Results:

D) To investigate in vitro motility of frozen-thawed human sperm, when PF of various concentration prior
to freezing was examined, the result of 5 mM treatment group (51.0%) was higher than those of the other
treatment groups {control: 39.0; 2.5 mM: 40.0; 10.0 mM: 46.0%) (p<0.01).

1) In case of intact acrosome rate, FPP treatment group before freezing was higher than those after
thawing. Especially, 50 nM (75.5%) FPP adding in all freatment procedures for human semen freezing
(before freezing, freezing and after thawing) was significant effect on maintaining of the sperm intact
acrosome (control: 45.0; 25 nM: 53.0; 100 nM.: 68.0%) (p<0.01).

IIT) Based on these data, when the additive effects of PF and FPP on sperm motility and intact acrosome
were compared simultaneously, intact acrosome rate in FPP treatment group (65.0%) was significantly
higher than that in PF treatment group (43.0%) (p<0.05), although sperm motility was slightly higher in PF
treatrment group.

Conclusions: These results demonstrated that the more improved sperm fertilizing ability of frozen-

thawed human sperm can be obtained by addition of 50 oM FPP in all semen freezing procedures.
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Objectives: The cell-cell interactions that occur between sperm and egg involve not only the binding but
also the fusion of the gamete plasma membranes. Numerous studies have implicated several different
molecules on both the sperm and egg as being involved in gamete membrane interactions. The sperm
proteins that have received the most attention recently have homology to disintegrins, which are proteins
in snake venoms. These sperm disintegrin-like proteins are members of a molecular family, known as
ADAMs (a disintegrin and metalloprotease) or MDCs (metalloprotease, disintegrin and cysteine-rich). In
this study, to identify further members of ADAM family in the testis, we have searched the expressed
sequence tags (EST) section of the EMBL nucleotide database. ADAM-like EST sequences that were not
identical to known ADAMs were further analyzed to determine whether they contained putative ADAM-
specific sequences.

Materials and Methods: Using the similarity search of the EST database and RT-PCR we identified
a partial cDNA clone that encodes the 3' end of a putative novel ADAM. One million independent
recombinant bacteriophage from a human testis cDNA library in ATriplEx was screened using a human
ADAMBG6 partial cDNA that had been isolated from human testis RNA by RT-PCR. And the 5' end was
amplified by PCR and the full-length cDNA was cloned and sequenced. And DNA sequencing of PCR
fragments using genomic DNA as template with h4 DAMGp-specific primers confirmed the DNA sequences.

Results: The novel human ADAM (A4ADAM6p) shows striking sequence similarity to other members
of the MDC family, especially macaque (Macaca fascicularis) tMDCIV (ADAMG). DNA sequencing of
hADAM6p showed that it was a processed pseudogene. The pseudo-coding regions of this gene contain all

- 107 -



of the domains found in ADAMs. But #4DAMGp is a truncated form which terminates within the pro
domain. This truncation apparently arises from a deletion of the one nucleotide (nt position 295), resulting
in an in-frame termination codon 354~356. h4DAMG6p is most similar to macaque tMDCIVa with a 84.4%
amino acid identity. A blast search of the available genomic databases revealed 5 different A4 DAM6p-like
sequences distinct from A4 DAMG6p. The nucleotide sequences of 14 DAMG6p-like genes exhibit about 91~
93% homology to n4DAM6p.

Conclusions: Full-length clones have been isolated from human testis cDNA library corresponding to a
2522 bp mRNA. The h4DAMGp shows striking sequence similarity to other members of the MDC family,
especially macaque tMDCIV (ADAMG). But DNA sequencing of A4 DAM6p showed that it was a processed
pseudogene. Further experiments to determine the sequence of the parental #4DAMG6 transcript and the
function of the 74 DAMG6p and the 24DAMG6-like proteins are required.
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