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The evolutionarily conserved porcupine gene family is involved in the
processing of the Wnt family
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The Drosophila segment polarity gene product Porcupine (Porc) was first identified as being necessary for
processing Wingless (Wg), a Drosophila Wnt (Wnt) family member. Mouse and Xenopus homologs of porc
(Mporc and Xporc) were identified and found to encode endoplasmic reticulum (ER) proteins with multiple
transmembrane domains. In contrast with porc, four different types of Mporc and Xporc mRNA (A±D) are
generated from a single gene by alternative splicing. Mporc mRNA is differentially expressed during
embryogenesis and in various adult tissues, demonstrating that the alternative splicing is regulated to synthesize
the specific types of Mporc. In transfected mammalian cells, all Mporc types affect the processing of mouse
Wnt 1, 3A, 4, 6, and 7B but not 5A. Furthermore, all Mporc types are co-immunoprecipitated with various Wnt
proteins. These results suggest that Mporc may function as a chaperone-like molecule for Wnt. Interestingly, all
Mporc types can substitute for Porc, as they are able to rescue the phenotypes of Drosophila porc embryos.
Consistent with this observation, Mporc, like Porc, modifies the processing of Wg expressed in mammalian cells.
These results demonstrate that the porc gene family encodes the multitransmembrane ER proteins, which are
evolutionarily well conserved and involved in processing the Wnt family.
Keywords: alternative splicing; chaperone; Porcupine; Wnt family.
The development of multicellular organisms (embryogenesis
and organogenesis) is a complex process, which requires
formation of different types of cell in a precise order. Cell±cell
interactions through secreted short-range and long-range
signaling polypeptides and their receptors have been shown to
have important roles in such events. A number of signaling
polypeptides have been identified and classified into several
families (Wnt, Hedgehog, FGF, TGF-a, and TGF-b) on the
basis of their structures.
The Wnt family encodes secreted glycoproteins of molecular
mass < 40 kDa. A number of Wnt genes have been identified in
vertebrates, Drosophila, and Caenorhabditis elegans, and
shown to have critical roles in the decision about cell fate
and behavior at different stages of development. The Drosophila ortholog of Wnt-1 is the segment polarity gene wingless
(wg) which is the best-characterized member of the family [1].
The secretion and processing of Wnt proteins has been
studied with tissue cultured cells transfected with various Wnt
cDNAs [2,3]. Processing of Wnt is inefficient in most cell
types, as multiple processing intermediates are present. As a
result, Wnt is not secreted efficiently outside of cells and most
of the protein is retained in the endoplasmic reticulum (ER)
associated with an HSP70 protein, BiP [4]. wg mutants with
lesions in the secretion and transport components have been
identified [5±8], suggesting that Wg processing and secretion is
also complex in Drosophila. The biochemical [9] and genetic
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[10±14] evidence suggests that secreted Wg interacts with
heparan sulfate proteoglycans in the extracellular matrix or at
the cell surface. This interaction is critical for efficient
signaling and may also affect diffusion of Wg away from
synthesizing cells. These results indicate that the processing,
secretion, and transport of Wnt are complex involving a number
of specific factors.
One of the Drosophila segment polarity genes, porcupine
( porc), encodes a multipass transmembrane ER protein, which
is required for normal distribution of Wg in embryos. Porc
stimulates the processing of Wg when expressed in Drosophila
cells in vitro [15] and is also necessary for the localization of
Drosophila Wnt-3 [16] on the axon tracts of the embryonic
central nervous system (K. Tanaka and T. Kadowaki,
unpublished results). As Wg signaling components are well
conserved among multicellular organisms, Porc homologs must
be present in other species. In fact, the C. elegans porc
homolog, mom-1, was identified in a search for maternal genes
necessary for endoderm formation [17,18]. Mom-1 is necessary
in Mom-2 (Wnt)-producing cells in the same way as Porc is
required in Wg-synthesizing cells.
In this study, we identified vertebrate (mouse and Xenopus)
homologs of porc and characterized their structures, functions,
and patterns of expression during fetal and adult stages of
development. The results demonstrate that the porc gene family
encodes the evolutionarily conserved ER membrane proteins
involved in processing the Wnt family.

M AT E R I A L S A N D M E T H O D S
Isolation of Xporc and Mporc cDNAs
A partial 563-bp MG61 (GenBank accession no. L08239)
cDNA was isolated by PCR with a human retina cDNA library
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Fig. 1. Amino-acid sequences and Kyte±Doolitle hydrophobicity plots of Porc family members. (A) The amino-acid sequences of human MG61, Mporc
(D), Xporc (A), Drosophila Porc, and C. elegans Mom-1 are aligned. Identical amino acids are indicated by a solid box background. Similarity is found
throughout the entire sequence of the members including the transmembrane domains. Porc has an extra hydrophilic N-terminal sequence. The N-termini of
the members are directed towards the cytoplasm and the positions of the eight transmembrane domains (TM1±8) are indicated by single lines above the
amino-acid sequence. In contrast with other members, MG61 and Mporc (D) have a stretch of amino acids (NKKRKARGTMV, shown by a double line) in
the ER luminal domain. (B) Analysis of Porc family protein structures by a Kyte±Doolitle hydrophobicity plot. All have similarly positioned transmembrane
domains and appear to lack the signal sequences for ER targeting. The region affected by alternative splicing is the hydrophilic domain in the middle of
Mporc (shown by an arrow) and Xporc. This is a part of the largest domain facing the ER lumen (indicated by a bar).
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Fig. 1. continued.

