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T i s s u e d i s t r i b u t i o n and p o s s i b l e f u n c t i o n of the s u b u n i t s of the 
L-type calcium channels 

F. Hofmann, M. B i e l , R. H u l l i n , Ε. Bosse, V. F l o c k e r z i 

I n s t i t u t für Pharmakologie und Toxikologie der Technischen 
Universität, B i e d e r s t e i n e r s t r . 29, D-8000 München 40, Germany 

I n t r o d u c t i o n 
L-type calcium channels are present i n many t i s s u e s and a r e the 
major pathway f o r v o l t a g e a c t i v a t e d calcium entry i n h e a r t and 
smooth muscle and are e s s e n t i a l f o r EC-coupling i n s k e l e t a l mus­
c l e . The t r a n s v e r s e t u b u l a r membrane of s k e l e t a l muscle c o n t a i n s a 
high d e n s i t y of the calcium channel p r o t e i n , the so c a l l e d recep­
t o r f o r calcium channel b l o c k e r s (CaCB-receptor) [ 1 ] . The charge 
moved during e x c i t a t i o n - c o n t r a c t i o n coupling (EC-coupling) i s l o ­
cated i n the CaCB-receptor and can be blocked by d i h y d r o p y r i d i n e s 
and phenylalkylamines [ 2 ] . I t i s l i k e l y t h a t i n s k e l e t a l muscle 
the CaCB-receptor f u n c t i o n s only as v o l t a g e sensor and not as c a l ­
cium conducting channel s i n c e EC-coupling does not r e q u i r e calcium 
entry i n s k e l e t a l muscle. 

