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Kallikreins are a subgroup of serine proteases that
are involved in the posttranslational processing of
polypeptide precursors. Growing evidence suggests
that many kallikreins are implicated in carcinogene-
sis. In rodents, kallikreins are encoded by a large mul-
tigene family, but in humans, only three genes have
been identified. By using the positional candidate ap-
proach, we were able to identify a new kallikrein-like
gene, tentatively named KLK12 (for kallikrein gene
12). This new gene maps to chromosome 199q13.3-q13.4,
is formed of five coding exons, and shows structural
similarity to serine proteases and other known kal-
likreins. KLK12 is expressed in a variety of tissues
including salivary gland, stomach, uterus, lung, thy-
mus, prostate, colon, brain, breast, thyroid, and tra-
chea. We identified three splicing forms of KLK12 that
are expressed in many tissues. Our preliminary re-
sults indicate that the expression of KLK12 is down-
regulated at the mRNA level in breast cancer tissues
and is up-regulated by steroid hormones in breast and
prostate cancer cell lines. This gene may be involved
in the pathogenesis and/or progression of certain can-
cer types and may find applicability as a novel cancer

biomarker. © 2000 Academic Press

INTRODUCTION

The progressive development of genetic tools, to-
gether with the availability of powerful computer pro-
grams and the large amount of sequence information
generated by the Human Genome Project, has enabled
the mapping of several loci responsible for human dis-
eases, including cancer, as well as the identification of
areas where certain gene families are clustered. Posi-
tional candidate cloning is a relatively new approach
for gene discovery that combines the knowledge of map
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position with the increasingly dense human transcript
maps, the availability of expressed sequence tags
(ESTs),” and the identification of candidate genes
mapped to the same region (Ballabio, 1993). This
method greatly expedites the search process and is
already one of the predominant methods of gene dis-
covery (Collins, 1995).

Kallikreins (KLKs) are a subfamily of serine pro-
teases, originally defined as enzymes cleaving vasoac-
tive peptides (kinins) from kininogen (Bhoola et al.,
1992; Schachter, 1979). This enzyme family consists
primarily of plasma kallikrein and tissue or glandular
kallikreins. Plasma kallikrein is encoded by a single
gene that is structurally different from genes encoding
tissue kallikrein (Clements, 1997). The tissue or glan-
dular kallikreins are involved in posttranslational
modification of polypeptides and are crucial to many
biological processes (Bhoola et al., 1992; Clements,
1997; Rittenhouse et al., 1998). The human tissue kal-
likrein gene family was until recently thought to con-
sist of only three members: the pancreatic-renal kal-
likrein (KLK1) (Evans et al., 1988), the glandular
kallikrein (KLK2) (Schedlich et al., 1987), and pros-
tate-specific antigen (PSA or KLK3) (Riegman et al.,
1989). The introduction of prostate-specific antigen
(PSA) testing about 15 years ago has revolutionized the
management of patients with prostate cancer (Dia-
mandis, 1998). The diagnostic usefulness of PSA in
prostate cancer led us to speculate that other related
molecules might be valuable biomarkers of different
malignancies, including breast and ovarian cancer. In
addition to PSA, hK2 (human glandular kallikrein 2;
encoded by the KLK2 gene) has been proposed as an
adjuvant diagnostic marker for prostate cancer (Partin

> Abbreviations used: KLK, kallikrein; KLK-L, kallikrein-like;
PCR, polymerase chain reaction; PSA, prostate-specific antigen;
hK2, human glandular kallikrein 2; BCM, Baylor College of Medi-
cine; EST, expressed sequence tag; EMSP1, enamel matrix serine
proteinase 1; TLSP, trypsin-like serine protease; HSCCE, human
stratum corneum chymotryptic enzyme; NES1, normal epithelial
cell-specific 1 gene; RACE, rapid amplification of cDNA ends; ER,
endoplasmic reticulum.
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et al., 1999; Stenman, 1999). Moreover, accumulating
evidence indicates that other members of the expanded
kallikrein gene family may be associated with malig-
nancy (Diamandis et al., 2000a).

In our efforts to identify new kallikrein-like genes
that might be involved in malignancy, we have exam-
ined a 300-kb genomic region on chromosome 19q13.3—
g13.4 that contains the kallikrein gene locus. We were
able to discover a new gene, tentatively named KLK-L5
(for kallikrein-like gene 5). The Human Gene Nomen-
clature Committee-approved symbol for this gene is
KLK12, and we will use this symbol throughout this
article (Diamandis et al., 2000b). Here, we describe the
cloning of the new gene, its genomic and mRNA struc-
ture, its precise location in relation to other known
kallikreins, and its tissue expression pattern. We also
describe the cloning of three different splice variants of
the KLK12 gene. Our preliminary data suggest that
this gene is down-regulated in breast cancer and that it
is under steroid hormone regulation in breast and pros-
tate cancer cell lines.

MATERIALS AND METHODS

DNA sequence on chromosome 19. We have obtained sequencing
data of approximately 300 kb of nucleotides on chromosome 19913.3—
g13.4 from the Web site of the Lawrence Livermore National Labo-
ratory (http://www-bio.lInl.gov/genome/genome.html). This sequence
was in the form of nine contigs of different lengths. Restriction
enzyme analysis and long polymerase chain reaction (PCR) strate-
gies, followed by DNA sequencing, bacterial artificial chromosome
and P1-derived artificial chromosome library screening, and end
sequencing of selected clones, were used to construct a contiguous
genomic region, representing the complete human kallikrein gene
locus (our unpublished data; see also below).

New gene identification. A number of computer programs were
used to predict the presence of putative new genes within the con-
tiguous genomic area of interest. The ability of these programs to
predict new genes was first examined by using the genomic se-
quences of the known kallikreins as testing parameters. The most
reliable computer programs, GeneBuilder (gene prediction) (http://
125.itba.mi.cnr.it/~webgene/genebuilder.ntml), GeneBuilder (exon
prediction)  (http:/I25.itba.mi.cnr.it/~webgene/genebuilder.html),
Grail 2 (http://compbio.ornl.gov), and GENEID-3 (http://apolo.
imim.es/geneid.html), were selected for further use.

