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[Abstract] Objective To observe the expression of long non-coding RNA (IncRNA) C00473 in endometrial carci-
noma tissues and its effect on the proliferation ability of endometrial carcinoma cells (Ishikawa cells) by regulating
microRNA 15b (miR-15b). Methods qRT-PCR was used to detect the expression of IncRNA-C00473 in 20 cases of
endometrial carcinoma tissues (research group) and 20 cases of normal endometrial tissues (normal group). The over-
expression plasmid (pcDNA3. 1-C00473), siRNA-C00473, and empty plasmid (pcDNA3. 1) were transfected into Ishika-
wa cells and divided into overexpression group, suppression group, and control group (NC group). CCKS8 method was
used to detect the proliferation of Ishikawa cells in each group. qRT-PCR and western-blot were used to detect the
expression of IncRNA-C00473., miR-15b and its target gene cyclin D1 (cyclin D1) in each group. Results Compared with
the normal group, the expression of IncRNA-C00473 in the study group increased (P<C0.05). qRT-PCR showed that
IncRNA-C00473 overexpression and inhibitory effect were significant in Ishikawa cells (P<C0. 05). The cell proliferation
ability of the expression group was increased, and the cell proliferation of the inhibition group was decreased, and the
difference was statistically significant (P<C0. 05). The level of miR-15b in the overexpression group was lower than that
in the inhibition group, and the levels of cyclin D1 in the overexpression group were higher than those in the mRNA and

protein levels. In the inhibition group, the difference was statistically significant (P <C0.05). Conclusion IncRNA-
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C00473 is associated with endometrial carcinoma, which may affect the proliferation ability of endometrial carcinoma cells

through miR-15b/cyclin D1 pathway.
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Table 1 Primer sequence of target gene and PCR reaction conditions

BOR EH

[EREE | FI¥F31(5'-3" B (°C) 2 (A
Lne-C00473  13iF: GGCAGCCTCAGGTTACAAAT 55 10
TiF: AGGAGCAGGTAGGGAAATGA
U6 . CTCGCTTCGGCAGCACA 55 10
NiF: AACGCTTCACGAATTTGCGT
MiR-156 L. ATGAACTTTCTCTGTCTTGG 55 10
Niff: TCACCGCCTCGGCTTGTCACA
cyclin DI _|JiF . GATACCAGAAGGGAAAGC 55 10
NiF: ATGCCTAGAACCCCACTA
Bactin |37 : TGCGCAGAAAACAAGATGAGATT 55 10

F i : TGGGGGACAAAAAGGGGGAAGG
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Premix ExTaq 7] & U A7 S 5E 7t PCR . R
FHEEF e Co kit 5 H W LR AH X R 38 K. &
WBE 3 MEAL. K EE 3 K.

1.5 CCKS8 Al gu o yg 58 i B CCK-8 I 5 15
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2.1 IncRNA-C00473 7E 15 P i 2 8L b (1 R 3B
#l qRT-PCR A5 I 25 5 87w 5 %5 B A L, iF 58 41
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C00473 7EF 7 MR 2P S Mk R 3R 5K

F 2 IncRNA- CO0473 AT ENBRBALAPHRIEBR (xLs)

Table 2 Expression of IncRNA-C00473 in endometrial cancer tissue

205 n IncRNA- C00473
Mo 2 20 0.9940. 209
pogiE| 20 0.5940.08

t 8.37
P <C0.01

15X R AH . D P<C0. 05

2.2 IncRNA-C00473 7£ 4% #H Ishikawa 40 2 7 i) &
KfEBL qRT-PCR il 25 R o . 5 NC 4iAH Lk, In-
cRNA-C00473 733 ik 41 Ishikawa 41 i 3 35 7K
B TR A rh Ak K W E AR (B P<
0.05), L3 3,

2.3 1ncRNA-C00473 521 miR-15b/cyclin D1 Ay 3
5 qRT-PCR K& 25 3 87 . 5 NC 21 A i i 21 A1
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15b 15 K S REAL (P<<0.05), L3 3; Western blot
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*3 KEMMELEE C00473 . miR-15b. cyclin DI mRNA B ERIEEWELE (xEs5)

Table 3 Comparison of C00473, miR-15b, and cyclin D1 mRNA and protein expression in each group of cells after transfection

25 n IncRNA- C00473 miR-15b cyclin DI mRNA cyclin D1 M
FUE S| 3 1.1840. 11909 0.6640.129 1.30+0. 2009 0.9840.110@
NC 41 3 0.9620. 14 0.9370. 14 1.0540. 23 0.55740. 94
EN 3 0.554-0.13® 1.2140. 160 0.724-0.09? 0.384-0. 097

F 50. 54 44. 27 28.91 115. 68
P <<0. 001 <<0. 001 <<0. 001 <<0. 001

.5 NC 4, O P<C0. 055 5304 41 A s . @ P<<0. 05

P e
- -- GAPDH (N 2)

HREH NC4 ELRAE

cyclin D1

B 1 cyclin D1 Z£%& 48 Ishikawa iR B K EHRIEHER

Figure 1 Cyclin D1 protein expression of Ishikawa cells in each group

* 4 £A Ishikava AMELEREREH ODHE (x5

Table 4 OD values of different groups of Ishikawa cells after transfection

21 51 n 24 h 48 h 72 h
REA 3 0.49%0.08%  0.7240.109  0.9640.119
NC 21 3 0.29%40.04 0.46+0.07 0.7240.08
00 il 41 3 0.1940.01%9  0.2540.06%Y 0.5040. 069
F 61.96 73.45 57.448
P <0.001 <0.001 <0.001

5 NC 44k, O P<C0. 05
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Figure 2 CCKS8 method to detect cell proliferation (OD value) of
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Joi s A5 A miR-15b Rk 1 B 7] B b 7 Hh B 1 o 4
AR (P<C0. 05) , 1X 5 5 ¢ 2 55 AF 98 45 SR — 3K
{H B e 4 5 )5 » IncRNA-C00473 5 miR-15b [i]
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