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Abstract ;. To explore the mechanism of immune regulation of transforming growth factor 1 (TGF-B1) in human
decidual stromal cells,the expression of chemokine in early human decidual stromal cells after treatment with
four different concentrations of TGF-B1 (0 ng/ml,1 ng/ml,5 ng/ml and 10 ng/ml) were detected by RT-PCR
and Western blot. The results showed that high concentration of TGF-B1 significantly up-regulated the
expression of chemokine ligand CX3CL1, CXCLI2 and CXCL16, while down-regulated the expression of
chemokine receptor CXCR4 and CXCR6 at the mRNA and protein levels. This study suggests that TGF-1 plays
a significant role in regulating chemokine ligand/receptor expression and may participate in immune tolerance of
maternal-fetal interface by chemokines.
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*1 #UETFFANS GAPDH K55I RF=HKE
Table 1 Primers and expanding product size of chemokine and GAPDH in RT-PCR

5% FHI(5' -3") BJGREE(C) T (bp)
Primers Sequence Melting temperature Product size

CX3CL1 L Up CCACCTTCTGCCATCTGACT 60.0 175
CX3CL1 Fiff Down CTGTGCTGTCTCGTCTCCAA ’

CXCL16 -3 Up GTGGACATGCTTACTCGGGG 6.0 73
CXCL16 T Down GGACAGTGATCCTACTGGGAG ’

CXCR6 L% Up CAGGAGGAGCATCAAGAC s -
CXCR6 T Down CTGCATAGGCCCAGAAGG '

CXCLI12 L-Jif Up ATGAACGCCAAGGTCGTGGTC 5.0 02
CXCLI12 Fif Down TGTTGTTGTTCTTCAGCCG ’

CXCR4 ¥ Up GAACTTCCTATGCAAGGCAGTCC 610 20
CXCR4 Tl Down CCATGATGTGCTGAAACTGGAAC ’

GAPDH _Ljii Up GGGGAGCCAAAAGGGTCATCATCT 640 235

GAPDH T {i# Down

GAGGGGCCATCCACAGTCTTCT
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Z A BEEZER (P <0.05) (KR 3,84),

3 i it

IEF AT, N T8 N L o 40 i fig
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HALER TCF-B1 F LA TH B4, IF H



. 40 -

B2 245 Chinese Journal of Zoology

RS B 15 5% 0 A 5t 5 T 4 B % 55 S 5 B A F ) A ot S 2 o 2

Fig.1 Primary human decidual stromal cells and decidualization of human decidual stromal cells
A JEARST BB TR RIS BT A 2245 77 4 d SR IRIB SRR ;B o JEUAIE 5 (10 050 58 o 4 i 022 P 8 2 155 03t
RACSS , A0 TE 285 R AT AR AR RN B8] 5 C. U35 R 24 T 5 S 50 56 [ 240 i 50 RS A, 65 i 5 % 5 1) 200 DR EL LA L

¥o #RIR =50 pm,

A :Primary human decidual stromal cells after culturing for 4 d; B: After decidualization of confluent human decidual stromal cells

monolayers by treatment with E, in combination with P, for a long time , spindle-shaped cells transformed into larger and rounder cells;

C: After decidualization of human decidual stromal cells with E, in combination with P, ,larger and binucleated cells stained with

crystal violet were observed. Bar =50 pm.

50 um

2 ABRERAMRFES FREEEMEILZRNEEERLFERE

Fig.2 Immunocytochemistry staining of human DSC for vimentin and PRL

A NS5 PRI JB 40 ML ) ol 2 TgG oo 5 B o MG IS o 240 i UL N B B A BR8N IBE 3R SR S ST N AL R B4

R, FRR =50 pm,

A :Rabbit IgG as isotypic control for DSC; B:Mouse anti-human Vimentin pAb staining for DSC; C:Rabbit anti-human Prolactin
pAb staining for DSC. Bar =50 wm.

