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The dihydropyridine binding site of the rabbit skeletal
muscle calcium channel «; subunit was identified using
tritiated azidopine and nitrendipine as ligands. The
purified receptor complex was incubated either with
azidopine or nitrendipine at an ¢, subunit to ligand ratio
of 1:1. The samples were then irradiated by a 200 W UV
lamp. The ligands were only incorporated into the «;
subunit, which was isolated by size exclusion chromato-
graphy and digested either by trypsin (azidopine) or
endoproteinase Asp-N (nitrendipine). Each digest
contained two radioactive peptides, which were isolated
and sequenced. The azidopine peptides were identical
with amino acids 13—18 (minor peak) and 1428 —1437
(major peak) of the primary sequence of the skeletal
muscle «,; subunit. The nitrendipine peptides were
identical with amino acids 1390 —1399 (major peak) and
1410—-1420 (minor peak). The sequence from amino acids
1390 to 1437 is identical in the «; subunits of skeletal,
cardiac and smooth muscle and follows directly repeat
IVS6. These results indicate that dihydropyridines bind
to an area that is located at the putative cytosolic domain
of the calcium channel.
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Introduction

The voltage-activated calcium channels are a heterogeneous
population of membrane-spanning proteins that play a key
role in the signal transduction of many excitable cells. L-type
channels have been studied intensely in cardiac, smooth and
skeletal muscle (Bean, 1989; Trautwein and Hescheler,
1990). These channels are blocked by dihydropyridines
(DHPs), which bind to the transmembrane spanning or
intracellular region of the channel as shown by single channel
analysis (Kokubun and Reuter, 1984; Hess et al., 1984;
Reuter et al., 1985). The calcium conducting unit of the
channel is the «; subunit of the calcium channel blocker
receptor (CaCB receptor), which has been purified from
skeletal muscle together with the other subunits (Borsotto
et al., 1985; Flockerzi et al., 1986; Sieber et al., 1987;
Takahashi ef al., 1987; Vaghy et al., 1987; Leung et al.,
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1988) and has been cloned from skeletal (Tanabe et al.,
1987; Ellis et al., 1988), cardiac (Mikami et al., 1989) and
smooth muscle (Biel ez al., 1990). Injection of the cDNAs
of these a; subunits into oocytes (Mikami ez al., 1989; Biel
et al., 1990) or myotubes of dysgenic mice (Tanabe et al.,
1988) induces ‘L-type’ calcium current, which is blocked
by DHPs.

The DHPs bind specifically to the «; subunit of the
membrane-bound (Ferry et al., 1984; Galizzi et al., 1986)
or purified calcium channel with nanomolar affinity
(Glossmann et al., 1987; Sieber et al., 1987; Takahashi
et al., 1987; Vaghy et al., 1987). Structure —activity studies
(Triggle et al., 1989) and molecular modelling (Héltje and
Marrer, 1988) of the 2,6-dimethyl-1,4-DHPs suggested that
the substituent at the C-4 phenyl ring, the carboxymethylester
at C-3 and the 1,4-dihydropyridine ring are in close contact
with the channel protein and are of major importance for
potent antagonistic activity. Nitrendipine contains a
nitrophenyl ring at C-4 and attaches covalently, most likely
through the nitro group (Ebel et al., 1978) to the o, subunit
of the calcium channel and other proteins (Campbell et al.,
1984; Ichida et al., 1989) upon irradiation. Azidopine
(Glossmann et al., 1987), a DHP photoaffinity analogue,
has an p-azidobenzoy] substitution at the end of the C-5 side
chain. The distance between the azido group and the
1,4-DHP ring is between 8.43 to 14.54 A (Glossmann et al.,
1987). Therefore, azidopine should label an area within 15
A of the true DHP binding site, whereas nitrendipine will
be incorporated directly into amino acid side chains at the
DHP binding site. It is shown that both compounds label
peptides immediately following repeat IVS6 of the skeletal
muscle calcium channel «; subunit.

