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Abstract Apolipoprotein[a] (apo[a]), a unique component
of atherogenic lipoprotein[a], is highly polymorphic in hu-
man and nonhuman primates. Null alleles, producing no
detectable circulating Lp[a] or apo[a] isoforms, are found
at high frequencies. The molecular basis of null alleles is
not yet known. In baboons, approximately two-thirds of null
alleles do not produce detectable hepatic transcripts (tran-
script negative nulls), and one-third of null alleles produce
normal amounts of apo[a] transcripts (transcript positive
nulls). We have cloned apo[a] cDNA from a baboon carry-
ing a transcript positive null allele defective in secretion
from primary hepatocytes. Compared with wild-type cDNA,
the null allele contained an in-frame 47 amino acid deletion
in the protease domain corresponding to one exon of the

 

apo[a] gene. The null allele contains an A

 

➝

 

T substitution in
the third nucleotide position of the intron downstream of
the deleted exon which alters the donor splice site consen-
sus sequence.  Thus, this null is likely due to a mutation
that prevents normal mRNA splicing, yielding a shortened
protein that may be defective in intramolecular interactions
required for normal processing and secretion of apo[a].
This is the first report of a molecular basis for apo[a] null
alleles.—
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Lipoprotein[a] (Lp[a]) is a low density lipoprotein
(LDL) particle that contains apo[a] covalently linked to
apoB. Lp[a] has been found to accumulate in atheroscle-
rotic plaques (1, 2), and serum levels of Lp[a] correlate
with risk of cardiovascular disease independently of such
factors as LDL levels, HDL levels, and levels of apolipopro-
teins (3). In addition, Lp[a] is considered an indepen-
dent risk factor for myocardial infarction (3, 4). Serum
Lp[a] concentration is a heritable trait, and is not strongly
influenced by age or diet. The apo[a] locus itself accounts
for over 90% of the variation in Lp[a] levels in human
populations (5, 6).

 

Human apo[a] consists of structural domains that are
also present in plasminogen, including a protease domain
and Kringles IV and V (7). However, the protease domain
in apo[a] has been inactivated by amino acid substitu-
tions, and Kringle IV has been highly amplified to form
large numbers of tandemly oriented repeats. Apo[a] is
highly polymorphic with respect to size, varying between
400 and 700 kilodaltons, due to differences in numbers of
Kringle IV repeats (8). In addition to the marked size vari-
ation of apo[a], both humans and baboons carry high fre-
quencies of null alleles with little or no detectable apo[a]
isoforms or serum Lp[a]. In humans, null allele frequen-
cies vary between 0.29 and 0.45 for different populations.
In baboons, null allele frequencies vary between 0.22 and
0.46 (9). Little is known about the molecular basis of
apo[a] null alleles or the physiological consequences
of carrying apo[a] null alleles. In baboons, we have shown
that approximately two-thirds of null alleles do not pro-
duce hepatic apo[a] transcripts that are detectable by
Northern blot analysis (called transcript negative nulls)
(10). Approximately one-third of null alleles produce nor-
mal levels of hepatic apo[a] transcripts (transcript positive
nulls).

In previous studies, White et al. (11) used cultured pri-
mary baboon hepatocytes to study intracellular processing
and secretion of apo[a]. These studies have shown that
larger apo[a] alleles have slower rates of intracellular pro-
cessing, offering the first mechanistic explanation for the
inverse correlation between apo[a] size and serum Lp[a]
concentration observed in human and baboon popula-
tions. White, Guerra, and Lanford (12) also studied pri-
mary hepatocytes carrying apo[a] transcript positive null
alleles. Their results show that apo[a] transcripts are
translated, but the protein is not released from the endo-

 

Abbreviations: apo[a], apolipoprotein [a]; Lp[a], lipoprotein [a];
UTR, untranslated region; RT-PCR, reverse transcriptase-mediated
polymerase chain reaction; PCR, polymerase chain reaction.
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plasmic reticulum during processing. These results sug-
gest that transcript positive null alleles contain changes
within the apo[a] sequence that impair normal apo[a]
processing and secretion. In this study, we investigate the
molecular bases for a transcript positive null allele that
was previously shown to be defective in apo[a] secretion.

