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Evidence for two isoforms of the endoplasmic-reticulum Ca2+

pump in pig smooth muscle
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cDNA clones coding for the endoplasmic reticulum Ca**-transport ATPase have been cloned from a pig
smooth-muscle cDNA library. The transcripts can be divided into two classes which differ in their 3’ ends
due to alternative splicing of the primary gene transcript. The class 1 cDNA encodes a protein of 997 amino
acids (M, 110 000). The class 2 protein (1042 amino acids; M, 115 000) is completely identical to the class
1 protein except that the four C-terminal amino acids of the class 1 protein are replaced in the class 2 protein
with a tail of 49 amino acids. Comparison of these sequences with other Ca** pump sequences reveals that
the class 1 isoform corresponds to the sarcoplasmic reticulum Ca®** pump of slow-twitch skeletal/cardiac
muscle, whereas the class 2 protein corresponds to a Ca?* pump recently detected in non-muscle tissues.

INTRODUCTION

It has been amply documented that smooth muscle
contains two distinct ATP-driven Ca?* transport systems
[1-3]. One Ca®** pump (M, 130 000) extrudes Ca®* across
the plasma membrane (PM) and the second (M, 100000)
reaccumulates Ca?* into an intracellular Ca?* store,
generally assumed to be the endoplasmic reticulum (ER).
Recently we have demonstrated that the porcine smooth-
muscle ER Ca®*" pump strongly resembles the sarco-
plasmic reticulum (SR) Ca®*' pump of slower-twitch
skeletal muscle and of cardiac muscle [4].

Recombinant DNA techniques have proven to be very
powerful tools for analysing the molecular structure and
function of the different SR/ER Ca®* pumps. It has been
shown that the SR Ca?* pump of fast skeletal muscle and
the SR Ca** pump of slow-twitch skeletal /cardiac muscle
are encoded by two separate genes [5-7] and that each
gene transcript can be alternatively spliced [7-10]. In the
fast skeletal muscle, a developmentally regulated alterna-
tive splicing process results in a neonatal and an adult
isoform [7,8], whereas non-muscle tissues express a Ca®*
pump which results from alternative splicing of the slow-
twitch/cardiac SR Ca®* pump gene transcript [9, 10]. We
now present evidence that the slow-twitch/cardiac SR
Ca®* pump gene is also expressed in the smooth-muscle
layer of the pig stomach and that the gene transcript is
spliced along the muscle-specific and non-muscle-specific
pathway.

MATERIALS AND METHODS
RNA isolation

The stomach of a 2-day-old piglet was removed
immediately after killing. The gastric mucosa and the
serosa were carefully removed to minimize contamination
with non-smooth-muscle tissues. Total RNA was ex-
tracted from the smooth-muscle layer according to the

Chirgwin procedure [11]. A poly(A*)-enriched RNA
fraction was isolated via oligo(dT) cellulose column
chromatography [12].

c¢DNA library synthesis

This poly(A*) RNA (5 pg) was oligo(dT)-primed and
reversely transcribed with avian-myeloblastosis-virus
reverse transcriptase. Second-strand cDNA was syn-
thesized according to the Gubler & Hoffman method
[13]. The cDNA was processed following a standard
protocol [14] and was ligated into EcoRI-cut and de-
phosphorylated lambda gtl1 arms (Promega, Madison,
WI, U.S.A.). The cDNA library was plated on Escherichia
coli Y1090 [14]. Approx. 10° independent clones were
obtained from 190 ng of cDNA. The cDNA library was
amplified and stored at 4 °C.