as a template and the following primers: 5 0 -CGGAATTCGGCACCATGGTAAGGTGGCTGCGAGCCTAC-3 0 and 5 0 -CGGGATCCGTCATCCACATCGACATCAAACAGGGA-3 0 . The
PCR product was cloned in pBluescript (pBS) II and used as
a probe to isolate 1.6-kb MG61cDNA from the same library.
The 1.6-kb MG61cDNA was used to screen Xenopus laevis
oocyte and mouse embryo cDNA libraries under low-stringency
conditions with 6  NaCl/Pi/EDTA containing 25% formamide
at 42 8C. The membranes were washed with 2  NaCl/Cit/
0.1% SDS at room temperature followed by 6  NaCl/Cit/
0.1% SDS at 50 8C. Four overlapping clones and one clone
related to MG61were isolated from Xenopus oocyte and mouse
embryo cDNA libraries, respectively. A 0.9-kb Mporc cDNA
was used as a probe to screen a mouse brain cDNA library to
isolate its full-length cDNA.

An Mporc genomic DNA clone was isolated from a 129/SV
genomic DNA library with the 5 0 portion of Mporc cDNA as a
probe. The DNA fragments containing Mporc cDNA sequence
were cloned in pBSII and partially sequenced.
RT-PCR and RNase-protection assay
For analysis of the pattern of expression of Mporc by RTPCR, cDNA was first synthesized with 2 mg total RNA
from mouse embryos and various tissues, oligo(dT) primer,
and reverse transcriptase. PCR was carried out for 30 cycles
with cDNA synthesized as above and the following set of
primers: 5 0 -GCCTTGTACTGTCCACTTGTGTGGG-3 0 and
5 0 -AGGAGACAGCACTCTCGTAGGCTCG-3 0 . To construct
full-length Mporc (A±C ) cDNAs, RT-PCR was performed
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as above except that the following set of primers was used:
5 0 -TACCTCTACTTTGTGGGCACCATCGTCTTT-3 0 and 5 0 -ATGGACCGGGGCAGCTCCACATTCAACGGT-3 0 . The RT-PCR
products were digested with EcoRV and XbaI and the resulting
DNA fragments were cloned in Mporc (D) cDNA at the same
restriction enzyme sites. Xporc-spliced variants were identified
by RT-PCR with total brain RNA and the following primers:
5 0 -TACCTCTTCCCCTACTTCATCCCAC-3 0 and 5 0 -ACAAAGTAATTGCTGAAGTGGAACG-3 0 . The RT-PCR products
were cloned in pBSII and sequenced. For the RNase-protection
assay, a 502-nt riboprobe was synthesized with plasmid
carrying Mporc EcoRV±BglII fragment and then gel purified.
A 10 mg portion of total RNA and the riboprobe corresponding
to 2  104 c.p.m. were dissolved in hybridization buffer and
incubated at 45 8C for 12 h. The mixture of RNase A and T1
was added to the reaction, and the protected fragments were
then analyzed by denaturing PAGE.
RNA injection
Capped porc and Mporc (A±D) RNA was prepared by in vitro
transcription. The size and quantity of each capped RNA was
analyzed by gel electrophoresis. The same amount of RNA
was injected into precellular blastoderms. The embryos were
derived from females with homozygous svbYP17b porcPB16
germline clones crossed with wild-type males. porc mutant
embryos rescued as a result of RNA injection showed svb
phenotype. The injected embryos were allowed to develop at
18 8C and their cuticles examined after 3 days. In these
experiments, germline clones were generated using the
flipase-dominant female sterile (FLP-DFS) technique [19].
Western blotting
Human 293 cells were transfected with wg alone and wg in
addition to either porc or Mporc (A±D). The cell lysates were
prepared 2 days after transfection and separated by SDS/PAGE
(10% gel) and then blotted to nitrocellulose membrane. The
membrane was incubated with 10 000-fold-diluted rabbit antiWg IgG and then with 3000-fold-diluted horesradish peroxidase-conjugated donkey anti-(rabbit IgG). The signal was
detected by the ECL system (Amersham).
Intracellular localization of Mporc
To construct HA-epitope-tagged Mporc (A±D), a NotI site was
first introduced after the first ATG codon, and then the NotI
DNA fragment carrying three HA epitopes [20] was cloned.
These HA-epitope-tagged cDNAs were cloned in a mammalian
expression vector, pMKIT [21]. COS-1 cells were transfected
and, 2 days after transfection, the cells were fixed, permeabilized, blocked, and incubated with 12CA5 mouse monoclonal
antibody specific for HA epitope (80-fold dilution) and rabbit
anti-calnexin IgG [22] (50-fold dilution). Tetramethylrhodamineisothiocyanate-conjugated anti-(mouse IgG) (rabbit
serum adsorbed) and fluorescein isothiocyanate-conjugated
anti-rabbit IgG (mouse serum adsorbed) were used for signal
detection with 200-fold dilutions.
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(A±D) cDNAs were cloned in the pMKIT. COS-1 cells were
transfected with each Wnt in the absence and presence of either
Mporc (A±D). Two days after transfection, the cells were
labeled with [35S]methionine (0.2 mCi´mL21) for 30 min and
then solubilized with RIPA buffer. Immunoprecipitation was
carried out with rabbit polyclonal rabbit anti-Myc IgG and
Protein A±Sepharose, and the immunoprecipitates were
washed five times with RIPA buffer. The labeled Wnt proteins
were separated by SDS/PAGE (10% gel) and then analyzed
with a laser image analyzer BAS2000 (Fuji). The radioactivity
of individual bands was quantified and the ratio of the largest
band to the sum of the others in each lane was calculated for
different Wnt proteins. These experiments were repeated at
least twice and a similar result was obtained each time.
To investigate binding of Mporc (A) to various Wnt proteins,
COS-1 cells were transfected with expression constructs for
HA-tagged Mporc (A) and either Myc-tagged Wnt or partial
laminin b chain [23]. Two days after transfection, the cells were
solubilized with RIPA buffer and then 0.2 vol. of cell lysate was
adjusted to 1  SDS/PAGE sample buffer to use as total cell
lysate. The rest of the cell lysates were immunoprecipitated
with anti-Myc IgG and the immunoprecipitates then Western
blotted with 12CA5 mouse monoclonal antibody (specific for
HA epitope) along with total cell lysates.