Component of the s k e l e t a l muscle CaCB r e c e p t o r / c a l c i u m channel 
The r a b b i t s k e l e t a l muscle CaCB-receptor has been p u r i f i e d t o ho­
mogeneity, and c o n t a i n s f i v e p r o t e i n s with apparent molecular 
weights of 165,000 (αχ), 55,000 (β), 32,000 (y) and a d i s u l f i d e -
l i n k e d dimer of 135,000 ( a 2 ) and 28,000 («5) . The primary sequence 
of the subunits has been deduced by c l o n i n g of the corresponding 
mRNAs from r a b b i t s k e l e t a l muscle [3-7] ( F i g . l ) . 
The subunit c o n t a i n s the s t r u c t u r a l components of a v o l t a g e de­
pendent ion channel ( 3 , 4 ) , and the high a f f i n i t y binding s i t e s f o r 
d i h y d r o p y r i d i n e s , phenylalkylamines and benzodiazepine [see 1 f o r 
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r e f e r e n c e s ] . High a f f i n i t y binding to the di h y d r o p y r i d i n e s i t e s 
r e q u i r e s the presence of ßmolar calcium [ 8 ] . Phenylalkylamine 
binding depence a l s o on the presence of Mmolar calcium, although 
binding i s i n h i b i t e d by m i l l i m o l a r c o n c e n t r a t i o n s of calciu m [ 8 ] . 
The d i h y d r o p y r i d i n e s i t e has been i d e n t i f i e d by p h o t o a f f i n i t y 
l a b e l l i n g of the p u r i f i e d r e c e p t o r w i t h azidopine and n i f e d i p i n e 
[ 9 ] . Both compounds l a b e l peptides which f o l l o w d i r e c t l y the l a s t 
p u t a t i v e transmembrane h e l i x (S6) of repeat IV. The phenyl­
alkylamines bind apparently to the same region of the subunit. 
An antibody r a i s e d a g a i n s t aa 1349-1391 of the subunit - t h i s 
sequence c o n t a i n s the transmembrane h e l i x IV S6 - i d e n t i f i e d a 
t r y p t i c peptide which contained c o v a l e n t l y bound [N-methyl-
3H]LU449888, a p h o t o a f f i n i t y analogue of devapamil [ 1 0 ] . 
The deduced sequence of the subunit c o n t a i n s seven consensus 
sequences f o r cAMP-dependent phosphorylation [ 3 ] . One of these 
s i t e s , Ser-687, i s r a p i d l y phosphorylated i n v i t r o by cAMP k i n a s e 
[ 1 1 ] . A second s e r i n e , Ser-1617, i s phosphorylated s l o w l y i n v i t r o 
by cAMP k i n a s e . Phosphorylation of these s i t e s may be s i g n i f i c a n t , 
s i n c e the open p r o b a b i l i t y of the r e c o n s t i t u t e d s k e l e t a l muscle 
CaCB-receptor/calcium channel i s i n c r e a s e d s e v e r a l f o l d by cAMP 
dependent phosphorylation [12-14]. Furthermore, the α± subunit of 
i s o l a t e d r a t myocytes i s phosphorylated a t l e a s t a t two s i t e s i n 
response t o i s o p r o t e r e n o l i n v i v o [ 5 ] . One phosphorylation s i t e 
could be i d e n t i c a l with Ser-687 suggesting t h a t phosphorylation of 
t h i s r e s i d u e may i n f l u e n c e the open p r o b a b i l i t y of the s k e l e t a l 
muscle calcium channel. 
The CL2/& subunit c o n t a i n s t h r e e p u t a t i v e transmembrane segments 
[ 4 ] . I n agreement with i t s behaviour as a g l y c o p r o t e i n s e v e r a l 
consensus sequences f o r g l y c o s y l a t i o n are pre s e n t i n a l a r g e ex­
t r a c e l l u l a r domain. The S subunit i s i d e n t i c a l with t he carboxy 
t e r m i n a l p a r t of the cloned a 2 p r o t e i n s t a r t i n g a t aa 935 of the 
pr e d i c t e d sequence [ 1 6 ] . Presumably, the mature a 2 - and <S-protein 
are the product of the same gene and a r i s e by p o s t t r a n s l a t i o n a l 
p r o c e s s i n g . The mature a 2 - p r o t e i n has two transmembrane domains 
and i s l i n k e d by d i s u l f i d e bridges to the <S-protein which c o n t a i n s 
the t h i r d p u t a t i v e transmembrane h e l i x . 
The ff-subunit i s compatible with t h a t of a p e r i p h e r a l membrane 
p r o t e i n of 57,868 Da [ 5 ] . I t c o n t a i n s four α-helical domains, 
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t h r e e of which c o n t a i n a heptad repeat s t r u c t u r e . Heptad r e p e a t s 
have been found i n c y t o s k e l e t a l p r o t e i n s . T h i s suggests t h a t the β 
subunit may be a c y t o s k e l e t a l p r o t e i n which anchors the subunit 
t o the c y t o s k e l e t o n . The deduced amino a c i d sequence c o n t a i n s s e ­
v e r a l p o t e n t i a l phosphorylation s i t e s . Two of thes e s i t e s , S e r -
182, and Thr-205 a r e phosphorylated i n v i t r o by cAMP k i n a s e . Fur­
t h e r s i t e s may be phosphorylated by cGMP k i n a s e , c a s e i n k i n a s e I I 
and p r o t e i n k i n a s e C, which r a p i d l y modify the β subunit i n v i t r o 
and phosphorylate s p e c i f i c p e p tides [ 1 7 ] . 
The y-subunit i s an i n t e g r a l membrane p r o t e i n , of 25,058 Da 
[6,7] c o n t a i n i n g four p u t a t i v e transmembrane domains and two g l y -
c o s y l a t i o n s i t e s which a r e l o c a t e d e x t r a c e l l u l a r . The p u r i f i e d y-
p r o t e i n i s g l y c o s y l a t e d , supporting a model, which l o c a t e s the N-
and C-terminus of the p r o t e i n on the c y t o s o l i c s i t e of the 
membrane ( F i g . l ) . 