Screening procedures

Appropriate DNA restriction fragments (an internal
EcoRI fragment of the rabbit cardiac SR Ca** pump
clone (nt 764-1445) [5] and probes A and B (see Fig. 1))
were nick-translated with [a-**P]dCTP (400 Ci/mmol) up
to a specific activity of 10® c.p.m./ug of DNA [15].
Aliquots of the phage stock were plated on agar plates
and transferred in duplicate to nylon filters (Hybond-N;
Amersham, U.K.). Filters were prehybridized for 4 h at
42 °C in a mixture containing 5 x SSPE, 0.19, SDS,
5 x Denhardt’s solution, denatured salmon sperm DNA
(50 ug/ml) and 50 9%, formamide. The probe was added
to the prehybridization mixture to an approximate con-
centration of 10° c.p.m./ml and hybridization was per-
formed overnight at 42 °C. Filters which were hybridized
with the heterologous rabbit probe, were washed with a
final stringency of 1x SSC/0.19%, SDS at 42°C. Filters
which were hybridized with the homologous probes A
and B were washed with a final stringency of 0.1 x SSC/
0.19%, SDS at 42°C.

Abbreviations used: PM, plasma membrane; ER, endoplasmic reticulum; nt, nucleotide(s); SR, sarcoplasmic reticulum.
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Subcloning and sequencing procedures

Positive clones were picked and purified. Clones ER-1,
ER-3 and ER-6 were subcloned into pGEM-7Zf(+)
(Promega) for sequence analysis. Subcloned fragments
were progressively deleted with Exonuclease III/S1 Nuc-
lease (Erase-a-Base kit; Promega) to generate sets of
overlapping deletion clones [16]. Sequence analysis was
performed on double-stranded plasmid DNA [17] ac-
cording to the modified chain-termination method [18]
(Sequenase kit; United States Biochemical Corporation,
Cleveland, OH, U.S.A)).

Unless stated otherwise, routine techniques were car-
ried out and solutions (SSPE, SSC, Denhardt’s solution)
were prepared following standard procedures [19].

RESULTS AND DISCUSSION

A heterologous probe derived from a cDNA clone
coding for the SR Ca?* pump of rabbit cardiac/slow-
twitch-skeletal muscle [5] was used to screen a pig
stomach smooth-muscle cDNA library. In a first attempt
10° plaques were screened and five positive clones were
retained. Restriction enzyme mapping and partial se-
quence analysis revealed that these clones could be
classified into two related yet distinct classes which had
similar 5° ends but which differed in their 3’ termini.
Clone ER-3, which belonged to class 1, was 3795
nucleotides (nt) long and ended with a poly(A) tail that
was preceded by a poly-adenylation signal (AATAAA :nt
3764-3769 in Fig. 2) [20]. An EcoRI-PstI restriction
fragment corresponding to the 5’ end of this clone (probe
A in Fig. 1) was used as a probe to detect transcripts
which were further extended towards the 5’ terminus.
Another 2 x 10° plaques of the same cDNA library were
screened and four additional positive clones were detec-
ted. One of them, clone ER-6, also hybridized with probe
B which was derived from the unique 3’ terminus of the
class 2 clone ER-1 (see Fig. 1). Clone ER-6 was 3898 nt

long. It extended the ER-1 clone with 998 nt towards the

"5 end and with 26 nt towards the 3’ end which contained
a poly-adenylation signal (AATAAA : nt 3943-3948 in
Fig. 2 [20)) followed by a poly(A) tail. ‘

Sequence analysis was performed on clones ER-3,
ER-1 and ER-6 as indicated in Fig. 1. The nucleotide
sequences and the deduced amino acid sequences are
shown in Fig. 2. Class 1 and 2 cDNAs were found to be
completely identical up to nt 2980 (see Fig. 2) after which
they diverged. This suggests that the class 1 and 2
transcripts arise from the same primary gene transcript
which is then alternatively spliced at its 3’ end (see
below). The first ATG codon of clone ER-3 (class 1
cDNA) is situated in a consensus sequence for initiation
of eukaryotic translation [21] and is followed by an open
reading frame of 2991 nt. The class 1 cDNA encodes a
protein of 997 amino acids (M, 110 000). The class 2
c¢DNA has an open reading frame of 3126 nt encoding a
protein of 1042 amino acids (M, 115 000). This class 2
protein is identical to the class 1 protein except for its
C-terminus: the four ultimate amino acids of the class 1
protein (ARNYLEP/AILE) are replaced in the class 2
protein with an additional tail of 49 amino acids
(ARNYLEP/GKEC..41 AA.. MFWS). Sequence com-
parison of the class 1 and 2 proteins with previously
sequenced SR/ER Ca®* pumps reveals that the class 1
protein is nearly identical to the SR Ca** pump of rabbit
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Fig. 1. Restriction map and sequencing strategy of the pig class
1 and 2 ER Ca?®* pump clones