R E S U LT S
Isolation of vertebrate homologs of porc
A database search revealed that human MG61 sequence has
significant similarity to porc [15]. The 1.6-kb MG61 cDNA was
first isolated from a human retina cDNA library. With this
cDNA as a probe, Xenopus laevis oocyte and mouse embryo
cDNA libraries were screened by low-stringency hybridization.
A 1.6-kb cDNA with an ORF capable of encoding a 51.6-kDa
protein was isolated from the Xenopus oocyte cDNA library
and is referred to as Xporc (A). A partial 0.9-kb cDNA was first
isolated from mouse embryo cDNA library and then used to
screen a brain cDNA library. A 1.9-kb cDNA with an ORF
capable of encoding a 52.5-kDa protein was isolated and is
referred to as Mporc (D). These cDNAs appear to be full length
because each corresponds to the size of mRNA detected by
Northern blot (not shown). No other porc-related cDNAs with
significant similarity were obtained by this procedure. The
amino-acid sequences of human MG61, Mporc (D), Xporc (A),
Porc, and C. elegans Mom-1 were aligned as shown in Fig. 1A.
The three vertebrate Porc homologs are well conserved, with
extensive similarity to each other ( Fig. 2). Drosophila Porc has
an extra hydrophilic N-terminal sequence, which is not found in

Processing of mouse Wnt proteins in the presence of Mporc
(A±D)
Mouse Wnt 3A, 4, and 7B were tagged with single c-myc
epitopes at their C-termini. Mouse Wnt 1, 5A, and 6 were
tagged with triple c-myc epitopes (three c-myc epitopes in
tandem) at the amino-acid positions 57, 153 and 335,
respectively. The c-myc-epitope-tagged Wnt and Mporc

Fig. 2. Identity and similarity of Porc family members. The amino-acid
sequences of MG61, Mporc (D), Xporc (A), Porc, and Mom-1 are
compared. Percentage identity is indicated to the left of the diagonal line
and similarity to the right.
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the others (Fig. 1A). All members appear to lack the signal
sequences for ER targeting and have the same topology in the
ER membrane (with N-terminus facing the cytoplasmic side)
based on the charge difference surrounding the transmembrane
domains. A Kyte±Doolitle hydrophobicity plot [24] of each
protein is shown in Fig. 1B. These data suggest that members
of the Porc family encode membrane proteins with multiple
(eight) transmembrane domains at conserved positions. No
other specific functional domains were found by a database
search.
Alternatively spliced variants of Mporc and Xporc mRNA
The sequence alignment shown in Fig. 1A reveals that human
MG61 and Mporc (D) have an extra 11 amino acids
(NKKRKARGTMV) at 302 2312 (indicated by double lines
in Fig. 1A), which are absent from the others. We therefore
asked whether Mporc cDNA not encoding this stretch of amino
acids is also present. Mporc cDNA from different tissues was
analyzed by RT-PCR with two primers flanking this region (see
Materials and methods). As shown in Fig. 4B, three discrete
bands were detected. By sequencing these PCR products, the
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largest band was found to correspond to Mporc (D), the
medium band to Mporc (B) and (C ), and the smallest to
Mporc (A). Between arginine (at position 228) and tryptophan,
Mporc (A) encodes K, which is identical with Xporc (A).
Mporc (B) and (C ) encode NKKRKAR and KGTMVR,
respectively. To prove these four types of mRNA are generated
by alternative splicing, a part of the Mporc genomic DNA was
sequenced (Fig. 3A). This region of mRNA is encoded by two
exons (18 and 15 bp) separated by < 900 bp. The inclusion of
both exons produces Mporc (D). The inclusion of either
upstream 18 bp exon or downstream 15 bp exon results in
Mporc (B) or (C ). Mporc (A) is generated by skipping these
two exons.
Similarly, three additional types of Xporc mRNA (B±D)
were identified by RT-PCR. All types of cDNA and their
predicted amino-acid sequences are shown in Fig. 3B. The
amino-acid sequence of each type is well conserved between
mouse and Xenopus, suggesting that the generation of four
types of porc transcript by alternative splicing is conserved in
vertebrates. In contrast, Drosophila porc and C. elegans mom-1
mRNAs do not have any variations because there is no intron in
this region of genomic DNA. On the basis of sequence

