BHE2EER 2018 45 A% 15 %% 108 Lab Med Clin, May 2018, Vol. 15, No. 10 « 1441

< ig E DOI:10.3969/j. issn. 1672-9455. 2018. 10. 021

miR-135a SHI 7| iR B A IEEEXEFESRS
RERHEEF 6 WHEXERAR

RFH.K B2 f£.w =,FLAE
(I BEELHTHE—ER 066000)

# E:BR i miR-135a 5aT 2 R Eam e mm L B T15 54 F A # X ER T (STAT6) 6948 %
M, FiE O RBET A IR E DUL4S e, AL 4 miR-135a 26 A0 2 G 45 F 20, miR-135a %5 = 20 4m flL 45
miR-135a /73] . £ G4 me 2 a5 5, LA MTT Hiem g fe3g 74t oL, 7 X e ) 2 i 8 29, 5k A
Transwell 2a f it #5422 S 364l 40 fo iE 45 o 4R 2 48 1. & & o 92 9P i % (Western blot) 4 @] p-STAT6 #=
STAT6 & & & ik, %8 % £ £ % PCR(RT-PCR) # M miR-135a & ik, &R 4 %5 48 h,miR-135a #: 4
miR-135a A8 %F & ik & 4 (0. 9324+0. 061, A B & T = @ 4 £ 4 (P<0.05);miR-135a #: 435 /4 24 48 h &)
OD &4~ #] 4 (0. 21020, 045) #= (0. 281 0. 052) , ¥ 24K T = & 3£ 4 40 (P<T0. 05) ;miR-135a 3 %41 G, /G, #
e s A (60.02+6.39) % AR & T2 & # $£40(P<0.05) ;miR-135a 4 3 40 i # tm f K Ao 42 & 0 I3 &
#) % (116. 93430, 02) A F=(133.02£28.51) A, ¥ BAK T = & 4% 4 248 (P<C0. 05) ;miR-135a %4 % 41 p-STAT6
Fo STATG6 & &G AR £ ik 8 4 5 4 (0. 94740, 114) F2(0. 437+0.077) ,FA BA& T & @ 45 £ 0 (P<<0.05), £t
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The correlation between miR-135a and prostate cancer cell proliferation related factor STAT6
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Abstract: Objective To investigate the relationship between miR-135a and signal transducer and activator
of transcription-6 (STAT6) of prostate cancer cell proliferation related factors. Methods Prostate cancer
DU145 cells were divided into miR-135a transfection group and blank transfection group randomly, miR-135a
transfection group cells were transfected with miR-135a sequence,and blank transfection group was transfect-
ed into blank sequence,cell proliferation was detected by MTT assay,and cell cycle was detected by flow cy-
tometry; Transwell cell migration and invasion assay was used to detect the migration and invasion ability of
cells,and the expression of p-STAT6 and STAT6 protein was detected by Western blot,miR-135a expression
was detected by RT-PCR. Results After transfection 48 h,the expression of miR-135a in miR-135a transfec-
tion group was (0. 93240. 061) , which was significantly higher than that in the blank transfection group (P<C
0. 05) 3smiR-135a transfection group cultured 24 h and 48 h OD values were (0. 21040, 045) and (0. 281+
0. 052) ,significantly lower than the blank transfection group (P<C0. 05) ; The percentage of G,/G; cells in the
miR-135a transfection group was (60. 024 6. 39) %, which was significantly higher than that in the blank
transfection group (P<C0. 05) ; the number of transfected cells and the number of invasive cells in miR-135a
transfection group were (116.93+30.02) and (133.02428. 51),significantly lower than those in blank trans-
fection group (P<C0. 05) ; the relative expression of p-STAT6 and STAT6 protein in miR-135a transfection
group were (0.94740. 114) and (0. 437+£0. 077) ,which was significantly lower than that in the blank trans-
fection group (P<C0. 05). Conclusion MiR-135a can inhibit the proliferation, migration and invasion of pros-
tate cancer cells,which may be related to its inhibition of STAT6 expression in prostate cancer cells.
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AT RE 7E 3 R 3R 38 A 40 ke F AR A L i 2 Bl miR-
NA ¥ & 50 &k R RS, Tk
— LRV miR-135a 55 [if 471 I 6 40 A 1 5 AH OC Y715
I G R B SO T (ST AT6) i AH 56 1 30 % 1 37
Ji g DUL45 40 M 53 5 5% J¢ miR-135a J3 51 fl 25 1 7
B Ji 1) 440 1 5 155 0 40 DR LG RS R AR 22 e g L LA
M p-STAT6 il STAT6 # H 5. miR-135a £ ik K
AT RN 43 BT 5 A I R B AR — i B IR T IR
1 BME5RHE
L1 — Rt B R KO AT 51 Bt 6 20 M Ak
DUI45 W A Hh [ BL 2 BE L 2E A Bl 24 BF 58 i 240 i %
P,

