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[Abstract] Objective To construct lentivirus vector that interferes with FLOTZ2 expression, and explore the effect
of inhibiting FLOT2 expression on proliferation, apoptosis, invasion and migration of colon cancer cells. Methods The
expression of FLOT2 in colorectal cancer tissue and LoVo, SW480 and HT29 cells were detected by qRT-PCR, the ex-
pression of FLOT2 protein was detected by Western blotting. The expression of FLOT2 was detected by qRT-PCR and
Western blotting after the lentivirus vector of FLOT2 siRNA was transfected into LoVo cells and SW480 cells. MTT as-
say, flow cytometry, Transwell chamber and Western blotting were used to detect the cell proliferation, apoptosis rate,
invasion and migration ability and the expression of PCNA, cleaved caspase 3, E-cadherin and vimentin. Results The
expression of FLOT2 mRNA and protein in three colon cancer cells was significantly higher than that in NCM460 cells
(P<C0.05). After FLOT?2 siRNA lentiviral vector were transfected into LoVo cells and SW480 cells, the expression of
FLOT2 mRNA and protein were significantly reduced, and the ability of cell proliferation, invasion and migration were
significantly reduced, apoptosis was promoted, the expression of PCNA and Vimentin was down regulated, and cleaved
Caspase3 and E-cadherin were up regulated (P <C0. 05). Conclusion Inhibition of FLLOT2 expression can significantly re-

duce the proliferation. invasion and migration of colon cancer cells, and promote apoptosis. The mechanism may be re-
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lated to the regulation of PCNA, cleaved caspase 3, E-cadherin and vimentin expression.
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KRR T 2000, B HLECR SNK-¢ #2560, P<<
0.05 HEFAGI2E L,
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2.1 LALLM FLOT2 )9F L @it qRT-
PCR #; I 45 B W i 40 80 X N IE % 45 I b K 40 i
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B 2% 35 7K -, Western blot £ 1l &% 7 98 40 g FLOT2 &
K. 59 255 2040 FLOT2 /K 8, 45 B s 4 41
FLOT2 35K F B & 5 (P<<0. 05), 5 NCM460 4
M b FLOT2 78 =45 s 4 il mRNA J 2R 1 Rk
I 218 B T (P<<0. 05) , WK 1,56 1,
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Figure 1 Western blot detection of FLOT2 expression in colon cancer cells
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FLOT2# & B F R LoVodl g 1 SW480 41

®1 TEEHEMM FLOT2 mRNA REBAENRIZKFE (x£5)
Table 1 The relative expression levels of FLOT2 mRNA and protein in

different colon cancer cells

41l iy n  FLOT2 mRNA #ik/K¥F  FLOT2 EHKF
NCM460 3 1.0040. 00 0.05440. 005
LoVo 3 5.45640.431% 0.50540.056%
SW480 3 4.118+0.321% 0.27740.034%
HT29 3 3.99740. 2627 0.25140.028%

F 118. 881 80. 203
P <<0. 001 <<0.001

.5 NCMA460 41 ifg b4, O P <<0. 05

M) . R qRT-PCR K Western blot 6 il 4% 2H 41 it
FLOT2 # kK, 45 5 W, PRk 40 i 25 (3 41/
si-NC 4 FLOT2 Rk WK ZHF LG it X (P>
0.05) 1 si-FLOT2 44 FLOT2 mRNA K& [ 3£ k7K
I R AT A 4L (3 P<<0.05) ILIE 2. % 2,
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Figure 2 FLOT2 expression levels in LoVo cells and SW480 cells after
lentivirus infection
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Table 2 Relative expression levels of FLOT2 mRNA and protein in LoVo
cells and SW480 cells

LoVo 4l iy
2H 51 n
FLOT2 mRNA #ik/K¥  FLOT2 &EH K-
K 3 1.0040. 00 0.4114+0. 036
si-NC 41 3 0.99140.114 0.40340. 032
si-FLOT2 40 3 0.21540. 0237 0.10140. 0127
F 135.137 114.063
P <0. 001 <0. 001
SW480 4 ity
21 51 n
FLOT2 mRNA #ik/KF  FLOT2 & [KF
=K 3 1.0040. 00 0.388+0.041
si-NC 41 3 1. 0050. 068 0.39740.038

0.14740. 0187
52. 477
<0.001

si-FLOT2 40 3 0.26740.0317
F —290. 589
P <<0. 001

F 55 A4 %, OP<0.05

2.3 3 FLOT2 A% LoVo 41 1 SW480 4 ffu s
FEIE B MTT 3% K0 #0§ FLOT2 J5 /Y LoVo
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A AN SWA80 4 it 1 4 RE 7 . P R A A si-NC 41 5 28
P 2H7E = A ) 0 200 34 5 BB ) b A 22 R T 12
BN (P>>0.05), 1M si-FLOT2 20 M 48 h 2 40 Ji 54 51 fig
FI AR T2 A4 (P<<0.05) . L 3.

