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Abbreviations used in this paper: A2AR, adenosine A2A receptor;  AP-1, activator protein 1, 

BLC, B-lymphocyte chemoattractant ; BMDM, bone marrow derived macrophage; CREB, 

cAMP response element-binding protein; DUSP1, dual specific phosphatase;  Epac, exchange 

protein activated by cAMP;  ERK, extracellular signal-regulated kinase; HPRT, 

Hypoxanthine-guanine phosphoribosyltransferase ; hsp, heat shock protein; IFN, interferon; 

IKK, IκB kinase; IP-10, interferon-inducible cytokine;  IκB, inhibitor of κ light chain gene 

enhancer in B cells; IL, interleukin; IRF, interferon regulatory factor;  JNK, c-Jun N-terminal 

kinase;  KC. keratinocyte chemoattractant; LPS, lipopolysaccharide; MAP, mitogen-activated 

protein;   MIP, macrophage inflammatory protein;  MSK, mitogen and stress activated kinase; 

NF-B, nuclear factor kappa-light-chain-enhancer of activated B cells;  PKA, cAMP-

dependent protein kinase; PP, protein phosphatase; RSK, ribosomal S6 kinase; TIMP-1, tissue 

inhibitor of metalloproteinases; TNF, tumor necrosis factor; TOR, target of rapamycin 
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Highlights 

▪ LPS stimulation of A2AR null macrophages results in a higher pro-inflammatory 

response 

▪ Loss of A2ARs does not affect the LPS-induced NF-B signaling pathway in 

macrophages 

▪ Loss of A2ARs results in higher basal and LPS-induced MAPK phosphorylation 

▪ A2AR signaling does not decrease MKK activation, but maintains high DUSP1 

expression 

▪ DUSP1 levels are regulated by A2ARs via the adenylate cyclase signaling pathway


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Abstract 

Adenosine is known to reduce inflammation by suppressing the activity of most immune 

cells. Previous studies have shown that lipopolysaccharide (LPS) stimulated mouse 

macrophages produce adenosine, and the adenosine A2A receptor (A2AR) signaling activated 

in an autocrine manner attenuates LPS-induced pro-inflammatory cytokine formation. It has 

been suggested that A2AR signaling inhibits LPS-induced pro-inflammatory cytokine 

production through a unique cAMP-dependent, but PKA- and Epac-independent signaling 

pathway. However, the mechanism of inhibition was not identified so far. Here we report that 

LPS stimulation enhances A2AR expression in mouse bone marrow derived macrophages, 

and loss of A2ARs results in enhanced LPS-induced pro-inflammatory response. Loss of 

A2ARs in A2AR null macrophages did not alter the LPS-induced NF-B activation, but an 

enhanced basal and LPS-induced phosphorylation of MAP kinases (especially that of JNKs) 

was detected in A2AR null cells. A2AR signaling did not alter the LPS-induced 

phosphorylation of their upstream kinases, but by regulating adenylate cyclase activity it 

enhanced the expression of dual specific phosphatase (DUSP)1, a negative regulator of MAP 

kinases.  As a result, lower basal and LPS-induced DUSP1 mRNA and protein levels can be 

detected in A2AR null macrophages. Silencing of DUSP1 mRNA expression resulted in 

higher basal and LPS-induced JNK phosphorylation and LPS-induced pro-inflammatory 

cytokine formation in wild type macrophages, but had no effect on that in A2AR null cells. 

Our data indicate that A2AR signaling regulates both basal and LPS-induced DUSP1 levels in 

macrophages via activating the adenylate cyclase pathway. 

Key words: lipopolysaccharide, macrophages, adenosine A2A receptor, cAMP, dual specific 

phosphatase-1  
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1. Introduction 

Adenosine is a purine nucleoside that, following its release from cells or after being 

formed extracellularly, diffuses to the cell membrane of surrounding cells, where it binds to 

its receptors [1,2]. There are four adenosine receptors, all of which are G protein-coupled and 

are abundantly expressed by macrophages [3]. The genes for these receptors have been 

analyzed in detail and are designated A1, A2A, A2B and A3.  Adenosine A1 receptors are 

stimulated by 10
-10

-10
-8 

M concentrations of adenosine and mediate decreases in intracellular 

cyclic AMP (cAMP) levels, adenosine A2A and A2B receptors are stimulated by higher (5 x 10
-

7 
M and 1 x 10

-5 
M, respectively) concentrations of adenosine and mediate increases in cAMP 

levels, while adenosine A3 receptors are stimulated by 10
-6 

M concentrations of adenosine and 

mediate adenylate cyclase inhibition. However, the response of adenosine receptors is also 

determined by their cell surface expression, thus, when one compares ligand potencies to 

modulate cAMP levels at comparative receptor densities, it is observed that adenosine is nearly 

equipotent at A1, A2A, and A3 receptors but is some 50 times less potent at A2B receptors [4].  