Results

In initial experiments the stability of three tritium-labeled
DHPs, namely azidopine, nitrendipine and PN 200-110, was
tested. PN 200-110 was useless as a peptide marker since
the tritium counts were rapidly lost at pH 2.1 and 6.5 from
PN 200-110 covalently attached to the CaCB receptor. In
contrast, the tritium label of azidopine was stable for at least
4 h at pH 7.4 and 6.5 and decreased slowly at pH 2.1 (Figure
1). The time-dependent decrease in tritium-labeled protein
could indicate that the azidophenyl group reacts after UV
irradiation with its protein to form a covalent, but under
acidic conditions reversible, bond. The tritium label of
nitrendipine was rapidly lost at pH 2.1, decreased slowly
at pH 6.5, i.e. by 25% in 4 h at 20°C, and was stable at
pH 7.4. The lower stability of the nitrendipine label at acidic
pHs was expected since the carboxymethylester at C-5 is
tritiated. This ester bond hydrolyzes rapidly at acidic pH.
However, the relative stability of the tritium carboxymethyl-
ester at pH 6.5 suggested that nitrendipine can be used as
peptide marker if peptide isolation is carried out at pH 6.5.
A slow hydrolysis of the methylester occurs during peptide
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Fig. 1. Stability of the DHP-labeled CaCB receptor was tested as described in Materials and methods at pH 7.4 (@), 6.5 (W) and 2.1 (A). The ‘T’

in the structures on the right side stands for tritium.
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Fig. 2. Separation of the CaCB receptor subunits by gel filtration. The CaCB receptor was labeled by nitrendipine in the absence (®) and presence
(O) of an 1000-fold excess of +PN 200-110. The subunits of the CaCB receptor elute in the order aj, ay, B and vy and were monitored at Ajgs.
The inset at the left side shows a silver-stained SDS gel of the nitrendipine-labeled CaCB receptor (lane a, 3 ug), the isolated «; subunit (lane b,
3 pg) and the digested o) subunit (lane ¢, 3 ug). The inset on the right side shows the corresponding fluorogram.

isolation but this does not affect significantly the retention
times of labeled peptides on reversed-phase columns since
hydrolysis of this ester does not change significantly the
hydrophobicity of the nitrendipine-modified peptide.

Azidopine and nitrendipine label specifically the «
subunit of the CaCB receptor as shown previously (Gallizi
et al., 1986; Glossmann ef al., 1987; Sieber et al., 1987;
Takahashi et al., 1987) and in Figure 2. Specific label was
not associated with the a,, 8 and v subunit of the CaCB
receptor. The specific labeling of the high-affinity DHP site
was achieved by the use of stoichiometric concentrations of
ligand and o, subunit. The amount of covalently bound
ligand was determined directly before the digestion of the
isolated ) subunit. Azidopine and nitrendipine labeled 9
and 4.6% of the DHP binding sites respectively.

Tryptic digestion of the azidopine-labeled «; subunit
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yielded one major radioactive peak which contained 30.5%
of the applied radioactivity (Figure 3a). A further radioactive
peak was not eluted when the column was washed with 90%
isopropanol. The minor peak following peak A in Figure
3(a) gave no distinctive peak upon rechromatography.
Rechromatography of peak A yielded peptides A1, A2 and
A3, which contained 20, 48 and 12% of the applied
radioactivity (Figure 3b). Peptides Al and A2 had the
sequences given in Table I, whereas the amount of peptide
A3 was too low to determine unequivocally the amino acid
sequence. The amount of peptide (see Table I) estimated
from the specific radioactivity of the peptides and the
recovery of the amino acids after Edman degradation (see
Table I) agreed well and suggested that peptide A2 was the
major peptide labeled by azidopine.

