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Effect of cyclosporine on regulatory T cells and Foxp3 in the peripheral blood of chil-
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Abstract; Objective To explore the expression diversification of CD4 * CD25* CD127"" regulatory T (Treg) cells
and Foxp3 mRNA in the peripheral blood of children with aplastic anemia after the treatment with cyclosporine. Methods
Fifty children with chronic aplastic anemia were enrolled, among whom 30 received cyclosporine treatment ( cyclosporine
group) and 20 were treated with conventional methods ( conventional group). Twenty healthy children were enrolled as the
control group. The expression of CD4 * CD25 * CD127"" Treg cells was detected by flow cytometry. The expression of Foxp3
mRNA was detected by real-time Q-PCR. Results The expressions of Foxp3 mRNA and CD4 * CD25 * CD127"" Treg cells
showed no significant difference between the cyclosporine and the control groups 6 months after treatment. On the contrary,
there were significantly lower expressions of both in the conventional group than in the control group (P < 0. 05).
Meanwhile, the cyclosporine group had significantly higher expressions of Foxp3 mRNA and CD4 * CD25* CDI127"" Treg
cells than the conventional group (P <0.05). Conclusions The expressions of CD4* CD25* CD127"™" Treg cells and
Foxp3 mRNA in children with aplastic anemia increase after cyclosporine treatment.
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3k CSA SR AL T 1 R P A= il R (3L PR e
AR A BR AR W], [ 245 5 722025856) ,3 ~
500/, B H 3 W [RIETBEHIRR e (w) SRR ) 43
HO.1~0.3 mg/kg, 7 2 K H ik, #5 BILCA H
M &) %5 7 ESRRIK e B H 0.5 mg/kg, 73K
k. AERFMLTEALE 70 /L DL L, BT 45 T4
MIEYT A5 0 A6 ) 5 B B i v il /A a3
Y FURAE PR . BEE IR, B3 A
AEAE—REREAMER A . CSA JRYTHI7ETE CSA
ZHIRYT I FERE T, A CSA FRBeE (], vp 4Rt
2542 A1, Ll 305 H10960007 ) , B H 3 ~5 mg/kg,
452 R PRI — U CSA I 259 B, 45 7E
200 ~400 ng/L( 9 CAMR S 43 Hridi e ) , R4
M 25 IR CSA & 1697 3 G AR 2T
B PR NG 0 I1 a

1.3 FEXFIFAMNE

T A% (22 E BD /A H], BD FACSCalibur) ,
JERRIE A #r (LLIREE ], QL861) , FITC A3ic B BT
N i IA CD4 (3£ BD A, 4’5 340133)
APC FRic i) BRPT A s BE BT iR CD25 (22 [% BD 24
A, 45 340139) PE Aric (9 BB A B 5 B L 14
CD127 (24[® BD 4\, 4= 557938) , FITC FRic iy
/MR TgGL(ZE[E BD A w], 45 349041 ) , PE $Rric i)
/NER 1gG1 (248 BD 23], 452 349043) , PerCP A7t
(/N Bl 1gG1 (22 [ BD 4 ], 4 = 349044 ) , BD
FACS Lysing Solution( Z£[E BD /A ] ) , Trizol ( Biomed
Ol R AR & (Fermantas /A W] ) , GAPDH %
Foxp3 [ FiEs1 4 ( B TAY TRA RS ) ;
YIS i & PCR AN & (AR ¥EY5, QPS201) , #¢
6L ET 5 £ PCR {Y ( Stratagene MX-3005P) ,,
1.4 #HARE

T R B LA I O # ki 5 mL, EDTA 4t
BE, LT 2 mL A 6 h Py 3EAT I 24 i R A
CD4 " CD25 * CD127"" Treg 7K 3,3 mL it A - 80°C
VKA, FIF Foxp3 mRNA 7Kk
1.5 FXEEARKM CD4* CD25 * CD127"" Treg