Fig. 3. Four types of Mporc and Xporc mRNA generated by alternative splicing. (A) Schematic representation of the relevant part of Mporc genomic
DNA and Mporc (A±D) cDNA sequences and their predicted amino-acid sequences. Two exons (18 and 15 bp) are spliced with four different patterns to
produce Mporc (A±D) mRNAs. The distance between the 131 and 18 bp exon is 115 bp, between the 18 and 15 bp exon is < 900 bp, and betweeen the 15
and 126 bp exon is 88 bp. All Mporc types have arginine and tryptophan in common. (B) The relevant part of Xporc (A±D) cDNA sequences and their
predicted amino-acid sequences. All Xporc types have arginine and tryptophan in common. The corresponding Mporc and Xporc types have similar aminoacid sequences.
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Fig. 4. Pattern of expression of Mporc at fetal
and adult stages of development. (A) The
expression of all Mporc types in various adult
tissues was analyzed by the RNase-protection
assay. Mporc is expressed in all tissues
examined and most abundantly in brain and lung.
The size of the riboprobe and protected fragment
are 502 and 426 nt, respectively. (B) The
expression of Mporc (A±D) mRNA during
embryogenesis and in various adult tissues was
analyzed by RT-PCR. During embryogenesis,
the ratio of the expression levels of types
A, B 1 C, and D changes over 9.5±11.5 dpc
and remains constant later (up to 15.5 dpc)
(see the text for details). The types of Mporc
mRNA expressed in various tissues are different.
Type D is abundant in brain, heart, and muscle.
Type A is abundant in the rest of the tissues.
Mouse 3T3 fibroblasts express multiple types of
Mporc mRNA (type A and either B or C at least),
suggesting that alternative splicing can occur in a
single cell. The size of the molecular-mass
marker is shown on the left in base pairs.

alignment (Fig. 1A), porc and mom-1 cDNAs appear to
correspond to vertebrate Porc (A).
Pattern of expression of Mporc during fetal and adult stages
of development
Mporc expression in different adult tissues was analyzed by the
RNase-protection assay, which detects all types of the
transcript. Mporc mRNA was found to be expressed in all
tissues examined, being particularly abundant in brain and lung
(Fig. 4A), where many Wnt family members are expressed [25].
The types of Mporc mRNA expressed in various tissues were
also analyzed by RT-PCR. As shown in Fig. 4B, type A is
abundant in kidney, liver, lung, spleen, and testis. Type D is
expressed least in these tissues, but is abundant in brain, heart,
and muscle. These results demonstrate that the alternative
splicing of Mporc is tissue specifically regulated to synthesize
the particular types of Mporc. As the mouse 3T3 fibroblast cell
line appears to express at least type A and either B or C, a single
cell can express multiple types of Mporc mRNA. It is therefore
unlikely that a single cell expresses one type of Mporc mRNA
in various tissues.
The ratio of the different types of Mporc mRNA varies
during embryogenesis (Fig. 4B). The ratio of type A, B 1 C,
and D transcripts is 2, 1.5, and 1 respectively in mouse embryos
9.5 days post coitum (dpc), 2.5, 1, and 3 at 10.5 dpc, and 2.5, 1,
and 5 at 11.5, 12.5, 13.5, and 15.5 dpc. The different types of
Mporc mRNA are also produced by regulated alternative
splicing during mouse embryogenesis.
The function of the porc gene family is conserved
Although the structures of Porc and its vertebrate homologs are
quite similar, it does not necessarily indicate that they also have
the same functions. Drosophila embryos that lack both maternal
and zygotic porc function (referred to as porc embryos) show
the same segment polarity phenotypes as wg embryos [15].
These embryos lack the naked posterior half of each segment,
denticle diversity, segmental furrows, and terminal structures
(compare Fig. 5A with B). Figure 5C shows the cuticle of a

shavenbaby (svb) embryo, which has fewer denticles than the
wild-type embryo. The remaining denticles are small and have
dot-like morphology. They are arranged in `belts', with one belt
per abdominal segment [26] (compare Fig. 5A with C). These
embryos have a normal segmentation pattern and the terminal
structures, for example, FilzkoÈrper materials (shown by arrows).
The naked region is seen in svb porc double mutant embryos
(Fig. 5D) because of the effects of the svb mutation described
above. The svb marker is necessary to distinguish svb porc
embryos rescued by RNA injection (with svb phenotype) from
paternally rescued wild-type embryos (without svb phenotype).
The naked cuticle, segment boudaries, and tail structures except
denticle diversity (because of svb mutation) can be restored by
Drosophila porc RNA injection in these embryos (Fig. 5E). The
head structure was often not rescued, probably because RNA
was injected into the posterior end of the embryos. This assay
therefore allowed us to test whether Mporc can replace the
functions of porc in Drosophila embryos. The capped RNA of
Mporc (A±D) was prepared and injected into svb porc
precellular blastoderm embryos. As shown in Fig. 5F±I, the
posterior spiracles with FilzkoÈrper materials (shown by arrows)
were present in these RNA-injected svb porc embryos. In
addition, some embryos developed the segmentation pattern of
svb at the end of the abdominal segments (Fig. 5F). However,
the extent of rescue was significantly less than that achieved by
injection of porc RNA (for example, compare Fig. 5C,E, and
F). These results nevertheless suggest that the function as well
as the structure of Porc family members is evolutionarily
conserved.
Drosophila Porc is localized at the ER when expressed in
Drosophila cells as an epitope-tagged protein [15]. Each
Mporc (A±D) was tagged with HA epitope at its N-terminus
after the initiation methionine and expressed in COS-1 cells.
Like Porc, all types of Mporc were concentrated at the ER.
Figure 6A shows the localization of Mporc (D), which is
identical with that of the ER-resident protein, calnexin.
To investigate the conservation of function of Porc family
members in vitro, the effect of Mporc (A±D) on the processing
of Wg was examined in human 293 cells by Western blot. As
previously shown [15], form I represents the signal-sequence-
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cleaved but not N-glycosylated Wg, which co-migrates with
Wg synthesized in the presence of tunicamycin. Forms II, III,
and IV appear to have one, two, and three N-glycan chains,
respectively. These N-glycosylated forms of Wg are sensitive to
endoglycosidase H. In addition, forms II±IV are synthesized
when wg mRNA is translated in vitro with rabbit reticulocyte
lysates in the presence of dog pancreas microsomes (data not
shown). As this in vitro system only supports the addition
of N-glycans in the ER, forms II±IV must have different
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numbers of N-glycan chains rather than differentially processed
N-glycans through the secretory pathway. As shown in Fig. 6B,
the abundance of forms II, III, and IV was equal in the cells
transfected with wg alone, but the most glycosylated form, IV,
icreased in the cells transfected with wg and either porc or
Mporc (A±D). These results are consistent with above data
demonstrating that Mporc is able to rescue the phenotypes of
Drosophila porc embryos. The pattern of glycosylation of Wg
appears to be the same in mammalian cells as in Drosophila S2

