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Abstract

Background: A partial cDNA clone from dog thyroid presenting a very significant similarity with
an uncharacterized mouse EST sequence was isolated fortuitously. We report here the
identification of the complete mRNA and of the gene, the product of which was termed "brain cell
membrane protein I" (BCMPI).

Results: The 4 kb-long mRNA sequence exhibited an open-reading frame of only 543 b followed
by a 3.2 kb-long 3' untranslated region containing several AUUUA instability motifs. Analysis of the
encoded protein sequence identified the presence of four putative transmembrane domains.
Similarity searches in protein domain databases identified partial sequence conservations with
peripheral myelin protein 22 (PMP22)/ epithelial membrane proteins (EMPs) and Claudins, defining
the encoded protein as representative of the existence of a novel subclass in this protein family.

Northern-blot analysis of the expression of the corresponding mRNA in adult dog tissues revealed
the presence of a huge amount of the 4 kb transcript in the brain. An EGFP-BCMP| fusion protein
expressed in transfected COS-7 cells exhibited a membranous localization as expected. The
sequences encoding BCMPI were assigned to chromosome X in dog, man and rat using radiation
hybrid panels and were partly localized in the currently available human genome sequence.

Conclusions: We have identified the existence in several mammalian species of a gene encoding
a putative four-transmembrane protein, BCMPI, wich defines a novel subclass in this family of
proteins. In dog at least, the corresponding mRNA is highly present in brain cells. The
chromosomal localization of the gene in man makes of it a likely candidate gene for X-linked mental
retardation.



http://www.biomedcentral.com/1471-2164/2/3

BMC Genomics (2001) 2:3

Background

We recently developped a screening procedure for the se-
lection of sequences encoding proteins targeted to the
cell nucleus. Our method relies on the expression in
transfected cells of enhanced green fluorescent protein
(EGFP) fusion proteins from ¢DNA library constructs
[1]. The selected clones encode EGFP fusion proteins
that accumulate in the cell nucleus. Many of them were
shown to harbor cDNA sequences corresponding to nu-
clear proteins that were translated in frame with the
EGFP coding sequence. However, in nearly half of the se-
lected clones the production of a fusion protein able to
accumulate in the nucleus was shown to result from out
of frame translation of the cDNA sequence fused to the
EGFP coding region. On the average indeed, only one out
of three cDNAs was positionned in frame with the EGFP
coding sequence in the starting library. It was not expect-
ed that functional nuclear localization sequences would
be generated at random (i.e. by out of frame translation
of cDNA sequences) as often as was observed.

One clone, called "C60", that was isolated in this ap-
proach exhibited a significant DNA sequence similarity
with a mouse EST sequence present in the EMBL/Gen-
Bank database (clone MNCb-0941, accession #:
AU035837) [1]. No open reading frame (ORF) had been
identified in this sequence yet, but the comparison of our
dog sequence with the one from mouse identified a puta-
tive ORF on the basis that in the 385 bp-long region of
similarity most of the differences occurred at the third
position of base triplets in frame with a starting ATG co-
don. However, both sequences diverged before the stop
codon was reached. Assuming that this was the correct
reading frame, the cDNA portion in our EGFP fusion
construct was translated out of frame (frame +2). This
out of frame translation generated a 201aa-long se-
quence presenting several neighbouring clusters of ar-
ginine residues, which somehow resembled basic type
nuclear localization signals. Although it could explain
why this cDNA was isolated in the screening, it did not al-
low us to conclude whether the protein normally encod-
ed by the ¢cDNA is a nuclear protein or not. To further
characterize the protein encoded by the cloned sequenc-
es we decided to isolate a complete copy of the corre-
sponding mRNA.