Expressed sequence tag searching. The predicted exons of the
putative new gene were subjected to homology search using the
BLASTN algorithm (Altschul et al., 1997) on the National Center for
Biotechnology Information Web server (http://www ncbi.nlm.nih.gov/
BLAST/) against the human EST database. A clone with >95%
homology was obtained from the IMAGE consortium (Lennon et al.,
1996) through Research Genetics Inc. (Huntsville, AL). This clone
was propagated, purified, and sequenced from both directions with
an automated sequencer, using insert-flanking vector primers.

Rapid amplification of cODNA ends (RACE). According to the EST
sequence and the predicted structure of the gene, two sets of gene-
specific primers were designed for 5’ and 3’ RACE reactions. Two
rounds of RACE reactions (nested PCR) were performed for each
type of RACE with 5 ul Marathon Ready cDNA of human testis and
prostate (Clontech, Palo Alto, CA) as templates. The reaction mix
and PCR conditions were selected according to the manufacturer’s
recommendations. In brief, the initial denaturation was for 5 min at
94°C, followed by 94°C for 5 s and 72°C for 2 min, for 5 cycles; then
94°C for 5 s and 70°C for 2 min, for 5 cycles; and then 94°C for 5 s and
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65°C for 2 min for 30 cycles for the first reaction and 25 cycles for the
nested PCR.

Tissue expression. Total RNA isolated from 26 different human
tissues was purchased from Clontech. We prepared cDNA as de-
scribed below for the tissue culture experiments and used it for
PCRs. After all known Kallikrein genes were aligned, two primers
(KLK12-R1 and KLK12-F1) (Table 1 and Fig. 1) were designed from
areas with relatively low homology.

Tissue cDNAs were amplified at various dilutions. Due to the high
degree of homology between kallikreins, and to exclude nonspecific
amplification, PCR products were cloned and sequenced.

Normal and malignant breast tissues. Normal breast tissues
were obtained from women undergoing reduction mammoplasties.
Breast tumor tissues were obtained from female patients at partic-
ipating hospitals of the Ontario Provincial Steroid Hormone Recep-
tor Program. The normal and tumor tissues were immediately frozen
in liquid nitrogen after surgical resection and stored in this manner
until extracted. The tissues were pulverized with a hammer under
liquid nitrogen, and RNA was extracted as described below, using
Trizol reagent.

Breast and prostate cancer cell lines and hormonal stimulation
experiments. The breast cancer cell lines BT-474 and T-47D and the
LNCaP prostate cancer cell line were purchased from the American
Type Culture Collection (Rockville, MD). Cells were cultured in
RPMI medium (Gibco BRL, Gaithersburg, MD) supplemented with
glutamine (200 mmol/L), bovine insulin (10 mg/L), fetal bovine se-
rum (10%), antibiotics, and antimycotics, in plastic flasks, to near
confluency. The cells were then aliquoted into 24-well tissue culture
plates and cultured to 50% confluency. Twenty-four hours before the
experiments, the culture medium was changed into phenol red-free
medium containing 10% charcoal-stripped fetal bovine serum. For
stimulation experiments, various steroid hormones dissolved in
100% ethanol were added into the culture medium at a final concen-
tration of 107° M. Cells stimulated with 100% ethanol were included
as controls. The cells were cultured for 24 h and then harvested for
mRNA extraction.

Reverse transcriptase-polymerase chain reaction (RT-PCR). Total
RNA was extracted from the cell lines or tissues using Trizol reagent
(Gibco BRL) following the manufacturer’s instructions. RNA concen-
tration was determined spectrophotometrically. Two micrograms of
total RNA was reverse-transcribed into first-strand cDNA using the
Superscript preamplification system (Gibco BRL). The final volume
was 20 ul. Based on the combined information obtained from the
predicted genomic structure of the new gene and the EST sequences,
two gene-specific primers were designed (KLK12-F1 and KLK12-R1)
(Table 1), and PCR was carried out in a reaction mixture containing
1 pl of cDNA, 10 mM Tris—HCI (pH 8.3), 50 mM KCI, 1.5 mM MgCl,,
200 uM deoxynucleoside triphosphates, 150 ng of primers, and 2.5
units of AmpliTaq Gold DNA polymerase (Roche Molecular Systems,
Branchburg, NJ) on a Perkin—Elmer 9600 thermal cycler. The cy-
cling conditions were 94°C for 9 min to activate the Taq Gold DNA
polymerase, followed by 43 cycles of 94°C for 30 s and 63°C for 1 min,
and a final extension step at 63°C for 10 min. Equal amounts of PCR
products were electrophoresed on 2% agarose gels and visualized by
ethidium bromide staining. All primers for RT-PCR spanned at least
two exons to avoid contamination by genomic DNA.

To verify the identity of the PCR products, they were cloned into
the pCR 2.1-TOPO vector (InVitrogen, Carlsbad, CA) according to
the manufacturer’s instructions. The inserts were sequenced from
both directions using vector-specific primers, with an automated
DNA sequencer.