Fig. 5. Rescue of Drosophila porc embryos by Mporc RNA injection. The cuticles of wild-type (A), porc (B), svb (C), svb porc (D), svb porc embryos
injected with porc (E), Mporc (A) (F), Mporc (B) (G), Mporc (C ) (H), and Mporc (D) (I) RNA are shown. The wild-type embryos have a naked cuticle in
each posterior segment, cells secreting different types of denticles in each anterior segment (resulting in denticle diversity), segmental furrows, and terminal
(head and tail) structures (A). The porc germline clone embryos completely lack the above structures, and their abdominal segments are covered with denticle
(B). The svb embryos develop normally except that they have denticles with reduced number and size (C). The svb porc double-mutant embryos have the
naked region because of the effect of svb mutation (D). These embryos also lack a normal segmentation pattern and the terminal structures. The injection of
porc RNA into svb porc embryos shifts the phenotypes to those of svb embryos (E). The head structure is often not rescued because RNA was injected to the
posterior end of the embryos. The injection of Mporc (A±D) RNA into svb porc embryos partially rescued the porc phenotypes in the posterior part of the
embryos (appearance of svb denticle phenotype and posterior spiracles including FilzkoÈper materials; F±I). The extent of the rescue by Mporc RNA is,
however, less than that by porc RNA (compare E with F±I). FilzkoÈper materials are indicated by arrows.
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Fig. 6. Intracellular localization of Mporc and
the effect of Mporc on the processing of Wg
in mammalian cells. (A) Staining pattern of
HA-epitope-tagged Mporc (D) expressed in
COS-1 cells corresponds to that of calnexin,
indicating that Mporc (D) is localized at the
ER like Porc in Drosophila cells. The other
Mporc types also localize at the ER (not shown).
(B) The effect of Mporc (A±D) on the processing
of Wg expressed in human 293 cells was
analyzed by Western blot. As previously reported
[15], there are multiple bands with different
degrees of N-glycosylation. Form I is the
signal-sequence-cleaved but unglycosylated Wg.
Forms II, III, and IV have one, two, and three
N-glycan chains, respectively (see text for
details). Equal amounts of forms II, III, and IV
are present in the cells transfected with wg alone.
In the cells transfected with wg and either porc
or Mporc (A±D), the ratio of the most
glycosylated form, IV, to the others increases.
The N-glycosylation pattern of Wg appears to
be the same in human and Drosophila cells
because each form of Wg has the same
molecular mass in the two types of cell. Form I
(signal-sequence-cleaved but not glycosylated)
is not present in 293 cells as a promoter/enhancer
driving the expression of wg is constitutively
active and the protein was analyzed by Western
blot at the steady-state level. In contrast, this
form is present in S2 cells because wg expression
is induced by a heat shock promoter.

cells. Form I was absent from the transfected 293 cells because
Wg is constitutively expressed by a viral promoter/enhancer on
the expression construct and analyzed by Western blot at the
steady-state level. In contrast, this form was present in the
transfected S2 cells because Wg expression is induced by heat
shock. Form I can be detected when Wg is analyzed by pulselabeling with [35S]methionine and immunoprecipitation in the
transfected 293 cells (data not shown).
Mporc binds Wnt proteins and modifies their processing
Porc was found to modify the processing of Wg and DWnt-3 in
Drosophila embryos and cultured cells ([15]; K. Tanaka and
T. Kadowaki, unpublished results). Furthermore, Mporc
affected processing of Wg in mammalian cells as described
above. We therefore investigated whether Mporc modulated
processing of various mouse Wnt proteins expressed in COS-1
cells. Multiple bands with different degrees of N-glycosylation
were detected for each Wnt as previously reported [2,3] except
for Wnt 5A (Fig. 7A). Differential N-glycosylation of Wnt 1
has previously been documented in detail [27]. Wnt 1 has four
potential N-glycosylation sites, and, when expressed in QT6
cells, four discrete bands were detected by [35S]methionine/
cysteine labeling and immunoprecipitation. The smallest band
co-migrates with mutant Wnt 1, which lacks the hydrophobic
N-terminal signal sequence, demonstrating that it represents the
signal sequence cleaved, but not glycosylated, Wnt 1. By the