Results and Discussion

Identification of the complete dog BCMPI mRNA

The random primed cDNA insert harbored by clone C60
[1] was used as probe to screen a dog thyroid oligo-dT
primed ¢DNA library in A ZAPII phage vector [2]. Sixty
positive clones were obtained out of the 500,000 cDNA
clones screened. The longest insert (from clone C60-1)
had a size of 4 kb and was entirely sequenced. Compared
to the sequence of the insert of clone C60, this cDNA ex-
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hibited a 2 bp extension in 5' and a 2,944 bp extension in
3'. The 3' poly-A tail was preceded by a correctly placed
AATAAA motif (fig. 1). The longest ORF corresponded to
the putative ORF identified previously by comparing the
sequence from clone C60 with that of the mouse EST
present in the database (see background section). It ex-
tended over 543 bp (181 aa), from position 193 to 735 in
the ¢cDNA sequence. The translation initiator codon was
located in a suitable sequence context according to Ko-
zak's rule [3]. As in the interval an updated homologous
mouse sequence had been deposited in the database
(clone MNCb-0941, EMBL/GenBank acc. #: AB041540),
the comparison of both sequences revealed that the cod-
ing region was entirely conserved in dog and mouse (fig.
2).

The 3.2 kb-long sequence located in 3' of the TAG codon
(3' UTR) in the dog ¢cDNA was distinctly AT-rich and
contained 9 ATTTA motifs. These characteristics have
been implicated in the rapid decay and restricted trans-
lation of mRNA molecules [4,5,6]. This 3' UTR was
shorter in the mouse (1.3 kb) but several portions of it ex-
hibited a remarkably high sequence conservation when
compared with the dog sequence (fig. 2). Especially, the
AT-rich character and the occurence of multiple ATTTA
motifs were preserved. A search in the database also
identified a human sequence (DKFZp564E153, EMBL/
GenBank acc. #: AL049257) presenting a very high de-
gree of sequence conservation over 2.5 kb with the 3' part
of our dog cDNA (fig. 2). The coding region of the mRNA
was not contained in this human sequence and the ob-
servation of such an extended conservation of DNA se-
quence between UTRs from different species was
unexpected. During the preparation of this manuscript, a
completed human sequence appeared in the database
(DKFZp761J17121, EMBL/GenBank acc. #:AL136550).
The coding region was entirely conserved between dog,
mouse and man, and most of the ATTTA motifs present
in the dog sequence were also preserved in man (fig. 2).
It may suggest that BCMP1 mRNA is indeed subjected to
tight post-transcriptional controls. However, whether
the presence of these sequences really confers instability
to the mRNA and restricts its translation remains to be
determined experimentally.

A number of EST sequences from various species which
were clearly homologous to dog BCMP1 could be re-
trieved from the database by BLAST searches. They indi-
cated that the BCMP1 gene must also exist in the rat (e.g.
acc. # BG381247), beef (e.g. acc. # AW352011), pig (e.g.
acc. # BF704530) and in the fish Gillichthys mirabilis
(acc. # AF266205), in addition to the already cited dog,
mouse and man.



BMC Genomics (2001) 2:3

Figure |

"
9
"

i
m
1
L H

33
ey

©"w
i

€3
Ja3
o

”
LM

1)
*3 ]

http://www.biomedcentral.com/1471-2164/2/3

Mu: Ala Ser Als Sy 2«r Cly Hez €lu Clu Vel Arg Vel Ser Wil lec
AN ST T0S G5 Sl AL COC A0S SAG TG QTR CEC @G TOG XS TN
™z Fzo Lex Lyw leu Val Gly lex Vil Cys Ile Ma Leu Ale lec Cye
A5 (00 5 AR TG STN rr C0S NG TS ATL TIC 0N SO0 SIS TiK
Lau Awp Les Cly Ade Val les Set to Als Tip Yal The Als Aep Al
XG0 TG COC SCC SYG CT& AGD L0C £OC TGE OO0 ACG SOC QAL CAC

@ln Tyr Tye Lec Ser Leu Tep Gl Sez Cyw Arg lyw ixe Ala Jec lew
A5 SACTAS CTE T0C. CT6 TGE GAR 200 TNG. Ok AR DS So0 2L 195