Structure analysis. Multiple alignment was performed using the
Clustal X software package available at ftp:/ftp.ebi.ac.uk/pub/
software/dos/clustalw/clustalx/(clustalx1.64b.msw.exe) and the mul-
tiple alignment program available from the Baylor College of Medi-
cine (BCM; Houston, TX) (kiwi.imgen.bcm.tmc. edu:8808/search-
launcher/launcher/html). Phylogenetic studies were performed using
the Phylip software package available at http://evolution.genetics.
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TABLE 1
Primers Used for RT-PCR Analysis

Gene Primer name Sequence?®

KLK12 KLK12-F1 TCAGCCAGGCAGCCACACCG
KLK12-R1 TTGGTGATGCCCCAGCCTGA
KLK12-F2 CCACACCGAAGATTTTCAAT
KLK12-R2 GCCCCTCCTTCATTTATA

PSA PSAS TGCGCAAGTTCACCCTCA
PSAAS CCCTCTCCTTACTTCATCC

Actin ACTINS ACAATGAGCTGCGTGTGGCT
ACTINAS TCTCCTTAATGTCACGCACGA

# All nucleotide sequence are given in the 5° — 3’ orientation.

washington.edu/phylip/getme.html. Distance matrix analysis was
performed using the “Neighbor-Joining/UPGMA” program, and par-
simony analysis was performed using the “Protpars” program.
A hydrophobicity study was performed using the BCM search
launcher program (http:/dot.imgen.bcm.tmc.edu:9331/seq-search/
struc-predict.html). The signal peptide was predicted using the
“SignalP” server (http://www.cbs.dtu.dk/services/signal). Protein
structure analysis was performed by the “SAPS” (structural analysis
of protein sequence) program (http://dot.imgen.bcm.tmc.edu:9331/
seg-search/struc-predict.html).

RESULTS
Identification of the KLK12 Gene

Computer analysis of the genomic area of interest
(300 kb around chromosome 19q13.3-q13.4) predicted
a putative gene composed of at least three exons.
Screening of the human EST database revealed an
EST clone (GenBank Accession No. Al394679) with
99% homology to our predicted exons. This clone was
obtained, purified, and sequenced. The full-length se-
quence of the EST was compared with the genomic
area containing the putative new gene and showed
100% homology with certain areas (exons), which were
separated by introns. This alignment indicated that
the new gene was composed of seven exons. Sequence
homology comparisons and phylogenetic analysis re-
vealed that this new gene is structurally similar to
known kallikreins and other serine proteases (see be-
low). Since four other new kallikrein-like genes were
discovered in this area (Diamandis et al., 2000a; Yousef
etal., 1999a, 1999bh, 2000; Yousef and Diamandis 1999,
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2000), this gene was named KLK-L5 (for kallikrein-
like gene 5). Now this gene is known as KLK12 (Dia-
mandis et al., 2000b). Attempts to translate the coding
region in all three possible reading frames indicated
that only one reading frame will produce a full-length
polypeptide chain without interrupting in-frame stop
codons. Further support for the correctness of this
reading frame was obtained by demonstrating that
only this frame will preserve the three amino acid
residues necessary for serine protease activity (catalyt-
ic triad) and the conserved motifs around them. An
in-frame methionine start codon was found in the sec-
ond exon. This start codon falls within a typical con-
sensus Kozak sequence (CCACCATGG) (Kozak, 1991).
Thus, the gene will have at least one 5’ untranslated
exon, similar to other kallikrein-like genes [e.g., zyme
(Little et al., 1997), the normal epithelial cell-specific 1
gene (NES1) (Luo et al., 1998), and neuropsin (Yoshida
etal., 1998)]. 5’ and 3’ RACE reactions were performed
to obtain the 5" and 3’ ends of the gene. No more
sequence was obtained by 5 RACE. However, 3' RACE
enabled us to identify the 3’ untranslated region of the
gene. The additional sequence ends with a poly(A)
stretch that does not exist in the genomic structure,
thus marking the 3’ end of the gene and the start of the
poly(A) tail.

Splice Variants of the KLK12 Gene

Homology analysis of the KLK12 gene with other
kallikreins revealed the presence of an additional 3’
exon, an observation that has not been reported for any
other member of the kallikrein multigene family. Fur-
thermore, two different PCR bands were obtained with
the 3' RACE. Sequencing of these bands revealed that
this gene has at least two splice forms at its 3’ end: one
form in which the last exon is a single continuous
fragment, and another form in which the last exon is
split into two exons, with an intervening intron. To
identify the full structure of other possible splice vari-
ants of the gene, PCR was performed using two prim-
ers (L5-F2 and L5-R2) (Table 1 and Fig. 1). We used
cDNA from 26 different tissues as templates, and the
reaction was performed under different experimental
conditions (annealing temperature, MgCl, concentra-

5 6 7

KLKI12
(Classical form)
Related protein-1

Related protein-2

4_

protein-1, and related protein-2. Exons are represented by solid bars and introns by the connecting lines. Exon numbers refer to Genbank
Accession No. AF135025. Start codons are represented by the inverted arrowhead (V), and stop codons are represented by asterisks (*).
Primer locations are represented by vertical arrowheads (A) and their directions by horizontal arrows. For primer sequences and codes, see

Table 1. For more details, see text. Figure is not drawn to scale.
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GCAGGTAGGTGGACGGAGAGATAGCAGCGACGAGGACAGGCCAAACAGTGACAGCCACG
TAGAGGATCTGGCAGACAAAGAGACAAGGTGAGAAGGAG gtagg......Intron 1.

GGG CTC AGC ATC TTT TTG CTC CTG
G L S I F L L L
gagcagggagagggCae Intron 2

AGC CAG GCA GCC ACA CCG AAG ATT
s Q@ A A T P K I
CGT AAC TCA CAG CCG TGG CAG GTG
R N S8 Q@ P W Q V
CTG CGC TGC GGG GGT GTC CTT ATT
L R €C 6 G V L I

....tgacactccceccag ACTTTGGAAGTGACCCACC(EEE

TGT GTT CTT G gtgagttctcccg
Cc v L
cctgtcectgtetccag GG CTC
G L
TTC AAT GGC ACT GAG TGT GGG
F N G T E C G
GGG CTG TTT GAG GGC ACC AGC
G L F E G T s
GAC CAC AGG TGG GTC CTC ACA
D H R W v L T

GCG GCT CAC TGC AGC GGC AG gtaagtcccttcCaan. cintron3. ..