same analysis, the Wnt 1 mutant lacking one of three Nglycosylation sites (residues 29, 316, and 359) produced three
bands (loss of the slowest migrating band compared with the
wild-type). Mutation of the remaining N-glycosylation site
(residue 346) did not affect the number of bands produced.
Triple mutations at residues 316, 346, and 359 resulted in the
synthesis of two protein bands (loss of the two most slowly
migrating bands). These results indicate that three out of
four potential N-glycosylation sites are in fact glycosylated
and the multiple bands represent Wnt 1 with different numbers
(1±3) of N-glycan chains. Of the four bands of wild-type
Wnt 1, the two most slowly migrating ones were secreted
outside of the cells. The radioactivity of individual bands was
measured, and the ratio of the largest band (indicated with an
asterisk in Fig. 7A) to the sum of the other bands in each lane
was calculated. On the basis of the above results with Wnt 1,
this ratio indicates the processing efficiency of Wnt protein in
terms of N-glycosylation. These results are summarized in
Fig. 7B. All Mporc types affected the processing of Wnt 1, 3A,
4, 6, and 7B in addition to Wnt 3 and 7A (not shown) by
shifting the synthesis toward more glycosylated forms. For
example, four bands of Wnt 1 were detected in COS-1 cells as
in QT6 cells. In the presence of ectopic Mporc (A±D), the
synthesis of the two largest bands (competent to secrete as
described above) relative to the other lower bands increased.
The ratios determined for Wnt 3A and 7B in the presence of
Mporc (A±D) must be less than the actual values because the
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Fig. 7. Effects of Mporc (A±D) on the
processing of mouse Wnt proteins. COS-1 cells
were transfected with Myc-epitope-tagged Wnts
(1, 3A, 4, 5A, 6, and 7B) in the absence (None)
and presence of co-transfected Mporc (A±D).
The cells were pulse-labeled for 30 min with
[35S]methionine and the immunoprecipitated
proteins were analyzed by SDS/PAGE (10% gel;
A). The molecular sizes of Wnt 1, 5A, and 6 are
larger than those of Wnt 3A, 4, and 7B because
the former were tagged with triple c-myc
epitopes (see Materials and methods). Multiple
bands with different degrees of
N-glycosylation are detected for each protein
except for Wnt 5A (see text for details). The
radioactivity of individual bands was measured
by a laser image analyzer BAS200 (Fuji) and the
ratio of the largest band (shown by an asterisk) to
the sum of the others was calculated in each lane
(B). Comparing these ratios between None and
A±D in each Wnt, all Mporc types enhance the
processing of Wnt 1, 3A, 4, 6, and 7B. A single
band is detected for Wnt 5A and is not affected
by any types of Mporc. The arrowheads in the
upper and lower panels of (A) indicate the
specific bands co-immunoprecipitated with Wnts
in the cells expressing both Wnt and Mporc.
These bands are not visible in the Wnt 3A
and 7B panels because they co-migrate with
these Wnt protein bands. The size of the
molecular-mass marker is shown on the left.
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Fig. 8. Co-immunoprecipitation of Mporc
(A) and Wnt proteins. COS-1 cells were
transfected with the HA-epitope-tagged Mporc
(A) and either Myc-epitope-tagged partial
laminin b chain (Lam) or Wnt 1, 3, 3A, 4,
5A, 5B, 6, 7A, and 7B. The cell lysates were
immunoprecipitated with anti-Myc IgG and
then the immunoprecipitates were blotted with
mouse anti-HA IgG (left 10 lanes in the panel).
Mporc (A) co-immunoprecipitated with all
Wnts tested but not laminin b chain. The total
cell lysates were also blotted with the same
antibody to demonstrate that the same level of
Mporc (A) was expressed in all cases (right
10 lanes in the panel). This is an interaction
between the membrane protein Mporc on the
micelle and the free solubilized secretory
protein Wnt.

lower bands of Wnt 3A and 7B overlap with co-immunoprecipitated Mporc proteins (see below). Wnt 5A appears to be
efficiently processed in the absence of ectopic Mporc, as a
single band was detected in all cases.
Interestingly, one additional band was specifically immunoprecipitated in the cells transfected with both Wnt and Mporc
(shown by arrowheads in Fig. 7). The migration of each band
was slightly different and matched the expected molecular mass
of Mporc (A±D). To prove that this band represents Mporc,
COS-1 cells were transfected with the Myc-epitope-tagged
Wnt 1±7B and the HA-epitope-tagged Mporc (A). As a control,
a Myc-epitope-tagged partial laminin (a glycosylated cysteinerich basement membrane protein) b chain [23] was also
transfected. The cell lysates were immunoprecipitated with
rabbit anti-Myc IgG, and the immunoprecipitates then blotted
with mouse anti-HA IgG. Mporc (A) co-immunoprecipitated
with all Wnt proteins tested but not laminin b chain (Fig. 8).
Thus, Mporc (A±D) bind to Wnt proteins and affect their
processing.

DISCUSSION
Human MG61 was first identified as a vertebrate homolog of
porc through a database search. The MG61 cDNA was used to
screen mouse and Xenopus homologs of porc by low-stringency
hybridization. As Porc is involved in the processing of Wg,
vertebrate Porc homologs are also expected to have roles in the
processing of Wnt, which includes, for example, 17 members in
mouse. Thus, multiple genes encoding mouse porc homologs
with different target specificity may therefore exist. In fact,
three mouse genes encoding dishevelled homologs (dvl-1±3)
have been identified even though a single gene exists in
Drosophila [28±30]. However, this does not seem to be the
case for porc. From the above screening, only cDNAs
representing Mporc (D) and Xporc (A) with significant
similarity to both MG61 and porc were isolated. Furthermore,
no other porc-related cDNA has been identified in an EST
database to date.
The amino-acid sequences of MG61, Mporc, and Xporc are
well conserved with a similarity of more than 80%. High
similarity is found throughout the entire sequence, including
the putative transmembrane domains, suggesting that they
may have roles other than as membrane anchors. For
example, they may associate with other membrane proteins,
or form a channel/pore-like structure in the membrane.