T i s s u e d i s t r i b u t i o n of the CaCB-receptor subunits 
Complete cDNAs f o r the subunit of the CaCB r e c e p t o r have been 
i s o l a t e d from r a b b i t h e a r t [18] and r a b b i t smooth muscle [19] 
( F i g . 2 ) . Both, the c a r d i a c and smooth muscle cDNAs encode l a r g e 
polypeptides (2171 and 2166 amino a c i d s i n length, r e s p e c t i v e l y ) 
showing an o v e r a l l homology of 66% ( c a r d i a c ) and 65% (smooth mus­
c l e ) to the s k e l e t a l muscle CaCB-receptor. The amino a c i d sequence 
of the smooth muscle CaCB r e c e p t o r d i f f e r s from the r a b b i t h e a r t 
r e c e p t o r a t four s i t e s comprising the aminoterminus, segments IS6 
and IVS3 and an i n t e r v e n i n g sequence between repeat I and I I [ 1 9 ] . 
Both channel p r o t e i n s are d i f f e r e n t i a l l y expressed. The mRNA of 
the c a r d i a c channel i s e x c l u s i v e l y expressed i n h e a r t whereas the 
mRNA of the smooth muscle channel i s present i n airway and va s c u ­
l a r smooth muscle c e l l s which e x i s t i n lung, t r a c h e a , h e a r t , a o r t a 
and b r a i n [20] 
The s k e l e t a l muscle and the cardiac/smooth muscles channels a r e 
the product of two d i f f e r e n t genes. A n a l y s i s of p a r t i a l c l o n e s ob­
ta i n e d by PCR suggests t h a t both genes give r i s e t o s e v e r a l 
d i f f e r e n t l y s p l i c e s v a r i a n t s of the s k e l e t a l and c a r d i a c muscle 
[20,21]. One v a r i a b l e region has been l o c a t e d t o the transmembrane 
h e l i x S3 and the e x t r a c e l l u l a r connecting loop between S3 and S4 
of repeat IV. T h i s l o c a t i o n i s i n t e r e s t i n g s i n c e the S4 segment 
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has been i m p l i c a t e d as vol t a g e sensor of the channel. V a r i a t i o n i n 
t h i s a r e a may, t h e r e f o r e , a f f e c t the g a t i n g k i n e t i c s of the chan­
n e l . F u r t h e r a n a l y s i s y i e l d e d evidence f o r the e x c i s t e n c e of 3 ad­
d i t i o n a l c a l c i u m channel genes [ 2 2 ] . 
Northern b l o t a n a l y s i s shows [ 2 0 ] , t h a t a probe of the s k e l e t a l 
a2/<5 subunit h y b r i d i z e d to an 8.0 kb t r a n s c r i p t i n poly (A) +RNA 
from s k e l e t a l muscle, b r a i n , h e a r t , a o r t a , t r a c h e a and lung. I n 
a d d i t i o n , a weakly h y b r i d i z i n g a 2 7.0 kb t r a n s c r i p t was observed 
i n t h e s e t i s s u e s . The β subunit d e r i v e d probe h y b r i d i z e d t o t h r e e 
poly (A) +RNA s p e c i e s of s k e l e t a l muscle w i t h estimated s i z e s of 
1.6, 1.9 and 3.0 kb. The s i z e of the 1.9 kb s p e c i e s i s c o n s i s t e n t 
w i t h the s i z e of the cloned cDNA (1835 nt) [ 5 ] . mRNA s p e c i e s of 
s i m i l a r s i z e as the 3.0 kb s p e c i e s appear to be prese n t i n b r a i n 
and a o r t a . A l e s s abundant mRNA population of about 4.8 kb, which 
was d e t e c t e d only as a f a i n t band a f t e r long a u t o r a d i o g r a p h i c ex­
posure, i s p r e s e n t i n h e a r t . The y-subunit probe h y b r i d i z e d t o a 
1.3 kb poly (A) +RNA s p e c i e s of s k e l e t a l muscle [ 6 , 7 ] . Weakly hy­
b r i d i z i n g y - t r a n s c r i p t s of 1.0 kb (heart) and 1.3 and 1.8 kb 
(a o r t a ) were observed. I n b r a i n a 1.5 kb s i g n a l was c l e a r l y v i s i ­
b l e a f t e r 5 day autoradiographic exposure but not a f t e r 16 hours. 

R e g u l a t i o n of the expressed αχ subunit by the other subunits 
A d u l t c a r d i a c v e n t r i c u l a r and smooth muscle myocytes express 
mainly high v o l t a g e a c t i v a t e d calcium channels w i t h slow i n a c t i ­
v a t i n g p r o p e r t i e s . These are s e n s i t i v e t o cal c i u m channel 
b l o c k e r s . I n agreement with t h i s , m i c r o i n j e c t e d s y n t h e t i c RNA de­
r i v e d from the cloned c a r d i a c and smooth muscle CaCB r e c e p t o r a]_ 
s u b u n i t cDNA d i r e c t s the s y n t h e s i s of s i m i l a r channels i n Xenopus 
oocytes [18,19]. These r e s u l t s i n d i c a t e t h a t the c a r d i a c and 
smooth muscle subunit of the CaCB r e c e p t o r s alone i s s u f f i c i e n t 
t o induce c a l c i u m channel c u r r e n t . The c u r r e n t d e n s i t y approxi­
mately doubles when the cRNA f o r one a^-subunit i s c o i n j e c t e d with 
the cRNA f o r the a 2 / δ - s u b u n i t . However, a dramatic about 100fold 
i n c r e a s e i n c u r r e n t d e n s i t y i s observed when i n a d d i t i o n t o the 
cRNA f o r the subunit the cRNA of the s k e l e t a l muscle /3-subunit 
and the a2/«S subunit are c o i n j e c t e d [23,24]. Coexpression of the 
c a r d i a c a± subunit with the other s k e l e t a l muscle s u b u n i t s e f f e c t s 
a l s o q u i t e s i g n i f i c a n t l y the e l e c t r o p h y s i o l o g i c a l p r o p e r t i e s of 
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the channel [ 2 4 ] . The a2/<5 subunit doubles the speed of channel 
a c t i v a t i o n and a l l t h r e e subunits (a2/<5,0 and y) i n c r e a s e i n a c t i -
v a t i o n of the channel a t the end of a 200 msec d e p o l a r i z i n g p u l s e . 
The c o e x p r e s s i o n of the a2/<5 and 0-subunit w i t h the s u b u n i t 
s h i f t s the v o l t a g e dependence of a c t i v a t i o n of B a - c u r r e n t s by 
about 15mV t o the l e f t . The y subunit s h i f t s the v o l t a g e depen­
dence of the steady s t a t e i n a c t i v a t i o n by 40mV to the l e f t . The 
r e s u l t s [24] show t h a t coexpression of a c a r d i a c a^- s u b u n i t w i t h 
the a 2 , β and y-subunit of s k e l e t a l muscle has q u i t e dramatic e f ­
f e c t s on the e l e c t r i c a l p r o p e r t i e s of the ion channel. 

