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TAPL is a half-type ABC transporter with sequence similarity to TAP1 and TAP?2 that is
transcribed in various rat tissues [Yamaguchi, Y., Kasano, M., Terada, T., Sato, R., and
Maeda, M. (1999) FEBS Lett. 457, 231-236]. Primary structures of the human and mouse
orthologous counterparts were deduced from ¢cDNAs cloned by means of polymerase
chain reaction, and they were compared with that of the rat. The mammalian TAPLs
(rat, mouse, and human) are highly conserved, since about 95% of the amino acid resi-
dues are identical between rodents and man. Phylogenetic analysis demonstrated that
the evolutional rate of TAPL is much slower than those of TAP1 and TAPZ2, although
TAPL could have diverged from an ancestor of TAP1 or that of TAP1 and TAP2. The
TAPL-GFP fusion protein transiently expressed in Cos-1 cells was co-localized with PDI,
suggesting that TAPL is inserted into endoplasmic reticulum membrane. The conserva-
tion of the peptide-binding motifs of TAP proteins in TAPL raises the possibility that the
TAPL might be a peptide transporter. The gene for human TAPL is assigned to chromo-
some 12q24.31-q24.32, while those for TAP1 and TAP2 are located at the MHC locus of
chromosome 6p21.3. Furthermore, the transcription of TAPL gene is not responsive to
interferon-y, in contrast to TAP1 and TAP2. These results indicate that the gene regula-
tion of TAPL is different from those of TAP1 and TAP2.

Key words: ABC transporter, chromosome, GFP, interferon-y, peptide transport, TAPL.

The ABC transporters with a conserved ATP-binding do-
main (named ABC, ATP binding cassette) are widely dis-
tributed in the membranes of various organisms from pro-
karyotes to eukaryotes (1). The canonical type of this family
has two transmembrane and two ATP-binding domains
arranged alternately. However, half-type transporters with
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a single transmembrane and single ATP-binding domain
are also found, and they form a dimer to function. Com-
plexes of four separate domains are often reported in bacte-
rial ABC transporters (2). Although most ABC transporters
are truly “membrane transport proteins,” their functions
are not restricted to the transport of proteins such as P-gly-
coprotein and histidine permease. Actually, CFTR is a CI-
channel and SUR is a receptor-like protein (2). The ABC
transporters are of interset from the viewpoints of medica-
tions and diseases, since they are responsible for drug re-
sistance of cancer cells and infectious parasites as well as
congenital human disorders (3).

Mammalian half-type transporters are known to be dis-
tributed in intracellular organelle membranes. Typically,
TAP heterodimers, TAP1 and TAP2, are located on the ER
membranes and transport peptide substrates into the ER
lumen from the cytoplasm coupled to ATP hydrolysis. The
function of TAP is important for cellular immunity, since
peptides transported by TAP are used to present antigens
on the cell surface MHC class I molecules (4). On peroxiso-
mal membranes, there are as many as four half-type trans-
porters (5) which seem to play roles in the biogenesis of
peroxisomes and very long chain fatty acid metabolism (6).
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The mitochondrial inner membrane also has a half-type
ABC transporter involved in the iron homeostasis (7).

Recently we found an additional half type ABC trans-
porter gene expressed in various organs of rat (8). This
putative transporter has a high degree of amino acid se-
quence similarity to TAP1 and TAP2 and was thus named
TAPL (TAP-like). Pairwise comparisons of TAPL, TAP1 and
TAP2 demonstrated that about 40% of the amino acid resi-
dues are identical. In this study, we examined whether this
novel transporter is regulated similarly to TAP proteins.
Interestingly, we demonstrated that TAPL is a highly con-
served protein, in contrast to TAP1 and TAP2. The chromo-
somal location, responsiveness to cytokine, and cyto-
plasmic localization of TAPL were also compared with
those of TAP1 and TAP2, and the biological significance of
TAPL is discussed.

MATERIALS AND METHODS

c¢DNA Cloning—HEK-293 cells (human embryonic kid-
ney cell line) (9) and I-10 cells (mouse Leydig tumor cell
line) (10) were cultured in two ¢10 cm dishes, and total
RNA was extracted by Isogen (Wako Chemicals) (11). The
cDNAs for human and mouse TAPLs were amplified by
means of RT-PCR. The first stranded ¢cDNA was synthe-
sized from 5 pg of RNA by SuperScript preamplification
System (Gibco BRL) with oligo dT,; primer, and 1 ul of
reaction product was subjected to PCR (12) with Ampli Tag
(Nippon Gene). Various combinations of primers [designed
from the sequences for rat (8) and registered ESTs] listed
in Table I (A and B) were used. Sequence strategies are
shown schematically in Fig. 1. In general, PCR conditions
for the 1st and 2nd PCRs were 35 cycles of denaturation
(94°C, 1 min), annealing (52-65°C, 1-2 min), and extension
(72°C, 1-3 min). Either dimethyl sulfoxide (5%, v/v) or
betaine (1.25 M) was added to the reaction mixture. In the
present study, preheating (94°C, 3 min) and post-incubation
(72°C, 7 min) were carried out before and after PCR, re-
spectively.

