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APPENDIX
In addition to the studies described in Chapters II - V, several 

experiments were carried out that were never published and/or fully 
completed. The information gained from these additional experiments, 
although sometimes inconclusive and/or preliminary, may be useful to 
those specifically interested in characterizing conceptus-derived 
immunosuppressive factors. Therefore, I have included in this 
appendix a brief summary describing the studies, the rationale behind 
them and the results.

While concluding that HCCM-SF is >100,000 MW and therefore not a 
steroid hormone, we questioned the possibility that hormones attached 
to larger molecules (carrier proteins) could remain in the retentate 
fraction during centricon centrifugation and thus, be active in the 
>100,000 MW fraction. RIAs were used to determine the concentration 
of progesterone and estrogen in HCCM, and to determine if the steroids 
were passing through the centricon membrane. A sample of HCCM was 
separated ly centricon centrifugation and each fraction (>100,000 and 
<100,000 MW) and an aliquot of unfractionated HCCM were analyzed. 
Results from the RIAs indicated that the concentrations of 
progesterone and total estrogen in the unfractionated sample of HCCM 
are much lower (2 to 7 ng/ml and 1 to 10 ng/ml, respectively) than 
those required for suppressing lymphocytes in proliferation assays. 
Furthermore, the fact that 75 to 100% of the hormones were identified 
in the <100,000 MW aliquot of the fractionated HCCM clearly indicated 
that the hormones were passing through the centricon membrane. These 
results support our conclusion that the suppressive activity of HCCM 
is not due to steroid hormones.
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In addition to the studies described in chapter III, two 
experiments designed to alter the immunosuppressive activity of HCCM 
were carried out. In the first experiment, the pH of HCCM (pH = 8.2) 
was altered fcy the addition of IN HCl or NaOH to become acidic (pH = 
2.0) or basic (pH = 12.0), respectively. The two samples were 
maintained at room terrperature for 1 hour, neutralized (pH = 8.0), 
fractionated through 10,000 MW exclusion centricons and tested for 
suppressive activity. While similarly treated CM exhibited no 
suppressive effect, both acid and base treated samples of HCCM 
retained significant suppressive activity. However, it is possible 
the activity was reduced from that of fresh HCCM. In a second 
experiment HCCM was subjected to protease digestion. Aliquots of HCCM 
and CM (800 pil; w/o FCS) were combined with 40 mg of protease beads 
and were rocked on a tube rocker for 24 hours at room terrperature. 
Following digestion, samples were fractionated with a 100,000 MW 
exclusion centricon and retentate volumes (>100,000 MW) were tested 
for suppressive activity. Protease-treated HCCM exhibited suppressive 
activity equal to that of non-treated HCCM.

The protein content in samples of HCCM lacking any exogenous 
protein source, was determined using a Bio Rad protein determination 
assay. Aliquots of HCCM from 20-day-old conceptuses (n=6; each 
cultured in 20 ml RHCE) were analyzed. The protein content ranged 
from .025 to .078 ng/ml with an average of .055 ng/ml.

Polyacrylamide gel electrophoresis was carried out with 
concentrated samples of HCCM (5X; n=6). Separating gels (both 7.5% 
and 10% acrylamide) were stained with coomassie blue. While numerous 
bands stained uniformly across all samples, there were no bands
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distinguishing proteins >100,000 MW on the gels. Furthermore, in 
lanes where only the >100,000 MW fraction of HCCM was applied, there 
were no distinct bands. However, there was evidence of staining at 
the top of the gel indicating the possible existence of high- 
nolecular-weight proteins that never entered the separating gel.
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