rh M AR MR YT AR
Chin J Cancer Biother, Apr. 2010, Vol. 17, No. 2 - 179 -

http: //www. biother. org

DY
DOI: 10.3872/j. issn. 1007-385X. 2010. 02. 012 o FLANAIEST

Foxp3 7£ B 18 £ 20 ReLJEE 40 Rt A% SK-N-SH H i 3R 3% B EL X 44 97 RO Bl Bk 1

IO LEORLE R EV MARERER $—WEER JLA, T 100037 )
[ ZE ] HIW: 0502408 a0 i bk SK-N-SH th Foxp3 1381k S HAHEST 25 W) PRI cyclophosvnamide , CTX )l

M2 b 22 pirarubicin, THP ) AYREERME: J7 15+ PRAh 5 3% SK-N-SH 41, 37 = 41 g A 6 ) Foxp3 £ SK-N-SH 4ii fitd 7 A 23k
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Foxp3 expression in neuroblastoma cell line SK-N-SH and its sensitivity to
chemotherapy

SUN Jing, LI Liang, XIAO Yan, TANG Suo-qin ( Department of Pediatrics, First Affiliated Hospital, General Hospital of
PLA, Beijing 100037, China )

[ Abstract ]
cyclophosvnamide ( CTX ) and pirarubicin ( THP ). Methods: SK-N-SH cells were cultured in vitro, and Foxp3 expres-
sion in SK-N-SH cells was examined by flow cytometry ( FCM ). The sensitive dosages of CTX and THP on SK-N-SH cells
were determined by MTT assay. The effects of CTX or THP on Foxp3 expressions in SK-N-SH cells were examined by
FCM and real-time PCR. Results: FCM results showed that SH-N-SK cells expressed high level of Foxp3. The sensitive
dosage of CTX on SK-N-SH cells was 6 mmol/L, and that of THP was 80 ng/ml. CTX ( 6 mmol/L ), THP ( 80 ng/ml )
alone or in combination could not inhibit the expression of Foxp3 in SK-N-SH cells ( P >0.05 ). Real-time PCR data also

Objective: To investigate Foxp3 expression in neuroblastoma cell line SK-N-SH and its chemosensitivity to

showed that CTX, THP alone or in combination could not down-regulate the expression of Foxp3 in SK-N-SH cells at
mRNA level ( P >0.05 ). Conclusion: Neuroblastoma SK-N-SH cells can express high level of Foxp3, but Foxp3 shows
no chemosensitivity to CTX and THP.
Foxp3; neuroblastoma; SK-N-SH cell; cyclophosvnamide ( CTX ); pirarubicin ( THP )
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EEREY S YN N PSER:IZS i

LR 25 A LR 2 i DL AR A1 S A 28 R e
LB L B R R . M AR kA R
JIe A S S AL BT AN ERE . i TIRA
TNTRURUR 28 200 968 400 JH 1) A= 0“4 o, A B 5 LD R
MR SK-N-SH 20 i g 058 x5 4, FH i =X 4
AR( FCM ). real-time PCR %5 J7 3£ Kz T Foxp3 7
SK-N-SH 41l b3k, 4387 1 ALIT 25 4 31 1k Jr
( cyclophosvnamide,, CTX ). Mt 2% kb A& ( pirarubicin,
THP )% Bl A 25 24 i 988 41 B bk SK-N-SH [N Foxp3 2
IKHSZI AR Foxp3 78 UM 25 200 i J88 40 i v 1%
TRBAEE , R AU A 25 20 B8 1) 22 A AL 8
SEE R

1 #MB5EF*

1.1 Zafetk

A 25 210 0 JRE 40 B AR SK-N-SH H 26 [ I8 A2 L
JLEEBE Bt Siegel HFZHMG . H 10% i 4= 13 1Y
RPMI 1640 K553, & 37 °C \5% CO, 1A 55 57
R RESE . SOG4 AL T X ECE K, HE A AR
YN 95% L |
1.2 &XAFE