DNA Sequencing—Amplified cDNAs were analyzed by
agarose gel electrophoresis [1%, (w/v) Takara Type 1.03]
using TAE buffer (1X) (13). The DNA fragment was ligated
to the pCR™II vector (Invitrogen, CA) or pGEM-T Easy
vector (Promega, WI). Both strands of cloned DNA were
sequenced by the dideoxy chain—termination method (14)
using a Silver Sequence DNA Sequencing System (Pro-
mega) or Shimadzu DNA Sequencer Model DSQ-1000L
with Thermo Sequenase fluorescent labeled primer cycle
sequencing kit (Amersham Pharmacia Biotech).

Construction of Expression Plasmid for TAPL-GFP
Fusion Protein—cDNA of human TAPL was amplified by
PCR using primers TM048 and TM049 (Table IC) carrying
EcoRI and Spel sites upstream of initiation codon and
downstream of Glu-757 codon, respectively [30 cycles of
denaturation (94°C, 1 min), annealing (48°C, 2 min), and
extension (72°C, 3 min)]. The EcoRI-Spel fragment (Met-1-
Glu-757 codons) and the Nhel-Xhol fragment (coding
region of GFP) derived from pGFP-C1 (CLONTECH) were
ligated into EcoRI and Xhol sites of pBluescript SKII(+).
Then the EcoRI-X#ol fragment was inserted into the corre-
sponding sites of mammalian expression vector pME18S,
The resulting plasmid was named pMEhTAPL-GFP.

Indirect Fluorescence Analysis—Cos-1 cells (15) were
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grown for a day on glass coverslips in DMEM (GIBCO
BRL) containing 7% (v/v) fetal bovine serum (JRH Bio-
science). The expression plasmid for GFP (pGFP-C1) or
TAPL-GFP (pMEhTAPL-GFP) was introduced by DEAE-
dextran method (16) and cultured for 2 days. The empty
plasmid vector (pME18S) was also introduced as a “Mock”
experiment. Coverslips were processed and reacted (17)
with the rabbit polyclonal-antibodies for PDI (1:200 dilu-
tion, Stress Gen), followed by incubation with Alexa Fluor
568-conjugated goat anti—rabbit IgG (1:200 dilution, Molec-
ular Probes). Fluorescence of GFP and 2nd antibodies were
monitored under a microscope (Olympus BX50).

Western Blotting—Soluble and membrane fractions were

TABLE I. Primer sequences and their combinations for PCR.
Sequences of primers (A) and their combinations (B) for PCR am-
plification of human and mouse TAPL ¢DNAs were indicated. Each
circled number in (B) corresponds to that on the amplified fragment
schematically shown in Fig. 1. The primers for construction of ex-
pression plasmid pMEhTAPL-GFP and those for semiquantitative
PCR to determine interferon-y responsiveness of TAPL, TAP1, and
TAP2 mRNAs are shown in (C). The base substitutions to introduce
restriction enzyme sites are indicated by the underlinea. The prim-
ers for B-actin were used to normalize the PCR amplification (h,
human).

(A)

YY004 5-CCC GGC CGC CCT GCA GAQ GG -3
YY007 S-CTC GGC TGT GGT GCT GGC TCT G -3
YY008 S5-GAGAGCCTCTTGTAGTACTTG CCQ -3
YY009 5-TTGTCGTGG GAG ACTGCATGGA -3'
YY019 5-CTA CGG CAA GTA CTACA -3

YY020 S5-GGCCTTGCCCCO GTG AG -3

YY02{ 5-AAGCCTGCCCCTGTCACC -3
MK023 5-ATG GCC TGC TGG ATC AG -3'

MK(24 5-CAGGTT GCC GTG GAT GG -3'

MK@®1 5-TCA GCA CCCGCCCACCTCC-3
MKQ032 5-GTQ GGC ACA TCT GCC AGG -3’
MK@3 5-ACCGGGTCCTCT GCCACCG -3
MKQ34 S5-CAT GGC AGC TGG CGG GTQ -3'
MK035 5- GGA GCA AGT GGA AGG AGGC -3’
MK®36 5-CTG GAC CGC AQC CTC CTG GA -3
MKO044 5- ATG AGA ACC GCA CAG GGG AC -3’
MK045 5- CTG TAG GAC CTG TQT QTG GG -3'