1.2 U#B5RA (HHR22 B #E R HEE 0P (H
A H A7) ,FS-7900 # PCR Y (36 = N 49 R 584
7)), Gel Doc 10000V ® 4 FEEMBERE (EH
BIO-RAD A ]), Napco-541 I — 4 b ik 3% F2 46 (2
ED L IX70 5] 5 AH 22 A 8% (H AR BUAR EL 357D L, 880 7
FilgbRA 8 [ 5 &) . (2) R 2R 1 i . DMEM 85 3% 3% |
F12K-DMEM #5575 B L 5 & R S R W
H 3£ E Gibco /A H] ; Mature miRNA-135a 1 miRNA
Negative Control(NC) ¥y B ¥ 7 ¥/~ 7] 3 Trizol
FEBGAF & L B KR & RT-PCR R 7 & ¥l A
2 [E Epitomics 23 1 ; J§ T (Lipofectamine) 2000
H Invitrogen 2\ A, CCK-8 i F & H 2 = K ik 7
INT) s f2 28 (Transwell) /NE W B 5€ E Coring A 7l 5
AT STAT6,p-STAT6 1 457 FBAR i Ak W) 1 b
WL ERT R PR 2 P At st 2 S R
ARA B w5 pu R A e b (MTT) il 3 28 [F Bio
Sharp 24 #] .

1.3 SER 5k

1.3.1 4ifa¥sz:  DUIL45 40 M kk R & 10% 5 4
M3 100 pg/mL HH R M 50 pg/mL 5% K WPLHY
F12K-DMEM #5325, 78 5% CO, .37 °C{H 1% 5 44
HRE AT RS IR TR A0 M % B 24 80 U6 i HEAT A% AR RS 3R L L
F8 B0 K A0 R AT S0

1.3.2 ZJ0f%e g R NG T4 1Bk I 5% g s i 47 5%
Y BOREIOH A K 0 40 B bR 2 B 6 LG IR AR L
AT 1020 64 L% 1 RMPT 1640 58 42 s 57 S 917 1%
Fi o7 I B 400 M A K & 60 %6 ~ 70 %0 il A ) A Lipo-

fectamine 2000 5 YL F) 43 B #E Yt has-miR135a J§ 41
(miR-135a $E YL 20) i NC [F 4 (25 (G Y 2] L e &
W B 50 mmol/ L, " 4% 4% RE 16 B 5 2F A7 #2 4 o
S RE NG IR HE G B SR 48 h,

1.3.3 MTT kx4 Mas 58 405 TG4 48 h JFHL
25 2 20 Mk VR P R 1 RTINS 10240 R
A= 13 B RMPT 1640 58 435 5 3L b 47 85 3% L JF TR 5%
0.24.48 h BfHUA A B M A MTT (5 mg/mL)
WEHE 4 hoBE )5 in A DMSO 317 ¥ i I DO TE , 6 F il
FRAXAE 490 nm P P 5E 45 LI WOG AR (A S ISR 45 41
M 3 FEAE O T SR IR AT 3 IR

1.3.4 JaNan R A i f 81 o3 5 P 48 h
Ji S 2H 4 BV o7 B A 1 B AT AR . 1 000 1/
min #.0 15 min J5 Y E A TTTE, LA PBS PRk 2 Ik
IIATRAE 75 % L FEAE— 20 °C 48 F [ 24 h,1 000
r/min .0 15 min 5 EHW . &5 0A 500 pL 40
Jo) 30 o] A A L 4 °C RSB R 30 min, i R
20 A4S 4 i e A

1.3.5 Transwell IR BRI LI LI
BRI 37 CIH1E Transwell /N3 2 h, B UL 48 h [
- 240 B R P TR T A0S T E B B EC 1K 10° S A i
PATC IS ) RPMI 1640 3% 52 iE 17 EEIF 800 T 1
L FEPRUNA 104058 2R3 56,37 'C 5% CO,
BiFR 48 h, BUH UEMEIS LA 1020 2 5 B B[ L Jh A 4L
Qe A0 H N WSS, T 8058 I 40 M 80 O 4 (i Ak
T .