A A [E]c s & s
.ccgtcgccaccggcag C AGG TAC TGG
R Y w
CTC AGC CAG CTC GAC TGG ACC GAG
L s Q L D W T E
TCT GTG ACC CAT CCC GGC TAC CTG
s \'4 T H P G Y L
CAC GAC CTC CGG CTG CTG CGG CTG
H [D]L R L L R L
AGC AGC GTT CAA CCC CTG CCC CTG
s S \4 Q P L P L
GGC ACC GAG TGC CAC GTC TCA GGC
G T E o] H v s G

CGG A gtaaggggcccagggccagdgT.mmmes

R
.gaccctgcagcacgcatgttctecteteocag

CAG TGC CTC AAC CTC TCC ATC GTC
@ ¢ L N L s I V
GTG TAT CCC GGG AGA ATC ACG AGC
v Y P 66 R I T 8
GTC CCG GGG CAG GAT GCC TGC CAG
v P G Q D A € @

GTG CGC CTG GGG GAA CAC AGC
v R L G E H 8
CAG ATC CGG CAC AGC GGC TTC
¢ I R H 8 G F
GGA GCC TCG ACG AGC CAC GAG
G A S T S8 H E
CGC CTG CCC GTC CGC GTA ACC
R L P V R V T
CCC AAT GAC TGT GCA ACC GCT
P N D C A T A
TGG GGC ATC ACC AAC CAC CCA
W ¢ I T N H P

.................... LINETON 4 e

AC CCA TTC CCG GAT CTG CTC
N P F P D L L
TCC CAT GCC ACC TGC CAT GGT
S H A T (o] H G
AAC ATG GTG TGT GCA GGC GGC
N M v o] A G G
gtgagcc.... Intron 5 ...

.aaaacagaaataagatgtctcccttgttcagacagtacttctettccettecag GGT

GAT TCT GGG GGC CCC CTG GTG TGT
p [s]e e »p L Vv ¢
GTG TCC TGG GGG TCT GTG GGG CCC
Vv 8 W G S8 V G P

GGG GGA GTC CTT CAA GGT CTG
G G v L Q G L
TGT GGA CAA GAT GGC ATC CCT
C G Q D G I P

GGA GTC TAC ACC TAT ATT TGC AA(G TAT GTG GAC TGG ATC CGG ATG

G \' Y T Y I C K

Y v D W I R M

ATC ATG AGG AAC AACC&EDCCTGTTTCCTCCACCTCCACCCCCACCCCTTAACTT

I M R N N

GGGTACCCCTCTGGCCCTCAGAGCACCAATATCTCCTCCATCACTTCCCCTAG) CTCCAC
TCTTGTTGGCCTGGGAACTTCTTGGAACTTTAACTCCTGCCAGCCCTTC(:5@ GACCCACG
AGCGGGGTGAGAGAAGTGTGCAATAGTCTGGAATAAATATAAATGAAGGAGGGGC

FIG. 2. Genomic organization and partial genomic sequence of the KLK12 gene. Intronic sequences are not shown except for short
sequences around the splice junctions. Introns are shown with lowercase letters and exons with uppercase letters. For full sequence, see
GenBank Accession No. AF135025. The start and stop codons are encircled, and the exon—intron junctions are underlined. The translated
amino acids of the coding region are shown underneath by a single-letter abbreviation. The catalytic residues are boxed. Putative
polyadenylation signal is underlined. The extra intron of the related protein-1 form is represented by nonboldface capital letters in
parentheses. When this intron is spliced, the frame continues with codon AAC (asparagine, N, instead of lysine, K) until it encounters the

stop codon TAA (encircled). For more details, see text.

tion). Three distinct bands were observed in many tis-
sues. These bands were excised, gel-purified, and se-
quenced. As shown in Fig. 1, the KLK12 gene was
found to have three molecular forms: (1) One form
(referred to, from now on, as the “classical” form) rep-
resents a typical kallikrein-like serine protease with
five coding exons and four intervening introns (Fig. 1).
As is the case with some other kallikreins, a 5" un-
translated exon is also present, and the possibility of a

further upstream untranslated exon(s) could not be
excluded. Exons 1, 2, and 3 were present at the afore-
mentioned EST. The start codon is present in the sec-
ond exon (numbers refer to our GenBank submission,
Accession No. AF135025). The stop codon is located in
the sixth exon, followed by a 3’ untranslated region,
and a typical polyadenylation signal (AATAAA) is lo-
cated 16 bp before the poly(A) tail (Fig. 2). This form of
KLK12 spans a genomic length of 5801 bp on chromo-
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FIG. 3. Schematic diagram showing the comparison of the
genomic structure of PSA (KLK3), KLK2, neuropsin (KLK8), NES1
(KLK10), KLK-L4 (KLK13), and KLK12 genes. Exons are shown by
solid bars and introns by the connecting lines. Arrowhead marks the
site of the start codon, and the arrow represents the stop codon.
Letters above boxes indicate relative positions of the catalytic triad;
H denotes histidine, D denotes aspartic acid, and S denotes serine.
Roman numbers indicate intron phases. The intron phase refers to
the location of the intron within the codon: | indicates that the intron
occurs after the first nucleotide of the codon, Il indicates that the
intron occurs after the second nucleotide, and 0 indicates that the
intron occurs between codons. Numbers inside boxes indicate exon
lengths in basepairs. Question marks indicate that exact length is
not accurately known. Figure is not drawn to scale.

some 19913.3—g13.4. The lengths of the coding regions
of the exons are 37, 160, 260, 134, and 156 bp, respec-
tively (Figs. 2 and 3). The predicted protein-coding
region is formed of 747 bp, encoding a deduced 248-
amino-acid protein with a predicted molecular mass of
26.7 kDa. The intron/exon splice sites (GT ... AG) and
their flanking sequences are in agreement with the
consensus splice site sequence (lida, 1990). (2) The
second mRNA form, encoding the KLK12-related pro-
tein-1, is an alternatively spliced form in which the last
exon is split into two separate exons with an additional
intervening intron (Fig. 1). This splitting of the last
exon results in the utilization of another stop codon at
position 9478, thus creating a deduced 254-amino-acid
protein that is 6 amino acids longer than the “classical”
KLK12 form and its carboxy-terminal end is different
in sequence by 19 amino acids (Fig. 2). This variant has
a predicted molecular mass of 27.1 kDa (for base num-
bering please see our GenBank submission, Accession
No. AF135025). (3) The third mRNA form, encoding
KLK12-related protein-2, is similar to the classical
form except that the fourth exon is missing (Fig. 1).
This leads to frameshifting of the coding region, and an
earlier in-frame stop codon will be encountered at po-
sition 9180. The protein-coding region of this form con-
sists of 336 bp, encoding a predicted 111-amino-acid
protein with a molecular mass of 12 kDa. This protein
will lack both the serine and the aspartate residues
characteristic of serine proteases.
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Structural Analysis of the Classical KLK12 Gene

