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Supplementary Figure 1.  Expression of and activities of A2bAR and A2aAR in

A2bAR KO mice.  A. RT-PCR of A2bAR exon 2. RNA was prepared from the

mesenteric artery or kidney, reverse transcribed and amplified by PCR as detailed under

Methods.  GAPDH amplification was used as a control. Reverse transcriptase (RT) was

omitted in some samples to measure amplification of residual genomic DNA in the

preparation. Low level amplification was noted in the KO mice under high PCR cycles

compared to WT. Similar results were obtained with kidney RNA. This minute level of

RNA in the KO mice is not expected to be translated to an active protein for reasons

detailed under Methods (first paragraph). Direct measurement of A2bAR activity is also

described in Figure 1 in the paper and here in panel C. B. RT-PCR of A2aAR in different

cells.  Details of amplification are as above and as described under Methods. C. Activity

of the A2bAR and A2aAR in peritoneal macrophages derived from WT and A2bAR KO

mice.  Since macrophages are known to be activated by A2 adenosine receptor signaling,

we also measured A2a and A2b AR activities in these cells (in addition to VSMC shown

in Figure 1 in the paper).  cAMP was determined in cells derived from WT or KO mice.

Measurements were pursued after a 10-minute treatment with vehicle or with 5µM

NECA (which stimulates both the A2aAR and A2bAR), or with 1µM CGS21680

(selective for A2aAR) in presence or absence of the A2bAR antagonist MRS1754 (at 5

µM, preincubated for 10 minutes).  Data shown are averages ± SD for 3 experiments with

duplicates. It is clear that A2aAR activation is similar in the A2bAR KO mice and WT

mice.

Supplementary Figure 2.  Histological examination of arteries from A2bAR KO

and WT mice. A. Viewing at high magnification of ß-Gal expression in aortic arch tissue



sections. B. Viewing at high magnification of ß-Gal expression in mesenteric tissue

sections.  Tissues were prepared and stained from ß-Gal as detailed under Methods. The

magnification used is 1000x. The expression in smooth muscles is clear and distinct,

although quite patchy.

Supplementary Figure 3.  Primary cultures of vascular smooth muscle cells

(VSMC) or peritoneal macrophages release cytokines.  Cells derived from WT or KO

mice were examined at base line (control) or 16 hours after treatment with LPS (30

µg/ml). Results are averages +/- standard deviations of 4 measurements.

Supplementary Figure 4. Western blot analysis of samples derived from

transplanted mice. Samples from KO bone marrow to KO mice were compared to WT

bone marrow to KO mice. Methods are as the ones described for Figure 4 in the paper.

Supplementary Figure 5. Blood pressure and heart rates are not significantly

altered in the A2bAR compared to wild type mice. A,B. Blood pressure changes in

A2bAR WT or KO mice during intravenous (IV) adenosine infusion.