Although adenosine is constitutively present in the extracellular space at low concentrations 

(<1 M), its concentration can dramatically increase under inflammatory conditions either by 

formation intracellularly and export via transporters, or formation in the extracellular space 

from adenine nucleotides released from cells [5] reaching concentrations high enough [6,7] to 

exert immunomodulatory and especially immunosuppressive effects [3]. Previous studies 

have shown that adenosine among many others inhibits lipopolysaccharide (LPS)-induced 

pro-inflammatory cytokine formation in monocytes and macrophages acting via adenosine 

A2A receptors (A2ARs) [8-12].         

 LPS signaling regulates the expression of pro-inflammatory cytokines in macrophages 

via Myd88-dependent and independent pathways by influencing the activity of basically three 

transcription factors: nuclear factor kappa-light-chain-enhancer of activated B cells (NF-B), 
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activator protein 1 (AP-1) and interferon regulatory factors (IRFs) [13]. NF-B and IRF5 are 

regulated via the IKK (IκB kinase), while AP-1 via the mitogen-activated protein kinase (MAPK) 

pathways. IKKs phosphorylate IκB (inhibitor of κ light chain gene enhancer in B cells) 

proteins. This phosphorylation leads to the degradation of IκB proteins and the subsequent 

translocation of the transcription factor NF-κB into the nucleus[14]. IKKalso 

phosphorylates IRF5 directly leading to its activation [15]. AP-1, on the other hand, is 

regulated via direct phosphorylation by various mitogen-activated protein kinases (MAPK) 

including p38 and jun kinases (JNK) [16].       

 LPS stimulation in macrophages also results in ATP release via so far unidentified 

ATP channels leading to CD39-dependent ATP degradation and adenosine production [17] 

and in increases in the expression of the adenosine A2ARs via activation of the NFB 

transcription factor. Since adenosine interferes with LPS signaling, up-regulation of the 

A2AR signaling is part of a delayed feedback mechanism initiated through NF-B to 

terminate the activation of human and mouse macrophages [12,18,19]. The inhibition is 

mediated via cAMP and a non-characterized protein phosphatase, but is independent of 

protein kinase A or exchange protein activated by cAMP (Epac) [20]. However, the 

mechanism, through which adenosine interferes with the LPS signaling in macrophages has 

not been identified yet. In the present study we decided to further characterize the signaling 

pathway through which A2ARs inhibit LPS-induced pro-inflammatory cytokine formation by 

studying A2AR null macrophages. 

 

2. Materials and Methods  

2.1. Reagents 
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All reagents were obtained from (Sigma-Aldrich, Budapest) except indicated otherwise. 

 

2.2 Cell culture 

Bone marrow-derived macrophages (BMDMs) were isolated from femurs of 3 to 6 months 

old wild type and A2A receptor null mice generated on FVB background [21] after being killed 

by ether anesthesia. Macrophages were cultured in DMEM supplemented with 10% FBS, 2 

mM glutamine, 1 mM Na-pyruvate, 50 μM 2-mercaptoethanol, 100 U/ml penicillin and 100 

g/ml streptomycin and 10% L929 conditioned media for 10 days. The non-adherent cells 

were washed away from the 3
rd

 day daily. Study protocols were approved by the Animal Care 

Committee of the University of Debrecen [DEMÁB]. 

 

2.3. Flow cytometry 

5×10
5
 BMDMs were treated with 200 ng/ml LPS for the indicated time periods. After the 

incubation, macrophages were washed (1× PBS), collected, blocked with 50% FBS for 30 

min, and labeled with anti-mouse A2AR antibody (BD Pharmingen) or goat IgG isotype 

control. For detection, cells were stained with FITC-conjugated anti-goat IgG. Stained cells 

were analyzed on a FACSCalibur (BD Biosciences). The results were analyzed by WinMDI 

2.9 software. 