Aap Ile Trp Mis Oyw €lu Ser Thr Lau far Ser Asp Trp Ein Ile Als

B8 : TCE AGE SEE AL MGG GAT TNG CAG
™ Lau Ale Lew Leu Leu Gly Gly Mla Ala Ila Ile Lau lla Als Fhe
AT ST6 SCT TEM LU0 TTE U0 GIF_CT SO0 ATC AT CTT ATY OCA T

Lag Val Sly Les Jle Sar Ile Cy» Val Sly 3ot Are kg Ay Me Tyr
S0 ST SOT TTS AIY TCT ATC T UG COA TOT CLA MGG OOC TTC TAC

Arg J3o Yal Ala Vel Ma: lec 7ha Ale Ala Val Yal Lag Sla Yal Cy»
AGA CCT § it §SC A T £ G A ChG GYT TEC

Sav Lewi Vel Lea Tye rew Cle Lyw Ma tls dis Yoo Wl par Lo Ly
ASC &6 &TC CFT C_TCA ATE ARD U AYT BALA ALT 579 ASs TTE AMA

1la Tyz Rle Gle Mae A Trp Gly Tyr Ely law Als Trp Ely Als Tix
AT TAC TAT A TUG AAC TOE O TAY CTE OIT T 85T Ooh ACY

Jie Fle fes the B3y Sy Ala Tle Lea Tyr Cye Lew s Fie Lys Asn
ATA TTT TUT TET 8E0 Y CGC ATT Y TAY TOC CFE MM CCT AME AAC

Tod Blu bap Tyx Ty **0

TAL TAA S TAE AL TaE T CAA TCY CAS AT TIA AAA AR A
CAY ITA ATh AAA A .mwmr‘rmmnm
et : e <

STh MM ACT TS0 AAE ATG TEC ATE oA XTX DXC X2k ACA AGY.

