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Abstract: [ Objective] To explore the effects and the related mechanisms of AMSCs on Th cytokines and its specific
transcription factors T-bet/GATA-3 in mice with ITP. [ Methods ] Healthy adipose tissues from human selected aforehand

were used for isolation and culture of AMSCs. Then its growth morphology and stem—cell identification were observed, and
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the AMSCs with a stable growth situation were selected for next step test. Thirty BALB/c mice were randomly divided into
the normal control group (Normal group) , ITP control group (ITP/PBS group) and ITP experimental group (ITP/AMSC
group) , and treated accordingly to observe the therapeutic effect of AMSCs on ITP mice. The expressions of Th1/Th2 cyto-
kines and the specific transcription factors were analyzed. [ Results] (DThe obtained AMSCs proliferated stably with high
expression of cell surface antigen molecules of CD29, CD44 and CD105, and low expression of CD14 and CD45. And the
AMSCs were identified to have multidirectional differentiation ability, which was consistent with the cytological character-
istics of AMSCs. @ After AMSCs treatment, skin bleeding of ITP mice was significantly alleviated, and the platelet level,
Th2 transcription factor GATA-3 mRNA expression and Th2 factors IL-4 and IL-10 levels were higher than those in the
ITP control group. At the same time, the expression of Thl transcription factor T-bet mRNA and Th1 factors IL-2 and
IFN-7 in the ITP experimental group decreased (all P<0.001).[Conclusions] There is the immune imbalance of Th1/Th2
cytokines in ITP mice. As a autoimmune disease and dominated by Th1 cytokines for ITP, AMSCs could reduce Thl cyto-
kines secretion and increase Th2 cytokines secretion by regulating T-bet/GATA-3, thus redressing the immune imbalance
of ITP and improving platelet level.

Key words: adipose—derived mesenchymal stem cells; primary immune thrombocytopenia; Th1/Th2 cytokines; T-

box transcription factor/GATA binding protein 3; immunoregulation
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Table 1 Th cell specific transcription factors and re-

lated cytokines’ primer sequences

Gene Primer sequences

A F:GAGGTGGACGTACTTTTTAACATCG
R:GGCATACCTGGCTCCCGT

T F:GCCAGGGAACCGCTTATATG
R:GACGATCATCTGGGTCACATTGT

AT F:ACCACAGTCCATGCCATCAC

R:TCCACCACCCTGTTGCTGTA

93°C, 15s-55°C, 30s-72°C, 30 s, 3L 407EFF
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A: P4 AMSCs showed typical cell morphology and distributed in

colony form microscopically, X40; B: Microscopically at high magnifica-
tion, the cells are fusiform with round or ovoid nuclei, mostly centered,

Xx100.
E1 BREET P4 AMSCs BAEHES
Fig.1 Cell morphology of P4 AMSCs observed

under microscope
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Fig.2 Expression of CD14, CD29, CD44, CD45 and CD105 in AMSCs
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Fig. 3 Growth and proliferation of P4 AMSCs

Oil red O staining of AMSCs showed red lipid droplets inside the
cells, x100.

4 AMSCsESHAENL
Fig.4 Lipogenic induction of AMSCs

Calcium nodules were observed by alizarin red staining after osteo-

genic differentiation of AMSCs, X100.
5 AMSCsESBUAES
Fig. 5 Osteogenic induction of AMSCs
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Table 2 Comparison of mice weight in each group

at different time g(x+s)
Time/weeks
Groups n
0 1 2

Normal 10 19.96+4.45 21.84+3.52 23.82+3.84
ITP/PBS 10 20.04%5.12 17.26+4.32" 17.98+4.17%
ITP/AMSC 10 20.01+5.14 17.18+4.20" 20.76+3.75"

Compared with the normal group, Vp<0.001 ;YP<0.01; com-
pared with the control group, *’P<0.05.

12001

1000f W
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800 F orm
—=— ITP/PBS
600 2) —&— ITP/AMSC

400
200

PLT count/(x10%L)

tld
After AMSCs treatment, the platelet levels in ITP mice were
changed, " P <0.05;% P <0.001).
E6 3H/NRINEM/NRAKFEEW
Fig. 6 Changes of peripheral blood platelet levels in

three groups
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D

Comparison of expression of T=bet/GATA-3 mRNA in three groups of mice," P<0.05; * P<0.001).
7 T-bet/GATA-3 mRNA 7£ 3 A/NR R KR I
Fig.7 Expression of T-bet/GATA-3 mRNA in three groups of mice
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Effect of AMSCs on Th1/Th2 cytokines in ITP mice, IL-2(A), IFN—y(B), IL-4 (C), IL-10 (D), "P<0.05; > P<0.001.
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