 

2.4. Determination of cytokine production 

5x10
5 

wild type and A2AR null BMDMs were treated with 200 ng/ml crude LPS for 1 h. In 

some experiments, cells were pretreated with the A2AR-specific agonist CGS21680 (1 μM, 
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Tocris), the A2AR-specific antagonist SCH442416 (10 nM, Tocris), the JNK inhibitor TCS 

JNK 60 (100 nM), Rp-cAMPs (100 μM) or forskolin (10 μM) for 1 h. After 1 h LPS was 

removed and fresh medium was added to the cells. Where it is indicated, media was 

supplemented with the compounds used in the pretreatments. 5 h later supernatants were 

collected, centrifuged and analyzed by Mouse Cytokine Array (Proteome Profile Array from 

R&D Systems) or by interleukin (IL)-6, macrophage inflammatory protein (MIP)2, tumor 

necrosis factor (TNF)-α ELISA kits (R&D Systems) according to the manufacturer’s 

instructions. In case of cytokine array, the pixel density in each spot of the array was 

determined by Image J software. 

 

2.5. Quantitative RT-PCR 

After various treatments 2×10
6
 BMDMs were washed with ice-cold PBS. RNA was extracted 

with Tri-reagent. cDNA was synthesized with High-Capacity cDNA Archive Kit (Applied 

Biosystems) according to manufacturer’s instruction. Hypoxanthine-guanine 

phosphoribosyltransferase (HPRT), macrophage inflammatory protein (MIP-2), A2AR, IL-6, 

tumor necrosis factor (TNF)-α and dual specific phosphatase (DUSP)1 levels were 

determined with Taq-Man PCR using FAM-MGB labeled probes (Applied Biosystems) by 

Real-time PCR on Roche LightCycler 480 platform. Samples were run in triplicate. Gene 

expression was normalized to HPRT expression 

 

2.6. Western blot 

2×10
6
 wild-type and A2AR null BMDMs were treated with 200 ng/ml LPS for the indicated 

time periods. Where it is indicated, cells were pretreated with 1 μM CGS21680 or 10 nM 

https://en.wikipedia.org/wiki/Hypoxanthine-guanine_phosphoribosyltransferase
https://en.wikipedia.org/wiki/Hypoxanthine-guanine_phosphoribosyltransferase
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SCH442416 for 1 h. Cells were harvested at the indicated time points and boiled 2x sample 

buffer and loaded onto SDS PAGE gels. PVDF membranes were probed with anti-IκBα 

(Santa Cruz Biotechnology), anti-MKP1 (Santa Cruz Biotechnology), anti-

phospho(Thr183/Tyr185)-SAPK/JNK (Cells Signaling Technology), anti-lamin B (Santa 

Cruz Biotechnology), anti-mitogen-activated kinase kinase (MKK) 3/4 pMKK3/4/6 (Cell 

Signaling and Technology)  and anti-histone H2B (Santa Cruz Biotechnology). The pixel 

density of bands was determined by Image J software.  

 

2.7. Determination of NF-κB p50/p65 nuclear translocation 

10
7
 wild-type and A2AR null BMDMs were treated with 200 ng/ml LPS for 60 min. Where it 

is indicated, cells were pretreated with A2AR-sepcific agonist 1 μM CGS21680 for 1 h. Cell 

were rinsed with ice cold PBS and nuclei were isolated with Nuclei EZ kit (Sigma) according 

to manufacturer's instruction. Nuclear p65 and p50 subunits were detected with TransAM p65 

and p50 kits (ActiveMotif) according to manufacturer's instruction. 

 

2.8. Determination of NFκB-dependent transcription 

NFκB-dependent transcription was evaluated as luciferase activity derived from the 

expression of an NFκB-dependent luciferase transcriptional reporter in a stably transfected 

macrophage cell line, H2 [22]. H2 cells were plated (4×10
5
 cells/well) in a 24-well plate. The 

next day, 125 ng/ml LPS and the indicated doses of CGS21680 were added simultaneously. 

After incubation for 6 h, cell extracts were prepared, and luciferase activity was measured by 

the Luciferase Assay System (Promega) in an FB12 Luminometer (Zylux). Each condition 
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was repeated in duplicate wells, and the luciferase activities in cells from each well were 

determined independently.  