RC TV ATE ATA ICA DL ATS U4 Aok SAC TAS TR LAk TVA

ST SA TOT CIF Y GO0 WL M 664 SCA OOT GOUC AZA ADA
AAD TTC CTT TUC TTUT OAD ARS GAY TUX AT GOT ASA S

TTA CCT QT TEF SEC ADC CAR TZA OTA MAT TOE COR 775 ETT

TTU AGT SAS CTY Y78 MMM OET OAA [TV IXX TTC AT ADC TAA

TEC TOA 4T TAA TUE 47T MA OF ATA TAG ATT IITA T TCA

STC TIT TTC AT M0 A CAA TIC 177 0OF AT CAE AT O%C

ARA GOA ETC AME AT TOE AGA CAT @70 OFT TTU ATY &6 T

ATY TTD LCT CAS IX0 TAY CTA QAA TSA BOA CAA TTR AEA ETT

TSE ICT §0F O0A ALY AGA AAZ AMD TAT ZCA TOA 677 &7 T77

AST ALC CTT TAA AIC ATT TAD CAA ACA TTA OCF CAA NDA ATY

AZU TAA CAA TRA ATA TG AL GTS AR DAY TM

TR0 TAL TAA ALY RET OO0 TAS CLU MAY ACA T NTT 20C CTA

NTA AJA ATA AZA TTY AOY CTA UTS U TOA TTY GAA OAC TAA

ACA COT TAA GAS BCY TAG ATT GIT JOT CAC ACT TAD TTA T

AST ALA TAT AST TTA MM CTT TOO O9C PO OTT OFC DA ™Y

SlA ARG TYT TAA TRL AAT TUT ARL BAA SAM M TR O TG

ST GAA MT TIL A TIC TIC YO A CAC TAT AU TCA A

ASC AAT TAL ARD GAT CAT TTT G237 MAA AAT TCA ATR M TAG

T TIT DY TRC OAAG TAC CTT ARA 20T OTT YAT TAA MA ATA

TAS TOA TAC ATT TAT AGA MNT 09T TTA ATG TOT CA6 ™MG MG

AT CAT TGRS TEA WA {TY GOV CIT OIC AML TOA ALY MAT 3m

GAY TN TOC ADKL A TTA TUA YEE ATT TAT 4TT AL WA AN

N0 OT0 TTC AMA DA AAL GAR ATR. TCA ATU ATA GUE AT MM

AST AAY OTC ABA CTO CAA ACT TOT 457 MAT OO OF7 TAS TAT

T SAT AGT TER ASY ATA ME ATR TTT TYA YAT CAA KA TAC

ART ATA MAL UTT BTN AAT AT TES TTT TOT TAA CAA A4 CAC

AST ATT COT G2 177 S6C COF TOT S0A SAA ML ASC 23T 0N

ARY TAA AAC ATR INT ATG TTC TAS T5T ATT GCA ABA 70 E7T
Ay TIA 5A CTA TTT ART AAY TTO STT TAD O30 [CA

TEC ASE AT TOT TAS G4 OYG TTT Al MA ACK
TAD TUY AYY ATT ChA MW CTT MIA ARMA A AL
GT% AT TTY OIS TAR BAY CAC AAA O0R AAT ATY
TS IAT ™YY S ARY AAD MGA CAR ARL TRA TTA
GAL AIC TTY ATE AML 34 TAT GAT TI7 (70 T
TO6 25 M TTT 100 AGA AAA ATA TEW 40A TTA
CAA TTT TCT TUA dAL &FA STA AL TCT G CCA
AT 20C ATA TTE TR S0 CAD CAT OAR A TAS
GEG Y TOI T ACY ML CAC TOF Ot TN THA
CIT BhA TAA TOE AME AL AT ACT TR oM
TIT TCY TAL TOL YAS 700 MGG ATE CAL o7 80T
CAS CTC SA0 TCT TIT O 1T TTE AST OO0 ToT
AL AT SAC AVT ATE TUA TAD GCT ARS BUA BEXC
TIA A €TA GAT TIT TTC TAT M T TIT OOF
CES TAY 47T ATA TIT CTA CCA TCA O3 RTA TTT
C2h AU MAC TOA 038 O0A GAA AR TNT T
TAD O3Y £TA TUA AMA THA o M 7T T
T 8¢ T Al TV Y T T 1T M
TAS MAA TOC ATT OTT TRT MIA TEZ KA CAY
AT AA TAC TOA UIn 0 OFT ATT T ATT
TAS LTY TTT CTA AST XA TOT AMA. TOT7 TAA
CAC CTA TRY GTT TEA AAY MT GKT KTA TAT
TET ETA TTA TTA AN KOG TGA ALT GAC TGC
T 20 207 T AN WA TAT TOL SAL ToT
ASC CA CAC TAM O O

L
B
8
>
3
5
-
B
2
-

TEN AR AAY AAA
TAT AT IR
T CAY oo
GE GOA KC TGT TTC TOA

i

|

|

H

H
EELE
34e
isE
CLEE
¢43
3
3

ATG TSE BTA AWM TAR AR

%
g
:
{3
4

CAY
Y
orr
(52
A
ATA
AL
ArT
€CF OTH T ST oY
T
<A
AT
e
ACA
T
aa

3
E
3
E
E

PREY ]
»n
Mia
mes
"M

Nucleotide sequence of dog BCMPI cDNA. The aminoacid sequence encoded by the ORF appears above the corre-
sponding DNA sequence. The underlined sequence corresponds to the insert of the original clone C60 (see text). ATTTA
motifs appear in bold and the polyadenylation signal is highlighted in blue.
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Figure 2

Structure of BCMP | mRNA. Schematic representation of known sequences from mouse and man that are homologous to
dog BCMPI sequence (short EST sequences were not considered). Coordinates are given for each sequence individually.
Highly conserved regions are highlighted in red with indication of the percentage of identity relative to the dog sequence.
Inverted triangles symbolize ATTTA motifs. They appear in red when the motif is conserved in the dog sequence.