Figure 4 shows a comparative hydrophobicity anal-
ysis of the KLK12 and the PSA proteins. The amino-
terminal regions of both genes are quite hydrophobic,
indicating that this region of KLK12 possibly harbors a
signal peptide analogous to PSA. We predicted a cleav-
age site for a signal peptide between amino acids 17
and 18 (A | A) and an activation peptide between
amino acids 21 and 22 (K | 1). Figure 4 also shows the
presence of several evenly distributed hydrophobic re-
gions throughout the KLK12 polypeptide, which are
consistent with a globular protein, similar to other
serine proteases (Liu et al., 1996). In Fig. 5, we present
alignment of the KLK12 protein with another 10 mem-
bers of the same gene family. The dotted region in Fig.
5 indicates an 11-amino-acid loop characteristic of the
classical human kallikreins (PSA, hK1, and hK2) but
not found in KLK12 protein or other members of the
kallikrein multigene family (Little et al., 1997; Liu et
al., 1996; Yoshida et al., 1998; Yousef and Diamandis
1999, 2000; Yousef et al., 1999b). Sequence analysis of
eukaryotic serine proteases indicates the presence of
29 invariant amino acids (Dayhoff, 1978). Twenty-
eight of them are conserved in the KLK12 polypeptide,
and the remaining amino acid (S*° instead of P) is not
conserved among all other kallikreins (Fig. 5). Twelve
cysteine residues are present in the putative mature
KLK12 protein, 10 of them are conserved in all kal-
likreins, and the remaining 2 (C** and C*®) are
present in most of the other kallikrein-like proteins but
not in the classical kallikreins, and they are expected
to form an additional disulfide bridge (Fig. 5).

The presence of aspartate (D) at position 194 sug-
gests that KLK12 will possess a trypsin-like cleavage
pattern, similar to most of the other kallikreins [e.g.,

Poaol ol
40

vhba b bbb b o by bl

62 G0 B0 100 120 148 160 180 ZiK 220 240
Fed o b v b odb v bed b s b by bl edy
OBV 4% 2R B9 100 120 140 160 180 200 20 240

FIG. 4. Plot of hydrophobicity and hydrophilicity of KLK12 pro-

tein compared to PSA. The hydrophobic N-terminus may harbor a
signal and activation peptide. For details, see text.
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1 PSA IGAAPLILSR 64
2 hk2 J TGAVPLIQSR 64
3 hK1 MWFLVL-~ CLA&SLGG TGAAPPIQSR 64
4 prostase = --------- MATAGN PWGWFLGYLIJGVAG S-LVSGSCSQ 70
5 zyme L 61
6 TLSP MRILQLILLA&ATGL 61
7 KLK-L4 —=--m-mmmemmmon MWPLALVIAS&TLAL SGGVSQESSKVLNTN 75
8 NES1 MRAPHLHLSAASGAR ALAKLLPLLMAQLWA AEAALLPONDT---- 85
9 KLK12 = ~-=m-mmememm—ao- -MGLSIFLLLCVLGL SQAAT----=--=-= --- 61
10 neuropsin  ~---==-=-- MGRPR PRAAKTWMFLELLGG AWAGHSRAQE----- --- 72
_ »
91 105 106 120 121 135 166 180
1 PSA HOTRNKSVILEGRHS $FHPEDTG-QYVFQVS HEFPHPLYDMSLLKN VMDEPTQ- EPALETT 151
2 hk2 > e 1LFEPEDTG- ORVPVS H@FPﬁ% §NM VLGﬁPTQ EPALGTT 151
3 hKl §@ISDNYQLW§ RgN ﬁFDDENTA QFVHVS E§FP g VVEQPTE EPEV'ST 152
4 prostase ﬁ&FQNSYTIGﬁ HS ﬁEADQEPngMVEAS g SISTASQ- cpTAgNs 147
5 zyme ﬁ%KKPNLQVF% KHN &RQRESSQ EQSSVV PLPJERD-CSANTTS 137
6 TLSP HOLKPRYT “‘QﬁN LQ KEEGCEQTRTAT PLTLSSR CVTAGTS 141
7 KLK-L4 ﬁﬁLKEGLKVYﬂ»KﬁA LG RVEAGEQVREVV TLPQSHNNRLTPQTT 156
8 NES1 ﬁﬁGNKPLWARV@DDH hL LLQG-EQLRRTT 168
9 KLK12 1S 1iS-QLDWTEQIRHSG 139
10 neuropsin LQ NKDGPEQEIPVV DLEME 1 151
L]
.
181 195 196 210 211 225 240
1 PSA @YA&Qﬁ&SIEPEEFL T?KK&QQVDLHVISN DVEAQVHEOKVEIKFY LUASRWIGOKSTHSE B 240
2 hk2 éARA?SEKVﬁE 240
3 hkl : DE@KKAHVQKV?DFM 241
4 prostase EV@SKL@DPLYHPS Q 234
5 zyme 4 VEHE- NI@%GSKEK% 224
6 TLSP 58 f-QD§§AITRK§ 230
7 KLK-L4 3 245
8 NES1 256
9 KLK12 228
10 neuropsin 239
. . . .
300 301
1 PSA  SLY¥PKVVHYRKWIKD TIVANP--------- -- 261
2 hk2 261
3 hKI  SYAVRVLSYVKWIED TIAENS--------- -- 262
4 prostase = = GUYINLCKFTEWIEK TVOAS---------- -- 254
5 zyme = GVMYINVCRYTNWIQK TIQAK---------- -- 244
6 TLSP  GVYTKVCKYVDWEQE TMKNN---------- -- 250
7 KLK-L4 TIRKYETQQQKWLKG PQ 277
8 NES1  AVYTQICKYMSWINK VIRSN---------- -- 276
9 KLK12  GUYTYICKYVDWIRM IMRNN------===- -- 248
10 neuropsin = GVYINICRYLDWIKK IIGSKG--------- -- 260

FIG. 5. Alignment of the deduced amino acid sequence of KLK12 with members of the kallikrein multigene family. For full gene names,

see abbreviations footnote. According to the new nomenclature (Diamandis et al.