1.3.6 &[RRI (Western blot) 3256 HU§:
Y5 i A% 48 h (R 4 40 ML Pk X 1 IR ARG HR IR R
FI . FFEZY 75 pg DL 1096 | b i 4 1R -2 V9 44
e BE e LUK (SDS-PAGE) , 3 B 5 7% % 2 L4 0 0. 45
pm [ R 5 LM (PVDF) i, 8 1 500 5 B 45 4 o
M 2 hsm A STAT6 F1 p-STAT6 1 $iif5 4 CHFH
AR50, 50 TBS-T W PERE 3 5 Fim A LRH 41
1 2 HLaEAT R W .0, 5% TBS-T W Ve 3 vk . ff Fl 1k
2R ML AT B, I SR AR 2R 4T K BEAE 43 B s 3
W HARE A5 Bractin (95K LA .

1.3.7 RT-PCR 528 WS HE YL 55557 48 h 14
Jid >R T Trizol $2 B & 4 B RNA L fiff J 306 5% 5%
R & 5 s DNALTE R G BEE T T #4797 1. 97
Bk .5 -CCG ACG CGT TCT TTT CTG
TTG CCC CAT C-3"; Filf:5'-CCC AAG CTT GGA
CCG CAG CAC CTA TCT-3', ¥ 84 4 4.95 C 5
min J5 LA 95 C15 s 28PE .60 ‘C.60 s B k.72 C 5
min 30 s FEA, I 1 AEER 3 40 ANIEER, B UK S
17 RT-CPR i & , 3573 miR-135a A E A K F. 248
Fae HE 00 G 10 BH B R AT R .
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L4 GEitaAbE R SPSS19. 0 Goit B AT R
BRSPHT A REVERIL 7o s FOr AL OB ¢ K
P<0.05 25 AT SE T2 75 X

2 & 3
2.1 2 #HEY DUI45 4 A miR-135a Fik 45 R 1L
& HEULS 48 h,miR-135a #4420 miR-135a #H % &

kR (0. 932 40, 061), B W5 T o5 A5 e 4

(0. 02340.002) (t=36. 482, P<C0. 05) .

2.2 241 miR-135a % DU145 4 Jifd i) 14 58 fik 17 45

b miR-135a ¥ YL 203 5% 24.48 h 1 OD {H %3 3

7€0. 21040, 045) , (0. 281 +0. 052) , B A% F 25 [

Beyus (P<<0.05), WFE1,

x1 2 48 DUL45 A A EEHE = OD &

HERILBE(TEs,n=06)

2151 0 h 24 h 48 h

miR-135a #£ YL 4] 0.02240.006 0.21020.045 0.28140.052

S Y 0.0214+0.008 0.313+0.033 0.56240.078
¢ 0. 245 — 4.521 — 13.951
P =>0.05 <0.05 <0.05

2.3 2 4] miR-135a % DUL45 4 Jfd J& W 5% i 4 45
lb# miR-135a # QL 4 G, /G, B 41 i e 71
(60.0246. 39) %, B B 7 F 25 [ 5 Ye 41 (45. 34 =
7.22) % (1=3.730,P<0.05),

®2 2DUMS AREBMERMLERILE (Ts,n=6)

4151 RS 4l 2 (A4S {22 40 i £ (4>
miR-135a YL 4 116.934-30. 02 133.02428.51
25 L e 20 189.31+42. 11 170. 042224, 02
t — 3.428 — 2.432
P <0.05 <0.05
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2.4 2 %1 miR-135a X} DU145 41 i iF B A2 22 10 45
WA miR-135a 5% Y 241 55 40 i 550R 1= 28 40 i £
A3 3R (116, 93+30. 02) S FI (133, 02428, 51) 4, B
WAL T 25 QY (P<<0.05), L3 2 FIIE 1,