Analysis of BCMPI mRNA expression in the dog
Originally, the cDNA had been isolated from a dog thy-
roid cDNA library. In order to investigate whether the
corresponding mRNA was also present in other cell
types, a northern blot experiment was performed using
poly-A+ RNA preparations from various dog tissues (fig.
3). Huge amounts of the 4 kb transcript were detected in
brain cells. The presence of the mRNA was also detecta-
ble in most of the other RNA preparations but to lesser
extents as compared to that found in brain RNA. The en-
coded protein is thus expected to be particularly abun-
dant in the brain, unless the peculiar 3' UTR of the
mRNA mediates a deep control on its translation (see
above).

Prediction of BCMPI protein structure and subcellular lo-
calization of an EGFP-BCMPI fusion protein

The 181 aa-long protein sequence encoded by the mRNA
did not present any significant ressemblance with se-
quences present in protein databases. A search for the
presence of protein family signatures (PfamHMM on Ex-
pasy server) revealed the occurrence in the novel protein

of sequence motifs ressembling significantly to one of the
two motifs specific to the peripheral myelin protein 22
(PMP22) family of proteins and to the motif specific to
the claudins (fig. 4). The two identified signatures over-
lapped partially in the novel protein sequence. PMP22
and the related epithelial membrane proteins (EMPs)
[7], as well as the claudins [8], all belong to the super-
family of four-transmembrane domain (4TM) proteins.
As could be expected, the search for the existence of pu-
tative transmembrane domains in the novel protein
(HMMTOP on Expasy server) identified the presence of
four of such domains (fig. 5). The protein thus appeared
to be a novel member of this large family of proteins,
somehow related to PMP22/EMPs and the claudins. As
these are integral membrane proteins, and as the mRNA
encoding the novel protein was predominantly found in
brain, the newly identified protein was termed "brain cell
membrane protein 1" (BCMP1).

According to the putative BCMP1 structure, the extracel-
lular loop between TM1 and TM2 would be larger than
the intracellular loop between TM2 and TM3 and the ex-
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Northern-blot analysis of BCMPI mRNA expression. PolyA+ mRNA preparations from various dog tissues were
probed with the coding region of BCMP| cDNA. The arrow points to the signal corresponding to the expected 4 kb-long tran-

script.

tracellular loop between TM3 and TM4, as it was sup-
posed to be also the case in PMP22/EMPs and claudins.
However, the intracellular amino-terminal arm proceed-
ing the first transmembrane domain appeared to be
much longer in BCMP1 than in its relatives.

In order to refine the classification of BCMP1 within the
four-transmembrane domain protein family, a phyloge-
netic tree was constructed on the basis of the alignment
of the available protein sequences related to the PMP22/
EMPs and claudins (fig. 6). Dog BCMP1 and its mouse
and human orthologs segregated as a distinct subgroup
in the tree. Their closest relatives were the recently iden-
tified mouse PERP gene product [9] and the protein en-
coded by the CG6982 gene in drosophila (EMBL/
GenBank acc. #: AAF56054). This group of proteins thus

shared primary structure determinants which defined a
distinct subclass in the protein family.

In order to assess experimentally the postulated mem-
branous localization of BCMP1, an EGFP-BCMP1 fusion
protein was expressed in transiently transfected COS-7
cells and the subcellular localization of the hybrid pro-
tein was observed by fluorescence microscopy (fig. 7A
and 7B). A fine granular fluorescence was observed all
over the surface of cells expressing the EGFP-BCMP1 fu-
sion protein, consistent with a plasma membrane locali-
zation of the tagged protein. A stronger fluorescence
surrounding the cell nucleus was also observed. It indi-
cated that a significant part of the expressed fusion pro-
tein accumulated in the endoplasmic reticulum. The
pattern of EGFP fluorescence remained almost un-
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Identification of PMP22 and Claudin family signatures in BCMP | primary structure. Conserved residues are col-
oured (blue: PMP22 signature, red: claudin signature, violet: overlapping PMP22 and claudin signatures) and conserved spaces
between specific residues are over - or underlined. The part of the predicted BCMPI structure (see fig. 5) to which the pri-
mary sequence corresponds is shown (TMI = first transmembrane domain).

changed when the cells were permeabilized with saponin
in order to stain the nuclear DNA (fig. 7C and 7D). This
indicated that the fusion protein was embedded in the
membranes and that it was not able to readily diffuse out
of the cell.