cDNAs of class 1 (clone ER-3) and class 2 (clones ER-1 and
ER-6) are shown schematically. Hatched boxes represent
open reading frames, open boxes represent 5 and 3’
untranslated regions. The class 1 and 2 cDNAs are
completely identical up to nt 2980 of clone ER-3, but they
have different 3’ ends. The point of divergence is indicated
by a vertical arrow. Sequence analysis was performed in
both directions. The common part (5° to the site of
divergence) was sequenced on the coding strand of ER-3
and on the non-coding strands of ER-1 and ER-6. The
unique 3’ ends were sequenced in both directions on clones
ER-3 and ER-1, as indicated in the Figure. Restriction
enzyme sites are indicated with vertical lines. Probe A is an
EcoRI-Pstl fragment corresponding to the 5 end of clone
ER-3, whereas probe B is an Xbal-EcoRI fragment
corresponding to the 3’ end of clone ER-1.

slow-twitch skeletal/cardiac muscle (98 9, identity) [5],
whereas the class 2 protein is very similar to a Ca®* pump
which has recently been described in rat brain, kidney
and stomach (989, identity) [10] and also in human
kidney (99 % identity) [9]. The presence of two ER Ca®**-
pump clones in a pig-smooth-muscle cDNA library may
therefore indicate that smooth muscle expresses two
distinct ER Ca®* pumps: a ‘muscle isoform’ (997 amino
acids; M, 110 000) and a ‘non-muscle isoform’ (1042
amino acids; M, 115000). However, an alternative
explanation should be considered. It is possible that the
starting material for our ‘smooth-muscle’ cDNA library
(see the Materials and methods section) was still con-
taminated by non-smooth-muscle cells. If so, the detec-
tion of two ER Ca?* pump transcripts could be related
to cell-type (smooth muscle versus non-smooth muscle)
dependent differences in gene expression. To exclude the
latter hypothesis, further experiments such as hybrid-
ization in situ with specific probes are needed.

The two ER Ca?* pumps differ only in their C-terminus.
According to a proposed reaction mechanism [5, 6], all
the basic functions of the Ca** pump reside within the
proximal two-thirds of the enzyme, and no specific
function has been attributed to the C-terminus. However,
it is interesting to note that the C-terminus of the plasma-
membrane Ca®* pump is involved in the regulation of the
Ca?*-transport activity, as it contains the calmodulin-
binding site and a possible phesphorylation site for the
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start of clone ER-6 tIJGCCCCCGCAGCC

ATGGAGMCGCGCACACAMGACGGTGGAGGAGGNCTGGGCCAC‘I‘TCGGCGTCM GAGAGCACGGGGCTGAGCCTGGAGCAGGTCMGMGCTCMGGAGAGATGGGGCTCCMCGAG
M E N A HTKTVETEVL H F GV NESTGTULSLETUGQVIKIKTLTEKER G S N E 40

’H'ACCGGCTGMGMGGGAAMCC'H‘GCTGGMC‘H‘GTGA‘H‘GAGCAGT’H‘GMGAC'M‘AC‘I'CGﬂAGMmTATTGHGGCAGCATGTATATCmGTmGGCﬂGGTﬂGMGM
L PAEEGIKTTULTULTETLVTIETGQTFE D R L L L AACTI ST FVLAWTFTETE 80

GGCGMGMACM‘H‘ACAGCCmGTAGMCCCmG‘l‘MmTACTTATAﬂAGTAGCCMTGCMT‘I'GTGGGTGTATGGCAGGAMGGMTGCAGMTGCCATCGMGCCCHMG
G E A F V E P F V N A I V GV W OQERNAE A E A L K 120