%£3 &4 LoVo 70 SW480 4 ff OD & (x £5)
Table 3 OD values of LoVo cells and SW480 cells in each group

0.05), L3k 4 F1lKl 4,

F®4 &4 Lovo MK SW480 AMEEH EBHRBTE (x£5)
Table 4 Invasion number, migration number and apoptosis rate of LoVo

cells and SW480 cells in each group

15 ., LoVo 4y
24 h 48 h 72 h
A 3 0.454740.042 0.828-+0.067 1.121-40.083
si-NC 4l 3 0.446-40.040 0.81540.064 1.11140.079
sFFLOT2 41 3 0.43940.041 0,52240.0487 0.716+0.056%
F 0.100 24.748 29.523
P 0.906 0.001 0.001
a1l ., SW480 4 i
24 h 48 h 72 h
=K 3 0.463740.045 0.818+0.065 1.136=0.079
si-NC 41 3 0.47140.048 0.824-+0.063 1.123-40.083
sFFLOT2 40 3 0.45940.039 0.58140.0527 0.754+0. 0627
F 0.087 15. 864 24.943
P 0.918 0.004 0.001

TS5 HA k. OP<0.05
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Figure 3 Transwell detects cell migration and invasion
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$i-NC 41 3 182.74+7.4  155.5+6.3 1.9340.18
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F 16. 474 36.104 234. 966
P <0.001 <0.001 <0.001
FH5EAA e, OP<0.05
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Figure 4 Flow cytometry was used to detect the effect of FLOT2 inhibi-
tion on apoptosis of LoVo cells and SW480 cells
1 : A. LoVo 4l il ; B. SW480 4 il
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WA W RRBEBMECEARENER R
Western blot K&l £ 2H LoVo 4 fii fil SW480 4 i 5
WrE T M EMT #2521 PCNA, cleaved caspase3
M E-cadherin 1 Vimentin 235, 45 £ B/~ ., il Lo-
Vo 2 i FI SW480 4fi i FLOT2 3 ik J5, PCNA #I
Vimentin 2 ik 1K, cleaved caspase3 #1 E-cadherin
K& SEAARBEERARITEE L (P <
0.05), WLIEl 5,5 5.6
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Figure 5 Expression of PCNA, Cleaved caspase3, E— cadherin and Vi-
mentin in LoVo cells (A) and SW480 cells (B) were detected
by Western blotting

E: A, LoVo #liifg s B. SW480 4l ifg

& 5 LoVo 20 PCNA . cleaved caspase3.E-cadherin #1 Vimentin & 5
B RIEE(x£s)
Table 5 Relative protein expression levels of PCNA, Cleaved caspase3,

E-cadherin and Vimentin in LoVo cells

21 51 n PCNA cleaved caspase3 E-cadherin Vimentin
A 3 0.666--0.063 0.046+0,005 0.148=+0.016 0.256--0.026
si-NC 4 30.65140.061 0.038+0,004 0.13240.013 0.271-0.028
stFLOT2 20 3 0.15540.015%0. 07540. 008% 0. 341+0. 034% 0. 106-£0. 011%

F 96. 152 32. 486 77.027 47.391

P <0.001 <0.001 <0.001 <0.001

W52 HA K, OP<0. 05

% 6 SW480 40 il PCNA , cleaved caspase3,E-cadherin 1 Vimentin &
BHEMREE(xEs)
Table 6 Relative expression levels of PCNA, Cleaved caspase3, E-cad-
herin and Vimentin in SW480 cells

2 5 n PCNA cleaved caspase3 E-cadherin Vimentin
ZE A 3 0.557-£0.052 0.03240.006 0.115-0.014 0.305+0.028
si-NC 4 3 0.5712£0.059 0.04140.005 0.122-£0.016 0.31140.032
stFLOT2 40 3 0.17740.021%0. 08240. 010% 0. 287+0. 026 0. 133-£0. 0157

F 67. 876 39.708 75. 609 45. 232

P <0. 001 <0.001 <0.001 <0.001

W55 A K. OP<0.05
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miR-485-5p 1@ L ¥ ] T & FLOT2 &35 3 6l BOIR IR g
MR AR TN BRAE AR R R L FLOT2
FE 2 s h R 2R 3K L AE G 58 X 45 i i 440 R A R R AL
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