(®

@ 15 YY020-MK32
@ 1sYY020-YY007
@ 1stYYO019-MK024
@ 1s£YYO019-YY004
® 15t YY009-MK024
® 1stYY020-MK34
@ 1s:YY020-MKO007
® 1:MK036-YYO0B
@ 15t MKO44-MK 045
@ 15t YYO019-YY004
@D 1s:YY009-MK024

2nd: MK031-MK033
2nd: YY020-YY 008
2nd:MK019-MK023
2nd:YYO0I9-YYO004
2nd:Y'Y 009-MK023
2nd:YY021-MK035
2nct YY020-Y Y008

2nd:YY019-YY004
2nd: Y'Y 009-MK023

©

hTAPL TM048
IGFP TMO49

5- COQ AATTCC AACCAGCAGGATG -3
5- CTA CTA GIT CGT TOT GGC CAG CT-3'

hTAPL MK@®B1 5-TCA GCA CCCGCCCACCTCC-¥
MK037 5. CAQ CCA CCA GAG CAG GAA GGA -3
hTAP1 MK@38 5- GCT ACT TCT CGC CGA CTG GG -3'
MKQ39 5-CCC CAG TGC AGT AGC CTG GG -3'
hTAP2 MKO040 5-CCC GCCQCA GCT GAGCCA -
MKO042 5- GGC ATG GGG GTC AAA ATC ACC -3’
hB-actin  hBactin-S 5- GCA AGA GAT GGC CACTGC CGC -¥'
hBactun-A 5- GCT GAC AGG ATG CAG AAG GAG A -3
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prepared (18) from Cos-1 cells transfected with expression
plasmid for either GFP or TAPL-GFP as above, and ali-
quots were subjected to SDS polyacrylamide (10 or 17%, w/
v) gel electrophoresis (19). The proteins were electro-blotted
onto Immobilon P (MILLIPORE) (20). GFP or TAPL-GFP
was reacted with the rabbit polyclonal-antibodies for GFP
(1:2,000 dilution, Boehringer Mannheim), then detected by
use of an Amersham ECL™ Western blotting analysis sys-
tem with horseradish peroxidase-linked donkey anti—rabbit
Ig (1:4,000 dilution). Protein was assayed with a Bio-Rad
Protein Assay (21), with BSA (fraction V, Sigma) as a stan-
dard.

FISH—The BAC clone containing human TAPL gene
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was used as a probe for FISH. The FISH combined with
replicated (pro)metaphase R-bands (direct R-banding
FISH) was applied (22, 23). For suppression of the repeti-
tive sequences in the cosmid clone, we used about 2-fold
excess human Cot-1 DNA (BRL) compared with the pub-
lished method (24). Labeling, hybridization, rinsing and
detection were performed in a routine manner. The image
was captured using CytoVision (Applied Imaging). The
BAC clone was isolated by hybridization (13) of the high-
density filters of the library (Genome Systems) with probes
covering from the 5-noncoding region to Val-563 codon of
human TAPL. The probes were radiolabeled with [a-2P]-
dCTP (110 TBg/mmol, Amersham Pharmacia Biotech)

Fig. 1. PCR amplification of human and

D) 2367 bp o3
- p— » mouse cDNAs for TAPL, and their se-
<“"+‘> quence strategy. cDNAs were prepared
human < 3_1020bp > from human (HEK-293 cells) and mouse (I-
- 2 1119bp £ : g 5 700 bp e 10 cells) total RNAs. Sequences and combi-
- e ﬁm nations of PCR primers are shown in Table I
= (A and B). The double arrows with sizes indi-
. : . ,,] T cate the PCR-amplified fragments. Cirded
—— = numbers are corresponding to the primer
% > pairs used for PCR (Table IB). The coding re-
mouse -« D ___1109 bp > g2 698bp > gion of TAPL is boxed, and the shadowed por-
¢ D eaibp tion with ABC corresponds to ATP-binding
e 8 962 bp o cassette region. The positions for registered

- ) 737 bp ESTs are also shown.
< P -
200 bp

h-TAPL
m-TAPL
r-TAPL

h-TAPL
m-TAPL
r-TAPL

h-TAPL
m-TAPL
r-TAPL

h-TAPL
m-TAPL
r-TAPL

h-TAPL
m-TAPL
r-TAPL

m-TAPL 597 :SYGLPTVPFEMYYEAAQKANAHGF IMELQDGYSTETGEKGAQLSGGQXQRVAMARALVRNPPY LI

1:MRLWKAVYVTLAPMSYDICYTTAIYYFSHLDRSLLEDIRHFNIFDSYLOLMAACLYRSCLLLGATIGYAKNSALGPRRLRASWLYITLYCLFYGIYAMYKLLLFSEVRRPIRDPWFNALF 120
1:MRUWKAYYVTLAFYSTOVGYTTATYAFSHLDRSL LEDIRHFNIFDSYLDLWAACLYRSCLLLGATIGYAKMSALGPRRLRASIWLY ITLYCLFVGIYAMAKLLLFSEVRRPIRDPWFWALF 120
1:MRLWKAVVVTLAFYSMDY GYTTAIYAFSHLDRSLLEDIRHFNTFDSYLDLMAACLYRSCLELGATIGVAKNSALGPRRLRASIWLYITLY CLFYGIYAMAKLLLFSEVRRPIRDPWFMALF 120

