GENERAL INTRODUCTION
1. Sperm protein 17 (Sp17) background

Sperm protein 17 (Spl17) is a presumed testes-specific protein whose known function is
to bind sperm to the zona pellucida and to sulfated carbohydrates, such as dextran sulfate
(1, 2). However, recently, our laboratory (unexpectedly) discovered the Spl7 gene in
rheumatoid arthritis (RA) synoviocytes obtained from female patients, as compared to
osteoarthritis (OA) synoviocytes, using differential display (3). Similarly, a study
examining the molecular changes in tumor formation and metastasis demonstrated the Sp17
gene in the metastatic stage, but not the transitional phases, of a multi-stage model of
murine squamous cell carcinoma (4). Moreover, Sp17 was found to share peptide structure
homology with molecules that regulate gene transcription, and with genes that encode cell
junction and signal transduction proteins, suggesting additional functions for Sp17 (5).

The role of Sp17 in highly proliferating tissues (e.g. RA and metastatic neoplasias) is
unknown. However, the detection of the Sp17 gene in highly proliferating tissues and the
structure of the Sp17 protein, suggest that Sp17 may have an alternative function, possibly
in the mediation of signal transduction, protein synthesis and/or unregulated growth (5).
Thus, the characterization of Sp17 in normal, as compared to diseased tissues, may reveal
important data, which will begin to elucidate potential roles for Sp17 in highly proliferating
cells.

1.1 Spl7 sequence

Sp17 was discovered during the development of an immunocontraceptive (5). The
Sp17 cDNA was first cloned, sequenced, and characterized from rabbit testis and
spermatozoa (1, 2). Similar studies have identified the Spl7 transcript in human,
primate and mouse testis tissue (6, 7, 8, 9).

The rabbit Sp17 mRNA was described as a spliced cDNA, 1.3kb and 0.9kb in
length (1). Similarly, a human testis cONA library, screened with a rabbit Spl17
probe, revealed two human Spl7 cDNAs (6). The human Spl7 cDNAs were
determined to be 1.6kb and 1.3kb in length and were characterized by alternative
5’UTRs. Although the two human Spl7 cDNAs differ by the 5’UTR region, the
coding and 3’UTR regions are identical (Figure 1) (6).

Subsequent genomic sequencing revealed that the Sp17 coding region is made up
of five exons and four introns extending over approximately 23 kb (6, Chapter 1). In
addition the human Sp17 gene was located on chromosome 11.

1.2 Spl7 protein

The human Spl7 protein is a 151 amino acid polypeptide with a calculated
molecular weight of 17,408 Da. Sequence analyses of the Sp17 protein indicate that
the C-terminal and N-terminal ends may be involved in the primary, and potential
alternative, functions of Sp17 (Figure 2) (5).
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At the C-terminal end of the Sp17 protein is a putative calmodulin (CaM) binding
site exhibiting similarity to the human growth-associated protein 43 (also known as
neuromodulin) and to other CaM binding proteins (e.g. myosin and neurogranin) (10,
11, 12). Generally, CaM is known to regulate Calcium (Ca*™")-dependent proteins and
enzymes, which participate in signaling pathways controlling cell growth and
proliferation. However, more recent studies suggest that the Sp17 protein may also
function as a CaM binding protein (13).

The N-terminus of the Sp17 protein exhibits sequence similarity to the human
CAMP-dependent protein kinase type Il regulatory subunit (RII). The Spl7 N-
terminal region is thought to be responsible for the dimer formation of RII (14).
Recent studies have demonstrated that anchoring proteins bind to the regulatory
dimer and sequester it to specific subcellular locations such as centrosomes, the actin
cytoskeleton, endoplasmic reticulum, golgi, microtubules, mitochondria and the
nuclear matrix (15). Thus, anchoring proteins may enable the compartmentalization
of the Sp17 protein. Similarly, studies using anchoring inhibitor peptides suggest that
molecules with homology to the R subunit, such as Sp17, have a distinct function in
the regulation of sperm motility (16). In addition, the N-terminal region of the Sp17
protein also contains key peptide sequences for a C-type lectin, Ca™ -dependent
galactose binding domain, which may be involved in cell-cell or/and cell matrix
recognition processes (17).

Spl7 expression

Spl7 is a presumed, testes-specific autoantigenic protein whose known function is
to bind sperm to the zona pellucida (1, 2). However, it has been suggested that the
Spl7 protein may also function as a calmodulin binding protein (13). In addition,
recent studies have detected the Sp17 transcript and the Sp17 protein in normal non-
testes and neoplastic tissues (4, 7, 18, 19).

For example, Spl17 was previously shown to be testis specific by northern blot
analysis (1, 7). However, the Spl7 gene was detected by differential display in
normal sheep mucosa-associated lymphoid tissues, including jejunal Peyer’s patches,
non-Peyer’s patch jejunum, mesenteric lymph node and retropharyngeal lymph node
(18). Moreover, the detection of the Spl7 gene in non-testis tissues is supported by
the identification of Spl7 expressed sequence tag (EST) clones isolated from the
lung, kidney, ovary, placenta, uterus and B cell cDNA libraries (7).

Spl7 was also detected in neoplastic tissues. For example, the Spl7 gene was
detected by differential display in the metastatic stage, but not the transitional phases
of a multi-stage murine model of squamous carcinoma (4). In addition, Sp17 was
detected in multiple myeloma cells by northern blot and western blot analyses.