Sequence comparison of the vertebrate Porc homologs with
other proteins in a database did not reveal any functional
domains, suggesting that Porc is a novel family of proteins with
specific functions. The hydrophobicity plots of five Porc family
members indicate that they share the same overall structure
with transmembrane domains at fixed positions. None have
the signal sequences therefore the first transmembrane
domains appear to act as ER-targeting signals (revealed by
the ER localization of the HA-epitope-tagged Mporc at the
N-terminus).
As described above, we identified a single gene encoding the
mouse porc homolog through cDNA and genomic DNA
screening. Meanwhile, four types of Mporc mRNA were
found to be generated by alternative splicing. Similarly, four
types of Xporc mRNA were identified. These data suggest that
the generation of four types of mRNA from a single porc gene
by alternative splicing is conserved in vertebrates. As only one
type of mRNA (corresponding to type A of vertebrate porc)
appears to be produced from Drosophila porc and C. elegans
mom-1, four vertebrate Porc proteins are probably involved in
the processing of Wnt (or other proteins) specific to vertebrates.
As a result of alternative splicing, a stretch of hydrophilic
amino acids after the fifth transmembrane domain in the middle
of Mporc and Xporc is affected (indicated by an arrow in
Fig. 1B). This is the N-terminal part of the largest domain
facing the ER lumen (indicated by a bar in Fig. 1B). Because
no difference in the activities of Mporc (A±D) was found when
tested against Wnt proteins, it was not possible to demonstrate
the significance of the alternative splicing. Mporc (A±D) may
have different activities on other Wnt proteins not tested in this
study or protein family members other than Wnt. Alternatively,
the domain affected by alternative splicing may be important
for protein stability in the different types of cell and this effect
may be nullified if overexpressed in the transfected cells.
All Mporc types bind various Wnt proteins and affect their
processing. None of the Mporc types modified the processing
of Wnt 5A (Fig. 7) and 5B (not shown), which have four and
five potential N-glycosylation sites, respectively. It is possible
that they require less Porc than other Wnts and the endogenous
Porc in COS-1 cells is sufficient to support their processing.
However, it cannot be ruled out that Mporc modifies the
processing of Wnt 5A and 5B other than at the N-glycosylation
event. Mporc is identified as another example of a Wnt-binding
protein in addition to BiP [4] in the ER. As Mporc does not
bind laminin b chain [a glycosylated cysteine-rich basement
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membrane protein (Fig. 8)], it must have binding specificity.
Whereas the role of BiP in Wnt biogenesis is not known, Mporc
binds Wnt proteins in the ER and affects their processing. Thus,
Mporc appears to be the first chaperone-like molecule found for
Wnt.
Although the Porc family modulates the processing of
Wnt proteins, its overexpression alone does not change the
total amount of these proteins secreted outside of the cells
(not shown). This is probably because other proteins are
also necessary for the processing and/or secretion of Wnts.
Screening of the Drosophila genes involved in Wg signaling
identified one that affects Wg processing/secretion besides porc
[31]. C. elegans Mom-3 was also shown to be essential for Wnt
signaling in its producing cells in addition to Mom-1 (Porc)
[18]. Thus, the Wnt family apparently requires multiple protein
factors for its processing and secretion. Mporc is primarily
localized at the ER when expressed as the epitope-tagged
protein in the transfected cells. Drosophila porc embryos can be
rescued by injection of porc or Mporc (to a lesser extent) RNA.
Consistent with these data, both Porc and Mporc modify the
processing of Wg expressed in mammalian cells. These results
demonstrate that Porc family members are evolutionarily
conserved ER membrane proteins and bind Wnt family
members to modulate their processing.

ACKNOWLEDGEMENTS
We thank J. Nathans, S. Sokol, A. McMahon, and I. Wada for the human
retina cDNA library, Xenopus laevis oocyte cDNA library, mouse
Wnt 1±7B cDNAs, and anti-calnexin IgG, respectively. We also thank
A. Kuroiwa for his help with whole-mount in situ hybridization, and
Y. Nishida for the use of his injection room. T. K. is grateful to Y. Kitagawa
for his support during this study. T. K. is supported by research
fellowships from the Japan Society for the Promotion of Science for
Young Scientists.

q FEBS 2000

11.

12.

13.
14.

15.

16.

17.

18.

19.

20.

21.

REFERENCES
1. Cadigan, K.M. & Nusse, R. (1997) Wnt signaling: a common theme in
animal development. Genes Dev. 11, 3286±3305.
2. Smolich, B.D., McMahon, J.A., McMahon, A.P. & Papkoff, J. (1993)
Wnt family proteins are secreted and associated with the cell surface.
Mol. Biol. Cell 4, 1267±1273.
3. Burrus, L.W. & McMahon, A.P. (1995) Biochemical analysis of murine
Wnt proteins reveals both shared and distinct properties. Exp. Cell
Res. 220, 363±373.
4. Kitajewski, J., Mason, J.O. & Varmus, H.E. (1992) Interaction of
Wnt-1 proteins with the binding protein BiP. Mol. Cell. Biol. 12,
784±790.
5. van den Heuvel, M., Harryman-Samos, C., Klingensmith, J., Perrimon,
N. & Nusse, R. (1993) Mutations in the segment polarity genes
wingless and porcupine impair secretion of the wingless protein.
EMBO J. 12, 5293±5302.
6. Bejsovec, A. & Wieschaus, E. (1995) Signalling activities of the
Drosophila wingless gene are separately mutable and appear to be
transduced at the cell surface. Genetics 139, 309±320.
7. Hays, R., Gibori, G.B. & Bejsovec, A. (1997) Wingless signaling
generate pattern through two distinct mechanisms. Development 124,
3727±3736.
8. Dierick, H.A. & Bejsovec, A. (1998) Functional analysis of Wingless
reveals a link between intracellular ligand and dorsal-cell-specific
signaling. Development 125, 4729±4738.
9. Reichsman, F., Smith, L. & Cumberledge, S. (1996) Glycosaminoglycans can modulate extracellular localization of the wingless
protein and promote signal transduction. J. Cell Biol. 135, 819±827.
10. Haerry, T.E., Heslip, T.R., Marsh, J.L. & O'Connor, M.B. (1997)

22.

