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ABSTRACT Objective: To construct stable cell lines of non-small-cell lung cancer overexpressed miR-153 and further explore its
role in the development of non-small-cell lung cancer. Methods: Mir-153 lentivirus vector with purinomycin resistance was constructed.
Non-small cell lung cancer cell lines SPC-A-1 and A549 were cultured in vitro and the concentration gradient of purinomycin solution
was added to determine the optimal concentration. Lentivirus was used to transfect cell lines, and the expression of green fluorescent
protein (EGFP) was detected with a fluorescence microscope 72 h after transfection to evaluate the transfection efficiency. In vitro, PCR
was used to detect the expression level of mir-153 in stable cell lines. Tumor formation in nude mice was obtained by transplanting the
stable cell lins, and the expression of EGFP and miR-153 in the tumor was detected. Results: The construction of mir-153 lentivirus
vector and negative control vector was completed. The optimal concentration of purinomycin was determined: 2.0 g/mL in SPC-A-1cells
and 3.0 g/mL in A549 cells. Target gene miR-153 was successfully introduced into SPC-A -1 and A549 cells by lentivirus, and EGFP
expression could be directly observed under fluorescence microscope. PCR results of transfection of miR-153 group and negative control
group showed that the expression of miR-153 in SPC-A-1 cells was 92.9+ 20.6, which was significantly higher than that in the negative
control group (t=7.79 P=0.016). The expression of miR-153 in A549 cells was 2624.6+ 153.4, significantly higher than that in the
negative control group (t=29.63 P<0.001). Stable transplanting cell lines can form transplanted tumor in nude mice. EGFP was obviously
expressed in the tumor. Compared with the tumor in the negative control group, the expression of miR-153 in the miR-153 group was

559+ 220.6, which was significantly up-regulated (t=4.38 P=0.048). Conclusion: A stable cell line of non-small cell lung cancer
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overexpressed miR-153 was successfully constructed.
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Fig. 1 Construction of miR-153 over expression lentivirus vector
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Fig.2 SPC-A-1 cells and A549 cells successfully infected with miR-153 overexpression lentivirus(x200)
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Fig. 3 miR153 expression in SPC-A-1 and A549 cells after lentivirus transfection was determined by qPCR

Note: Data are expressed as x + SD, n=3. *P< 0.05 **P< 0.01, compared with control group.

2.5 RERETHE

R T 2L I S A o 14 A /) 0 it 4 Y R E
TEVRNTE IR , A LIS R R R L5 19 SPC-A-1 A HIRRES
AR T o BEPIRXT R R TR A, A BARS AR 1956 10
RIREB T IR MBS S A . FaFe pRBS RS A5 25
R, FAHABE TR BRI bR Jn B SRR T 108 Ay SR Pl e (18 4)
2.6 PhyEZA LA P miR-153 BIRIXIER

N TR R RE F A A RS AT E R P, 1 SR
BB HR PO TTIER SN B AR AR 28 5 1 EGFP 193RI 21T
Kl , £ (556 EGFP [P S a)o 4558 W7 : B TEXT BR LA
miR-153 i Rk AR LA EGFP B0 30K, S 18 i 7
IRIERS I PP HiEkiA

it —25 2K F RT-PCR B iE miR-153 fYRIEE L 5% i

FLA, e miR-153 419 () miR-153 {3256 7KF FI T 559+
220.6 f5([& 5 b), #E—25 KAIF T 1895 85 7% U e R R A e 14 1
TIHEST
3 3tig

it ) R 2R I BB TSR T A S R 0 i 2, A
Wi 242 W 24 R Bl 43 SR B /IS 41 B A 9 (non-small cell lung
cancer, NSCLC)FI/INH M it , 117 NSCLC % o5 Jili iz (1) 80%1,
K, ABFFEEEE T SPC-A-1 Fil A549 X Pikk NSCLC 4 it %
YERNBFFE R G o Bili9is ELA T e 4 S 25k TR 38 TR a8% 1% T3 3% 1)
AN kR 2 AIF R miRNA 2 598 04 & & , FF TR
SRt T R S 0, SR FSY B miR-153 7E 2 R0l an
FLARIE . W DUR AN B e e P B A (6 02, [WIR,



- 830 - DREMES#HE biomed.cnjournalscom Progress in Modern Biomedicine Vol.20

NO5 MAR.2020

Control

miR-153

4 7%tk SPC-A-1 RRBEBATER

Fig.4 Representative image of tumor formation after 25 days of stable cell line SPC-A-1transplantation in nude mice
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Fig.5 (a)Fluorescence expression of green fluorescent protein (EGFP) in transplanted tumor(x 200);
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(b) miR-153 expression in the transplanted tumor was determined by qPCR

Note: Data are expressed as x + SD, n=3. *P< 0.05, compared with control group.
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