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FREE DOWNLOADPossible in vitro interaction
between the A2B adenosine receptor and tubulin.
We studied the possible in vitro interaction
between the A2B adenosine receptor and tubulin.
For this purpose, A2B receptorsAl receptor
populations were homogenized and extracted
with 50 mM KCI, 50 mM NaCl and 10 mM K-PIPES,
PHA2 receptor populations were extracted with
50 mM KCI, 50 mM NaCl and 10 mM K-PIPES, and
then extracted with ionic conditions similar to
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those used in the extraction of tubulin. A2B
adenosine receptor concentrations were
measured in A2B and Al receptor fractions by
radiA2 receptor concentrations were measured in
A2B and Al receptor fractions by Bmax-
fractionated Scatchard plot analysis. The
adenosine receptor A2B but not Al receptor
concentrations in the crude membrane fraction
were significantly increased in the 50 mM KCI and
10 mM K-PIPES extracts compared to the 50 mM
NaCl extract. Similarly, A2B but not Al receptor
concentrations in the membrane extract were
increased in the 50 mM KCI and 10 mM K-PIPES
extracts compared to the 50 mM NaCl extract.
Although the A2B receptor concentrations were
iIncreased in all fractions, the increase in the 50
mM KCI extract was not as large as in the crude
membraneA2 receptor concentrations were
Increased in all fractions, the increase in the 50
mM KCI extract was not as large as in the crude
membraneA2 receptor fraction, suggesting that
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the increase in A2B receptor concentrations in all
fractions may be due to tubulin extractionA2
receptor interactions. Bmax-fractionated
Scatchard plot analysis of the A2B receptor-ligand
binding in the 50 mM KCI extract showed the
presence of a high-affinity binding site (KD
approximately 5 nM) and a low-affinity binding
site (KD approximately 200 nM). The 50 mM KCI
extract also contained some tubulin with
markedly increased affinity for A2B receptors (KD
approximately 0.5 nM) compared to tubulin in the
crude FYBR membrane extract. Furthermore, the
tubulin in the 50 mM KCI extract coeluted with
tubulin affinity labeled by [N6-(3-iodo
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