AEARFSRREEREE K B AR RR AR RERR AP ER SRR A R B AR R AR NS RA SRR SR F ARSI SRR AR I AR A AR F RS EI RS AN EE RGO IR B AE R R

121 : VWTYISLGASFLLWNLLSTVRPGTQAL EPGAATEAEGFPGSGRPPPEQASGATLQKLL SYTKPOVAFLVAASFFLIVAALGETFLPYYTGRAIDGIVIQKSMDQF STAVYIVCLLAIGSS 240
121 : VWTYISLAASFLLWGLLATVRPDAEALEPG- - -R- EGFHGEGGAPAEQASGATLQKLLSYTKPOVAFLYAASFFLIVAALGETFLPYYTGRAIDS IVIQKSHDQF TTAVVVVCLLAIGSS 236
121:VWTYISLAASFLLWGLLATVRPDAEALEPG- - -N-EGFHGEGGAPAEQASGATLQKLLSYTKPOVAFLYAASFFLIVAALGETFLPYYTGRAIDSIVIQKSMDQFTTAVVVVCLLAIGSS 236

FEAREAE KARPRE Kk EEEE T2 AR K R REIAKARRN RN RE R R RN RN A R R ARG A R AR Rt BRR AR SRR Rk Ak EAd RN

241: FAAGIRGGIFTLIFARLNIRLRNCLFRSLYSQETSFFDENRTGDL ISRLTSOTTMYSDLY SQNINYFLANTVKYTGYVVFMFSLSWQLSLVTFMGFPTIMMY SNTYGKYYKRLSKEVQNA 360
237: LAAGIRGGIFTLYFARLNIRLRNCLFRSLYSQETSFFDENRTGDLISRLTSOTTMY SDLYSQNINIFLRNTYKVT GVVVFMFSLSRQLSLVTFMGFPTIMMY SNIYGKYYKRLSKEVQSA 356
237 : LAAGIRGGIFTLYFARLNIRLRNCLFRSLVSQETSFFDENRTGDL ISRLTSOTTMYSDLYSQNINIFLRNTVKVTGYVYFMFSLSWQLSLYTAMGFPTIMMY SNIYGKYYKRLSKEVQSA 356

361: LARASNTAEETT! RSFANEEEEAEVYLRKLQQYYKLNRKEAAAYMYYVIWGSGLTLUVYQVSILYYGGHLY ISGQMTSGNLIAF ITYEFYLGDCMESYGSVYSG
357: LARASTTAEET FANEEEEAEY FLRKLQQYYKLNRKEAAAYMS YYWGSGLTLLYYQYSILYYGGHLY ISGQMSSGNL IAFITYEFYLGDCMESYGSYYSH MQGY GAAEKVH 476
357: LARASTTAEETI FAMEEEEACVFLRKL QVSILYYGGHLY ISGQMSSGNL TAF ITYEFVLGDCMESYGSVYSGQLMQGVGAAEKYH 476

481:
477:
477:

EEEFEERERES FSAHESRRN B AR F AR E A SRR PSRRI R B E P AR A NA RN KA RARHRR IS SIS RSARAF IR ERR AP AR EA RS SIS IR AER RO R R AU AR AR AN SRS R RN &

GAAEKYH 480

A I L e L L e e T e T R TR TP L A R L P e ey

peptide bindingt ~~~~  peptide bind
FIDRQPTMYHDGSLAPDHLEGRVDFENVTFTYRTRPHTQVLQNYSFSLSPGKVTAL SQVNILENFYPLEGGRVLLDGKPISAYDHKYLHRY ISLVSQEPVLFARS (]
F F IDRQPTMYHDGSLAPDHL EGRYDFENV T FTYRTRPHTQY LQNVSFSLSPGKVTAL GKSSQVNILENFYPLQGGRYLLDGKPIGAYDHKYLHRV ISLYSQEPYLFARSITDNT 596
EF VHDGRLAPDHLE GRYDFENVTFTYRTRPHTQVL QMY SFSLSPGKVTAL MNILENFYPLQGGRYLLOGEPIGAYDHKYLHRV ISLVSQEPVLFARSITONT, 596

