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Abstract: [Objective] To study the effects of shRNA-mediated CIP2A gene silencing on the proliferation, apopto-
sis and invasion of human colorectal cancer HT29 cells. [Methods] The shRNA—CIP2A was transfected into human
colorectal cancer HT29 cells. The expression levels of CIP2A mRNA and protein were determined by real-time PCR and
Western blot, respectively. Cell proliferation, apoptosis and invasion were determined by transwell assay, flow cytometry
(FCM) , tumor implantations experiment (n=20) and CCKS8, respectively. [Results] The mRNA and protein expres-
sion of CIP2A in human colorectal cancer HT29 cells was reduced in HT29 cells transfected with shRNA targeting CIP2A
gene. The HT29 cells transfected with shRNA targeting CIP2A gene showed a significant decrease of cell proliferation,
clonogenic ability, invasiveness and tumorigenicity (453.0 + 7.5 vs 152.0 = 4.7, n=3, P=0.001) when compared with
the control. The apoptotic rate (% ) of control group was lower than in the CIP2A shRNA group (11.09 + 0.32 vs 14.25 +
0.04, n=3, P=0.001). [Conclusion] CIP2A knockdown led to substantial reductions of proliferation and invasion of
HT29 cells and induced their apoptosis, indicating that CIP2A may be a potential target for colorectal cancer therapy.
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Fig.2 The cell proliferation curve of both group
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A': Comparison of CIP2A protein expression in both cells after transfection; B: The expression of CIP2A mRNA at 24,48 and 72 h after trans-
fection; C: The expression of CIP2A protein at 24,48 and 72 h after transfection, n =3, t = 4.624, P =0.0013
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Fig.1 Effect of CIP2A shRNA on the expression of CIP2A in colorectal cancer cells
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A': Comparison of cell clones in HT-29 after transfection; B: The number of cell clones from control shRNA and CIP2A shRNA group, n =3,
1)t =3.389, P =0.0194 vs control.
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A: Comparison of cell apoptosis in HT-29 after transfection; B: The rate of cell apoptosis from control shRNA and CIP2A shRNA group, n =
3, 1)t=-7.86, P =0.001 vs CIP2A.
B4 MM CIP2A shRNA #3337 HT29 4895500
FIg.4 Flow cytometry analysis of the effects of CIP2A shRNA transfection on the apoptosis of HT29 cells
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A': Comparison of cell cycle in HT-29 after transfection; B: The rate of cell cycle from control shRNA and CIP2A shRNA group, n = 3,
t=-591, P=0.0041
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Fig.5 Analysis of the effects of CIP2A shRNA transfection on the cell cycle of HT29 cells
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A': Comparison of cell invasiveness in HT-29 after transfection; B: The rate of cell invasiveness from control shRNA and CIP2A shRNA

group, n =3, 1 =-9.43, P =0.001;C: Comparison of cell tumorigenesis in HT-29 after transfection; D: The different tumor growth curves from

control shRNA and CIP2A shRNA group, n =10, ¢ = 3.263, P = 0.001.
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Fig.6 Transwell assay analysis of the effects of CIP2A shRNA transfection on the invasion and tumorigenesis of HT29
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Abstract: [ Objective ] To compare the effect of the conventional controlled ovarian stimulation (COS) and mild stim-
ulation protocol in poor ovarian responders (POR) undergoing IVF/ICSI. [ Methods] A prospective randomized study was
performed in 191 patients with POR undergoing in vitro fertilization (IVF) or intracytoplasmic sperm injection (ICSI).
The patients were randomized into two groups, modified long protocol was applied in COS group, while letrozole compen-
sated with low dose gonadotropin protocol was applied in mild stimulation group. The clinical outcomes were compared be-
tween these two groups. [ Results] Comparing with COS group, both endometrium thickness and serum E; level on the trig-
ger day were significantly lower in the mild stimulation group [ (9.6 + 2.5) vs (11.4 = 2.5)mm, (560 + 470) vs (1200 +
710) pg/mL, P < 0.05]. No significant difference was found between the two groups in the serum LH and P levels on the
trigger day (P > 0.05). Although the number of oocytes retrieved [ (4.1 +2.8) vs (2.8 £ 1.9), P < 0.05] and the number
of available embryos [ (2.0 + 1.6) vs (1.5 + 1.4), P < 0.05] were significantly higher in the COS group, similar embryo
implantation rate, clinical pregnancy rate per embryo transfer, per OPU and per initiation cycle, abortion rate and live
birth rate were observed in both groups. [ Conclusion] For POR patients, the COS protocol and the mild stimulation proto-