R2 AREKREH TGF-p1 3+ A bt FEE F 408 fh#5L BHF mRNA 7K FRIERE M

Table 2 The effect of different concentrations of TGF-f31 on the expression of chemokine mRNA

in human decidual stromal cells (n =3)

TGF-B1(ng/ml)

0 1 5 10
CX3CLI1 0.520 +0. 111 0. 130 0. 020 0.070 0. 024 0. 100 =0. 024
CXCL16 1.020 +0. 144 0.940 £0. 109 0.700 £0. 015 0.760 +£0. 258
CXCR6 0. 380 £0. 038 0.400 £0. 049 0. 400 =0. 049 0. 540 £0. 064
CXCL12 1. 080 +0. 077 1.250 £0. 153 1. 160 0. 022 0.610 +0. 254
CXCR4 0.200 £0. 045 0.500 +£0. 049 0. 540 £0. 085 0. 980 +0. 236
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Fig.3 TGF-BIl regulated the expression of chemokine mRNA of human decidual stromal cells

a; R AR (0 ng/ml, 1 ng/ml,5 ng/ml, 10 ng/ml) TGF-B1 Ab B b5 B 3L 5 40 5 , #a b X 7 A9 RT-PCR 724, M. 5 kb
DNA /3 FHrbRifi; 1.2.3 F14 439157 0 ng/ml, 1 ng/ml,5 ng/ml,10 ng/ml i TGF-B1 4L 3 T #a{k K ¥ RT-PCR 7= ¥ 463 ; 5
RIPERT b8 R EE ST, P <0.05, #x P <0.01,

a:Showing the PCR products of chemokine expression in human decidual stromal cells after treatment with different concentrations
(0 ng/ml,1 ng/ml,5 ng/ml,10 ng/ml) of TGF-B1. M.5 kb DNA ladder marker; 1,2,3 and 4 indicate human decidual stromal cells
chemokine expression after treatment with 0 ng/ml,1 ng/ml, 5 ng/ml,10 ng/ml of TGF-B1 respectively;5 served as a negative control.
b Statistical analysis of optical density value. * P <0.05, ##P <0.01.
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®3 FREREH TGF-B1 Xt ABIRE AP ENLEFERKFEREHZIT
Table 3 The effect of different concentrations of TGF-f1 on the expression of chemokine protein
in human decidual stromal cells (n =3)
TGF-B1 (ng/ml)
0 1 5 10

CX3CLI1 0.77 £0. 010 0.68 +0. 009 0.63 £0.019 0.51 £0. 078
CXCL16 0.50 £0. 046 0.42 +0. 080 0.37 £0. 031 0.29 +£0. 045
CXCR6 0.78 £0. 080 0.84 £0.014 0.99 £0. 111 1.10 £0. 025

b
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0.4

CX3CLI --- - o —

e -— — B

- - | —
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£ 10f
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0 I 5 10 0 1 5 10
TGF-f1 (ng/ml) TGF-B1 (ng/ml)
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*
—e———y
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3 05F
S
L
R 1 5 10
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El 4 TGF-1 EF ASEERAMAPELEFERKFEHRIE
Fig.4 TGF-Bl regulated the expression of chemokine protein of human decidual stromal cells

a: FRAFHSE (0 ng/ml, 1 ng/ml,5 ng/ml,10 ng/ml) TGF-B1 ZbFE A 5 BESE R ANMLIG , #a 1L 1N T f Western-blot £5 R [&] ;b . % i
TREFMESHE, = P <0.05, %P <0.01,

a:Indicating chemokine protein expression in human decidual stromal cells after treatment with different concentrations (0 ng/ml,1 ng/

ml,5 ng/ml and 10 ng/ml) of TGF-B1. b:statistical analysis of optical density value. * P <0.05, #*P <0.0l.
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JEA Z A2 e AR R, TGF-B1 7E LT YR A Y i 4%
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CD4* T 4Ijifd i 3235 CXCR4, IFN-y . PMA | IL-2
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