BEXEBRBEPREIE SRR TEARR SRS RSP RAS I NS A AA SR E ST AN S SR T RIS S SN RRRNR SR AR SRS SR DAEI S A SRE PRI N EAAE BRI PRSI R AP SRy

e e e R Walker A SARRERARLNESU AP AMARA SaEA AR '

RESEYL IQQA THGNLQRHTY L ITAHRL STVERAHL IVVLDKGRVYQ 716

h-TAPL 601:SYGLPTVPFEHWEMWFDELG)GYSTFTGEKGAQtSGG«WMMRALVR?PWLIETSALDAESEYLIQQAIHGNLQ(HTVLIIAFRLSTVEHAHLIWL[)(GRVVQ 720
TSALD

r-TAPL 597:$YGLPTVPFEWVEMQ(ANAHCFDELG)CYSTETGEKGAQLSGG“WAH\RALVRPPPVLI

RESEYL IQQATHGNLQRHTYLITAHRLSTVERAHLIVVLDXGRVYQ 716

AA A LI AT LI R L L A L TR s Tt R R R T e L L T T PP L P R e LA L P e T R R P e L

I —— Waiker B :
h-TAPL 721:QGTHQQLLAQGGL YAKLYQRQML GLQPAADFTAGHNEPYANGSHKA 766
m-TAPL 717 : QGTHQQL LAQGGL YAKLVQRQML GLEHPLDYTASHKEPPSNTEHKA 762
r-TAPL 717:QGTHQQLLAQGGLYAKLYQRQMLGLEHPLDYTAGHKEPPSNTEHKA 762

PERAERREEI A IR SRR RS RS * Fe & A 8 AEs

Fig. 2. Amino acid sequence comparisons of TAPL proteins.
The amino acid sequences of the human (h), mouse (m), and rat (r)
TAPL proteins are aligned. Asterisks and hyphens show identical res-
idues and gaps, respectively The ATP binding regions between
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Walker A and Walker B motifs (37) are boxed with a dotted line. Two
potential peptide-binding domains (peptide binding 1 and 2) com-
pared with those for TAP1 and TAP2 (25) are also boxed. The residue
numbers are shown on each line.
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using Random Primed Labeling Kit (TaKaRa). The tem-
plates were the rat cDNAs PCR-amplified with primer
combinations 2 and 4 (Table I and Fig. 1B).

Induction Experiment with Interferon-y—HeLa cells
were cultured (1.8 X 10° cells/$10 cm dish) in DMEM con-
taining 7% fetal bovine serum for 1 day, then the medium
was changed. Interferon-y (R&D Systems) dissolved in 10
mM CH;COOH and 0.1% (w/v) BSA was added (final
500,000 units/ml) into the fresh medium and further incu-
bated for the indicated times in the text. HEK-293 cells
were similarly cultured. Total RNA was isolated (2 dishes
for each time point) (11) and ¢cDNA was synthesized as
described in the section “cDNA Cloning” One microliter of
reaction product was subjected to semiquantitative PCR
analysis using primer pairs shown in Table IC. The dena-
turation and extension conditions [(94°C, 0.5 min) and
(72°C, 0.5 min), respectively] are common for the amplifica-
tion of human TAPL, TAP1, TAP2, and B-actin cDNAs, but
cycle numbers and annealing conditions were changed [28
cycles (68°C, 0.5 min), 24 cycles (64°C, 0.5 min), 24 cycles
(64°C, 0.5 min), and 16 cycles (60°C, 0.5 min), respectively].
After agarose gel electrophoresis (1.8%, w/v), the DNA
bands were visualized with ethidium bromide and their
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images were processed on FluorImager Model 595 (Molecu-
lar Dynamics).

Chemicals—Restriction enzymes were obtained from
New England Biolab (MA), TaKaRa Shuzo (Kyoto), Toyobo
(Osaka), or Nippon Gene (Toyama). T4 DNA ligase was
from TaKaRa or Toyobo. The PCR primers were purchased
from GIBCO BRL. All other chemicals used were of the
highest grade commercially available.

TABLE II. Conservation of amino acid residues of TAPL,
TAP1, and TAP2, and that of nucleotide residues in their
coding sequences. Identical amino acid residues (A.A.) between
each pair of TAPL, TAP1, or TAP2 protein are indicated by percent-
age values. The conservation of nudeotide residues (N.A) in their
coding sequences is similarly shown in the parentheses. For the se-
quence data, see Fig. 2 and the legend to Fig. 3.