The nitrendipine-labeled «; subunit was digested by
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Fig. 3. HPLC profile of the azidopine (a,b) and nitrendipine (c,d)
labeled peptides The amount of digested a, subunit applied in (a) and
(c) was 1 mg and 2.8 mg respectively. The radioactivity (®) was
determined in every fraction in S ul aliquots. The total recovery of
applied radioactivity was 71 and 73.5% in (a) and (c) respectively.
The radioactive fractions were pooled and applied to a second column
(b,d). Pooled fractions are indicated by a bar (—). Note that the
peptide B3 in (d) is the shoulder after peptide B2. The radioactivity is
given on the right, inside axis as c.p.m. X 107* per 1 pl aliquot.

Table I. Amino acid sequences of the peptides labeled by azidopine
and nitrendipine

Position Ligand  Peptide
(pmol) (pmol)

No.  Amino acid sequences

Azidopine-labeled peptides

Al KKQPK 13—-18 15 10
A2 RIQPPLGFGK 1428 —1437 40 35
Nitrendipine-labeled peptides

Bl DWSILGPHHL 1390—-1399 120 500
B2 DPEAKGRIKHL 1410-1420 40 25

TAKLKV 717-722 50
B3 DPEAKGRIKHL 1410-1420 4 <5

TAKLKV 717-722 35

Ligand refers to the amount of radioactivity applied to the polybrene
filter. Peptide refers to the amount of peptide calculated from the
individual yield of each cycle. For further details see Materials and
methods and text.

endoproteinase Asp-N. The separation of the resulting
peptides gave one radioactive peak B, which contained
35.6% of the applied radioactivity (Figure 3c). Again, the
elution of the column with 90% isopropanol yielded no
further radioactive peak. Rechromatography of peak B
yielded the radioactive peptides B1 and B2, which contained
54 and 18 % of the applied radioactivity (Figure 3d). Peptide
B1 gave a single sequence and was recovered at a high yield
(Table I). Edman degradation of peptide B2 gave two
sequences (Table I), one of which was unusual for the
protease that was used. The elution profile shown in Figure
3(d) indicates that the radioactive peptide B2 was contam-
inated by peptide B3. Sequencing of peptide B3 yielded the
major sequence ‘TAKLKV’ contaminated with a very small

The DHP binding site of the calcium channel

a —1IVS EF-hand
Sm 1490 FLIINLFVAVIMDNFDYLTRDWSILGPHHLDEFKRIWAEYDPEAKGRIKHLDVVT
C 1495 FLIINLFVAVIMDNFDYLTRDWSILGPHHLDEFKRIWAEYDPEAKGRIKHLDVVT
Sk 1370 FLIINLFVAVIMDNFDYLTRDWSILGPHHLDEFKAIWAEYDPEAKGRIKHLDVVT
—p1—A —p2—J

-
Sm 1545 LLRRIQPPLGFGKLCPHRVAC 1565
C 1550 LLRRIQPPLGFGKLCPHRVAC 1570

SK 1425 LLRRIQPPLGFGKPCPHRVAC 1445
—az—

b Ca 2+

outside
-~
§membrane§
=

inside

COOH
HoN

Fig. 4. (a) Localization of the azidopine (A1) and nitrendipine (B,
B2) labeled peptides on the deduced primary sequence of the smooth
(Sm), cardiac (C) and skeletal (Sk) muscle CaCB receptor «, subunit;
IVS6 and EF-hand indicate the position of the putative transmembrane
sequence IVS6 and the putative calcium-binding site. (b) A schematic
diagram of the calcium channel o subunit showing the localization of
the DHP-binding site.

amount of the other peptide of B2, suggesting that the
nitrendipine-labeled peptide was the peptide starting with
‘DPE. . .’. The amount of radioactivity recovered in peptide
B1 was lower than the amount of the peptide itself. This
discrepancy was not unexpected since initial experiments
(Figure 1) showed that tritiated nitrendipine hydrolyses
slowly at the pH of 6.5 that was used. Therefore, peptide
B1 contains the major sequence labeled by nitrendipine in
the intact o subunit.