Localization of the BCMPI gene in dog, man and rat

In dog, the BCMP1 coding sequence was typed in dupli-
cate on the 118 cell lines of the RHDF5000-2 radiation
hybrid panel [10] on the latest version of the RH map [11
]1.The BCMP1 gene was linked to chromosome X close to
FH2548 with a Lod score of 11.88. Marker FH2548 is lo-
cated close to the DMD locus in dog (distance: 4.4
cRs00, approx. 500 kb). More informations about dog
RH maps can be found at http://www-recomgen.uni-
vrennes 1. fr/doggy. html.

The human EST sequence DKFZp564E153 (EMBL/Gen-
Bank acc. #: AL049257) that corresponds to the 3' UTR
of dog BCMP1 mRNA had been localized on chromosome
X. The corresponding human genomic sequence could
not be found by BLAST searches against sequences avail-
able in the database. However, by using the coding re-
gion of dog BCMP1 a significant match was identified
with genomic sequences assigned to human chromo-
some 8 (clone RP11-31H18, EMBL/GenBank acc. #:
AC041003). The similarity extended from position 1 to
418 in the human ¢cDNA sequence (fig. 2), which corre-
sponded to the amino-terminal part of the protein up to

the first extracellular loop. As an intron was found at this
same position in PMP22, EMP-1 and EMP-3 genes, it ap-
peared likely that we had identified the first coding exon
of the human BCMP1 gene. PMP22, EMP-1 and EMP-3
genes all contain an additional intron separating the se-
quences encoding the first transmembrane domain and
the first extracellular loop into two exons [7]. This intron
is clearly not present in the human BCMP1 gene. In order
to clarify the location of the gene in the human genome
(chromosome X or chromosome 8 ?), the GeneBridge-4
WGRH panel was used to map the sequences encoding
human BCMP1 using a pair of primers directing the am-
plification of a 666 bp-long fragment encompassing the
entire first coding exon and the exon-intron junction. It
revealed that the amplified segment was located on chro-
mosome X, 0.20 ¢Ry4¢o from marker W1-7096 and 6.51
cR5400 from marker DXS1214. This location agreed with
the previous assignment of the EST sequence
DKFZp564E153. It also corresponds to the cytogenetic
location Xp11.4. As the DMD gene maps at Xp21.2 in m
an, it is thus also close to the BCMP1 gene in this species.
The chromosomal localization result revealed unambig-
uously the existence of a single BCMP1 locus in the hu-
man genome. As a consequence, it indicated that the
sequences of the genomic clone RP11-31H18 had been in-
appropriately assigned to chromosome 8 instead of chro-
mosome X in the database.
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Predicted structure of BCMPI in the plasma membrane. The structure was drawn on the basis of the predictions

obtained from HMMTOP on the Expasy server.

In the annotated human genome sequence available on
the Ensembl server, the first coding exon of the human
BCMP1 gene (gene ID:ENSG00000101959) is present in
the chromosome X sequence (the sequences of clone

RP11-31H18 have now been properly reassigned to chro-
mosome X; see ContigView on Ensembl server). Part of
the coding region of human BCMP1 and the whole 3'
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Phvlogenetic tree of four-transmembrane proteins related to PMP22/EMPs and the claudins. See materials and
methods section for the description of the tools used for the construction of the tree. Database accession numbers of individ-
ual sequences are given in parentheses. Dog BCMP| and its mouse and human orthologs appear in red.
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Figure 7

Subcellular localization of the EGFP-BCMPI fusion protein. The fusion protein was expressed in COS-7 cells. Parts A
and B: observation of EGFP fluorescence in the perinuclear region and at the cell membrane. Parts C and D: cells were perme-
abilized and the nuclear DNA was stained with ethidium bromide in order to visualize the cell nucleus.