EXPERIMENTAL PROCEDURES

 

Sample selection

 

Archived liver and DNA samples were obtained from a baboon
that carried a transcript positive null apo[a] allele, and from an
unrelated baboon that was homozygous for a wild-type allele.
Studies of primary hepatocytes from the baboon carrying the
transcript positive null allele showed normal transcription and
translation, but defective secretion of apo[a] protein into the
medium (12). Studies of primary hepatocytes from the baboon
homozygous for the wild-type allele showed normal transcrip-
tion, translation, and secretion (12). We also used archived liver
and DNA samples from other family members of the baboon car-
rying the apo[a] null allele for analysis of cDNA and genomic
DNA sequences. Additional baboons that were screened for the
presence of the splice site mutation were chosen based on Lp[a]
phenotype and Northern blot analyses (10).

 

Cloning and sequencing of apo[a] cDNAs

 

A cDNA library was constructed from hepatic mRNA from the
baboon carrying an apo[a] transcript positive null allele. First
strand cDNA synthesis used reverse transcriptase (Superscript,
Gibco BRL) and a mixture of oligo d(T) and random primers.
After addition of synthetic EcoRI linkers, cDNAs were ligated
into lambda ZAP express vectors (Stratagene Inc.). The cDNA li-
brary was screened by hybridization with a human apo[a] probe
containing only Kringle IV (8), and with a plasminogen cDNA
probe containing only Kringles I–III (13) to identify cross-reacting
plasminogen cDNA clones. Approximately 1 

 

3

 

 10

 

7

 

 plaques were
screened, yielding 116 clones that were positive for apo[a] and
negative for plasminogen. The apo[a] cDNA clones containing
the largest inserts were sequenced with an automated DNA se-
quencer (Perkin Elmer Inc.) using the dye terminator method
and primers from flanking vector and internal sequences. Three
different apo[a] clones were sequenced on both strands using
overlapping primers in each direction.

Apo[a]-specific primers were designed from the baboon cDNA
sequences, and used for reverse transcriptase mediated PCR (RT-
PCR) to amplify and clone cDNA for the wild type apo[a] allele.
RT-PCR used a forward primer located at the junction of the last
Kringle IV and the protease domain (5

 

9

 

-AGGCTCGTTCTGGA
CAAGCATCCT-3

 

9

 

), and a reverse primer located in the 3

 

9

 

 un-
translated region (3

 

9

 

 UTR) (5

 

9

 

-GTCACCTTATTGGAGAAAC
CAGC-3

 

9

 

). PCR conditions included initial denaturation (94

 

8

 

C
for 4 min), followed by 30 cycles of denaturation (94

 

8

 

 for 1 min)
and annealing/extension (60

 

8

 

 for 1 min), and a final extension
(72

 

8

 

 for 7 min). RT-PCR products were inserted into pCR2.1 vec-
tors (Invitrogen) for automated sequencing. In addition, RT-PCR
products were directly sequenced using the automated DNA
sequencer. All mRNA samples were subjected to a minimum of
two RT-PCR assays. Three independent clones were sequenced
from each RT-PCR assay. All RT-PCR clones were sequenced on
both strands with overlapping primers. Nucleotide sequences
were aligned using Sequencher software (Gene Codes Inc.), and
percent identities for nucleotide and predicted amino acid
sequences were calculated using BLAST/Genbank programs
(NCBI).

 

RNA isolation and analyses

 

Messenger RNA was extracted directly from frozen baboon
liver tissue using mRNA FastTrack Kit (Invitrogen). RT-PCR was
used to analyze the length of apo[a] transcripts in liver samples
from baboons carrying various apo[a] alleles. First strand cDNA
synthesis used 100–200 ng hepatic mRNA with a reverse primer
(5

 

9

 

-GTCACCTTATTGGAGAAACCAGC-3

 

9

 

) in the 3

 

9

 

 untrans-
lated region (3

 

9

 

 UTR) and 20 U/

 

m

 

l reverse transcriptase under
reaction conditions described by the supplier (Gibco BRL). An
aliquot (10%) of the first strand cDNA reaction was amplified us-
ing the same reverse primer and a forward primer (5

 

9

 

-AGG
CTCGTTCTGGACAAGCATCCT-3

 

9

 

) from the Kringle IV/pro-
tease domain junction. PCR conditions included initial denatur-
ation (94

 

8

 

 for 4 min), followed by 30 cycles of denaturation (94

 

8

 

for 1 min) and annealing/extension (60

 

8

 

 for 1 min), and a final
extension (72

 

8

 

 for 7 min). The PCR products were subjected to
electrophoresis on agarose gels (1.0%) and visualized by staining
with ethidium bromide.