BARCIRE A AINA 100 WL HLEER 5142 00 ;
FERRIC Treg P TR 20 M FITC FRic i BRBT A
HBEREDT CD4 20 pl, APC i iy BT B 5 4T
& CD25 10 pL, PE #ric B9 B BT A B 50 B Pk
CD127 10 WL 7 A ic [A] 7 X6 BE (1358 38 Hh 430 A
FITC 730 /N 1gG1 20 L, APC FRIC /N 1gG1
20 wL A1 PE HRic i)/ TgGl 20 L AR5 it 1R 2
TR LI, 645 30 I A TR g %) 20 200 B 75 e T
1 mL MR FIRA), SR T L, 35 L, K
I I TR 57 A v R B R o T ) 4 R
JAT mL 853, KR IR 2, B0, 3 L3, 76
EHmA 500 wL B, AR R IR AT, 24T X A
JARAGI . ] FACSComp H 462 10000 >4 1,
PLCD4 5[], L CD4 ik Ak A il ) #5555 #71 (SSC)
YN FR I AERS Bk EL AR 4k CD4 R
CDA™ T k40 . #£ CD4™ T ik B2 40 jg , DA
CD25 .CD127 177, 4347 CD4 * CD25 * CD127"" ik [,
Y 5 CDA ™ T bk L 40 JfL 1 Eb il , B CD4 ™ CD25
CD127" ik EL 4/ CD4 " T kL 40 /R Ay Treg 40 il
KA
1.6 TR EESLH PCR UIZE Foxp3 mRNA Hj18
Xt TRk

P HR MR Trizol 12X70) G 4 AE 150 I S A1 & 1 42
ML RNA, #2 B Fermentas 396 % 5% 3 57 & 14 B Bf
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2 uLB RNA @i %% 5t cDNA, #R J§ GenBank
Foxp3 #1 GAPDH & [X ¢ %] i A Primer Premier 5.0
A4y B i Foxp3 # GAPDH 5| ¥ )% %1, Foxp3
W% Bl ¥ K 5'-GGAGGAACTCTGGGAATGTG-3',
Foxp3 T84 % 5'-TGACCAAGGCTTCATCTGTG-
3,9 =4y 180 bp; GAPDH EiiE 5| ¥1k 5'-AGT-
GGGTGTCGCTGTTGA-3', GAPDH F 5|4 h 5'-
GACCTGACCTGCCGTCTA-3', ¥ 14 = ¥ 145 bp,
PCR ¥ 3 J 25 5 3 B« ) AR R SRR 25 L,
THUNDERBIRD SYBR® qPCR Mix (10 x )12.5 pL,
IEmGY (10 pM) 0.5 wL, fz i 5145 (10 pM) 0. 5
wL,50 x ROX Reference Dye 0.5 L, fxi#g 2 pL, 2%
BTFK 9 L. A2 PCR 47441%,94°C 30 s T
AEPE;94°C 15 s A8PE,56°C 30 s 1B & ,68°C 30 s ZE
fift, 40 NMEH 25 DL CT it , B M5As Hh Foxp3
mRNA [ AHX KK AT 4 AR AL & A WS 5L
GAPDH ik i b AR AL, SR AR X Hb ik 2744
R
1.7 FHitESH

K JH SPSS 17. 0 et 443§, BiE FH ¥ %k +
P2 (v +5) R, ZAREAR BB BCR 7 2545
Bz g , 20 ) 9 9 LL AR LSD K, P <0.05 fy 2%
SHEGHE L
2 FR
BT 6 A H J5 CSA jhJ¥7 41 CD4™ CD25°
CD127"" Treg % Foxp3 mRNA 131k /K 4238 %f IR
4, A 22 R I ge 2R L (P >0.05) 54E CSA
BITH AR BT X A, 2R A5
THERE (P <0.05) ; CSA JRIT 4 3 KKK F1Y
i THE CSAVRITAL, 22 A g2 L (P <0.05)
W#E1,

*1 34A5MNEM CD4* CD25* CD127"" Treg % Foxp3

mRNA FRIZHLLE (xx9)

) % CD4 * CD25 * CDI27"" Treg  Foxp3 mRNA
pagiie:| 20 5.91 +1.51 1.17 £0.32
4k CSAJBYT4H 20 4.56 £0.95° 0.79 £0.34%
CSAJBIF4 30 5.31+1.18" 1.01 £0.26"

F {5 6.063 7.024

P{H <0.05 <0.05

a: HX ML AL, P <0.05; b: 53k CSA Ry FAL AR, P <0.05
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CD4 " CD25 " Treg 1 & MG EEA/E " .
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KT CD4” CD25" Treg 9™, RSN B3I 52 4
SRR AT LU 00 4 T 40053 4k Foxp3 ™ Treg
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HRA, 26 5 A Gei 270 S5 CSA YRy A #3367k 7
Bl & TR CSA Rl 2R BA S E L, X
Sz AR CSA A DITE— @ B B g5 e p i L
CD4*CD25 " CD127"" Treg } Foxp3 mRNA ik K
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CD4*CD25* Treg /4L IVEF o

A2, CSA JRYT AT LAXG I e f8 JLAM A i Treg
M Foxp3 ik . BRI, Xt FRER UL, dEsUS Hom
FH CSABYT WA R TR R LIRS
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