 

2.9. Determination of MAPK phosphorylation 

1x10
6 

cells/well BMDMs treated with 200 ng/ml LPS for 1 h. Where it is indicated, cells were 

pretreated with 10 nM SCH442416 (10 nM, Tocris) for 1 h. After 30 min LPS treatment, cells 

were rinsed with PBS. Total cell lysates were analyzed by Human Phospho-MAPK Array Kit 

(R&D Systems) according to manufacturer's instruction. The pixel density in each spot of the 

array was determined by ImageJ software. 

 

2.10. Determination of panJNK phosphorylation by ELISA method 

2x10
6 

wild-type and A2AR null BMDMs were treated with 200 ng/ml LPS for 30 min. In 

some case, cells were pretreated with pretreated with 1 μM CGS21680 or 10 nM SCH442416 

for 1 h. After the LPS treatment, cells were rinsed with PBS and total cell lysates were 

analyzed by Phospho-JNK Pan Specific DuoSet IC MAPK ELISA (R&D Systems). 

 

2.11. DUSP1 siRNA transfection 

Five-day-matured BMDMs were transfected with ON TARGETPLUS SMARTpool siRNA 

specific for mouse DUSP1 and ON-TARGETPLUS Non-targeting Control Pool (Dharmacon) 

using the DharmaFECT 1 Transfection Reagent (Dharmacon) according to the 

DharmaFECT’s Transfection Protocol. siGLO Green (6-FAM) Transfection Indicator was 

used to monitor the transfection efficiency. Transfected cells were used 5 days after the 
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transfection. The efficiency of RNAi was determined by Western blot and quantitative PCR 

against DUSP1. 

 

2.12. Statistical analyses  

All the data are representative of at least three independent experiments carried out on three 

different days.  Values are expressed as mean ± S.D.  P values were calculated by using two-

tailed Student's t-test for two samples of unequal variance. The analysis of cytokine and 

MAPK array experiments was carried out by two-way ANOVA test. Statistical calculations 

were run on GraphPad Prism 6 software. Statistical significance is indicated by asterisk 

(*p<0.05). 

 

3. Results 

3.1. Adenosine A2A receptors mediate a feedback regulatory mechanism to decrease the 

LPS-induced pro-inflammatory cytokine formation in bone marrow derived 

macrophages 

Previous studies have indicated that exposure of macrophages to LPS results in enhanced 

expression of A2ARs on macrophages [18,19]. As it is shown in Figure 1, LPS indeed 

induced the expression of A2ARs on both on the cell surface (Fig.1A) and on mRNA levels 

(Fig. 1B) in BMDMs. Since the increase in the cell surface expression of A2ARs could be 

detected already at 30 min, it is very likely that not only the reported transcriptional 

mechanisms [18,19] contribute to its enhanced expression.                                

 To investigate the involvement of A2ARs in the regulation of LPS-induced pro-

inflammatory cytokine formation, both wild type and A2AR null macrophages were exposed 
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to LPS for 1 h, and the pro-inflammatory cytokine production was determined after an 

additional 5 h time period by using a cytokine array (Fig.1C). As shown in Figure 1D, loss of 

A2ARs affected already the basal pro-inflammatory cytokine production of BMDMs, A2AR 

null macrophages producing more B-lymphocyte chemoattractant (BLC), interferon (IFN), 

interferon-inducible cytokine (IP-10), keratinocyte chemoattractant (KC) and tissue inhibitor 

of metalloproteinases (TIMP)-1. Following LPS exposure macrophages started to release 

numerous pro-inflammatory cytokines and the production of all of these was found to be 

enhanced by A2AR null cells. The results of cytokine array were further confirmed by ELISA 

for the production of TNF-, IL-6 and MIP-2 (Fig. 1E). Not only the protein, but also the 

mRNA expression of these cytokines was higher in LPS-exposed A2AR null cells as 

compared to the wild- type cells (Fig. 1F). These data confirm previous findings that LPS-

exposed macrophages produce endogenous adenosine to control LPS-induced pro-

inflammatory cytokine formation via the adenosine A2ARs [8-12]. 

 

3.2. Loss of adenosine A2A receptors does not affect the LPS-induced NF-B signaling 

pathway in macrophages 

 Since the signalling pathways induced by LPS transduce their effect on pro-

inflammatory cytokine production partly via activating NF-κB, and these pathways regulate 

the degradation of the inhibitory subunit IB a negative regulator of NF-κB, we 

decided to determine the IBlevels in wild-type and A2AR null macrophages following 

LPS stimulation. As shown in Figure 2A, neither the amount, nor kinetics of the IB 

degradation induced by LPS stimulation were found to be different in the two cell types. 

