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Immunoregulation of mesenchymal stem cells from the patients with idiopathic

thrombocytopenic purpura
WU Yan,et al
(Department of Hematology ,the Children’s Hospital , Chongging Medical University)

[ Abstract JObjective: Idiopathic thrombocytopenic purpura(ITP) is characterized by a low platelet count and mucocutaneous bleeding.
The immunity abnormality plays important role in the pathophysiology of idiopathic thrombocytopenic purpura. Mesenchymal stem cells
(MSC) have been shown to possess immunosuppressive activity, preventing lymphocytes activiation. The aim of the study was to compare
the immunosuppressive activity of MSC from controls and patients with ITP in vitro. Methods: Bone marrow samples were collected from
patients with ITP at diagnosis(n=19), and the patients whose findings of bone marrow aspiration showed normal were established as the
controls(n=11). MSCs from bone marrow samples were isolated , cultured and expanded. Morphology , proliferative activity and colony
forming unit—fibroblast ( CFU-F ) were measured and analyzed. MSC were assayed for the activity of lymphocytes suppression by mixed
lymphocyte reaction(MLR ). The hepatocyte growth factor, transforming growth factor— 3 1 mRNA expression was detected by RT-PCR.
HGF, TGF-B 1 release of MSC was tested by ELISA. Results: (1) The culture cells from the patients with ITP presented a typical
fibroblast~like morphology. The numbers of CFU-F from the patients with ITP (21.29 +5.25) showed no difference from the controls
(22.33+5.33),P>0.05. (2) The inhibition ratio of MSC in patients with ITP [(74.93 % 8.01 )% ] showed no difference from that in the
controls{(76.42 + 8.80)% ], P>0.05;(3) The TGF- 1,HGF mRNA expression in MSC in patients with ITP were similar to those in the
controls, P=>0.05; (4 )The concentration of TGF~ B 1 in MSC supernatants in the patients with ITP[(617.88 + 81.89 )pg/ml] was similar to
that in the controls [(632.40 + 126.90 )pg/ml], P >0.05;the concentration of HGF in MSC supernatants in the patients with ITP
[(520.20 = 60.67) pg/ml] was similar to that in the controls [(521.56 + 36.72 )pg/ml], P=0.05. Conclusion: The suppressive effect of MSC
on patients with ITP in vitro showed no difference from that on the controls.
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(fetal bovine serum, FBS,PITP 22 #) ), 24 L. .96 FLANMEEE F: M
(Coster 23] ), P4 FH ZABE e h (MTT) \ —H A (DMSO)
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A& (L HAAA ), & RNA EEUXT] & (Genemegga 7>
#]),RNA PCR Kit(AMV) Ver 3.0 iX# £ (TaKaRa /A & ), HGF,
TGF-B 1 . =8B H MBS i S B (GAPDH) 514 ( BV R %24
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AL BB % R SE(BIO-RAD A 5], 8% PCR 1% (Biometra
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1.2.2  B8E MSC ffkshsras by R REEMN
TREFH 1~2 ml, RSB EE.O%, KE MBS 5
B MSCUO HiE B8R4 E T Percoll 43 BOE (L 1.073 g/ml)
5 5.0 (400 g x 20 min ), B [E] B AN 240 (Mononucle—
arcell, MNC) IR, 1 x 108 > /m] B BRh T 12355080, 15 5%
RN 10%FBS #) DMDM ¥ 3, F 37°C .5%CO, H G
EEM TSR, 48 h S RBEANGEEAM, 5 3~4 d 909, M
RN BEAR B IA B 90% LA EREA AT, DL 0.25% /BB IE AL AT
12 2 1B B 3~4 X, BRI A — , 4m BB MSC
BILERE ATk 90% , BN HEATiRES .
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W, 24 h G ERFAIMN B M af R 3-4d B
WIEFRE, 5 14 d EREEFH ATHRPE A, 4 CFU-F(520
A 1 AT
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B (L E 1.077 g/ml) 538 4ME L MNC, £ PBS 3.0, (200
g x 10 min)¥E 3 K, 7180, I A& 20%FBS 19 1640 15372517
BHMMKER 1 <1004 /ml, 5 MM A 2 REE C(25
wg/mDALIE 37°CHE 30 m, AL H . 96 FLAR P aEFL
HAZE N 40 A FTRE 4T BRI A% 50 ul, IR B 173 6 d, B