GAGTATGAGCCTGAAATGGGCAA. 'GACAGGACAGGA -APFAIHMAGCTAMGACATAG'H‘CCTGGTGATAAI AATTGCTGTT A TCCT
E Y E P E MG XK V Y RQDU RIKTSUVQRTIIKATKTD V E I AV G D K V P 160

GCTGA‘A‘ATMGAT‘I‘MCGTCCATCAMMACTACTCTI CAGTCAATTCTCAC. TGTCTCTGTCA’ MGCACACCGACCCTGTCCCTGACCCACGGGCTGTC

I R T S I X S TTULRVDUGQS5TIULTGESVSVIKUHTTUDTFPUV AV200‘

AACCAAGATAAGAAGAACATGCTCTTTTC! AACATAGCA AAGCC TGGAGTTMCACTGMA'H‘GGCMGATCCGGGA‘I‘GMATGGTA
N QDK K NMLTF S GTNTIAAGT KA AMGVYVVATGUV T E I G K I R D E M V 240

GCMCGGMCAGGAGAGMCACCCCTCCAGCAGMACTAGATGAGMGGBGAACAGC‘HTCCAMG‘I‘CA‘ICTCCCTTATTTGCATTGCAGTCTGGATCATAMCA‘H‘GGGCA CTTCAAT
A TEQERTUPTLAQOQKL :P Q K VI 8§ L I CI AV W 1IN G H F N 280

GACCC TC 'CC TATTTATTACTTTAAAAT 'CATTCCTGAAGGCCTGCCTGCTGTCATTACCACCTGCCTGGCT
DPVHGGSH!RGA!YYPKIAVALAVAA!PEGLPAVIT'I‘CLAJZO

CTTGGAACTCGTAGAATGGCAAAGAAAA 'CATTGT TCCCTTC A TTGGTTGCACTTCCGTTATCTGCTCAGACAAGACTGGTACACTTACAACAAACCAG
LGTRRMAMKTEKNATIVR RSTLZPSVETTLSGC CTSVTICSDT KTGTTLTTNGQ 360

ATGTCAGTCTGC TCATTCTGGACA. TTGTTCCC TTACCATAAC TGCTCCTAT 'CATAA TAAA
§$ VCRMTFILDTI KT YEGDT T CSTLNETFTTITGSTTYA ATPTIGETVHTIKTDTD K 400

CCAGTAA ACAATTTGTGCTCTC TGCTTTGGATTACAN A AAA AGCT
PVEKCHOQYDGLVYELAT ICALG END SALTEHTYNE-ATE GV YETRKVGEA 4

TGCTCTCACT TT n.A‘l'AC‘l'GAGfl‘AMGGG'I’C‘ﬂ'I‘C‘l‘MM‘I‘AGMCGAGCMA‘IGCC‘I‘GCMC‘I’CGG‘!CAHAMCM‘H‘GATGAM
T!‘I‘ALTCLVIKMIVPD‘I‘ L E R A NACNS VI KOQLMK 480

MGGMT'H‘ACTCTAGAGTH‘TCACGTGATAGMNMTG‘ICAG‘HTA. AACAAACCA, AA "TCCC
XK E F T L F R D RSHSVYCTPHKPSITSHSKHFVKGAPSGVSZO

AT 'CC TTCGAGT CTAAAGTCCCC. AAC. ATGTCTGTCAT 'GACAC,
I DRCTHTIRVYVGSTHK KV VZPMNTTZPGV KQKTIMSU VIR RETWTGSGS SUGSUDTTLRC 560