Human/mouse Human/rat Mouse/rat
TAPL AA 95 94 99
(NA) 89) 89) (95)
TAP1 AA 75 71 90
(NA) (75) (74) (80)
TAP2 AA 77 75 91
(NA) (80) (78) (92)

1000 [ Saimon TAP2 (Z83328) 7
L Renbow rout TAP28 (AF115539)
Shark TAP2 (AF108385)
Frog TAP2 (AFOO2383)
Rainbow troul TAP2A (Z83328)
Chicken TAP2 (AL023516)
1000 [ Syrian hamsor TAP2 (AF001155) TAP2
1000 l Syrtan hamster TAP2 (AF001157)
Rat TAP2 (X63854)
— 911 I Mouse TAPZ (MI0A50)
Gorlla TAP2 (L49033)
1000 [uanAPz(mm |
Shark TAP1 (AF108387) -
1000
[~ Sekmon TAP1 (Z83527)
1000 L Rainbow wout TAP1 (AF115538)
10%0 Chicken TAP1 (ALO23516)
1000 [ Syian hameter TAP1 (AF001156)
[-Syrlm hamester TAP1 (AF001154)
L 1000 TAP1 Fig. 3. Phylogenetic tree of TAPL,
071 1000 ’me""“ (vi0231) TAP1, and TAP2. The amino acid se-
Rat TAP1U (Y1023%) quences were aligned using the CLUSTAL
007 | W program. The distance matrix thus ob-
H ___|W-T”'m tained was used to construct a neighbor
e 1000 1000 | Moyss TAP1 (UB0018) joining tree (38). To assess the reliability of
branching patterns, 1,000 bootstrap repli-
—[ TAP1 76400) cations were performed. Numbers at the
1000 L Humen TAP1 (L21206) ] nodes indicate the bootstrap confidence
— level in permillage. The sources of the nu-
’°°°l_{ Rat TAPLa (ABOZT320) cleotide sequences are from GenBank data-
Lm TAPL (ABO4S382) TAPL base and accession numbers are cited.
1000 H Horizontal bar indicates genetic distance. A
TAPL (ABOI3361) - C. elegans ABC transporter whose gene is
C. slegans cosmid FASE2 (AFD00264) located in F43E2 region is also induded,
003 gince it showed the highest homology to
P TAP.

J. Biochem.

2102 ‘T Joqo100 uo Aiseaiun Bunpd e /6io'sfeuinolpio)xoqly/:dny wouy pspeojumoqg


http://jb.oxfordjournals.org/

Mammalian TAP-Like ABC Transporter

RESULTS

Mammalian TAPL Proteins Are Highly Conserved— Pri-
mary structures of human and mouse orthologous TAPLs
were deduced by sequencing PCR amplified ¢cDNAs from
HEK?293 cells and mouse 1I-10 cells, respectively, and com-
pared with the rat TAPL. PCR primers are listed in Table I,
and amplification of cDNA is shown schematically in Fig. 1.
Mammalian TAPLs are half-type ABC transporters with
about 750 amino acid residues and they are mutually well
conserved (Fig. 2). Pairwise comparison demonstrated that
99% of the amino acid residues are identical between rat
and mouse, and surprisingly as much as 95% of the resi-
dues are identical between rodents and man (Table II). This
finding contrasts with that for the paralogous TAP pro-
teins, since only 75% of the amino acid residues for TAP1 or
TAP2 are identical between rodents and man in spite of the
90% identity between mouse and rat.

The phylogenetic analysis suggested that the origin of
TAPL is old enough to trace back to the point of divergence
of ancestral genes for TAP1 and TAP2 (Fig. 3). The ances-
tral gene for TAPL seems to have diverged immediately
after the appearance of that for TAP1. Furthermore the
evolutional rate of the TAPL gene is much slower than
those for TAP1 and TAP2, since genetic distances between
mammalian TAPLs are shorter than those for TAP1 and
TAP2.

Intracellular Location of Transiently Expressed TAPL-
GFP Fusion Protein—For TAP1 and TAP2 proteins, poten-
tial peptide-binding sites have been proposed (25). Such
substrate binding domains are also conserved in mamma-
lian TAPLs (Fig. 2). Fifteen residues from the start of the
potential peptide-binding domain 1 of human TAPL are
aligned together with the corresponding residues of human
TAP1 and TAP2 (Table III). Actually, the sequences are
well conserved among TAPL, TAP1, and TAP2. However,
similar comparisons demonstrated that the sequences (25)
are not conserved in the half-type ABC transporters of per-
oxisomal membrane (Table III).