UTR region corresponding to DKFZp564E153, are still
missing in the currently available human genome se-
quence.

Using primers derived from the rat EST236642 (EMBL/
GenBank acc. # AI408352), which is 91% identical to the
segment 2028-1434 of the mouse brain ¢cDNA MNCb-
0941, itself similar to dog BCMP1 ¢cDNA, the rat gene
(symbol: Bempi) was assigned to the chromosome X, be-
tween DXRat67 and DXRat28, at 497.9 cR along the
MCW map (LOD score: 9.0; the local map is:DXRat67 -
29.9 CR - Bemp1 - 0.4 cR - DXRat28). The marker
DXRat67 co-localizes with the gene Dmd [12], itself cy-
togenetically assigned to Xq22 [13]. The rat genes Bemp1
and Dmd are thus closely linked, as was already observed
in dog and man.

Conclusions

We have described here the identification of the gene en-
coding a novel protein, called Brain Cell Membrane Pro-
tein 1 (BCMP1), which belongs to the large family of four-
transmembrane proteins and appears to be highly ex-
pressed in the brain. The gene seems to be conserved on
chromosome X within mammals, in close association
with the DMD locus in man, rat and dog at least. The en-
coded BCMP1 protein shares significant ressemblances
with both PMP22/EMPs [7] and the claudins [8], but ex-
hibits distinct features, notably a predicted intracellular
amino-terminal extension, which distinguishes it from
the other known members of the family.

PMP22/EMPs are integral membrane proteins that
seems to be implicated in various cellular processes, such
as cellular differentiation, control of proliferation, and
apoptosis [7]. PMP22 has been shown to play a critical
role in peripheral nerves, where it is involved in the as-



BMC Genomics (2001) 2:3

sembly of peripheral nerve myelin and in the regulation
of proliferation and differentiation of Schwann cells. The
claudins also constitute integral membrane proteins
which are localized exclusively at tight junctions [8].
Claudin-1, -2 and -3 have been shown to present calci-
um-independent cell-adhesion activity [14].

Alterations in the PMP22 gene are responsible for hered-
itary motor and sensory neuropathies in human and ro-
dents, known as Charcot-Marie-Tooth type 1A (CMT1A)
disease and Trembler (Tr) mouse respectively [7]. Indi-
viduals presenting nonsyndromic recessive deafness
(autosomal recessive deafness DFNB29) were recently
shown to harbor mutations in the gene encoding clau-
din-14 [15]. The Xp11.4 region of the human genome
which comprises the BCMP1 gene has been linked to sev-
eral forms of syndromic X-linked mental retardation,
such as MRXS-2, -4, -6 and -10, and to a number of non-
syndromic MRX cases [16]. The TM4SF2 gene which ap-
parently encodes another member of the superfamily of
four transmembrane proteins, a tetraspanin [17] more
distantly related to BCMP1 than are PMP22/EMPs and
the claudins, is located very close to the BCMP1 gene in
man. Mutations in the TM4SF2 gene and gene inactiva-
tion resulting from chromosomal translocation have
been shown to be involved in several cases of X-linked
mental retardation [18]. Whether the BCMP1 gene is also
involved in such genetic disorders and what is the func-
tion of the encoded protein thus constitute the obvious
questions which will support our future investigations.