GGCCi 'AACCC TTATTAA AATCTGACTTTCGT TGGAC
L ALATHUDNTPM®BRRETEMNTLET DS ANTEFTIIKTYTETNTLTTFVGS CVG ML D 60

cerec TGTGC AGGCGACAACA TGCCGTCGCATTGGCATC
PPR!ZVASSVKLCRQAG!IVIHITGDKKGTAVAICIRIG!640

'AGGAC GTCAA, PTT T TCAATCCT 'TGCCCGCTGTTTCGCTCGAGTTGAACCT
PGQDBDVTSKAP‘I‘GRB?DILNPSAQRIACLlAlC!ARV!PGlO

TCCCACAAGTCTAAA. TTCTTCAGTCTTT 'AGCTATGAC 'TGCTCCTGCTCTGAA TGCCATGGGC
S H XK S K I VEFULOQSVFDETITA AMTGDGVNDAPA ALTKTI KT STETIGTIAMNSG 72

TCTGGCACCGC TAAAACTGCCTCC TGGC ACTC 'GGGCAATATACAACAACATGAAGCAGTTCATT
$ G TAVAKTA ASEMVYLADUDNTFSTTIUVAAVETESGTR RAIYNNNMNIKTQ GQTFTI 70

CGCTACCTCATCTCGTCCAAC TT TGGATTTCCTGAGGCTTTAATTCCTGTCCAGCTGC
R Y L I S S NV GEUVVCTIV FLTAALTGTP®PEHA ALTIZPVA QLTLWMWVNTLVTTD G 800

CTGCCTGCCACTGCACTGGGGTTCAATCCTCC AAACCACCCCGGAACCCAAAGGAACCACTGATC TGGC
LPA‘I‘ALGPNPPDLDIKNKPPRNPK!PLKSG'LFPRYLAIG!“)

TGTTACGT TGCTAC ‘CATTGC® TTCTACC, ATTTCCTACAGTGTAAAGAGGACAACCCA
CYVGAATVGAAAU'!‘IAADGGPRVTPYOLSH!'LQCK!DNPO!O

GACTT >CCCTTACCCAATGACAATGGCGCTGTCTGT ACCi "GCCCTCAACAGTTTGTCGGAAAACCAGTCC
DFEGVDCAVF:SPYP”TRALSVLVTl!!CNALNSLSBNOS920

CTGCTAAGGATGCCACCTTGGGAGAACATTT TCGTGGGCTCCATC 'ACTCCACT 'CCCTGCCACTTATCTTCCAGATCACACCG
L L RMPZPWENTIMWTLUVSGS I CLSMSILHTFULTIULYV VETPTLTPLTITFUGQTITP 90
point of divergence

CTGAATT 'CAGTGGCTGAT AA TC maccmmummcmcmmcmamccecucnc C'I'GGAACC‘I'G / CM‘I‘AC‘I'GGAGTMCC GCTT
L NL TQWULMVILIEKTISTLTPVTIULMDTETTULIKTFEFVATR RN 997
CCTAAACCATTTT AAATGTA TCGGTTGCGTGCATGTGCGTTTT CCTCTGC TTGATGT TT: AAAGTC
CCCAATTCAT A "ATTACCAGTGGGGTTTTTTA( GCTTTI‘MA‘!CAMATGATM‘I‘"‘“‘ AA TTTAGCT AATCCTCTCC
AGAGAAGTTTGGTTTCTTTGCTGC: "n-MACC‘I"l'ACCCMG} TTCTCTGTGCAAA. ATAGCTTAAATAAAT
GTACAATATTCAATTGTAA' “CTTCAAGT TTCTC 'GTCATTGAAACATGCTACTTTTTAAT C TTGCTTATT 'AAATTTAT
TGAAAACACTACAGGTGTTGGT TCTAGC n.:m\ACﬂcAcﬂammcmmscmcwcnrmocxmnﬂmmucnnmum&cMA
AGCAGTAGACAGATGTTGGTGCAATACGAATATTGTGATGCATTTATATTAATAAAATGCTAAACGTCAATTTATCACAACGCATGTTTGACTTTAGACTGTAAATAGAGATCAGTTTAT
TTCTGTGCTGGTAAAA TGCAC TTCAGGTAAATAAATCTATTCTATGAT-poly-A

