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ABSTRACT. The antagonist ( 3“ } DPCPX exhibited a Kd of 0.4 nM at
coalted vesicles from bovine brain. Agonist competition lor (TN} DPCPX
blndingzgevealed two affinity stales for agonists. The pholoaffinity
probe I-AHPIA specifically labelled a band with a molecular weight
of* 35 Kd.

Coated vesicles ( CV) are involved in receptorr mediated
cndocytosis of different receptors along with their ligands (1).
Recently, it has been shown that a adenylate -cyclase coupled AI
adenosine recceptor exists in CV from bovine brain (2). We now present

cvidence thal the A, receptors in CV are identical to Lhose from brain

membranes. l

A1 receptors in CV have been characterized by radioligand binding
with (3H)DPCPX, an Al selective antagonist. A Kd of 0.4 nM was
estimated, compared to 0.2 nM in bovine brain membranes. The Bmax was
59 fmol/mg protein. Competition of agonisls for (QH)DPCPX binding
resulted in biphasic curves indicating the presence of Lwo affinity
states ( rig.1).

The biphasic competition curve of CCPA for (3H )DPCPX was shifted
to Lhe right by addition of 0.1 mM GTP. The curve was monophasic in
the presence of GTP with a Kd value close to the low affinity Kd in
thie absence of GTP. This shuws that A, receplors in CV are coupled to

1
a G prolein.

(1) Present address: Department of Chemistry, Montana State
University, 32 Gaines Hall, Bozeman, MI 58717, USA.
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FIGURE 2. Photoaffinity labelling
of A1 adenosine receptors in
bovine brain CV (BCV). Labelling
of the band with 35 KD was
inhibited in the presence of 1mM
theophylline ( THEO )}, indicating
specific labelling. The same band
was labelled in rat brain
membranes ( RBM ).

Agonist radioligand binding further confirmed that A, receptors

1

. 3
in CV are coupled to a G protein. The A1 selective agonist ("H) CCPA

(3), showed high affinity binding with a Kd value of 2 nM and a Bmax
value of 36 fmol/mg protein. The agonist photoaffinity label
29 .

125 AuPIA (4) was specifically incorporated in a band with a

molecular weight of 35 KD ( Fig 2 ).
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High affinity agonist binding confirmed that G protein-coupled
Al-adenosine receptors exist in CV from bovine brain. 125[-AHPIA was
photoincorporated in a band of similar molecular weight as in brain
membranes from different species. Thus, A1 receptors in CV have
similar characteristics compared to receptors in brain membranes.
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