Discussion

The two major peptides labeled by azidopine and nitrendipine
are between amino acids (aa) 1390 and 1437 of the deduced
sequence of the calcium channel «; subunit (Tanabe ef al.,
1987). The peptides are located directly behind repeat IVS6
on the putative cytosolic domain of the calcium channel
(Figure 4). Four additional observations support that these
peptides are part of the DHP binding site. (i) The sequence
between aa 1390 and 1437 is conserved in the deduced
sequence of the cardiac (Mikami et al., 1989) and smooth
muscle (Biel et al., 1990) «, subunit. It contains only an
exchange at aa 1404 and 1438 (Figure 4). (ii) The binding
of DHPs to the calcium channel requires the presence of
micro-to millimolar calcium (Glossmann et al., 1982; Gould
et al., 1983; Luchowski er al., 1984, Glossmann and Ferry,
1985; Ptasienski et al., 1985; Ruth et al., 1985). The
sequence 1401 —1429 contains a putative calcium binding
site (Babitch, 1990). The occupation of this site by calcium
could be necessary to induce the correct folding of the DHP-
binding domain. (iii) Single channel recording showed (Hess
et al., 1984; Reuter etal., 1985) that nitrendipine
approaches the calcium channel through the membrane lipid
bilayer. Its blocking effect may be caused by binding either
to the transmembrane or the cytosolic domain of the channel.
(iv) The charged DHPs, amlodipine (Burges et al., 1985)
and tiamdipine (Kwon ez al., 1990) have a long duration of
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action, slow onset and offset kinetics in intact tissue, but have
an affinity comparable to that of nifedipine in membrane
fragments. These charged DHPs enter the membrane bilayer
rapidly (Mason et al., 1989) from the extracellular side but
exit slowly at the cytosolic side of the membrane.

These observations are in good agreement with a localiza-
tion of the DHP site at the cytosolic domain of the calcium
channel. Several amino acids that are far apart on the primary
sequence contribute to the structure of the ligand-binding
sites of the sodium channel (Tejedor and Catterall, 1988)
and the nicotinic acetylcholine receptor (Giraudat et al.,
1986, 1987; Oberthiir et al., 1986; Dennis et al., 1988).
Analogy with these amino acids suggests, therefore, that the
DHP-binding domain of the calcium channel is composed
of additional amino acids that may be located far away from
peptide B1. One possible candidate is the amino terminus
which contains the minor peptide A1 labeled by azidopine.
Other parts of the channel, such as the cytosolic region of
the transmembrane domain, may also contribute to the
binding site. It will be of interest to identify the structural
component of the channel that is responsible for inactiva-
tion of the channel and induction of high-affinity DHP
binding (Bean, 1984).

Materials and methods

(*H]Azidopine (53 Ci/mmol) and [*H]nitrendipine (84 Ci/mmol) were
purchased from Amersham and Du Pont—New England Nuclear
respectively. Trypsin and endoproteinase Asp-N (both sequencing grade)
were from Boehringer-Mannheim. The HPLC size exclusion columns were
from Pharmacia LKB. The reversed-phase columns including the C4
microbore were from Macherey-Nagel and the C8 RP column was from
Merck.

Purification of the skeletal muscle CaCB receptor

The CaCB receptor was purified from rabbit skeletal muscle as described
(Sieber er al., 1987; Schneider et al., 1990). The pure CaCB receptor was
stored at —70°C. Silver-stained SDS gels (see Figure 2) indicated an average
purity of 93% and the presence of the known subunits of the CaCB receptor
(Hofmann et al., 1990).

Stability of the tritium label of the covalently labeled CaCB
receptor

The CaCB receptor was photolabeled as described below. Radioactive
compounds that were not incorporated into the protein were displaced by
an 1000-fold excess of + PN 200-110 added after photolysis. Thereafter,
the CaCB receptor was incubated either in 10 mM HEPES/NaOH, pH 7.4,
or in 10 mM ammonium acetate, pH 6.5, or in 0.1% TFA, pH 2.1, at
room temperature for different times. The incubation was stopped by adding
‘PEG stop solution’ as described by Flockerzi et al. (1986) and Schneider
et al. (1990).