Sequence similarity of TAPL to TAP1 and TAP2 prompt-
ed us to examine cytoplasmic location of TAPL. Since TAP1
and TAP2 form a heterodimer on the ER membrane (26),

Fig. 4. Detection of TAPL-
GFP fusion protein tran-
siently expressed in Cos-
1 cells. Cos-1 cells were
plated on coverslips and
grown for 1 day, and then
expression plasmid for
TAPL-GFP fusion protein
or GFP was introduced. Af-
ter 2 days’ incubation, the
cells were fixed, then re-
acted with polyclonal-anti-
bodies for PDI followed by
Alexa Fluor 568-conjugated
goat anti-rabbit IgG. Green
fluorescence of TAPL-GFP
was monitored (A). The dis-
tribution of PDI (red fluo-
resence) in the same field as

(A)
TAPL-GFP
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we examined whether the closely related TAPL is also
located on the ER. For this purpose, we constructed an ex-
pression plasmid for TAPL-GFP fusion protein and intro-
duced the plasmid into Cos-1 cells. The fluorescence emis-
sion from fusion protein was monitored under a microscope
(Fig. 4A). The fluorescence was localized on the intracyto-
plasmic membrane. Probing the same culture with antibod-
ies for PDI (Fig. 4B), a marker protein for ER (27), clearly
indicated that the fluorescence from GFP was co-localized
with that of the antibodies (Fig. 4C). When the free GFP
was expressed, the fluorescence was distributed in the
entire space of the cytoplasm (not shown).

We also carried out Western blotting analysis using anti-
bodies for GFP. As shown in Fig. 5A (upper), a fusion pro-
tein of slightly smaller apparent molecular size (100 kDa)
than the sum of the predicted values for human TAPL (84
kDa) and GFP (28 kDa) was detected in the membrane
fraction, but not in the soluble cytoplasmic fraction. The
increased amounts of membranes gave much stronger sig-
nal for the fusion protein (Fig. 5B). The mock and GFP-
expressed cells had no protein of comparable size in either
membrane or soluble fraction [Fig. 5, A (upper) and B]. The
GFP was recovered in the soluble fraction (Fig. 5A, lower).
These results suggest that at least the TAPL carrying GFP
on its carboxyl terminus is inserted into ER membrane.

Chromosomal Location of Human TAPL—The chromo-
somal location of TAPL could not be determined precisely

TABLE III. Comparison of potential peptide binding domain
of TAPL with those of TAP1 and TAP2. A portion of potential
peptide-binding domain 1 of human TAPL is compared with those
of human TAP1 and TAP2 (see legend to Fig. 3). Identical residues
with human TAPL are open-boxed. The amino acid sequences
located in the corresponding regions of peroxisomal membrane
ABC transporters (PMP70 and ALDP; accession nos. X585628 and
721876, respectively) are also shown. The residue numbers are
indicated oh the right.

hTAPL : [TVRSFANEHEEAEVY] 364-378 a.a.
hTAP1 : [TVRSFANEHGEAQKF  376-390
hTAP2 : [TVRSFGAEEHENCRY  341-355
hPMP7@ : NSEETAFYNGNKREK  275-288
hALDP : NSEETAFYGGHEVEL  288-302

(B)

(C)
(A)+(B)

PDI

(A) was visualized (B). The combined image was obtained by monitoring the both fluorescences at the same time (C).
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from 2 dishes were scraped and homogenized. Soluble (S) and membrane (M)
kDa fractions were prepared as described in “MATERIALS AND METHODS'.” Protein
samples (6 pg) were subjected to SDS—polyacryl amide gel electrophoresis and
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“4— GFP

Western blotting. GFP moiety of TAPL-GFP (A, upper) and GFP (A, lower) were
reacted with rabbit anti-GFP polydonal antibodies, and then detected by means
of ECL.. The empty plasmid vector (pME18S) was also introduced as a “Mock” ex-

periment. The increased amounts of membrane protein (20 pg) were analyzed in

165 —p

(B). The polyacrylamide gel concentration was 10% (w/v) for A (upper) and B, and

17% (whv) for A (lower).

Fig. 6. Chromosomal location of human TAPL. Location of hu-
man TAPL gene is shown on R-banded metaphase chromosomes by
FISH as described in “MATERIALS AND METHODS.” The arrow
indicates fluorescent signals on 12q24.31-q24.32. The BAC clone
containing human TAPL gene was used as a probe.

from the human EST sequence (28). Thus we isolated a
BAC clone carrying the human TAPL gene by hybridization
with a human cDNA segment. The clone was subjected to
FISH analysis and 50 typical R-banded metaphase plates
were examined. As shown in Fig. 6, twin-spot signals due to
the clone were localized on chromosome 12. No signal was
detected on the other chromosomes. The result indicated
that the gene for TAPL was located on the chromosome
12q24.31-q24.32. The genes related to diseases such as
scapuloperoneal spinal muscular atrophy (12q24.1-g24.31),

spinal muscular atrophy4 (12q24.1-q24.33), brachydactyly
typeC (12924.1-q24.33), and Noonan syndrome 1 (12q22-
q24ter) [MIM numbers 181405, 158590, 113100, and
163950, respectively, registered with Online Mendelian
Inheritance in Man (OMIM) | are located near to or over-
lapping the TAPL locus of chromosome 12.