 

Cloning and sequencing of apo[a] genomic sequences

 

To examine genomic sequences of the wild-type baboon apo[a]
and plasminogen genes, lymphocyte DNA was amplified with
primers from reported human gene sequences (14, 15), and
PCR products were cloned for nucleotide sequencing. Two over-
lapping fragments were amplified including a fragment contain-
ing exons E, F, and G, and intervening introns (forward primer
5

 

9

 

-CTCAGGATCCATCCTCTTCATTTGATTGTGGGAAG-3

 

9

 

, re-
verse primer 5

 

9

 

-TGCTAAGCTTTAGCAAGGCAATATCTGCTTG-
3

 

9

 

); and a second fragment containing part of exon G, exon H,
and the intervening introns (forward primer 5

 

9

 

-CTGGGAAT
TCACCAAGAAGTGAACCTCGAATCTCA-3

 

9

 

, reverse primer 5

 

9

 

-
AAGGAAGCTTGGGTTTCTCCCCAGCCAGTGATGT-3

 

9

 

). PCR con-
ditions included initial denaturation (95

 

8

 

 for 5 min), followed by
30 cycles of denaturation (95

 

8

 

 for 30 sec), annealing (60

 

8

 

 for 40
sec), and extension (72

 

8

 

 for 2 min), with a final extension (72

 

8

 

for 10 min). The PCR products were cloned into pCR 2.1–TOPO
(Invitrogen), and sequenced with Termination Reaction Ready
Mix (Applied Biosystems) on an automated DNA Sequencer.
This procedure yielded clones containing baboon apo[a] and
plasminogen gene sequences. Three different apo[a] clones and
two different plasminogen clones were sequenced on both
strands using overlapping primers in each direction.

To determine genomic sequences of the transcript positive
null allele and other apo[a] alleles, the baboon intron sequences
were used to construct primers specific for either apo[a] or plas-
minogen genes (exons F, G, and H and intervening introns).
The gene-specific primers were used for amplification of ge-
nomic DNA, and the PCR products were directly sequenced by
cycle sequencing on an automated DNA sequencer (see Fig. 3 for
PCR and sequencing primers). PCR conditions included initial
denaturation (95

 

8

 

 for 5 min), followed by 30 cycles of denatur-
ation (95

 

8

 

 for 30 sec), annealing (68

 

8

 

 for 40 sec), and extension
(75

 

8

 

 for 2 min), with a final extension (72

 

8

 

 for 10 min). 

 

PCR-based typing of the splice site mutation

 

After the splice site mutation was identified, a PCR-based as-
say was developed to type the mutation in genomic DNA from a
total of 280 baboons. Genomic DNA samples were amplified
with apo[a]-specific primers from the introns flanking exon G
(primers given in Fig. 3). PCR conditions included initial dena-
turation (95

 

8

 

 for 5 min), followed by 30 cycles of denaturation
(95

 

8

 

 for 30 sec) and annealing/extension (68

 

8

 

 for 40 sec.) with
no final extension step. The PCR products were digested with 1.0
U RsaI (Promega, Madison WI), and electrophoresed on agar-
ose gels (3%). The wild type sequence contains the RsaI site
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and yields 173 bp and 139 bp fragments, while the T mutation
in the splice site disrupts the RsaI site yielding a full-length 312
bp fragment.

 

RESULTS

 

Baboon apo[a] and plasminogen cDNA sequences

 

We obtained the sequence of portions of baboon apo[a]
and plasminogen cDNA using clones from hepatic cDNA
libraries and from RT-PCR of hepatic mRNA. 

 

Figure 1A

 

shows the sequence of the wild-type baboon apo[a] cDNA,
including two Kringle IV domains (homologous to human
Kringles type IV subtypes 9 and 10), the protease domain,
and the 3

 

9

 

 UTR. Figure 1B shows the sequence of baboon
plasminogen cDNA, including the Kringle V domain, pro-
tease domain, and 3

 

9

 

 UTR. We aligned the various do-
mains of baboon cDNA sequences with those of other spe-
cies, and found the highest homologies between baboon
and rhesus cDNA sequences. 

 

Table 1

 

 shows pairwise com-
parisons among apo[a] and plasminogen domains from
baboon, rhesus, and human cDNA sequences. 