Photolabeling of the CaCB receptor and isolation of the «,
subunit

The pure CaCB receptor (11.5 mg for azidopine and 18.2 mg for
nitrendipine), purified from the back and leg muscles of 120 rabbits, was
incubated at a concentration of 0.2 mg/ml for 90 min in the dark at 4°C
with azidopine and nitrendipine as described (Sieber er al., 1987). The
respective radioactive ligand was added in a concentration equimolar with
the o, subunit. Photolysis was carried out on ice in 8 ml portions in a 8 cm
Petri dish (level 2 mm) with a 200 W UV lamp (260 —320 nm) for 5 min
(azidopine) and 15 min (nitrendipine). The 20-fold concentrated (Schneider
et al., 1990) CaCB receptor was denaturated for 30 min at 20°C in the
presence of 1% SDS and stored in aliquots at —70°C. The subunits of the
labeled CaCB receptor were separated by size exclusion chromatography
(Sieber et al., 1987) on an Ultropac TSK G 3000 SW column connected
to a TSK G 4000 SW SEC column in 50 mM sodium phosphate, pH 7.0,
containing 0.1% SDS (Figure 2). Satisfactory separation of the subunits
was achieved only with loads up to 0.6 mg CaCB receptor per run. The
fractions containing the o subunit and specific radioactivity were pooled
and stored at —70°C.
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Carboxymethylation, digestion and isolation of labeled peptides
Carboxymethylation was carried out at 37°C (Dalbon et al., 1988) and the
SDS content of the sample was decreased by dialysis against 50 mM sodium
phosphate, pH 7.2, 6 M urea and 80 g/l Dowex AG 1X2 (Tanabe et al.,
1987). Dialysis was carried out for 1 h at 20°C and continued for 15 h
at 4°C. The dialysis was continued further at 4°C against 10 mM ammonium
hydrogen carbonate, pH 8.0, for 80 h with frequent buffer changes. The
azidopine-labeled «; subunit was digested with trypsin at a protein to
enzyme ratio of 100:1 at 37°C for 16 h. The «; subunit labeled with
nitrendipine was digested with endoproteinase Asp-N at a protein to enzyme
ratio of 200:1 at 37°C for 20 h. The azidopine-labeled o, subunit was
concentrated in a Speed Vac Lyophilizator. The azidopine-labeled digest
was applied in two portions of 1 mg on a LiChroCART 250-4 column filled
with LiChrospher 100 RP-8 5 um (Merck). The column was eluted with
buffer A (10 mM ammonium acetate, pH 6.5) at a flow rate of 0.75 ml/min
using a linear acetonitrile gradient from 0 to 90% within 90 min. The
nitrendipine-labeled digest was loaded in two portions of 2.8 mg on a 250/8/4
Nucleosil 300-5 C4 column (Macherey-Nagel). The same buffers were used
for elution using a flow rate of 1 ml/min. The radioactive fractions were
pooled. The azidopine- and nitrendipine-labeled peptides were rechromato-
graphed on a 11 X 4 mm Nucleosil 300-5 C4 column (Macherey-Nagel)
and on a Microbore 125 X 6 X 2 Nucleosil 300-7 C4 (Macherey-Nagel)
respectively. The azidopine peptides were eluted with a linear acetonitrile
gradient from 0 to 54% in 60 min. The nitrendipine peptides were eluted
with a linear acetonitrile gradient from 18 to 36% in 40 min. The radioactive
peptides were pooled and lyophilized to dryness (azidopine) or to a volume
of 100 ul (nitrendipine). The amino acid sequences were determined by
an Applied Biosystems 470 A gas-phase sequenator connected on line to
a PTH Analyzer 120 A from Applied Biosystems. The polybrene filters
were routinely initially flushed with 100% TFA to decrease contaminations
which obscured detection of picomolar amounts of PTH amino acids. This
treatment removed >80% of the tritium incorporated into the peptides.
The amount of peptide was calculated from a non-linear regression curve
using the individual yield of each cycle (for further details see Swiderek
et al., 1988).