Materials and methods

DNA constructions

Standard DNA manipulations were conducted according
to published procedures [19]. The full length BCMP1
c¢DNA clone was obtained by screening a dog thyroid
c¢DNA library in A ZAPII phage vector [2] using the orig-
inal clone C60 [1] as probe. The DNA sequences corre-
sponding to the cDNA insert in clone C60 were amplified
by PCR using primers complementary to the sequences
flanking the insert in the construct,
5CAGATCTCGACCCACGCG3 and
5TACCTGCGGCCGCGATATS' respectively, and were la-
beled with digoxigenin (DIG labeling and detection kit,
Boehringer Mannheim). Hybridization, washing and sig-
nal detection were performed as recommended by the
supplier of the labeling system. The cloned DNA was se-
quenced on both strands using the Big Dye Terminator
methodology and a model 377 DNA sequencer (Applied
Biosystems). The construct encoding the EGFP-BCMP1
fusion protein was obtained by inserting a PCR fragment
corresponding to the BCMP1 ORF between the EcoRI
and BamHI sites in the pEGFP-C1 vector (Clontech). The
following primers were used to amplify these sequences
from the DNA of clone

http://www.biomedcentral.com/1471-2164/2/3

C60:5TTCGAATTCGGCGGGCAGCGGCY and
5TGTGGATCCTAGTAGTAGTCTTCS'.

RNA analysis

Northern blot analysis was performed on 4 pg of polyA+
mRNA from various dog tissues. Acridine orange stain-
ing of the gel confirmed that each lane contained identi-
cal amounts of RNA. A 32P-labeled PCR fragment
corresponding to the BCMP1 ORF was used as probe (see
above for preparation of the DNA fragment). Hybridiza-
tion and washes were conducted in standard conditions
in the presence of 50 % formamide [19].

Cell transfection

Transfection of COS-7 cells was performed using the
DEAE-dextran method [20]. About 200 ng of a crude
plasmid DNA preparation was engaged per dish (diame-
ter: 3 cm). The subcellular localization of EGFP fluores-
cence was observed 48 hours after transfection using an
Eclipse TE300 inverted microscope (Nikon) equiped
with NB-2A and NG-2A filter blocks. The transfected
cells were permeabilized using saponin (0.075% final
concentration) and nuclear DNA was stained with ethid-
ium bromide (1 ug/ml final concentration) in order to
visualize the cell nucleus.

Chromosomal localization

Dog BCMP-1 could be readily typed on the dog x hamster
radiation hybrid panel RHDF5000-2 composed of 118
cell lines from panel RHDF5000 [10]. The following pair
of primers, 5TCTGGAGTGAACTAATGGGCTAA? and
5GCAGTCTGAGATTAGTGGCAAA3 generated a PCR
product of 137 bp on dog genomic DNA. PCR results were
scored in terms of present, absent or ambiguous in the
118 hybrid cell lines. The typing data were incorporated
into the latest radiation hybrid map [11], using the Mul-
timap package [21]. The GeneBridge 4 human x hamster
radiation hybrid panel DNA (Research Genetics Inc.)
was screened by PCR using the following primers:
5GGCAGCGGCATCCAGGAAS and
5TGGGGAAGACCAACAGAGAACCS. The PCR results
were analyzed according to the prescription of the sup-
plier of the panel DNA.

The panel of rat x hamster radiation cell hybrids [12] was
typed by PCR with the following primers: 5'-AACTGT-
GAATACCAATCTAAGT-3' and 5'-GTTTTTCATTAT-
GCAGTTACAG-3'. The mapping results were obtained
from the rat radiation hybrid map server at the Medical
College Wisconsin [(http://rgd.mcw.edu/RH-
MAPSERVER/)] .

Bioinformatics
Sequences comparisons were performed using the
BLAST tool ( [http://www.nc-
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bi.nlm.nih.gov/BLAST] ). Protein sequences alignments
and phylogenetic tree were constructed using Clustal X
(Ver. 1.8) and TreeView (Ver. 1.6.1) respectively. Struc-
tural predictions based on protein sequences were ob-
tained using programs available on the Expasy server (
[http://www.expasy.ch] ). Localization of the BCMP1
gene in the human draft genome sequence was achieved
using data and tools available on the Ensembl server (
[http://www.ensembl.org] ).
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