 

Deletion of an exon in the protease domain in apo[a] 
mRNA of a transcript positive null allele

 

In addition to the wild-type sequence, we isolated and
sequenced apo[a] cDNA from a baboon carrying an
apo[a] null allele that produced hepatic transcripts (tran-
script positive null allele), and that was defective in secre-
tion as shown by studies of cultured primary hepatocytes
(12). This baboon was heterozygous for two different null
alleles, one each from the sire and dam. Subsequent anal-
yses (described below) showed that the dam transmitted
the transcript positive null allele and the sire transmit-
ted the transcript negative null allele which is not repre-
sented in cDNA analyses. The apo[a] genotypes for each
family member of this baboon are shown in 

 

Fig. 2A.

 

 
Alignment of wild-type and null apo[a] sequences re-

vealed the deletion of 141 base pairs (bp) in the null allele
relative to the wild-type allele, exactly corresponding to
exon G of the apo[a] gene (corresponding to exon 16 of
the plasminogen gene (15)). This in-frame deletion re-
sults in the removal of 47 amino acids of the apo[a] pro-
tease domain. To confirm the presence of the deletion di-
rectly in hepatic apo[a] mRNA, we used RT-PCR of the
protease domain in this family of baboons carrying null
and wild-type alleles (Fig. 2B). In the baboon known to
carry the transcript positive allele, we detected a short-
ened RT-PCR product corresponding to the 141 bp dele-
tion detected in cDNA sequence comparisons. We found
the dam was heterozygous for both the short and normal
sized RT-PCR products, and other family members showed
only normal sized products. We gel-isolated and sequenced
the wild-type and shortened RT-PCR products, and con-
firmed that the size differences were due to the deletion
of exon G. RT-PCR analysis of hepatic RNA samples from
additional unrelated baboons (including 11 carrying tran-
script positive and 9 carrying transcript negative null al-
leles) failed to detect the short RT-PCR product. 

 

Identification of a splice site mutation in the intron
downstream from the deleted exon

 

To investigate the source of the exon G deletion, we
compared the exon and intron sequences in the protease
domain of the wild-type versus transcript positive apo[a]
null alleles. To obtain these sequences, we first deter-
mined genomic sequences in the protease domain of the
baboon apo[a] and plasminogen genes. 

 

Figure 3

 

 shows
the nucleotide sequences of exons F, G, and H (corre-
sponding to plasminogen exons 15, 16, and 17 from ref.
15) plus their flanking introns for the apo[a] and plasmi-
nogen genes. We used intron sequences that differed be-
tween the two genes to construct apo[a]-specific primers
for PCR and direct determination of genomic sequences
from the baboon carrying the transcript positive null al-
lele and a transcript negative null allele (Fig. 2A). We
found that this baboon was heterozygous for an A

 

➝

 

T mu-
tation in the third nucleotide of the intron between exons
G and H, disrupting a consensus splice site for transcript
processing (Fig. 3). We sequenced this region of the
apo[a] gene in the dam that was heterozygous for the short-
ened apo[a] mRNA (Fig. 2B), and found both the mutant
T and wild-type A alleles. We also sequenced this region in
50 additional unrelated baboons (including 11 baboons
carrying transcript positive null alleles and 9 carrying tran-
script negative null alleles), but did not find the A

 

➝

 

T
splice site mutation. 

Nucleotide sequencing detected the splice site muta-
tion only in baboons containing the transcript positive
null allele and deleted apo[a] mRNA. In order to screen a
larger number of baboons for the mutation, we developed
a PCR-based assay using amplification of genomic DNA
with apo[a]-specific intron primers, followed by digestion
with RsaI which distinguishes the A

 

➝

 

T mutation. The wild-
type sequence contains an RsaI site that is abolished by
the T mutation. We did not detect the A

 

➝

 

T mutation in
DNA samples from any of an additional 280 baboons that
were typed using this assay. 