The detection of Spl17 in normal and neoplastic tissues suggests an additional
function for the Sp17 protein, possibly in the mediation of signal transduction, protein
synthesis and/or unregulated growth (5). In addition, because Spl7 mRNA was



detected in testis and neoplastic tissues, as compared to normal non-testes tissues, the
Sp17 protein was implicated as a cancer-testis (CT) antigen (19).

2. Cancer-testis antigens

Gene expression is frequently different in neoplastic cells as compared to normal
tissues. In particular, normal testicular transcripts and proteins have been identified in a
variety of malignant neoplasias. Recently, some of these proteins have been recognized to
comprise a group of tumor-specific antigens called cancer-testis antigens (CT) (20). CTs
are characterized by: 1) mRNA expression predominantly in testis, 2) gene activation and
MRNA expression in multiple human tumors, 3) existence of multiple gene families, and 4)
localization of coding genes to chromosome X (21).

In previous studies, the CT antigen families, MAGE, BAGE and GAGE, were
discovered by cloning cytotoxic T lymphocyte-recognized antigens expressed in melanoma
cells (22, 23, 24). However, recently, serological analysis of recombinant cDNA expression
libraries (SEREX) was used to identify cDNAs encoding the CTs from melanoma (SSX2),
esophageal cancer (NY-ESO-1) and renal cancer (SCP1) (25, 26, 27). Similarly, new CTs
have been discovered by the SEREX method using a testis cDNA library (28). In addition,
CTs have been studied and detected in cancers including those of the brain, breast, liver
and lung (29, 30, 31, 32). However, CT expression was not detected in normal non-testis
tissues (33).

Sp17 exhibits several hallmarks of CT antigens. In particular, a study of Sp17 in normal
tissues revealed that Sp17 mRNA is abundantly expressed in normal testis tissue (1, 7).
Similarly, the Sp17 gene, mRNA and the Sp17 protein were detected in the metastatic stage
of squamous cell carcinoma and in multiple myeloma cells (4, 19). However, Sp17 has yet
to be confirmed as a CT antigen.

The role of CT antigens in neoplastic tissues is not fully understood. However, the
selectivity of CT expression in neoplastic versus normal non-testis tissues and the
immunogencity of CTs, implicates CTs as an immunotherapeutic target in malignant
neoplasms (34). Thus, if Sp17 is a CT antigen, it may be an important immunotherapeutic
target in malignant neoplasias.

3. Goals of the investigation

Spl7 has been detected in normal non-testes and in highly proliferating tissues (3, 4,
18, 19). Although the function of Spl7 in these tissues is unknown, altered Spl7 gene
expression may contribute to changes in pathologic behavior, including pathways involved
in signal transduction, cell growth and death, cell recognition and adhesion, angiogenesis,
and host immunity. In addition, Sp17 exhibits sequence similarity to the human cAMP-
dependent protein kinase type Il alpha regulatory subunit and has a CaM binding site on the
Spl7 protein. These characteristics may be important in the transcriptional regulation and
function of Spl7 in normal non-testes and highly proliferating tissues (e.g. malignant
neoplasias and RA). Thus, a detailed characterization of human Sp17 may provide further
insight into the regulation, function and evolution of Sp17.



This study is intended to characterize human Spl7. In particular, this study will explore
and differentiate between two Sp17 genes in the human genome, an intron-containing gene
(Spl7-1) and an intronless pseudogene (Spl7-2), which may have evolved by the
retroposition of the Spl7-1 gene. In addition, to begin to characterize the possible
regulation mechanisms of Spl7 mRNA, alternative transcriptional start and multiple
polyadenylation sites will be investigated. Furthermore, to examine the tissue distribution
of Spl17, the Sp17 mRNA and protein will be examined in normal primate and human
tissues and in neoplastic cell lines.



4. Figures

5" UTR (nucleotides 1-748 represent the 5’UTR for the 1.6kb Sp17 cDNA A)
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t gagt at cgg
t gagct ggaa
t gaaggt t ct
tatccactca
gtctctccaa
acaagt gcaa
aacctctccc
cacccat agc
tttttctgta
cagaaaaaaa

gacaaaat ac
aacttccagg
gaagacat gt
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gt ct ggcaag
gcagaagaag
attaact ggt
accct t gagt
gggagagacc
ttgcagtgtt
aaaaaaaccg

5" UTR (nucleotides 749-
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771
841
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ct aat aggtt
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ccacct ggca
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t cgaat aaat
aggcagt t ct

gtttttcata
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aacagt at ca
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aaaagacaac
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t accaagaag

CODING REGION

1211
1261

gaatcttctt
gcctattttg
t agaagaccg
agaagagt ct
aaggaaaaag
caaagaaaat

3" UTR

1667
1681
1751
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1961

Figure 1. Nucleotide sequence of the proposed human Sp17 cDNA variants (Accession number
Z48570) (4). The human Sp17 cDNAs were determined to be 1.6kb (cDNA A) and 1.3kb (cDNA
B). The cDNAs are differentiated by the length of the 5’UTR as indicated. Nucleotides common
to the 5’UTR of both mRNAs (1180-1210) are underlined. Although the two cDNAs differ by
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1210 represent the 5’UTR for the 1.3kb Sp17 cDNA B)
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the length of the 5 UTR, the coding region and 3’'UTR sequences are identical.
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Figure 2. Secondary structure of the human Sp17 protein (1). The helices are depicted as wavy
lines and the beta sheets represented by sharp waves. The N-terminal end (NH;) demonstrates
high homology to the human cAMP-dependent protein kinase type Il regulatory subunit. The
C-terminal end (COOH) contains a putative calmodulin (CaM) binding site.
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