/GTAAAGAGTGTGTGCAGCCT

G X E C V Q P 1000

GCCACCAMTCGGCTCGTTCTCGGCATGTACCGATGGGAH‘TCCTGGCCCT’I“I‘GTGC'I‘GCTCA'I'MTGCCGCTGG'I'GA'I'C'K'GOGTCTATAGCACAGACACTMCmAGTGATATGTTC

A T K S C S F s A I S WP F V L1 N D M F 1040

‘I‘GG‘!‘C'H‘GACTGACAGTTTTACATAMGATGT‘H‘MC‘I‘TMTCMT‘I‘MTTmTTAﬂGmMAGCMCTGTCTATTTCTGCTGMMTCACATGMCATA"GGCTGGTMAGGAGl

GmCATACTC?AGAm‘l‘GTTﬂGC'l"l"l"l'l‘C'l‘GACTCCAGTGGGGCMGAm’l‘CCTTﬂﬂATACACATMTTMAGTG’I‘CCATTGACATGTACAGAGMCTMCACTA‘H‘TTA'I‘GCA
AATATTTTTTTGTAGATGAAAAAGCATGTACAGTGTTCTGTTTAATACTCATCCTT! AAAAAAAA A ATTGTCAGCAAATTAATTGGCAGCAGATTTTAG
GAMTGM'I‘G‘l‘G'l‘GTGGH'I‘T’I‘TC'I‘MGACTMATAGCATGTA‘H‘G'I‘GTC‘I‘TCTGCA'!‘GA’I‘CATCTGGA'I'TTMTCTGAGA‘I‘CACAGTCTMTmTAﬂCATMGCCMTmTCTGC
CTGAGCAGAGTACTGCTACCTCAGTCAGTATTTTTTGGTTTGCCACCCCCCCGTCACCCTTCTCAGCCCTTGTCACCTCCACCCCATCCTCCACCCCCGCCCTGCTCGGCTGCTTCTCCT
GTAGGGTTTTGATGGTTCTGTTTACATCAGTCTTAACAAGAGGTATGCCTGTTCTCGCTTGTGCAGAAAACATTGTTCCAGATTCAATCAACTGGGTTCGTGTCCCCTCATGTAGTTTTT
AAGGTTATTTATTTAAATGTCTAATGTATTTTATTGTAACAGACATTGTTTTGCCAACATTGCCTATTTCAGTGGCACTTCACAATCTAGTTTAAAAAGGAAAATAAACATTTTAAATG-
poly-A

Fig. 2. Nucleotide and deduced amino acid sequences of the pig class 1 and class 2 ER Ca?* pump cDNAs
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The nucleotide and derived amino acid sequences of the pig class 1 cDNA are shown continuously. Nucleotides are numbered
at the left side with nucleotide 1 being the A of the ATG start codon. Amino acids are numbered at the right. The optional splice
site is indicated by a slash within the nucleotide sequence. The unique 3’ nucleotide sequence and C-terminus of the porcine class
2 cDNA is shown at the bottom.

cAMP-dependent protein kinase [22, 23]. Therefore the
C-terminal diversity of the ER Ca?* pump might result
in a differential regulation of these ER Ca®** pumps. It

has generally been assumed that the cardiac/slow-twitch isoforms.

Ca®* pump is regulated via phospholamban [24], a
homopentameric protein present in the SR of cardiac

Vol..260

and slow skeletal muscle [25] as well as in the ER of
smooth muscle [26]. It will therefore be of interest to
determine the phospholamban sensitivity of the two

Lytton & MacLennan [9] have recently demonstrated
that the SR Ca?* pump of slow-twitch skeletal/cardiac
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LEP A I LE*

Class 1 mRNA CUE G OO0 6 CA AUK CIE G4G UM, ... AIAA. Ay

(pig smooth exon z-1 _ exon z/

muscle)

, optional ,optiona
splice site splice site

Human genomic CT6 G CCT G 6T A GAG TGT..... MTAM.....tttcag CA ATA CT6 GAG TAK......AATAM .