Similar was the finding if wild type macrophages were pre-treated for 1 h with CGS21680, an 

A2AR agonist (Fig. 2B).          
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 NF-B is a dimeric transcription factor that belongs to the Rel-homology domain-

containing protein family, which includes p65/RelA, p50/NF-B1, p52/NF-B2, RelB and c-

Rel. The prototypical NF-B is thought to be a heterodimer composed of the p65 and p50 

subunits in most types of cells [23]. Thus we decided to test whether the loss of A2AR affects 

the nuclear translocation of the p65/p55 subunit of NF-B by using the TransAM NF-B 

transcription factor kits (ActiveMotif). As shown in Figure 2C, there was no difference in 

either the basal or in the LPS-induced nuclear translocation of these transcription factors in 

wild type and in A2AR null macrophages. In line with these observations, administration of 

the A2AR agonist CGS21680 also did not alter it. Administration of CGS21680 did not alter 

the LPS-induced NF-B-driven transcriptional activation of a luciferase construct in a stably 

transfected RAW264.7 mouse macrophage cell line [22] either (Fig. 2D). All together these 

data indicate that NF-B is properly activated in the presence of adenosine, and not the NF-

B pathway is the main target of A2AR signalling through which it attenuates the LPS-

induced pro-inflammatory cytokine formation. Thus we decided to study the MAPK 

signalling pathways. 

 

3.3. Adenosine suppresses both basal and LPS-induced JNK activities acting via A2ARs 

To test the basal and LPS-induced MAPK activation in the absence of A2AR signalling in 

macrophages, we applied a human phospho-MAPK array kit, which enables the parallel 

determination of relative levels of phosphorylation of MAPKs and several related proteins 

(Fig. 3A). As shown in Figure 3B upper panels, loss of A2ARs resulted in enhanced basal 

phosphorylation of p38, c-Jun N-terminal kinase (JNK) and extracellular signal-regulated 

kinase (ERK)2. This phenomenon could be partially mimicked by a 1 h administration of the 

A2AR antagonist SCH442416 indicating that alteration in the basal phosphorylation pattern is 
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not a result of a developmental defect of macrophages in the absence of A2ARs. This 

observation also indicated that A2ARs must be continually activated in non-stimulated cells.

  Stimulation of wild-type macrophages by LPS (Fig. 3B lower panel left) resulted in 

activation of the MAPK pathways [16] leading to enhanced phosphorylation of p38, ERK2 

and JNK and that of the downstream proteins of the p38 MAP kinase pathway such as 

ribosomal S6 kinase (RSK) 1, 2, mitogen and stress activated kinase 2 (MSK2) [16]. Previous 

studies have shown that p38can selectively activate MAPK-activated protein kinase 2, 

which further phosphorylate cAMP response element-binding protein (CREB)  and heat shock 

protein (hsp) 27 [24], the activation of which was also detected.  In addition, we could also 

demonstrate enhanced phosphorylation of proteins of the phosphatidylinositol-3 kinase 

pathway such as target of rapamycin (TOR) and glycogen synthetase kinase 3. This latter 

pathway has been suggested to limit the LPS-induced signaling pathways by inhibiting the 

LPS-induced nuclear translocation of NF-B [25].      

 While loss or inhibition of A2ARs resulted in enhanced basal phosphorylation of the 

p38and ERK2, the phosphorylation of these kinases did not increase further following LPS 

stimulation in the absence of A2AR signaling (Fig.3B lower middle and right panel). 

However, despite of the lack of further phosphorylation, following LPS exposure the 

phosphorylation of the p38MAP kinase was still higher in A2AR null macrophages than in 

wild type cells. In contrast, after LPS stimulation the phosphorylation of JNKs increased 

significantly further in A2AR null macrophages as well (Fig. 3B lower middle panel). Since 

macrophages express JNK1 and 2 [26], but the human phospho-MAPK array kit did not 

detect mouse JNK1, we tested its phosphorylation by Western blot analysis by using a mouse 

specific anti-JNK1 antibody. As shown in Figure 3C, phosphorylation of JNK1 was also 

enhanced following LPS stimulation in A2AR null macrophages as compared to their wild 

counterparts. The findings were further confirmed by using a phospho-panJNK-specific 
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ELISA kit (Fig. 3D). In accordance, LPS-induced phosphorylation of JNKs in wild type cells 

was further enhanced when these cells were exposed to SCH442416, while was inhibited 

when exposed to CGS21680 (Fig. 3D). These data indicated that A2AR signaling might 

negatively influence JNK activity. Thus, we decided to test the potential involvement of JNKs 

in the A2AR-mediated attenuation of LPS signaling in macrophages. 

