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Fig. 1 Digestion of MK recombinant plasmids
(a) Digestion of pAdTrack-MK plasmid with Sa/ I and HindIll. 7: DNA
marker; 2: pAdTrack-TO4; 3: pAdTrack -MK; 4: pAdTrack-MK
plasmid digested with Sal I and Hindll ; 5: MK gene. (b) Digestion of
pAdEasy-Track-MK plasmid with Pac | . I: Marker; 2: pAdEasy-1; 3:
pAdEasy-Track-MK; 4,5: pAdEasy-Track -MK/control plasmid digested
with Sal | and HindIll.
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Fig. 2 HEK-293 cells transfected with
pAdEasy-Track-MK plasmid (40x)
(a) Under fluorescence lens. (b) A bright field image.
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Fig. 3 Verification of MK over-expressing
recombinant adenovirus
(a) Detection of MK mRNA in HEK293 transfected with Adeasy-
Track-MK/Adeasy-Track-TO4(/) or Adeasy-Track-TO4(2). (b) Detection
of MK protein by Western blotting in HEK293 transfected with
Adeasy-Track-MK(7) or Adeasy-Track-TO4(2).
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Fig. 4 Decidual stromal cells transfected with
MK recombinant adenovirus (100x)
(a) Decidual stromal cells transfected with MK over-expression
recombinant adenovirus under fluorescence field. (b) Decidual stromal
cells transfected with MK over-expression recombinant adenovirus
under bright field. (c) Decidual stromal cells transfected with MK siRNA
recombinant adenovirus which under fluorescence field. (d) Decidual
stromal cells transfected with MK siRNA recombinant adenovirus which

under bright field.
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Fig. 5 The relative expression of MK protein in

transfected decidual stromal cells
I: Blank; 2: AdEasy-Track-MK; 3: AdEasy-SES-HUS- MKSsiRNA;
4: AdEasy-Track-TO4; 5: AdEasy-SES-HUS-Control. **P < 0.01,
*P<0.05.
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Fig. 6 The protein changes of Prolactin in decidual

stromal cells followed by inducing time
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Fig. 7 Prolactin detection by immunocytochemistry in decidual stromal cells
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(a) Blank. (b) Transfected with AdEasy-Track-MK. (c) Transfected with AdEasy-SES-HUS-MK siRNA. (d) AdEasy-Track-TO4. (¢) AdEasy-SES-HUS-
Control. /: Blank; 2: AdEasy-Track-MK; 3: AdEasy-SES-HUS-MKSsiRNA; 4: AdEasy-Track-TO4; 5: AdEasy-SES-HUS-Control. **P < 0.01,
*P<0.05.
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Fig. 8 The rate of apoptosis of decidual cells treated with various MK recombinant adenovirus
1: Blank; 2: AdEasy-Track-MK; 3: AdEasy-SES-HUS-MK siRNA; 4: AdEasy-Track-TO4; 5: AdEasy-SES-HUS-Control. **P < 0.01, *P < 0.05.
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Fig. 9 The number of implanting embryos in uterine
horns injected with MK recombinant

adenovirus respectively

I: AdEasy-Track-TO4; 2: AdEasy-Track-MK; 3: AdEasy-SES-HUS-

Control; 4: AdEasy-SES-HUS-MKSsiRNA. **pP <0.01.
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Effects of Mouse Killer Gene on Decidualization
of Uterine Stromal Cells in Mice”

YANG Gen-Ling, LUO Wen-Ping, LIU Zhen-Zhen, TAN Dong-Mei, WANG Ying-Xiong, TAN Yi”
(Laboratory Animal Center, Chongqing Medical University, Chongging 400016, China)

Abstract To explore the effects of the death receptor (mouse killer, MK) of tumor necrosis factor-related
apoptosis-inducing ligand (TRAIL) on decidualization of mouse uterine stromal cells, both of the over-expression
and siRNA of MK gene recombinant adenovirus were applied to infect the primary culture of mouse uterine
stromal cells followed by decidualization induction with estrogen, progesterone plus cAMP. Seventy-two hours
later, immunocytochemical assay and flow cytometry were used to detect the prolactin protein expression and
apoptosis of decidualized cells, which were transfected with MK recombinant adenovirus (overexpression and
RNAI). Moreover, each MK recombinant adenovirus was injected into the uterine horns of mice on the early
morning of d4 of pregnancy. The number of implanting embryos was counted on d8 of pregnancy. The results
showed that the levels of prolactin protein decreased significantly, but the apoptosis rate increased in the
decidualized cells transfected with MK over-expression adenovirus. In the MK siRNA group, the prolatin levels
were increased while the apoptosis rate was downregulated markedly. However, uterine injection of either the
over-expression or the siRNA adenovirus led to dramatic decline the numbers of the implanting embryos. These
results suggested that MK was involved in modulating the decidulization of mouse uterine stromal cells possibly

through balancing proliferation and apoptosis of the decidualized cells.

Key words mouse killer (MK), decidualization, implantation
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