DNA sequence exon z-1 exonz exon z’

exon z-1 exon z

Class 2 mRNA UG GAR 00U G G A GAG UEL.......AUAAA.

(pig smooth LEPG KEC..

muscle)

Fig. 3. Alternative splicing of the pig class 1 and 2ER Ca**-pump
transcripts: a comparison of the pig smooth-muscle gene
transcripts with the corresponding region of the human
gene for the cardiac SR Ca®** pump

The nucleotide sequence in the middle corresponds to a
portion of the human cardiac SR Ca®*-pump gene as
published by Lytton & MacLennan [9]. The class 1 and 2
cDNAs (starting with nt 2971) and the deduced amino
acid sequences (starting with amino acid 991) are aligned
with respect to the human genomic sequence. The optional
internal donor site is indicated by an arrow. Exon z-1 can
be spliced to exon z’ generating the class 1 transcript
(upper sequence). However, when the splice site is omitted,
exon z-1 directly proceeds into exon z which results in a
class 2 transcript (lower sequence). The class 2 transcript
therefore still contains the unused 5’ splice site. Note the
100 9%, identity between the human and porcine sequences.

muscle and the non-muscle Ca®** pump are encoded by
the same gene of which the pre-mRNA is alternatively
spliced. A structural analysis of the corresponding human
gene revealed an optional internal donor site which is
used to produce the slow-twitch/cardiac mRNA, but
which is neglected in case of the non-muscle mRNA. A
comparison of the pig cDNAs with the nucleotide
sequence of the human gene suggests that the smooth-
muscle class 1 and class 2 transcripts are generated by the
same mechanism (internal donor site splicing) (see Fig. 3).
Exon z and the subsequent intervening sequences can be
excised so that exon z-1 becomes attached to exon z'.
This creates a class 1 transcript (upper pathway in Fig.
3). However, if the 5" optional splice site remains cryptic,
exon z-1 directly proceeds into exon z and the primary
transcript will be cleaved and poly(A)-tailed following the
poly-adenylation signal AATAAA which is present in
exon z. This results in a class 2 transcript (lower pathway
in Fig. 3). The former pathway is the preferred splicing
mechanism in slow-twitch skeletal muscle and cardiac
muscle, as in these muscle tissues the vast majority of the
transcripts are spliced along this pathway [7]. The latter
mechanism (omission of the splice site) seems to be the
preferred one in non-muscle tissues such as rat brain,
kidney and stomach and human kidney [9,10]. Our
results may therefore indicate that in smooth muscle
both the ‘muscle-specific’ and the ‘non-muscle-specific’
pathways are used. de la Bastie and co-workers have
recent analysed the smooth-muscle messengers for the
ER Ca?* pump by means of S1 Nuclease mapping [27].
They concluded that the smooth-muscle RNA differed
from the cardiac mRNA in its 3’ end. This mRNA very

J. A. Eggermont and others

likely corresponds with our class 2 cDNA, but it remains
to be explained why they did not find a fully protected
mRNA species which would correspond with our class 1
cDNA.

Our results are in accordance with the previous ob-
servation that the smooth-muscle ER Ca®** pump is very
similar or even identical to the slow-twitch/cardiac SR
isoform [4]. These SR/ER Ca?" pumps are indeed
encoded by the same gene which can be alternatively
spliced. In contrast, the fast-skeletal muscle Ca** pump is
encoded by a different gene of which the expression
seems to be limited to fast-skeletal muscle tissue [6,7].

We thank Dr. D. H. MacLennan (University of Toronto,
Toronto, Canada) for the generous gift of the cDNA clone for
the rabbit cardiac/slow skeletal SR Ca®** pump. J.A.E. is a
Research Assistant of the National Fund for Scientific
Research (N.F.W.0.), Belgium.