Acknowledgements

We thank Mrs Siepmann for the graphical work and Mrs Fuchs for excellent
technical assistance. The work was supported by Deutsche Forschungs-
gemeinschaft and Fonds der chemischen Industrie.

References

Babitch,J. (1990) Nature, 346, 321—322.

Bean,B.P. (1984) Proc. Natl. Acad. Sci. USA, 81, 6388—6392.

Bean,B.P. (1989) Annu. Rev. Physiol., 51, 367—384.

Biel,M., Ruth,P., Bosse,E., Hullin,R., Stihmer,W., Flockerzi,V. and
Hofmann,F. (1990) FEBS Lett., 269, 409—412.

Borsotto,M., Barhanin,J., Fosset,M. and Lazdunski,M. (1985) J. Biol.
Chem., 260, 14255—14263.

Burges,R.A., Carter,A.J., Gardiner,D.G. and Higgins,A.J. (1985) Br. J.
Pharmacol., 85, 281—-289.

Campbell K.P., Lipshutz,G.M. and Denney,G.H. (1984) J. Biol. Chem.,
259, 5384 —5387.

Dalbon,P., Brandolin,G., Boulay,F., Hoppe,J. and Vignais,P.V. (1988)
Biochemistry, 27, 5141 —5149.

Dennis,M., Giraudat,J., Kotzyba-Hibert,F., Goeldner,M., Hirth,C.,
Chang,J.-Y., Lazure,C., Chrétien,M. and Changeaux,J.-P. (1988)
Biochemistry, 27, 2346—2357.

Ebel,S., Schiitz,H. and Hornitschek,A. (1978) Drug Res., 28, 2188—2193.

Ellis,S.B., Williams,M.E., Ways,N.R., Brenner,R., Sharp,A.H.,
Leung,A.T., Campbell,K.P., McKenna,E., Koch,W.J., Hui,A.,
Schwartz,A. and Harpold,M.M. (1988) Science, 241, 1661 —1664.

Ferry,D.R., Rombusch,M., Goll,A. and Glossmann,H. (1984) FEBS Lett.,
169, 112—-118.

Flockerzi,V., Oeken,H.J. and Hofmann,F. (1986) Eur. J. Biochem., 161,
217-224.

Galizzi,J.-P., Borsotto,M., Barhanin,J., Fosset,M. and Lazdunski,M. (1986)
J. Biol. Chem., 261, 1393—-1397.

Giraudat,J., Dennis,M., Heidmann,T., Chang,J.-Y. and Changeaux,J.-P.
(1986) Proc. Natl. Acad. Sci. USA, 83, 2719-2723.

Giraudat,J., Dennis,M., Heidmann,T., Haumont,P.-Y., Lederer,F. and
Changeaux,J.-P. (1987) Biochemistry, 26, 2410—2418.

Glossmann,H. and Ferry,D.R. (1985) Methods Enzymol., 109, 513 —550.



Glossmann,H., Ferry,D.R., Liibbecke,F., Mewes,R. and Hofmann,F.
(1982) Trends Pharmacol. Sci., 3, 431—-437.

Glossmann,H., Ferry,D.R., Striessnig,J., Goll,A. and Moosburger K.
(1987) Trends Pharmacol. Sci., 8, 95—100.

Gould,R.J., Murphy,K.M.M., Reynolds,I.J. and Snyder,S.H. (1983) Proc.
Natl. Acad. Sci. USA, 80, 5122—5125.

Hess,P., Lansmann,J.R. and Tsien,R.W. (1984) Nature, 311, 538 —544.