Effect of Interferon-y on the mRNA Level of TAPL—The
closely related TAP1 and TAP2 genes are responsive to
interferon-y (29). To determine whether the transcription of
TAPL gene could be similarly regulated, we cultured hu-
man cells and studied the effect of interferon-y on the
mRNA level of TAPL. Semiquantitative PCR analysis dem-
onstrated that TAP1 and TAP2 mRNA levels in HeLa cells
were elevated significantly at 2.5 h after interferon-y addi-
tion (Fig. 7, left). Their maximal levels (10- and 15-fold,
respectively) were observed at 10 h, then gradually de-
creased. However, the mRNA levels of TAPL and B-actin
were unchanged. Essentially the same results were obtain-
ed in HEK-293 cells (Fig. 7, right). These results suggest
that the TAPL gene is not responsive to interferon-y. Fur-
thermore, the gene regulation of TAPL could be different
from those of TAP1 and TAP2.

DISCUSSION

Sequence comparison of mammalian TAPLs demonstrated
that they are highly conserved proteins, while closely
related TAP1 and TAP2 (TAPs) are less conserved. The
phylogenetic analysis suggest that the evolutional rate of
the TAPL gene is slower than those of TAP genes, although
the ancestral gene for TAPL seems to have diverged very
soon after emerging of the common ancestor for TAP1 and
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Fig. 7. The mRNA levels of TAPL, TAP1,

and TAP2 in human cultured cells upon

adding interferon-y in the medium. HeLa 0
cells were cultured in the presence of inter

feron-y and total cellular RNA was prepared TAPL
at the indicated times. The mRNA levels were
determined by means of RT-PCR. The prod- TAP1
ucts (267, 321, and 582 bp for human TAPL,

TAP1, and TAP?2, respectively) were analyzed TAP2
by agarose gel electrophoresis. The mRNA

level for B-actin (278 bp) was also determined n
as a control. Primers used for PCR are listed I

in the Table IC. A similar experiment was car-
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Hela HEK293

25 5 10 24 48 72 (hr) 0 12 (hr)

ried out with HEK-293 cells and the amplification products at time zero were compared with those at 12 h of incubation.

TAP2 genes. These results suggest that the biochemical
mechanism of TAPL could be closely related to the peptide
transporter TAPs. The facts that the peptide-binding motifs
proposed for TAP1 and TAP2 (25) are also conserved in
TAPL and that the mammalian TAPLs are highly con-
served suggest the potential role of TAPL as a peptide
transporter recognizing a specific peptide substrate(s).

The gene regulation of TAPL seems to be different from
those of TAP1 and TAPZ, since the transcription of human
TAPL gene was not affected by interferon-y, in contrast to
the great enhancement of the expression of TAP1 and
TAP2 genes by this cytokine. Although an interferon-re-
sponsive element [(C/GJAAAAG(C/TYGAAACC] (30) and a
STAT-binding element [TTCCC(A/GXG/T)AA] (31) are
located in the proximal promoter regions of TAP1 and
TAP2 genes (32), such elements could not be found within
600 bp upstream from the initiation codon of TAPL gene
(not shown).

The chromosomal location of human TAPL gene is also
different from those of TAP genes; tandem TAP genes are
located in the MHC class II region of chromosome 6 (32,
33), while that of TAPL is in chromosome 12. TAPL is not
encoded in the chromosomal regions related to the adaptive
immunity which are produced by gene duplications (33).
Thus the physiological roles of TAPL are of interest from
the viewpoints of secretion of biologically active peptide
molecules or excretion of waste compounds produced dur-
ing development and aging as well as from that of partici-
pation in the inflammatory activation through antigen pre-
sentation. It is also of interest to know whether the human
diseases being mapped near the TAPL gene (12q24.31-
q24.32) are associated with the alterations in the expres-
sion level and/or biochemical properties of this ABC trans-
porter.

The loss of TAP1 molecule affected the assembly of TAP
proteins on microsomal membranes (34), suggesting that
TAP1 and TAP2 heterodimer is the predominant species in
the native membrane, and that the monomer or homo-
dimer of TAP2 is unstable. However, the TAP1 molecule is
stable in the absence of TAP2 (35). TAPL-GFP fusion pro-
tein transiently overexpressed in Cos-1 cells where TAPL is
transcribed (not shown) seems to be stably assembled on
the ER membrane. Thus it is worthwhile to investigate
whether TAPL could associate with TAP1 or TAP2 as well
as itself, since TAPs are widely expressed in the tissues (4).
The TAPL-GFP fusion protein co-localized with PDI, a
marker protein for ER, is also detectable on the small
peripheral vesicles, although in less significant amounts.

Vol. 128, No. 4, 2000

These results suggest that TAPL might be a component of
organelle membranes which traffic through the vesicular
transport system (36).
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