 FIPD 1730741 G M5 K597 45 N 7 4214 difHut-
10240 i Bk; B: RT-PCRE fE 445 4 . *P<0.05, 5 Hut-10240 121 LLA5
A: result of RT-PCR, a: Hut-102 cells were cultured in medium containing 10% fetal bovine serum after 7 d; b: enrichment of sphere cells from Hut-102 cells
in a defined serum-free medium with two differentiation inhibitor CHIR99021 and PD173074 for 14 d; B: result of RT-PCR assay. *P<0.05 vs Hut-102 cells
group.
El2 FLRAEFHERE MRT-PCREER
Fig.2 The mRNA expressions of festure genes from stem cells detected by RT-PCR

2.3 Western blot#2il|Oct4E B K IL1F R K2 ERF B (MFE) (=60 pm)

HE— P UE T 20k - 40 M F AiE 55 DR A A Bk A
X KRBT M. 45 3 EoR, 14 dif) Hut-102
i o3k =y Kk Octd i 1, 5 Hut-10240 oA L 32w 3
et Hoe s W3 (P<0.01, K3).
2.4 HERMAEAWE N Hat10240 PRIk R EFRIC

h T EE— B RUE 14 dY Hut-10240 Ao Bk 2 75 H
A I 40 MU RR2E, FRATTIEAT T CD34. CD444i4%
UE . CD34. CD44JE 4% vz ik B ¥ Hut- 1021983 1
S OEFAE R TRFRC, 76 Hut-102098 41 g b CD34.
CDA44 IR E CD34°CD44 . i\ 4h kR,
£ Hut-10240 g 1, 2.24%K 4 CD34%, 4.8% KB

Table 2 Mammosphere formation efficiency (MFE) (=60 pm)

TR A THERARTE % (%)
Mammosphere MFE (%)
Hut-102 spheres (cultured after 7 d) 1.93+0.12
Hut-102 spheres (cultured after 14 d) 2.53+0.14

CD44"; 7t Hut-10241 i Bk 1, 74.20% % 3k CD34°,
90.82% K W 4 CD44" (K 4A), FF H Hut-10241 g Bk
CD34'CD44" )31 .3 = T Hut-10241 i (P<0.01,
K4B).
2.5 Hut-1022/fBk 2 A JE) HR 460

Hut- 10241 fa sk v &b T G R 40 R 64.09%,
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(A) B) 7 -

O B-actin

B Oct4

ek

B-actin

Protein levels

Oct4

o .
0
a b
A: Western blotZ5 . a: 10%/ii 21 ML7E 3597 T ¥ Hut-10240 i, $53%7 d; b: AHIEIFICHIR9902 LRIPD 173074 1 TG MLik B 77 1k & 4K 14 dfYHut-
10241 Jfgk; B: HlImage Lab software /M TG 2 B 45 5. **P<0.01, 5 Hut-10241 o 20 LA
A: result of Western blot, a: Hut-102 cells were cultured in medium containing 10% fetal bovine serum after 7 d; b: enrichment of sphere cells from
Hut-102 cells in a defined serum-free medium with two differentiation inhibitor, CHIR99021 and PD173074, after 14 d; B: result of the optical density
with Image Lab software analysis. **P<0.01 vs Hut-102 cells group.
[#]3 Western blot#&llOCT4%&E B FRix
Fig.3 The expressions of OCT4 detected by Western blot

(A) a bs_ CD34-2.002 (B) R
S CD34-1.001 = 1007 oHut-102
] e File: CD34-2.002
i File: CD34-1.001 & ! 90
2 | g3 M M2 , mHut-
2 vt Marker % Gated 5 Marker % Gated | ®WHut-102 sphere
2 AT 10000 O Al 100.00 80
] Ml 97.83 Ml 2601 & 701
M2 224 =3 ' M2 7420 e
o ‘ 10° 10" 10° 10° 10¢ S 601
10° 10'_10° 10° 10* FLI-H =]
FLI-H S 50
2
c d & 40 1
CD34-1.003 “D34- Z
S 2 CD34-2.004 . g 30
a Nz File: CD44-1.003 i—tT File: CD44-2.004 20
é Ml Marker % Gaied & 4 M1 Marker % Gated
< All 100.00 @ All 100.00 10 .
© M1 9518 Ml 9.24
M2 4.84 o M2 90.82 O 4
10° 10 10> 10° 10¢ 10° 10" 10° 10° 10* CD34 CD44
FLI-H FLI-H

A: CD34. CDME MR 4 R. av o 75 & 10%J 4 1fiL i FIDMEME; 7% 3 i £ 977 diHut-10240 L by d: im0 4] FICHIR99021 Al
PD173074 1 JE LI B 7735 v 5 £ 14 A Hut-10241 B Ek; B: CD34. CD44KHIPURLT 45 . *¥P<0.01, 5 Hut-10241 i 41 Lb 4%
A: flowcytometric analysis of CD34., CD44. a,c: Hut-102 cells were cultured in medium containing 10% fetal bovine serum after 7 d; b,d: enrichment
of sphere cells from Hut-102 cells in a defined serum-free medium with two differentiation inhibitor, CHIR99021 and PD173074, after 14 d; B: the
statistical result of CD34 and CD44. **P<0.01 vs Hut-102 cells group.
El4 RAMEARDNARRECD34. CD4RIEZER
Fig.4 The expressions of CD34 and CD44 detected by flow cytometry

(A) . apipci (B)
e | o S
abip s 70
2] - x “Hut-102
1 S g 60 =Hut-102 sphere
(=3 o
L 97 = 2 30
153 57
L] i S
Z %7 ER=S < 30 4
- s 2 20
# 2] g
S 510 . *
-9
o ! . o] 0
40080 120 160 200 o 49 80 120 160 200 Gi S G2
Channels (FL2-A) Channels (FL2-A)

Ar QRIS . a: 10% A1 10355 [ DMEME; 37 56 s 85 7% (( Hut- 10241 5 b: I AJWEIFFICHIR9902 1L HIPD 173074 1) ML 15 9% 5 vh 5 4
14 dffJHut-10241 fiUER . B: AMHL AIIZETH 45 R . *P<0.05, 5 Hut-10241 g 41 PhA
A the detection of cell cycle. a: Hut-102 cells were cultured in medium containing 10% fetal bovine serum after 7 d; b: enrichment of sphere cells from
Hut-102 cells in a defined serum-free medium with two differentiation inhibitor, CHIR99021 and PD173074, after 14 d; B: the statistical result of cell
cycle. ¥P<0.05 vs Hut-102 cells group.
BlS P40 Hut-10240 AEEkEH A E #A
Fig.5 Cell cycle profiles of Hut-102 sphere cells by PI staining
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(W) | ®)

1 400 .

"Hut-102
1200 4 wHut-102 sphere

3d 1000
800 -

600 - x

Count (1x10%)

400 -

200 -

1d 3d 5d
a
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Fig.7 In vivo ability of Hut-102 sphere cells transplantation in NON/SCID mice
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