2.5 2 %0 miR-135a % DU145 Zi i STAT6 ik
W Y 25 R 8 miR-135a % Ye 4 p-STAT6 #
STATG6 &5 HAH X %35 5 43 Jy (0. 947 £ 0. 114) Al
(0.43740.077), Bl WAL T2 F 5 Qe Al [ (1. 320 £
0.104)F1(0. 783 +0. 095) ] (¢= —5. 757, — 6. 931,
P<0.05)., WH 2,

p—STAT6

STAT6

GAPDH

1 FR miR-135a YL 52 Fom s Lk el
& 2 Western blot #& il &

3 it e

U2 M s 2 415 A A T A B A B B MR i
A4 PR T R R L R B b R R L SR A e | e
S s HP T R A 95 %0 DL UYL B TR ik
N RN EE L i A R B e R A B B T e BB
R ILE N 5 M (e B A 7 O kR . R4
i g 19 EL A 25 s DR RIATL 7k 1 S o8 v A L — O
5 sk R A O HLAi 9 I 2 4= 22 195 e A 3% | il 4
P RS T AT 38 Ao 20 b I 45 5 A 5| R XU Bk
Jir, FR 43 R I K A B B S 48 e RGO I S HE
JECO . miRNA & — 1 Py IR R A g 1
RNA 73+, Al B AV M KT B 1k AR
R TN A S AR 5 R mRNA ) 5 AN X
T AE % 5% 5 7K P X 56 PR 3R 58 4T A M 2, 3 30 mR-
NA [ R fife A0 B3 90 00 . Ok 2 i F 98 R,
miRNA 5 i 0 & A & i 4 b #2925 YA 56 {3 B i
XFF miRNA 7 7 1 B g b i & 9 B F 5 4 0
miR-135a j& miR-135 FIE M EZ L L Z —, B
29 O T A 00 ) 0 Y B % A T L AE 22 b e Y
KA K E R T mEW AR A R R E
miR-135a i JF 40 Ji 98 7= 014900 ) 40 i 34 4 %) 1 ) 2 o
it %t JAK2 (Janus kinase 2) J A ¢ 1 # (JA-STAT)
{10 I 7 1 S AHL R AR BIL AT T A 3 — 2B A

AL R R 5 YL 48 h J5 miR-135a B YL 4]
miR-135a tH X FX | B & FTE AF R4 (P<
0.05), 32/~ miR-135a % 4L 4H 4l it miR-135a # i 5
Fik o it MTT A6 44 A 3 4< 28 & B, miR-135a §%
JeeHHE 3% 24,48 h i) OD W] BAL T = (% J 4
(P<C0.05) , #2785 miR-10a & 23k o] $) ] Jfr g 19 48 4<
38 2o Y X 4t AR A A 240 B R D SR miR-135a 3% YL 4]
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Go/Gy 91 40 Jf bb 49 o B B8 & T 28 | e 4l (P<<
0.05), B&H] miR-135a 7] &g 3 M fH ¥ DU145 48 g Ji
Bk — L ) B e R . R 2B R .
miR-135a %% Y 41 3T # 20 i %5 A 1= 22 40 i %570 ) B
K F 25 [ L4 (P<<0. 05) . 4275 miR-135a 577 51 it
i 2 D 1 52 2 R T B v B A G JH R 3R 3K T 400 1 440
(12 28 AT B, (H L 2R AL 0405 55 1F i — 22 IR A
W5

STAT6 J&—F AR 4 F T i 292 94 X 10° 12K
FJB . J8 T STAT %, Wil JAK-STAT {5545 %
WA T 2R A M R 03 A B3R S 5 2 BB Y
KREMEE. APFEMIE, STAT6 J& miR-135a 1
TEREHE P, AT BE 5 miR-135a 10 il 9 40 Jfd 4 5 L 1T 7%
RABEHLHIAE K, 5ARDF R BF 5T 45 A A — 5.
A 5T 25 R R W miR-135a 5% L 240 p-STAT6 il
STAT6 H H A XS Kk & ] AR T2 B % el (P<<
0.05), Ut W] miR-135a 5 & ik ] 410 i #f 51 Bt 95 48 fid
STAT6 % [R5k, X 7] fig & miR-135a # l {if 51
i g 240 PR B 58 GRS VIR 2B WAL 2 — A AR BT
AR — 2P TR

2% b ik, miR-135a AJ 410 il i 1) Ji 965 4 Jfd 48 7
T 1R ZE W RE 1. AT RE 5 H 0 AT 8 IR g A
STAT6 F£kH L.
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