col yield a similar clinical pregnancy rate. Considering the fewer Gn dosage and shorter ovarian stimulation length associat-
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ed with the letrozole mild stimulation, it can be concluded that the letrozole mild stimulation protocol is an ideal ovulation

induction regimen for POR patients.

Key words: controlled ovarian stimulation; GnRH—-a modified long—term protocol; mild stimulation protocol; poor

ovarian response ; clinical pregnancy rate
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Table 1 Comparison of the general conditions between two groups

COS group (n = 94) Mild Stimulation group (n =97) i P
Agelyears 37+6 37+5 0.278 0.781
Duration of infertility/years 45+34 51=+4.1 -1.083 0.280
BMI/(kg/m*) 23.0+3.3 222+32 1.734 0.085
AMH/(ng/mL) 0.86 + 0.57 0.76 + 0.48 1.246 0.214
AFC 48+ 1.1 45+ 14 1.701 0.091
Basal FSH/(U/L) 9.1+34 9.1+4.1 -1.473 0.142

Values are means + SD. There were no statistically significant differences between the groups.
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Table 2 Comparison of the treatment characteristics and clinical outcomes between two groups

COS group Mild stimulation group X P

No. of initiation cycle 94 97
Duration of Gn use/d 108 £24 6.4+1.8 14.713"  <0.001"
Dose of Gn use/U 3100 = 750 940 + 270 26.946"  <0.001"
Cancellation rate/% 4.3(4/94) 2.1(2/97) 0.440
HCG day

No. of opu cycle 20 S

Braaleisel ifckness/mm 114 +25 9.6+2.5 4.939"  <0.001"

E. level/(pg/mL) 1200 = 710 560 + 470 7.252"  <0.001"

LH level/(U/L) 35+ 170 21 £83 0.717" 0.475

P level/(ng/mL) 0.71 +0.42 0.61 = 0.46 1.624"  0.106

No.of follicles larger than 14 mm in diameter 4.4 +25 34+19 3.327" 0.001"
No. of oocytes retrieved 4.1+28 28+1.9 3.547"  <0.001*"
No. of oocytes fertilized 25+2.1 1.7+1.5 3.016" 0.003"
The oocyte retrieval rate/% 91.4(361/395) 83.2(263/316) 10.897* 0.001*"
The oocyte fertilization rate/% 63.2(228/361) 62.4(164/263) 0.042” 0.838
No. of embryos transferred 20+ 1.6 1.5+14 2.094" 0.038"
No. of good—quality embryos 14+13 1.3+1.3 0.880" 0.380
Embryo implantation rate/% 21.7(23/106) 27.3(24/88) 0.814” 0.367
Clinical pregnancy rate per embryo transfer/% 32.8(20/61) 37.5(21/56) 0.285” 0.593
Clinical pregnancy rate per OPU cycle/% 22.2(20/90) 22.1(21/95) <0.001” 0.985
Clinical pregnancy rate per initiation cycle/% 21.3(20/94) 21.6(21/97) 0.004> 0.950
Abortion rate/% 30.0(6/20) 38.1(8/21) 0.299” 0.585
Live birth rate/% 23.0(14/61) 23.2(13/56) 0.001” 0.973

Values are means £ SD or n(%). 1) t—test. 2) Chi-square test. 3) Fisher’s exact test. 4)P < 0.05.
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