DISCUSSION

We used cDNA libraries and RT-PCR to clone and se-
quence a portion of the baboon apo[a] cDNA including
two Kringle IV repeats, the protease domain, and the 3

 

9

 

UTR (Fig. 1A). Sequence comparisons using the BLAST
program (NCBI) showed that the Kringle IV repeats were
most homologous to Kringles IV subtypes 9 and 10, which
are the most 3

 

9

 

 kringles in human apo[a] cDNA (16). The
baboon Kringle IV subtype 9 repeat contains a free cys-
teine that is required for covalent interaction with apoB-
100 (17), and the baboon Kringle IV subtype 10 repeat
contains a tryptophan (amino acid 171) important for
lysine binding (18). Like the rhesus, baboon apo[a] cDNA
does not contain a Kringle V domain that is found in hu-
man apo[a] cDNA and all other plasminogen cDNAs
(13). Surprisingly, the baboon apo[a] protease domain,
like plasminogen, contains arginine (position 224, Fig.
1A) at the cleavage site that converts inactive plasminogen
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to active plasmin. However, one of the three amino acids
(position 266, Fig. 1A) comprising the catalytic triad is an
arginine instead of a histidine. Human apo[a] contains
serine rather than arginine at the plasminogen cleavage
site. However, a recent study by Gabel and Koschinsky
(19) showed that reintroduction of arginine at the cleav-
age site does not restore proteolytic properties to recom-
binant human apo[a]. They concluded that proteolytic
properties must require as yet unknown sequences in ad-

dition to the arginine cleavage site and catalytic triad. Al-
though we have not yet tested baboon apo[a] for pro-
teolytic activity, it seems likely that the protease domain
that contains an altered catalytic triad will also prove to be
inactive, despite the presence of the arginine cleavage
site.

We cloned and sequenced a portion of the apo[a]
cDNA for a transcript positive null allele that was previ-
ously shown to be defective in apo[a] secretion from pri-

Fig. 1.  Nucleotide and predicted amino acid sequences of portions of cDNA encoding baboon apolipoprotein [a] and plasminogen.
Panel A shows the baboon apo[a] cDNA sequence. Nucleotide sequences (above) and amino acid sequences (below) are numbered to the
left, and the exons are identified below the sequences (exon D corresponds to exon 14 in human plasminogen (15)). Exon structure within
the protease domain is based on genomic sequences from the baboon apo[a] gene. The arginine at amino acid position 224 is circled, cor-
responding to the arginine in plasminogen which is cleaved to yield proteolytically active plasmin. Amino acids R (position 266), D (309),
and S (404) corresponding to the catalytic triad of plasminogen (H,D,S) are also circled. Aspartic acid at position 157, which is underlined,
is a potential lysine binding site. The free cysteine (position 54) in exon B thought to be necessary for apoB-100 binding is boxed. The 39 un-
translated region is shown in small case letters and the polyadenylation signal is double underlined. Exon G, which is deleted in the mRNA
of the transcript positive null allele, is boxed. Primer sequences used for RT-PCR and sequencing are underlined. Genbank Accession Num-
ber: AF029691.
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Fig. 1. (continued) Panel B shows the baboon plasminogen cDNA sequence. Nucleotide 1 corresponds to nucleotide 1491 of the rhesus
plasminogen cDNA. The Kringle V, protease domain, and 39 untranslated region are shown under the sequence. The arginine at amino acid
position 102 is circled, corresponding to the arginine in human plasminogen which is cleaved to yield proteolytically active plasmin. Amino
acids H (position 144), D (187), and S (282) are circled, corresponding to the plasminogen catalytic triad. The 39 untranslated region is
shown in small case letters. Genbank Accession Number: AF029692.

 

TABLE 1. Homology comparisons among apo[a] and plasminogen sequences (% identities)

 

Kringle IV Kringle V Protease
3

 

9

 

 UTR
DNADNA Protein DNA Protein DNA Protein

 

Baboon apo[a] vs. rhesus apo[a]

 

a

 

88 88 N/A N/A 96 94 96
Baboon apo[a] vs. human apo[a]

 

b

 

86 87 N/A N/A 92 92 85
Baboon apo[a] vs. rhesus plasminogen

 

c

 

78 75 N/A N/A 91 92 73
Baboon apo[a] vs. human plasminogen

 

d

 

80 80 N/A N/A 91 92 71
Baboon apo[a] vs. baboon plasminogen N/A N/A N/A N/A 94 94 77
Baboon plasminogen vs. rhesus plasminogen N/A N/A 97 96 98 97 96
Baboon plasminogen vs. human plasminogen N/A N/A 94 95 95 95 90

 

a

 

Rhesus apo[a] sequences from ref. 13.

 

b

 

Human apo[a] sequences from ref. 7.

 

c

 

Rhesus plasminogen sequences from ref. 13.