, 2000b), gene symbols are as follows: KLK3 (PSA), KLK2

(hK2), KLK1 (hK1), KLK4 (prostase), KLK6 (zyme), KLK11 (TLSP), KLK13 (KLK-L4), KLK10 (NES1), and KLK1 (neuropsin). Dashes
represent gaps to bring the sequences to better alignment. The residues of the catalytic triad are represented by boldface letters, and the 29
invariant serine protease residues are marked with (=). The cysteine residues are marked by (#). Conserved areas are highlighted in gray.

The predicted cleavage sites in signal peptide are indicated by (&)

. The predicted site for the activation peptide is indicated by (). The

dotted area represents the kallikrein loop sequence. A vertical arrow marks the trypsin-like cleavage site.

hK1, hK2, trypsin-like serine protease (TLSP), neurop-
sin, zyme, prostase, and EMSP] but different from
PSA, which has a serine (S) residue in the correspond-
ing position and is known to have chymotrypsin-like
activity (Fig. 5) (Rittenhouse et al., 1998).

Homology with Other Members of the Kallikrein
Multigene Family

Although the protein encoded by the KLK12 gene is
unique, it has a high degree of homology with the other
kallikrein-like genes. The KLK12 protein (classical

form) has 48% amino acid sequence identity and 57%
overall similarity with neuropsin, 46% identity with
NES1, and 38% identity with both PSA and hK2 pro-
teins. Multiple alignment shows that the typical cata-
lytic triad of serine proteases is conserved in the
KLK12 protein (H*, D'®, and S*) (Figs. 2 and 5). In
addition, a well-conserved peptide motif is found
around the amino acid residues of the catalytic triad as
is the case with other serine proteases [i.e., histidine
(VLTAAHC), serine (GDSGGP), and aspartate (DL-
RLL)] (Little et al., 1997; Yamashiro et al., 1997) (Fig.
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5). Figure 5 also shows other amino acid residues that
are completely conserved between kallikreins and kal-
likrein-like proteins. To predict the phylogenetic relat-
edness of the KLK12 protein with other serine pro-
teases, the amino acid sequences of the kallikrein
proteins were aligned together using the “Clustal X”
multiple alignment program, and a distance matrix
tree was predicted using the neighbor-joining/UPGMA
and Protpars parsimony methods. Figure 6 shows the
phylogenetic analysis, which separated the classical
kallikreins (hK1, hK2, and PSA) and clustered KLK12
with NES1 and neuropsin proteins in a separate group
away from other serine proteases, consistent with previ-
ously published studies (Irwin et al., 1988; Nelson et al.,
1999) and indicating that this group of genes probably
arose from a common ancestral gene, by gene duplication.

Tissue Expression and Hormonal Regulation
of the KLK12 Gene

As shown in Fig. 7, the KLK12 gene is expressed
primarily in the salivary gland, stomach, uterus tra-
chea, prostate, thymus, lung, colon, brain, breast, and
thyroid gland, but, as is the case with other kallikreins,
lower levels of expression are found in some other
tissues (testis, pancreas, small intestine, and spinal
cord). To verify the RT-PCR specificity, the PCR prod-
ucts were cloned and sequenced. The three splice forms
of the gene were expressed in most of these tissues.
However, the relative abundance of each form was
different among tissues (Fig. 7).

To investigate whether the KLK12 gene is under
steroid hormone regulation, two breast cancer cell lines
(BT-474 and T-47D) and a prostate cancer cell line
(LNCaP) were used as models. In LNCaP cells, the
gene was up-regulated only by androgen and progestin.
In only this cell line were all three isoforms were ex-
pressed. In BT-474 cells, KLK12 was found to be up-
regulated, at the mRNA level, by estrogen and andro-
gen and to a lesser extent by the progestin. The rank of
potency was estrogen > androgen > progestin. How-
ever, the rank of potency for the T-47D cell line was
androgen > progestin > estrogen. In both of these cell
lines, only the short isoform (related protein-2) was
present (Fig. 8). To verify the accuracy and specificity
of the stimulation experiments, two control genes were
used: PSA (upregulated by androgens and progestins)
and pS2 (up-regulated by estrogens). The results ob-
tained for the genes were as expected.

KLK12 Is Down-regulated in Breast Cancer

Expression of the KLK12 gene, at the mRNA level,
was compared among 17 breast cancer tissues and 1
normal breast tissue, by RT-PCR. The gene is not ex-
pressed at all in 12 tumors (Fig. 9). In all breast tissues
(normal and malignant), the short isoform (related pro-
tein-2) was predominant, with the exception of one
tumor, which expressed only the classical form (Fig. 9,
lane 8). These results should be interpreted as prelim-
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HSCCE
KLK-L2
prostase
trypsinogen
chymotrypsin
granzyme
cathepsin
complement
hK1

PSA

hK2

neuropsin
E NES1
KLK12

— zyme
L KLK-L4
~ TLSP
L KLK-L3

FIG. 6. Dendrogram of the predicted phylogenetic tree for some
serine proteases and other kallikrein proteins. Neighbor-joining/
UPGMA method was used to align KLK12 with other serine pro-
teases and members of the kallikrein gene family. The tree grouped
the classical kallikreins (hK1, hK2, and PSA) together and aligned
the KLK12 protein in one group with NES1 and neuropsin. Other
serine proteases were aligned in different groups.

inary, since the number of tumors and normal tissues
tested is relatively small.

