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Figure II-3. Plasminogen activator inhibitor (PAI) and
plasmin inhibitor (PI) acivities in uterine flushings
from Day 7, 9 and

11 pregnant and nonpregnant ewes.

*Different from corresponding pregnant sample.

a,b,c Values without common letters are different
(P<.05) .
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Figure II-4. Zymographic analysis of uterine flushings in
the presence (a) or absence (b) of amiloride from pregnant
and nonpregnant ewes. Lane 1, Day 7 pregnant, Lane 2 Day 7
nonpregnant, Lane 3, Day 9 pregnant, Lane 4, Day 9
nonpregnant, Lane 5 Day 11 pregnant, Lane 6 Day 11
nonpregnant.




Table II-1. Concentrations of plasminogen activator (PA), plasminogen
activator inhibitor (PAI) and plasmin inhibitor (PI) in uterine
flushings collected from pregnant (P) and nonpregnant (NP) ewes.

Day of collection and pregnancy status

7P 7NP 9P 9NP 11P 11NP EMS®

PA R

IU/ml 2.02, 0.16 0.61, ), 0.24 0.07," 0.76 0.69
PAI

InU/pl 171.5 76.1  172.5 140.1 68.5% 179.0 5103.8
PI

InU/ul 26.2% 113.7  69.7 84.4 135.5 92.0 3131.4

n 2 2 6 2 5 2 -

* Different from corresponding nonpregnant sample (P<0.05)

a,b Values with different subscripts differ from corresponding
days of collection (P<0.05).

¢ Error mean square

S9



Table II-2. Relative percentages of major molecular mass classes of plasminogen
activators in uterine flushings collected from pregnant and nonpregnant ewes 7, 9
and 11 days after onset of estrus.

- amiloride + amiloride
Molecular Pooled
mass (kD) NP 7P 9NP 9p 1INP 11P NP 7°P NP 9P 11INP 11p SE
97+0.4 188, 108,  30.0, 2.8, 15.5, 14.8, 255, ), 20.2, 35.0, 24.8, 17.0, 18.8, 4.0
17 + 0.3 40.03 45‘05i5 68.25 48.05 41.0;3 33.8; 39.8; 49.8; 65.05+ 49.8; 40,5, 49,0, 4.0
53 + 0.0 0.0 0.0a 0.0 0.0a 0.0+ 28‘2b- 0.0 0.0a 0.0 0.0a 0.0++ 32.0b 4.8
*k N
51 + 0.5 ll.5‘ 25.8a 0.0a 0.0a 7.3a 23.5a 0.0 5.8a 0.0 0.0a 0.0 0.0, 5.6
Tk *
47 + 0.3 9.8, 5.5, 0.03 19.8b 21.0E+ 0.0a 17.5a 10.2a 0'0$+ 10.5a l9.2$+ 0.0, 2.2

** Different from corresponding am{loride treated sample (P<0,05)

* Different from corresponding amiloride treated sample {P<0.10)

++ Different from corresponding pregnant sample (P<0.05)

+ Different from corresponding pregnant sample (P<0,10)

a,b,cPercentages with different subscripts differ from corresponding days of collection (P<0,05)

99






90

Figure III-4. Inhibition of ovine embryonic plasminogen
activator (PA) by PA inhibitor-2 (PAI-2).
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Table III-1. Overall means of ICM, outgrowth and total areas (u?)
and numbers of migrating cells for ICM cultured in 0 or 150 pg/ml
plasminogen.

Level of
plasminogen ICM area Outgrowth area Total area Cell#
pg/ml
0o 5523.5* 16521.7* 21715.5* 21.9*
150 4408.4° 1732.5° 6066.8° 10.1*

a,b Values in the same column without common superscripts are
different (P<0.05).

16


http:21715.52
http:16521.7a

Table III-2. Overall means of ICM, outgrowth and total areas (u?),
and numbers of migrating cells for ICM cultured on collagen,
fibronectin or laminin.

Extracellular

matrix ICM area Outgrowth area Total area Cell#
Collagen 5215,9% 1653.2* 6746.3* 11.1*
Fibronectin 5749.6" 28841.7° 34081.9° 28.8"
Laminin 4146.1* 11.9* 4111.4* 1.5%

a,b Values in the same column without common superscripts are
different (P<0.05).

\O
[



Table III-3. Overall means of ICM, outgrowth and total areas (u?)
and numbers of migrating cells for ICM at 0, 24, 48 and 72 h of culture.