 

d

 

Human plasminogen sequences from ref. 34.

 

mary hepatocytes. We found a 141 bp deletion that re-
moved a single exon in the protease domain (exon G),
including one amino acid of the catalytic triad of the pro-
tease domain (Fig. 1A). The deletion was confirmed by
RT-PCR of hepatic RNA, which yielded a shortened prod-
uct relative to the wild-type apo[a] allele (Fig. 2B). We
also found that the original baboon inherited the null al-
lele from her dam who was heterozygous for the deletion

(Fig. 2A). We determined genomic sequences in this re-
gion of the apo[a] gene for wild-type and transcript posi-
tive null apo[a] alleles, and found an A 

 

➝ 

 

T mutation in
the third nucleotide position of the intron immediately
downstream from the deleted exon G (Fig. 3). We found
the T mutation only in the original baboon carrying the
transcript positive null allele and her dam. RT-PCR screen-
ing of mRNA and genomic sequencing from an additional
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50 baboons (including 11 transcript positive and 9 tran-
script negative nulls), and genomic typing of 280 baboons
did not detect the deletion or mutation, suggesting that
this splice site mutation is relatively rare.

The A 

 

➝ 

 

T mutation in the third position of the intron
occurs in the consensus site for recognition by compo-

nents of the transcript splicing machinery, suggesting that
the associated exon G deletion is due to exon skipping
during mRNA processing. An explanation for this form of
exon skipping is provided by the “exon definition model”
of transcript processing in which the splicing machinery
first scans and defines an exon based on strength and

Fig. 2.  Pedigree and RT-PCR products for the baboon family carrying the transcript positive null allele.
Panel A shows the pedigree for the baboon (indicated by the arrow) carrying the transcript positive null al-
lele that was previously shown to be defective with respect to apo[a] secretion from primary hepatocytes (12).
The apo[a] genotypes are given adjacent to each symbol (C, single banded apo[a] phenotype type C; N1,
transcript positive null allele; N2, transcript negative null allele). Each family member is numbered according
to the lane number in Panel B. Panel B shows RT-PCR products of the apo[a] protease domain in the baboon
family shown in panel A. Lane 1 shows RT-PCR products from dam, lane 2 shows the sire, lane 3 shows the ba-
boon known to carry a transcript positive null allele, and lane 4 shows the sibling. The sizes of RT-PCR prod-
ucts are indicated to the right of the figure. Lane M shows the size standard (size shown on the left).

Fig. 3.  Genomic DNA sequences of a portion of the baboon apo[a] gene aligned with the baboon plasminogen gene. The nucleotide se-
quences of exons F, G, and H (corresponding to exons 14, 15, and 16 of the plasminogen gene (15)) are shown in upper case letters, and the
introns (f and g) are shown in lower case letters. Nucleotides in the baboon plasminogen sequence which differ from apo[a] are given below
the apo[a] nucleotide sequence. The site of the A ➝ T mutation in apo[a] intron g is circled, and the consensus splice site is double under-
lined. The primers for cloning and sequencing are boxed and labeled (A1F and A1R, primers for apo[a] fragment 1; A2F and P/A2R, apo[a]
fragment 2; P1F and P1R, plasminogen fragment 1; P2F and P/A2R, plasminogen fragment 2; A3F and A3R, apo[a] sequencing primers).
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proximity of processing sites, exon length, RNA secondary
structure, exon enhancer elements, and intron sequences
(reviewed in ref. 20). Thus, exons, rather that splice sites,
provide the unit that is recognized for assembly of the
splicesome (20, 21). After exon recognition, the splicing
machinery cleaves introns and re-ligates the coding se-
quences, before transporting the mRNA to the cytoplasm
for translation. Splice sites are determined by sequences
present at the exon/intron junctions. Consensus se-
quences for eukaryotic splice sites include a donor splice
site at the 5

 

9

 

 end of the intron (

 

C

 

/

 

A

 

 A G g u 

 

a

 

/

 

g

 

 a g u) and a
splice site at the 3

 

9

 

 end of the intron (y

 

10

 

 n c a g 

 

G

 

/

 

A

 

) (22,
23). The A 

 

➝ 

 

T mutation in this null apo[a] allele disrupts
the 5

 

9

 

 donor splice site, replacing the 

 

a

 

/

 

g

 

 with a uracil at the
third position of the intron in the consensus sequence.