Mapping and Chromosomal Localization
of the KLK12 Gene

The knowledge of extensive genomic sequence on
chromosome 19qg13.3—q13.4 enabled us to localize 14
kallikrein-like genes precisely and to determine the
direction of transcription, as shown by the arrows in
Fig. 10. Only PSA and KLK2 transcribe from centro-
mere to telomere; the rest of the genes are transcribed
in the reverse direction. The KLK1 gene was found to
be the most centromeric, and the KLK-L6 gene (also
known as KLK14) was found to be the most telomeric
(KLK-L6; GenBank Accession No. AF161221). KLK12
is 21.3 kb centromeric to KLK13 (GenBank Accession
No. AF135024) and 1.6 kb more telomeric to the TLSP
gene (Fig. 10).

DISCUSSION

Kallikreins play important roles in diverse physio-
logical processes, and this action is linked to their
serine protease activity (Bhoola et al., 1992; Clements,
1997). A number of structural criteria have been pro-
posed to classify putative kallikreins into this multi-
gene family (Irwin et al., 1988). As shown in Fig. 3,
kallikreins are characterized by the following common
structural features (Diamandis et al., 2000a): (a) All
genes are formed of five coding exons and four inter-
vening introns [some genes may have an extra 5’ un-
translated exon(s)] (Luo et al., 1998; Yoshida et al.,
1998; Yousef et al., 1999a). (b) The exon lengths are
usually comparable. (c) The intron phases are always
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FIG. 7. Tissue expression of the KLK12 gene as determined by RT-PCR. $-actin, a housekeeping gene, was used as a control gene. The
actin PCR product is 838 bp. The variant forms were best shown in prostate, colon, thymus, and thyroid tissues. The upper band (905 bp)
is the classic form (see Fig. 1), the middle band (776 bp) is the related protein-1, and the lower band (644 bp) is the related protein-2. For
splice variant discussion, see text. The primers used were L5-F2 and L5-R2, as shown in Table 1. For further discussion, see text.

conserved (I-11-1-0) (see legend of Fig. 3 for definition of
intron phases). (d) These genes are clustered in the
same chromosomal region, without any intervening
non-kallikrein-like genes (Fig. 10). (e) The histidine
residue of the catalytic triad of serine proteases is
located near the end of the second coding exon; the
aspartate residue is located in the middle of the third
coding exon; and serine is found at the beginning of the
fifth coding exon. As shown in Fig. 3, all these criteria
apply to the newly identified KLK12 gene. Thus,
KLK12 should be considered a new member of the
kallikrein multigene family.

Serine proteases and kallikreins are synthesized as
“preproenzymes” that contain an N-terminal signal
peptide (prezymogen), followed by a short activation
peptide and the enzymatic domain (Nelson et al., 1999;
Rittenhouse et al., 1998). PreproPSA has 24 additional
residues that constitute the preregion (signal peptide,
17 residues) and the propeptide (7 residues) (McCor-
mack et al., 1995). The signal peptide directs the pro-
tein to and across the endoplasmic reticulum (ER). In
the ER, the signal peptide is removed, and the result-
ing proPSA is transported to the plasma membrane,
where it is secreted. Our hydrophobicity study (Fig. 4)
indicates that the amino-terminal region of the KLK12
protein harbors a signal peptide. Also, computer anal-
ysis of the amino acid sequence of KLK12 predicted a
cleavage site between amino acids 17 and 18 (SQA-AT).
Thus, although the protein product has not as yet been
characterized, it is very likely a secreted protein. We
further predicted an activation cleavage site between
amino acids 21 and 22 (K | ).

The DNA sequences coding for eukaryotic proteins
are rarely contiguous; usually, they are separated in
the genome by intervening noncoding sequences (in-
trons). Following polyadenylation of the primary tran-
script, the introns are removed by splicing to generate
the mature mRNA. The minimal sequences required
for splicing of mMRNA are located at the 5 and 3’
boundaries of the intron. In metazoans, only the first
and last two bases are highly conserved (GT ... AG)
(Sambrook et al., 1989). RNA splicing provides a mech-
anism whereby the expression of particular proteins
with specialized functions can be restricted to certain
cell or tissue types during development (Adams et al.,
1996). Furthermore, it is now known that about 15% of

mutations in mammalian genes that are implicated in
disease states affect RNA splicing signals (Horowitz
and Krainer, 1994). Recent literature suggests that
distinct molecular forms of PSA could be expressed
differently by malignant versus benign prostate epi-
thelium (Baffa et al., 1996). Aberrant PSA RNA splic-
ing in benign prostatic hyperplasia as opposed to pros-
tate cancer has been described by Henttu et al. (1990).
In addition, it has been postulated that different pros-
tatic tissues potentially harboring occult cancer could

Mibilorone
Dihydrotestosterone
Aldosterone
Dexamethasone

Estradiol
Norgesttril

Alcohol

Marker

— o
LNCaP
BT-474

— .
T-47D

FIG. 8. Hormonal regulation of the KLK12 gene in the LNCaP
prostatic carcinoma cell line and BT-474 and T-47D breast carci-
noma cell lines. Steroids were at 10 ° M final concentration. g-actin
(a housekeeping gene that is not regulated by steroid hormones) was
used as a control gene. The pS2 gene (up-regulated by estrogens) and
PSA (up-regulated by androgens and progestins) were used as con-
trol genes and performed as expected (data not shown). Note detec-
tion of the three isoforms only in the LNCaP cell line. For interpre-
tations, see text.
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FIG. 9. Expression of the KLK12 gene in breast cancer (1-17) and normal (18) tissues. Note complete absence of expression in 12 cancer
tissues. For isoforms, see also Fig. 7, and for more comments, see text. Actin was used as a contol gene.

account for the presence of various forms of PSA (Baffa
et al., 1996).

