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Western blot ;i i 27 4E 4 T A AH S 1 o, 5 293T 40 sM R4 L #5, 4 hAMSC-Exo AbFEZH 4~ 14 E-
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[ Abstract] Objective To investigate the effect of microRNA-135a (miR-135a) in human amnion mesenchymal
stem cell exosome (hAMSC-Exo) on the migration of fibroblasts. Methods The hAMSC-Exo was extracted with
exosomes separation kit and identified, the effect of hAMSC-Exo on fibroblasts migration was detected by scratch test.
Real-time fluorescence quantitative PCR (qQRT-PCR) was used to detect the relative expression of miR-135a gene in
hAMSC-Exo after overexpression of miR-135a. Scratch test was used to detect the effect of hAMSC-Exo on the migration
of fibroblasts after overexpression and knockdown of miR-135a. Western blot was used to detect the migration related
proteins of fibroblasts [large tumor suppressor 2 (LATS2), E-cadherin, N-cadherin, and a smooth muscle actin (a-SMA)]
after overexpression and knockdown of miR-135a. The 293T cell exosomes and hAMSC-Exo were used as control.
Results hAMSC-Exos were extracted successfully. Scratch test results showed that hAMSC group had the strongest
ability to promote fibroblasts migration, and GW4869 (exosome inhibitor) treatment group had reduced ability to
promote fibroblasts migration. QRT-PCR test showed that the relative expression of miR-135a gene in hAMSC-Exo
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increased significantly after over expression of miR-135a. Scratch test results showed that after over expression of miR-
135a, hAMSC-Exo enhanced the migration ability of fibroblasts, while after knockdown of miR-135a, hAMSC-Exo
weakened the migration ability of fibroblasts. Western blot results showed that the expressions of E-cadherin, N-cadherin,
LATS2 were down regulated and a-SMA was up regulated in each hAMSC-Exo treatment group when compared with
293T cell exosomes group; after over expression of miR-135a, hAMSC-Exo decreased the expressions of E-cadherin, N-
cadherin, LATS2 and increased the expression of a-SMA; while after knockdown of miR-135a, the ability of hAMSC-Exo
was weakened. Conclusion miR-135a in hAMSC-Exo can promote fibroblasts’ migration, inhibit the expressions of E-

cadherin, N-cadherin, LATS2, and promote the expression of a-SMA.
[ Key words] Human amniotic mesenchymal stem cell; exosome; microRNA-135a; fibroblasts
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B N\ IR AT dE 4 (LA ik2= 5 dn it
P29 ) 5 hAMSC H 38 P~ B 210 it T 72 52
K $Et . miR-135a mimic, miR-135a inhibitor (_I-
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TR AR A RA T o GIRIUR ERER 73BT
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1.2 hAMSC-Exos 833l

1.2.1 hAMSC-Exos 428 B FBS LA 100 000xg 5
AL> 8 h, ZB& FBS HhAMIAMA, HL hAMSC F1 293T 4l
o, F#& 10%FBS A DMEM R 33 F 37°C
5%CO, B FRFEFE . B hAMSC L 1x10° 4~/ d
BRI SR, BRI 80% 5B 1% hAMSC
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0.22 um o JEAF T UE L BR A0 E . B hAMSC K
7% B, A RRFEL 0.5 5 A9 ZR AR BGRA,
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-80°C VKFH, & o [RIEFEER 293T Ao A,
1.2.2 hAMSC-Exos 52 &4 HI B4 hAMSC-
Exos JE 4% ; Western blot il H:4h A i 2 1 b i
CD9. CD63 il CD81 Kik, LAME & M (a-tubulin)
YERZHZE A, L hAMSC X B 4K Bk iR
AT MUK I R A 434

1.2.3 hAMSC-Exos & & 2 gm e st A 4em - Hlid
ST 6 FLBT IR RIRELL, ¥ BY A R T 4k 20
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25 pg/mL i BY A\ B B GEF4E4a i ; C 4L 1x10°
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Fig.1 Morphological observation and identification of hAMSC-Exo a. Transmission electron microscope observation (x50 k); b. Western
blot analysis 1: hAMSC-Exo 2:hAMSC; c. Particle size distribution detected by Nanoparticle tracking analyzer
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2 XPRLIEHIN hAMSC-Exo Xf B] AR BAR AF4EMRER M FHS oh, FHER24h a A4H; b.B4; c.C4l

Fig.2 Scratch test to detect the effect of hAMSC-Exo on the migration of BJ fibroblasts The upper row for 0 hour and the lower row for 24
hours a. Group A; b. Group B; c. Group C

3 XJRELIEH N hAMSC-Exo H1 miR-135a 3f B] AERAAR T EMTERAEM LHEMoh, THEN 24h a  A241; b.B24; c
C24; d. D24

Fig.3 Scratch test to detect the effect of miR-135a in hAMSC-Exo on the migration of BJ fibroblasts The upper row for 0 hour and the
lower row for 24 hours a. Group A2; b. Group B2; c. Group C2; d. Group D2
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Fig.4 The effect of miR-135a on the expressions of migration
related proteins in fibroblasts detected by Western blot  1:
Group A3 2: Group B3 3: Group C3 4: Group D3
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B 5 Western blot #& il &AM T HEMITHEEXELHEITRIEE  a. LATS2; b. E-cadherin; c. N-cadherin; d. a-SMA

Fig.5 The relative expressions of migration related proteins in various fibroblasts detected by Western blot a. LATS2; b. E-cadherin; c.

N-cadherin; d. a-SMA
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