Time ICM area Outgrowth area Total area Cell#
0 5499.1° 0.0° 5499.1 -

24 5103.3% 3169.7% 8120.7%® 7.6

48 - 4690.2° 17797.2% 22328.4% 21.0%

72 4157.3* 26922.4° 30499.6° 23.0°

a,b,c Values in the same colum without common
different (P<0.05).

superscripts are

€6
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Table III-4. Plasminogen activator activities (IU/ml) and plasmin
concentrations (ug/ml) in conditioned medium from ovine inner cell
masses cultured for 72 h on collagen, fibronectin or laminin.

plasminogen activator plasmin
Extracellular
matrix n mean + SE n mean + SE
Collagen 8 .653 + 0.386" 7 1.25 + 1.01*
Fibronectin 10 .133 + 0.386 9 1.68 * 0.89
Laminin 8 .442 *+ 0.345 8 2.40 * 0.95
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Table ITII-5. Plasmlnogen activator activities (IU/ml) and plasmin
concentrations (ug/ml) in conditioned medium from ovine trophectodermal
vesicles cultured for 72h on collagen, fibronectin or laminin.

plasminogen activator plasmin
Extracellular
matrix n mean + SE n mean + SE
Collagen 7 0.152 + 0.418* 7 1.83 + 1.81*
Fibronectin 8 0.200 + 0.391 9 5.13 * 1.60
Laminin 9 0.924 + 0.368 11 5.20 * 1.45
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Table III-6. Individual mean inner cell mass (ICM), outgrowth and total
areas (u?) and cell numbers of ovine ICM cultured on fibronectin in medium
containing 0 or 100 IU/ml plasminogen activator inhibitor-2 (PAI- 2).

PAT-2

0 1U/ml 100 1U/ml

Area (x100) 0 24 48 72 0 24 48 72

Inner cell mass
and outgrowth 50.2 188.4 637.7 205.2 47.0 299.8 511.9 353.2

Inner cell

mass 50.2 51.9 58.3 40.9 47.0 70.6 48.7 95.0
Outgrowth 0.0 140.9 579.4 176.6 0.0 244.3 473.7 309.4
Cell number - 11.0 21.3 19.0 - 37.9 38.7 25.1
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Table III-7. Individual mean inner cell mass (ICM), outgrowth and

total areas (u?) and cell numbers of ovine inner cell masses cultured

on fibronectin in medium containing 10% rabbit antibovine urokinase-type
plasminogen activator serum (anti-uPA) or 10% normal rabbit serum (NRS).

10% NRS 10% anti-uPA

Area (x100) 0 24 48 72 0 24 48 72

Inner cell mass
and outgrowth 49.6 128.7 129.6 87.1 47.6 78.9 81.7 72.4

Inner cell

mass 49.6 57.6 63.7 87.1 47.6 59.2 62.8 72.4
Outgrowth 0.0 80.7 65.9 0.0 0.0 19.7 18.9 0.0
Cell number 0.0 37.0 11.0 2.5 0.0 6.0 16.0 0.0

L6



Table III-8. Mean plasminogen activator (PA) activities (IU/ml) in
conditioned medium from ovine inner cell masses containing PA inhibitor-2
(PAI-2) or rabbit anti-bovine urokinase-type PA serum (anti-uPA).

Treatment n Mean S.E.
PAI-2
0 IU/ml 12 0.567* 0.253
100 IU/ml 14 0.069"° 0.048
Anti-uPA
10% 7 0.012° 0.002

Normal rabbit
serum
10% 6 0.070¢ 0.016

a,b Values without similar superscripts are different (P<0.05).
c,d Values without similar superscripts are different (P<0.05).
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Table III-9. Mean plasminogen activator production (IUx10%) by ovine inner
cell masses cultured in microdrops on collagen, fibronectin or laminin.

Time
Extracellular
matrix n 24 48 72
Collagen 6 1.21 2.05 1.35
Fibronectin 6 11.09 16.45 22.92
Laminin 5 3.94 3.69 1.20
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Table III-10. Mean cell numbers in outgrowths generated
by ovine inner cell masses cultured in microdrops on

collagen or fibronectin.

Time
Extracellular
matrix n 24 48 72
Collagen 6 7.7 42.0 94.8
Fibronectin 6 24.5 60.0 111.7
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Table III 11. Mean plasminogen activator production
(IU x 103 ) by ovine trophectodermal vesicles cultured in
microdrops on collagen, fibronectin or laminin

Time
Extracellular
matrix n 24 43 72
Collagen 6 12.8 28.6 10.2
Fibronectin 6 13.2 18.3 17.4

Laminin 6 15.2 8.7 19.8
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