FRIGRFLINA MTT #E# (5 mg/m1)20 w1,37°CHEFR 4 h, 211
B NCHF LSRR LW, BFLMA 150 w1 DMSO, ##
W 10 m, 3EHE 492 nm P TEBFAR AL B2 B FLREEE (A)
B M BESTAL & B BE MSC By FEFLAN & 0 b itk B AR 0
EEX L. AU T AT E H e aE o .
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1.2.5  BEEBRGBERMISESS: (Enzyme linked immunosorbent assay ,
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WHH HGF . TGF-B /K ITE BN . BRE-RSH
MSC KRG 5 80% , (R ICATIER G 7= LI, - 20 CHRTEAFI.
PR TR PR 4 B R & U B Bl 7o B892 492 nm B
K AEBEPRA EIEE A {8, LIATRHER A A HIRERRE,
1.2.6 RT-PCR{Reverse transcription PCR) WEH =\ F 58
MSC, ffiFHAL RNA 2B A B RNA, R RNAPCR
Kit (AMV) Ver 3.0 IR &fF1 T30 7% 57 0 PCR AT, 40 6 (A
HGF . TGF- B 1 7E 48 MSC L H M., TGF-B 1.HGF,
W% GAHPD EFFIS#)¥ 51 (1.2 1), TGF- B 1 .HGF .GAPDH
P8 5 B S A BB, 94°C , 2 min, 1 AMBEHR; B ,94°C, 30
;1B K518 60°C 64°C .55°C,30 s; #E44,72°C, 2 min,
30 AES 2 B ANEE S R Ay B A AT SR 4 A, A
TGF-B 1 il HGF mRNA §38 5 =¥t % B 5 GAPDH
mRNA ¥ 345 =906 55 I 0 B FE 0 H MEH mRNA %
IKHIHDRHE , #17TH 2 BT .
1.2.7 HIFAH LR« +s TR, RAGKITHRS
SPSS12.0 17T 2 FEAS ¥ B8 17 24347 (1LSD— 56 ) FiH
MSTREA o #5385, P<0.05 B B EMSIT$E XL,
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Y NES 1 B85 B
5’-TAA AAG TGG AGC AGC  5'-GAA CCC GTT GAT GTIC
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ACG TG-3 CAC TT-3’
5’-CAG CAT GTC CTC CTG 5" -TCG TGT GGT ATC ATG
HGF S ) 418 bp
CAT CTC C -3 GAA CTC C-3
5’-TCG GAG TCA ACG GAT  5’—ATG GAC TGT GGT CAT
£ GAPDH X ) ; 520 bp
TTG GTC GTA-3 GAG TCC TTC -3
BB 88 MSC AT =UESH L HE LR B (%
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R¥g— 88 =4 M R S 2 KRB iRk
I3AR A —, U4 19 B ITP B ILE Hr A, 5
XF BEZH 11 BilkR A HDAE M D) 1% 3% HH 88 MSC. M4

A AE AT ]
2.2 CFU-F &% % 8 o4

14 d J5 & #& MSC J& 8y CFU-F #473H3%,
ITP 4 (n=17) 5 %8 MSC CFU-F 1% (21.29+5.25) 5
X} B8 2H (n=10) & B8 MSC CFU-F %k (22.33+5.33)
FeA B E 5 ,=-0.52,P=0.61,
2.3 B MSC Sk w) 4 R

ITP 40 (n=16) B % MSC Mk B 40 pe s
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ELAR M AL R SR 46 & 3 ITP & LB B8 MSC ik
230 it 16 5 A S B 1 I R [(75.70+9.15) %] 5 X% B 40
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6] 9 R B R sl AR e IL-1 IL-2 IFN—y
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HGF R W& #8 MSC I S B2 /0 il BE 1 78 ITP R E
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Zr TR AR ST 45 R R ITP LB 88
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HGF mRNA By /K FF4r b 2 M3 3 B+ 1
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5o TE ITP BULE BERA I BT P T8 09 6 B2 40 MO B3R
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BE MSC *& ik I 40 g (0 40 il 4 AT AL T T2 % K7,
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