REFERENCES

1. Wuytack, F., Raeymaekers, L., Verbist, J., De Smedt, H. &
Casteels, R. (1984) Biochem. J. 224, 445-451
2. Raeymaekers, L., Wuytack, F. & Casteels, R. (1985)
Biochim. Biophys. Acta 815, 441-454
3. Eggermont, J. A., Vrolix, M., Raeymaekers, L., Wuytack,
F. & Casteels, R. (1988) Circ. Res. 62, 266278
4. Wuytack, F., Kanmura, Y., Eggermont, J. A., Raey-
maekers, L., Verbist, J., Hartweg, D., Gietzen, K. &
Casteels, R. (1989) Biochem. J. 257, 117-123
5. MacLennan, D. H., Brandl, C.J., Korczak, B. & Green,
N. M. (1985) Nature (London) 316, 696-700
6. Brandl, C.J., Green, N. M., Korczak, B. & MacLennan,
D. H. (1986) Cell (Cambridge, Mass.) 44, 597-607
7. Brandl, C.J., deLeon, S., Martin, D. R. & MacLennan,
D. H. (1987) J. Biol. Chem. 262, 3768-3774
8. Korzcak, B., Zarain-Herzberg, A., Brandl, C.J., Ingles,
C.J., Green, N. M. & MacLennan, D. H. (1988) J. Biol.
Chem. 263, 4813-4819
9. Lytton, J. & MacLennan, D. H. (1988) J. Biol. Chem. 263,
15024-15031
10. Gunteski-Hamblin, A.-M., Greeb, J. & Shull, G. E. (1988)
J. Biol. Chem. 263, 15032-15040
11. Chirgwin, J. M., Przybyla, A. E., MacDonald, R.J. &
Rutter, W. J. (1979) Biochemistry 18, 5294-5299
12. Aviv, H. & Leder, P. (1972) Proc. Natl. Acad. Sci. U.S.A.
69, 1408-1412
13. Gubler, U. & Hoffman, B. J. (1983) Gene 25, 263-269
14. Huynh, T. V., Young, R. A. & Davis, R. W. (1985) in
DNA Cloning. A Practical Approach (Glover, D. M., ed.),
vol. 1, pp. 49-78, IRL Press, Oxford
15. Rigby, P. W. J., Dieckmann, M., Rhodes, C. & Berg, P.
(1977) J. Mol. Biol. 113, 237-251
16. Henikoff, S. (1984) Gene 28, 351-359
17. Mierendorf, R. C. & Pfeffer, D. (1988) Methods Enzymol.
152, 556-562
18. Tabor, S. & Richardson, C. C. (1988) Proc. Natl. Acad.
Sci. U.S.A. 84, 47674771
19. Maniatis, T., Fritsch, E.F. & Sambrook, J. (1982)
Molecular Cloning: A Laboratory Manual, Cold Spring
Harbor Laboratory, Cold Spring Harbor, NY
20. Proudfoot, N.J. & Brownlee, G.G. (1986) Nature
(London) 263, 211-214 :
21. Kozak, M. (1984) Nucleic Acids Res. 12, 857-872
22. Shull, G.E. & Greeb, J. (1988) J. Biol. Chem. 263,
86468657

1989



Pig smooth-muscle Ca?* transport ATPase

23. Verma, A. K., Filoteo, A. G., Stanford, D. R., Wieben,
E. D., Penniston, J. T., Strehler, E. E., Fischer, R., Heim,
R., Vogel, G., Mathews, S., Strehler-Page, M.-A., James,
P., Vorherr, T., Krebs, J. & Carafoli, E. (1988) J. Biol.
Chem. 263, 14512-14519

24. Tada, M. & Katz, A. M. (1982) Annu. Rev. Physiol. 44,
401-423

Received 1 February 1989/28 March 1989; accepted 7 April 1989

Vol. 260

761

25. Kirchberger, M. A. & Tada, M. (1976) J. Biol. Chem. 251,
725-729

26. Raeymaekers, L. & Jones, L. R. (1986) Biochim. Biophys.
Acta 882, 258-265

27. de la Bastie, D., Wisnewsky, C., Schwartz, K. & Lompré,
A.-M. (1988) FEBS Lett. 229, 4548