T 5 FH R R 156 e C CTX, 1l 7 3% 2 24\ A 7
[ 25 vE 7 H14023686 ),0.2 g/, A= #LEE K Fai
BEK 0.1 mol/L,4 CUKFPRAT, 2 . 4t
FHER R L ZE b 2 THP, RN T SR 25 A BR 2 A
[ 25 i 7 H10930105 ), 10 mg/ i , A= B EL K i
B 2 mg/ml, 4 CUKFERAT, 3215 . Foxp3
PUR( Clone: FIK-16s )} Foxp3 41 it P % £2 1 5
& H eBioscience A&, TRIzol X7 4 B Invitro-
gen A ), RPMI 1640 1537 50 H Gibeo 24 7, Jif
A Mg AL T & B AEYHE AR AR A A,
PCR i) & . RNA S #% 53 ) & | real-time PCR
R & W H Toyobo 28w . I AG AL A H Bio-
Rad 2% &, W =X 40 e AL W B BD 72 Al, real-time
PCR 43 #r{X4 F Bio-Rad 23 F] .
1.3 MIT &4 SK-N-SH 28 ie s LT7 25 69 A b

MTT SAAE 7 254 CTX F THP %t SK-N-SH
WP . P 1 x 10 4~ SK-N-SH 418 F 96 FL
BaH1,100 pl /L. CTX ¥EEH 0. 03 mol/L &5 L
FiBe, THP ¥ 1 0. 67 pg/ml & 10 5 H B, Ik
5 ~OUWRIERREE, A 3 NEIL, AN ISR 1 d
Ja AT MTT Kl . BEFLANA 10 wl MTT( 5 mg/ L)
VST, ARSERE SR 4 b, 3 B, BEFLINA 100 wl( 0. 01
mol/L HCl +10% SDS ), itk . Lh4 A shiiftn

AXAE 570 nm PR IR FLCHEEEC D), LAY
W R, L D (E Nl il i - 250w th k.
1.4 #X @AM SK-N-SH 2 it A Foxp3 # &k

AR SK-N-SH 21 g, 422 15t W -5 fic 1 40 Jfd 25 L
W, BEE NI 25 AL 500 pl,4 CHEE k. B
JIA T ml PBS Y% 1 U5, B FIIA 1 ml 28413k
WVERR L W FE B R RS, AT
) Foxp3 HUIAR, BEEVKIE 30 min, BEEAIA 1 ml %
FLUERI, DR 1 K, 57 B1F 52 0 B M TTE , A
300 ~400 pl 25 HH VA R T A , SR e I =X 4 A
AT
1.5 Real-time PCR ## Foxp3 mRNA #& SK-N-SH
o e P 4 Rk

LT B HE L SK-N-SH 411 il i RNA, B 1 pl
c¢DNA YE MM, F| ] real-time PCR =57 &9 % H
R R B N Foxp3 e HELIWIF AT : Foxp3
WS ¥ R 5'-GTTCACACGCATGTTTGCCTTC-3',
Foxp3 T iE 51 ¥ & 5'-GCACAAAGCACTTGTG-
CAGACTC-3'. N GAPDH L i 51 % K 5'-AATG-
GAAATCCCATCACCATCT-3', GAPDH FiiF 5| ¥R
5'-CGCCCCACTTGATTTTGG-3' . 4 Foxp3 FEHN
KA AR AL
1.6 %itsk

T TORMEE ] « £ o, SPSS 13. 0 #f4F
HEAT x* K5 o Ka 30 M 225007, P < 0. 05 N 25
N -9

2 & R

2.1 Foxp3 & & f£ SK-N-SH 2a i, v o9 & ik

R T T B 25 4 LR A i SK-N-SH 2 75 3=
ik Foxp3 #& [, SR FH4H ML N 4 £ 1) 7 2kl T SK-
N-SH #iiffiH Foxp3 ik, 4R FEH], SK-N-SH 4
ME PN R I5 Foxp3 FEHEC K1),

LB Ty 1

El1 Foxp3 EH SK-N-SH H ) Fi%
Fig.1 Expression of Foxp3 protein in SK-N-SH cells
A': Isotype control; B: Foxp3
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2.2 CTX #= THP %+ SK-N-SH g ieL ¢4 # 2AF 7 7 &

SHART CTX  THP 67 254 /2 75 "] 52 SK-N-SH
HAN Foxp3 fYFRIR, S T CTX . THP X} SK-N-SH
AR AR RBUREAE 00 H . MITT 3246 0 235 SR 1R 2 )36,
SK-N-SH 4Hfifixt CTX F R & X [H] 2 :4 mmol/L ~
15 mmol/L; K1, CTX ] T SK-N-SH 4 i (1) 5 22512
=% 6 mmol/L. SK-N-SH 4y %f THP fit i sk )
R IX[AE 6.7 ~670 ng/ml; HIL, JFLESLE5H THP /EH
F SK-N-SH 4455t % F 80 ng/ml.
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Fig. 2 Cytotoxicity of CTX and THP against SK-N-SH cells