23.

24.
25.

26.

27.

28.

29.

Defects in glucuronate biosynthesis disrupt Wingless signalling in
Drosophila. Development 124, 3055±3064.
Binari, R.C., Staveley, B.E., Johnson, W.A., Godavarti, R., Sasisekharan, R. & Manoukian, A.S. (1997) Genetic evidence that heparinlike glycosaminoglycans are involved in wingless signalling.
Development 124, 2623±2632.
HaÈcker, U., Lin, X. & Perrimon, N. (1997) The Drosophila sugarless
gene modulates Wingless singaling and encodes an enzyme involved
in polysaccharide biosynthesis. Development 124, 3565±3523.
Lin, X. & Perrimon, N. (1999) Dally cooperates with Drosophila
Frizzled 2 to transduce Wingless signalling. Nature 400, 281±284.
Tsuda, M., Kamimura, K., Nakato, H., Archer, M., Staatz, W., Fox, B.,
Humphrey, M., Olson, S., Futch, T., Kaluza, V., Siegfried, E., Stam,
L. & Selleck, S.B. (1999) The cell-surface proteoglycan Dally
regulates Wingless signalling in Drosophila. Nature (London) 400,
276±280.
Kadowaki, T., Wilder, E., Klingensmith, J., Zachary, K. & Perrimon, N.
(1996) The segment polarity gene porcupine encodes a putative
multitransmembrane protein involved in Wingless processing. Genes
Dev. 10, 3116±3128.
Russell, J., Gennissen, A. & Nusse, R. (1992) Isolation and expression
of two novel Wnt/wingless gene homologues in Drosophila.
Development 115, 475±485.
Rocheleau, C.E., Downs, W.D., Lin, R., Wittmann, C., Bei, Y.,
Cha, Y.-H., Ali, M., Priess, J.R. & Mello, C.C. (1997) Wnt signaling
and an APC-related gene specify endoderm in early C. elegans
embryos. Cell 90, 707±716.
Thorpe, C.J., Schlesinger, A., Carter, J.C. & Bowerman, B. (1997) Wnt
signaling polarizes an early C. elegans blastomere to distinguish
endoderm from mesoderm. Cell 90, 695±705.
Chou, T.B. & Perrimon, N. (1992) Use of a yeast site-specific
recombinase to produce female germline chimeras in Drosophila.
Genetics 131, 643±653.
Tyers, M., Tokiwa, G., Nash, R. & Futcher, B. (1992) The Cln3-Cdc28
kinase complex of S. cerevisiae is regulated by proteolysis and
phosphorylation. EMBO J. 11, 1773±1784.
Xie, G.-X., Maruyama, K. & Miyajima, A. (1995) Construction of
mammalian brain size-fractionated cDNA expression library and
expression cloning of neuropeptide receptor by ligand binding.
Neurosci. Protocols 20, 1±17.
Wada, I., Qu, W.J., Liu, M.C. & Scheele, G. (1994) Chaperone function
for the folding intermediate of gp80, the secretory protein in
MDCK cells: regulation by redox state and ATP. J. Biol. Chem
269, 7464±7472.
Niimi, T., Miki, K. & Kitagawa, Y. (1997) Expression of the long arm
sequence of mouse laminin a1, b1, or g1 chain in COS1 cells and
assembly of monkey-mouse hybrid laminin. J. Biochem. (Tokyo) 121,
854±861.
Kyte, J. & Doolittle, R.F. (1982) A simple method for displaying the
hydropathic character of a protein. J. Mol. Biol. 157, 105±132.
Gavin, B.J., McMahon, J.A. & McMahon, A.P. (1990) Expression of
multiple novel Wnt-1/int-1-related genes during fetal and adult
mouse developmet. Genes Dev. 4, 2319±2332.
Gergen, P. & Wieschaus, E.H. (1986) Localized requirements for gene
activity in segmentation of Drosophila embryos: analysis of
armadillo, fused, giant, and unpaired mutations in mosaic embryo.
Roux's Arch. Dev. Biol. 195, 49±62.
Mason, J.O., Kitajewski, J. & Varmus, H.E. (1992) Mutational analysis
of mouse Wnt-1 identifies two temperature-sensitive alleles and
attributes of Wnt-1 protein essential for transformation of a
mammary cell line. Mol. Biol. Cell 3, 521±533.
Sussman, D.J., Klingensmith, J., Salinas, P., Adams, P.S., Nusse, R. &
Perrimon, N. (1994) Isolation and characterization of a mouse
homolog of the Drosophila segment polarity gene dishevelled.
Dev. Biol. 166, 73±86.
Klingensmith, J., Yang, Y., Axelrod, J.D., Beier, D.R., Perrimon, N. &
d Sussman, D.J. (1996) Conservation of dishevelled structure and
function between flies and mice: isolation and characterization of
Dvl2. Mech. Dev. 58, 15±26.

q FEBS 2000
30. Tsang, M., Lijam, N., Yang, Y., Beier, D.R., Wynshaw-Boris, A. &
Sussman, D.J. (1996) Isolation and characterization of mouse
Dishevelled-3. Dev. Dyn. 207, 253±262.

Wnt processing and Porcupine (Eur. J. Biochem. 267) 4311
31. Muller, H., Samanta, R. & Wieschaus, E. (1999) Wingless signaling in
the Drosophila embryo: zygotic requirements and the role of the
frizzled genes. Development 126, 577±586.