Hofmann,F., Flockerzi,V., Nastainzcyk,W., Ruth,P. and Schneider,T.
(1990) Curr. Top. Cell. Regul., 31, 225-239.

Holtje,H.D. and Marrer,S. (1988) Quant. Struct. —Act. Relat., 7, 174—178.

Ichida,S., Masada,A., Fujisue,T., Yoshioka,T. and Matsuda,N. (1989) J.
Biochem., 105, 767—1774.

Kokubun,S. and Reuter,H. (1984) Proc. Natl. Acad. Sci. USA, 81,
4824 —4827.

Kwon,Y.W., Zhong,Q., Wei,X.Y., Zheng,W. and Triggle,D.J. (1990)
N.-Sch. Arch. Pharmacol., 341, 128 —136.

Leung,A., Imagawa,T., Block,B., Franzini-Armstrong,F. and
Campbell K.P. (1988) J. Biol. Chem., 263, 994—1001.

Luchowski,E.M., Yousif,F., Triggle,D.J., Maurer,S.C., Sarmiento,J.G.
and Janis,R.A. (1984) J. Pharmacol. Exp. Ther., 230, 607—-613.

Mason,R.P., Campbell,S.F., Wang,S.-D. and Herbette,L.G. (1989) Mol.
Pharmacol., 36, 634 —640.

Mikami,A., Imoto,K., Tanabe,T., Niidome,T., Mori,Y., Takeshima,H.,
Narumiya,S. and Numa,S. (1989) Nature, 340, 230—233.

Oberthiir, W., Muhn,P., Baumann,H., Lottspeich,F., Wittmann-Liebold,B.
and Hucho,F. (1986) EMBO J., 5, 1815—1819.

Ptasienski,J., McMahon K.K. and Hosey,M.M. (1985) Biochem. Biophys.
Res. Commun., 129, 910-917.

Reuter,H., Porzig,H. and Kokubun,S. (1985) Trends Neurochem. Sci., 8,
396 —400.

Ruth,P., Flockerzi,V., v.Nettelbladt,E., Oeken,H.-J. and Hofmann,F.
(1985) Eur. J. Biochem., 150, 313—322.

Schneider,T., Regulla,S. and Hofmann,F. (1990) Techn. Mol. Neurobiol.,
in press.

Sieber,M., Nastainzcyk,W., Zubor,V., Wernet,W. and Hofmann,F. (1987)
Eur. J. Biochem., 167, 117—122.

Swiderek K., Jaquet,K., Meyer,H.E. and Heilmeyer,L.M.G. (1988) Eur.
J. Biochem., 176, 335—342.

Takahashi,M., Seagar,M.J., Jones J.F., Reber,B.F.X. and Catterall,W.
(1987) Proc. Natl. Acad. Sci. USA, 84, 5478 —5482.

Tanabe,T., Takeshima,H., Mikami,A., Flockerzi.V., Takahashi,H.,
Kangawa K., Kojima,M., Matsuo,H., Hirose,T. and Numa,S. (1987)
Nature, 328, 313—318.

Tanabe,T., Beam,K.G., Powell J.A. and Numa,S. (1988) Nature, 336,
134—-139.

Tejedor,F. and Catterall, W.A. (1988) Proc. Natl. Acad. Sci. USA, 85,
8742 —8746.

Trautwein,W. and Hescheler,J. (1990) Annu. Rev. Physiol., 52, 257—274.

Triggle,D.J., Langs,D.A. and Janis,R.A. (1989) Med. Res. Rev., 9,
123-180.

Vaghy,P.V., Striessnig,J., Miwa,K., Knaus,H.G., Itagaki,K., McKenna,E.,
Glossmann,H. and Schwartz,A. (1987) J. Biol. Chem., 262,
14337 -14342.

Received on September 3, 1990; revised on October 24, 1990

The DHP binding site of the calcium channel

49