2.3 CTX #= THP 3+ SK-N-SH 28/t Foxp3 &k #9%h

HII B 55 45 SR bm B, BMH 28 40 6 R0 40 Ak
LA-N-6 i 263K 1) Foxp3 73 T RERALIT 254 m i
T SK-N-SH 41 il Foxp3 431 A ik & 75
ZACIT Y SE R, AS B 5 A M N G 6600 T A A
7 SK-N-SH g N Foxp3 B %35 M H X1k Ir 259
CTX . THP (RS . 255 B 3 )FRM, FEIT 2459
CTX . THP FFAE R T, SK-N-SH 40l N Foxp3
IRACEAR B 2424k (P >0.05 ),
2.4 CTX #= THP #F SK-N-SH 28 & Foxp3 mRNA
F k0% h

Real-time PCR ¥l CTX .\ THP Wi #2442 75 fiE
7E mRNA /K520 SK-N-SH 40 i i Foxp3 BYFEiK,
ESRINE 4 FrR, CTX Hl THP AREFE mRNA /K5
i) SK-N-SH Al IN Foxp3 FIFRIA
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Fig.3 Effects of CTX and THP on Foxp3
expression in SK-N-SH cells

FoxplmBERA

il LTX THT

CTXrTHI

B4 CTX 71 THP 3t SK-N-SH 4HfE
Foxp3 mRNA 3% )80
Fig. 4 Effects of CTX and THP on Foxp3 mRNA
expression in SK-N-SH cells

3 3% i

JHIRE B AR R EPILTI S A% . e R GE X A8
S 1 WA R A v, SR 4 Lk R S R G
Yot i g A & e HL Z — . Foxp3 J& H Hif
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Foxp3 TE e 2 i r (8 1 S H: 55 e S i 3k ik )
K IE MR TAEE il G AR

Foxp3 Al 1454 2 DNA b, 315 #03E [K (14 3



<182 -

rp [ R A AT 27,2010 42 4 A ,17(2)

ik Hori 55 > HFIT KM, s e J& BRI 4R T 40
M, HEIL-2 (IL4 1 IFN-y B3R 8§ . 78 2001
LA Y R, Foxp3 BY DNA 45 4 7 55 &
L2385 1Bt /T i) NFAT( nuclear factor of activated T
cell ), Foxp3 ] i i 254 NFAT ANl 1.2 B4 58 1
(R, DN TL-2 774

VTR WFFE I, Foxp3 * T 4 il ] 3 1 5
DCs 4ilHI5E 1= & 45 G BE 4 il 0 . [ i F g7
S, IR 40 58 CDS T 41 i/ Foxp3 * T 41 i i1
Lo A5 5 g B TS A OG . BUAR Foxp3 TR MR ey 1Y
YEFIPLHIE A R R ABE ST, (0 H e s 4 i D g 2 T
FTEER S L, 7R BT B G S5 4 5 1
B A B e SO A HE R AT AR AR
R Foxp3 FRIKW ik, Wiy —J7rm, B TIER
I Bl—LE g A At 52 3K Foxp3 , Foxp3 4375 I8
BA R R Ve AL AnAeT , Foxp3 2 faf 38 i 41 1
G 92 200 M AR 2 P gg 1 2B A, B A AT 3 3 DG T R TR
i

Foxp3

B A 2 20 R R LB i L ) A S AR R
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YfIEE LA-N-6 4L Foxp3, H LA-N-6 4fjifg %t
fRI7 259 CTX A THP 38U 8 TR R IR
%) A 25 40 it 988 SK-N-SH. 201 Jif J2& 75 . 6 3% Foxp3,
DL R Foxp3 26352 75t 32 Ak J7 25 W0 () 52 i), AS B
FEAI T Foxp3 431 7E SK-N-SH 41 Jifl I ) % ik,
S50 I, SK-N-SH 4fi il th /5 % 35 Foxp3 7+ F. 1H
FEFE R ORI FE h & 30, AR R R 55 2638 Foxp3 1
Fifyg 40, SK-N-SH H' Foxp3 AR ZALI7 259
CTX A1 THP (5200 , 768 1 2 mRNA 7P f A )
UESE T3k —I0 G, PRI, A W) R T A 1 it 26 240 e

M AE Y 2 R E AN . AT — 2 A T bR
G E A [ B , DA JMf R 36 7 A0 1 A i

R AL T S B
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