 

Figure 4A

 

 shows predicted normal splicing of exons F,
G, and H in the apo[a] protease domain in which the
exon ends are recognized by the splicing machinery,
the introns between the exons are removed, and the ends
of the exons are ligated together. Figure 4B shows pre-
dicted splicing of the null allele in which the splicing ma-
chinery fails to recognize both ends of exon G due to the
A 

 

➝ 

 

T mutation at the 5

 

9

 

 donor splice site. Failure to rec-
ognize both ends of the exon and failure to recognize an
alternative donor splice site may cause the splicing ma-
chinery to skip exon G as if it were an additional intron se-
quence between exons F and H (21, 24). Comparisons of
known 5

 

9

 

 splice site mutations show that exon skipping is
the most common outcome for this type of mutation (21).
Other examples where intronic mutations at this position
in the 5

 

9

 

 donor splice site lead to deletion of the preced-
ing exon include LCAM deficiency (G 

 

➝ 

 

C) (25), elipto-
cytosis (G 

 

➝ 

 

T in the 

 

b-spectrin gene) (26), and other gene
defects (24, 27). A splice site defect has also been detected
in an apo[a]-related gene that causes exon skipping and a

coding frame shift, resulting in a premature stop codon
and truncation at the second kringle domain (28). 

We have not characterized the entire null allele sequence
and cannot formally exclude the possibility of some other
sequence alteration that might affect apo[a] secretion.
However, the exon G deletion was found only in the null
allele that is known to be defective in secretion and in the
same allele transmitted by the dam, but was not detected
in any of the 330 additional baboons. Therefore, it is ex-
tremely unlikely that the deletion is a common polymor-
phism that by chance was associated with the null allele.
Furthermore, the deletion removes a large portion of the
protease domain which likely has adverse effects on nor-
mal protein folding and processing. The deletion of exon
G removes 47 amino acids in the predicted b-chain of the
protease domain (15), perhaps disrupting important in-
teractions of cysteine residues for normal apo[a] folding.
White et al. (12) did not detect any obvious folding de-
fects in this null allele in cultured primary hepatocytes,
but the resolution of those assays may not have been suffi-
cient to detect such small differences in folding of the
large apo[a] protein. However, such improper folding
would be detected by cell processing machinery, resulting
in retention in the endoplasmic reticulum and subse-
quent degradation (29, 30).

To our knowledge, this is the first report of a molecular
basis for null alleles in apo[a]. Previous studies showed
that two-thirds of null alleles in baboons do not produce
hepatic apo[a] RNA (transcript negative nulls). Yet, in
vitro transfection studies of 59 flanking regions from a
transcript negative null allele showed only small differ-
ences in promoter activities relative to wild-type alleles
(31). Similarly, Bopp et al. (32) found that 59 flanking re-
gions of two human null alleles had active promoters in
transfection experiments. It seems likely that mutations
in other, as yet unknown, promoter elements must be re-

Fig. 4. Models for apo[a] transcript splicing in
wild-type and the transcript positive null allele. Panel
A shows a model for normal splicing of wild-type
apo[a] mRNA where the ends of each exon are rec-
ognized by the splicesomal complex, the intron se-
quences are spliced out, and the exons are ligated to-
gether. Panel B shows a model for aberrant splicing
due to the A ➝ T mutation. The mutant uracil in the
pre-mRNA in the consensus splice site of intron g
(position 3) is shown by an asterisk. This disruption
of the 59 donor splice site may cause failure of the
splicesome to recognize both ends of exon G, result-
ing in exon skipping and ligation of exons F and H.
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sponsible for transcript negative nulls. Previous studies in
baboons found that transcript positive null alleles pro-
duced different sized hepatic apo[a] transcripts, presum-
ably resulting from different sized apo[a] alleles (10). Pre-
vious studies in humans found that null alleles were
associated with different sizes of apo[a] alleles as mea-
sured by Southern blotting of genomic DNA (33). These
results show that null alleles are not likely due to increased
sizes of apo[a] alleles, which are often associated with lower
Lp[a] levels. These results also indicate that null pheno-
types occur on many different allelic backgrounds, perhaps
due to many different mutations that interfere with apo[a]
transcription, intracellular processing, or secretion. This
hypothesis is further supported by the present study that
shows a particular splice site mutation associated with de-
fective secretion and a null phenotype that is rare in ba-
boons, found only in a single baboon pedigree.
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