C o n c l u s i o n 
These s t u d i e s suggest t h a t the a^-subunit of the c a r d i a c or smooth 
muscle c a l c i u m channel i s the calcium pore forming p r o t e i n . How­
ever, the p r o p e r t i e s of t h i s channel depend l a r g e l y on the coex­
p r e s s i o n w i t h other s u b u n i t s . With the exception of the a 2 - s u b -
u n i t , i t i s u n l i k e l y t h a t c a r d i a c or smooth muscle c o n t a i n s i d e n ­
t i c a l s u b u n i t s as the s k e l e t a l muscle. The northern b l o t a n a l y s i e s 
[20] suggests t h a t the e x p r e s s i o n of these s m a l l e r s u b u n i t s o c c u r s 
i n a t i s s u e s p e c i f i c manner. The t i s s u e s p e c i f i c e x p r e s s i o n pro­
v i d e s the b a s i s f o r a t i s s u e s p e c i f i c r e g u l a t i o n of L-type c a l c i u m 
channels. F. ex., the ^ - a d r e n e r g i c r e c e p t o r s t i m u l a t e s L-type c a l ­
cium c u r r e n t i n c a r d i a c [25] and i n t r a c h e a l smooth muscle [26] . 
Both t i s s u e s containe almost i d e n t i c a l o^-subunits [ 1 9 ] . However, 
cAMP-dependent phosphorylation i s only demonstrable i n c a r d i a c 
[ 2 5 ] , but not i n t r a c h e a l smooth muscle c e l l s [ 2 6 ] . I t i s l i k e l y 
t h a t t h i s d i f f e r e n t i a l r e g u l a t i o n i s caused by the e x p r e s s i o n of 
d i s t i n c t s m a l l s u b u n i t s i n each t i s s u e . I t w i l l be very important, 
t h e r e f o r e , to i d e n t i f y these subunits i n each t i s s u e . 

Acknowledgment; We thank Mrs. Schatz f o r t y p i n g the manuscript. 
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F i g . 1 
Olig o m e r i c s t r u c t u r e of the s k e l e t a l muscle c a l c i u m channel. The 
molec u l a r s t r u c t u r e s of the alf α2/<5, β and y sub u n i t s were con­
s t r u c t e d from the primary sequences given i n R e f s . 3-7. The upper 
and lower h o r i z o n t a l l i n e s i n d i c a t e the e x t r a - and i n t r a c e l l u l a r 
s u r f a c e of the plasma membrane, r e s p e c t i v e l y . Rods between these 
l i n e s r e p r e s e n t transmembrane h e l i c e s . The S4 segment i s i n d i c a t e d 
by a +. I n v i t r o phosphorylation i s i n d i c a t e d by a P. Note, t h a t 
the β subunit i s l o c a l i z e d i n t r a c e l l u l a r l y . 
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F i g . 2 
Comparison of the primary sequence of the s k e l e t a l , c a r d i a c and 
smooth muscle a^-subunit of the calcium channel. The sequence i s 
shown as block. S i g n i f i c a n t d i f f e r e n c e s between the smooth muscle 
and the s k e l e t a l muscle or c a r d i a c muscle are i n d i c a t e d by b l a c k . 
A l i n e between block s i n d i c a t e s a l a c k of the sequence i n t h e 
r e s p e c t i v e clone. The p u t a t i v e transmembrane topology i s shown a t 
the bottom. The l o c a t i o n of the repeats I - I V , of the phosphory-
l a t e d Ser-687 of s k e l e t a l muscle and of the conserved, p u t a t i v e 
cAMP-kinase phosphorylation s i t e s a r e i n d i c a t e d by roman numeri-
c a l s , a c l o s e d c i r c l e and two open c i r c l e s . 
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