The presence of alternatively spliced forms is not a
unique feature of the KLK12 gene; several other kal-
likreins are known to be expressed in various alterna-
tively spliced forms. In addition to the major 1.6-kb
transcript, several RNA species are transcribed from
the PSA gene (Heuze et al., 1999). Furthermore, others
(Lundwall and Lilja, 1987; Riegman et al., 1988) have
described several PSA isoforms. In addition, Riegman
et al. (1991) reported the identification of two alterna-
tively spliced forms of the human glandular kallikrein
(KLK2) gene, and Liu et al. (1999) isolated three alter-
native forms of the same gene. A novel transcript of the
tissue kallikrein gene was isolated from the colon
(Chen et al., 1994). Neuropsin, a recently identified
kallkrein-like gene, was found to have two alterna-
tively spliced forms in addition to the major form (Mit-
sui et al., 1999; Yoshida et al., 1998). Here, we describe
the cloning of the classical kallikrein form and two
unique splice forms of the KLK12 gene. Because the
classical form and the splice forms all have the same 5’
sequence required for translation, secretion, and acti-
vation as other kallikreins, it is reasonable to assume
that all three mRNA forms should produce a secreted
protein. At the mRNA level, it would be interesting to
determine which form is predominant in a certain tis-
sue or a certain clinical condition. Our preliminary
findings have been presented in Figs. 7 and 9. It should
be realized also that the truncated forms of the protein
lack some of the amino acids essential for the catalytic
activity of serine proteases, thus, it is unlikely that
these forms will encode a secreted protein.

Kallikreins are involved in many physiological pro-
cesses and also in the pathogenesis of human diseases,

<4—— centromere

depending on the tissue of their primary expression.
The KLK1 gene is involved in many disease processes,
including inflammation (Clements, 1997), hyperten-
sion (Margolius et al., 1974), renal nephritis, and dia-
betic renal disease (Cumming et al., 1994; Jaffa et al.,
1992). The connections of human stratum corneum
chymotryptic enzyme (HSCCE) (KLK7) with skin dis-
eases, including pathological keratinization and psori-
asis, have already been reported (Ekholm and Egelrud,
1999; Sondell et al., 1996). Little et al. (1997) suggested
that zyme (KLK6) may be amyloidogenic and may play
a role in the development of Alzheimer’s disease. There
are other reports describing connection of neuropsin
(KLKS8) expression with diseases of the central nervous
system, including epilepsy (Kishi et al., 1999; Momota
et al., 1998).

Increasing evidence indicates that many of the kal-
likreins and kallikrein-like genes that are clustered in
the same region of chromosome 19 (Fig. 10) are related
to malignancy. PSA is the best marker for prostate
cancer so far (Diamandis, 1998). A recent report pro-
vided evidence that PSA has antiangiogenic activity
and that this activity may be related to its action as a
serine protease (Fortier et al., 1999). This study sug-
gested also that other serine proteases and members of
the kallikrein multigene family of enzymes should be
evaluated for potential antiangiogenic action. Recent
literature suggests that hK2 (encoded by the KLK2
gene) could be a useful differential diagnostic marker
for certain subtypes of prostate cancer (Magklaraet al.,
1999; Partin et al., 1999; Rittenhouse et al., 1998; Sten-
man, 1999). An in vitro study suggests that NES1 is a
tumor suppressor gene (Goyal et al., 1998). Protease M
(zyme) is differentially expressed in primary breast
and ovarian tumors (Anisowicz et al., 1996), and the

4.6 kb 5.8 kb 5.8 kb 44 kb 9.5 kb 10.5 kb 6.5 kb 5.7kb
KLK1 PSA KLK2 KLK-L1 }—‘-<KLK-L2T<:Zyme }—‘—<HSCCE }-I@m}—]#
32Kb 133 kb 26.7 kb 32.6 kb 5.9kb 6.9 kb 13.6 kb 2.1kb
7.1kb 5.4 kb 5.3 kb 5.8 kb 8.9 kb 6.3 kb
/A—<KLK-Lg—,—<NEs1 }—‘<TLSP Q—‘—<KLK12 KLK-L4 T@LK-LG |
4.5kb 3.4kb 1.6 kb 21.3kb 12.9 kb

FIG. 10. An approximately 300-kb region of almost contiguous genomic sequence around chromosome 19q13.3-ql13.4. Genes are
represented by horizontal arrows denoting the direction of the coding sequence. Distances between genes are in kilobases. Figure is not

drawn to scale. For full gene names, see abbreviations footnote.
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HSCCE has been shown to be expressed at abnormally
high levels in ovarian cancer (Tanimoto et al., 1999).
Another recently identified kallikrein-like gene, lo-
cated close to KLK12, the tumor-associated differen-
tially expressed gene-14 (TADG-14/neuropsin) was
found to be overexpressed in a subset of ovarian cancer
tissues (Underwood et al., 1999). Furthermore, pros-
tase/KLK-L1 is speculated to be linked to prostate can-
cer (Nelson et al., 1999).

Our preliminary results indicate that KLK12 is up-
regulated by steroid hormones in breast and prostate
cancer cell lines (Fig. 8). These results are not surpris-
ing, since many other kallikrein genes are also regu-
lated by steroid hormones (for review see Diamandis et
al., 2000a). The differences in the rank of potency of
steroid hormones among different cell lines could be
attributed to differences in the abundance of the ste-
roid hormone receptors between them as described
elsewhere (Magklara et al., 2000). However, these re-
sults should be considered preliminary and need fur-
ther evaluation by more quantitative methods.

In conclusion, we characterized a new member of the
human kallikrein gene family, KLK12, which maps to
the human Kkallikrein locus (chromosome 19q13.3—
g13.4). This gene has two related splice forms in addi-
tion to the main form. KLK12 is expressed in a variety
of tissues and appears to be down-regulated in breast
cancer, and its expression is influenced by steroid hor-
mones. Since a few other kallikreins are already being
used as valuable tumor markers, we speculate that
KLK12 may also find a similar clinical application.
This possibility, as well as the physiological function of
the protein, needs further investigation.
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