 

3.4. JNK is a downstream target in the control of LPS-induced pro-inflammatory 

cytokine formation by adenosine 

If A2AR signaling affects LPS-induced pro-inflammatory cytokine formation via decreasing 

the LPS-induced phosphorylation of JNK, then inhibition of JNK should affect the ability of 

adenosine to control LPS-induced pro-inflammatory cytokine formation. As shown in Figure 

4, exposure of wild type macrophages to CGS21680 attenuated, while that of SCH442416, 

enhanced the LPS-induced production of IL-6 (Fig. 4A),  MIP-2 (Fig. 4B) and TNF-Fig. 

4C). The same compounds did not affect the LPS-induced pro-inflammatory cytokine 

production of A2AR null macrophages confirming the A2AR selectivity of these compounds. 

In the presence of the A2AR antagonist a similarly high LPS-induced pro-inflammatory 

cytokine production was found by wild type macrophages, as by A2AR null cells.  

 Inhibition of JNK activity by TCS-JNK attenuated LPS-induced pro-inflammatory 

cytokine production to a similar degree in wild type macrophages, as in their A2AR null 

counterparts. In addition, those wild-type macrophages, in which JNK activity was inhibited, 

failed to respond to A2AR signaling in the regulation of LPS-induced pro-inflammatory 

cytokine production. All together these data indicate that JNK is a downstream target of 

adenosine signaling. 
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3.5. A2AR signaling enhances both basal and LPS-induced DUSP1 expression via the 

adenylate cyclase pathway   

Enhanced phosphorylation of MAPKs in A2AR null macrophages might be the result of 

either an enhanced activation of their upstream kinases, or a decreased removal of their 

phosphate groups by their specific phosphatases. Since we detected activation of both 

p38and JNKs, downstream elements of LPS-induced MKK4 or MKK3/6 activation [24,27], 

we checked whether MKK4 or MKK3/6 activation is increased by LPS in the absence of 

A2AR signaling. However, as shown in Fig. 5A, in the case of MKK4 no alteration was found 

in the kinetics phosphorylation. In addition, following LPS exposure both the levels of MKK3 

and the phosphorylation of MKK3/6 decreased in the presence of the A2AR antagonist. These 

observations indicate that not an enhanced activation of the upstream kinases in the LPS 

signaling pathway is responsible for the enhanced MAP kinase phosphorylation observed in 

the absence of A2AR signaling.          

 During the last decade, a family of dual specificity phosphatases was identified that 

acts as MAPK phosphatases by dephosphorylating them at threonine and tyrosine residues. 

The prototypic member of this family is DUSP1, which is expressed by macrophages, and the 

expression of which is enhanced during LPS stimulation [28, 29]. The enzyme is an important 

negative-feedback regulator of macrophage function and the inflammatory response to TLR 

signaling, and plays key regulatory roles in innate immune responses via inactivation of p38 

and JNK [30,31]. Since already the basal phosphorylation level of both JNK and p38 was 

enhanced in A2AR null macrophages (Fig. 3B), we decided to determine whether basal 

DUSP1 levels are affected by the loss of A2AR. As shown in Figure 5, A2AR null 

macrophages express significantly lower DUSP1 at both mRNA (Fig. 5B) and protein (Fig. 

5C) levels than their wild type counterparts. Exposure of wild type macrophages to 

SCH442416 also resulted in a decrease in DUSP1 expression (Fig. 5D and E), while that to 
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CGS21680 increased it (Fig. 5F and G). These compounds did not affect DUSP1 levels in 

A2AR null cells indicating that they acted indeed via A2ARs. All together these data indicate 

that A2AR signaling continuously enhances the basal DUSP1 expression in BMDMs.

 Previous studies have shown that LPS stimulation itself enhances the expression of 

DUSP1 in macrophages, which contributes to termination of the LPS response [28]. Thus we 

decided to investigate whether A2AR signaling affects LPS-regulated DUSP1 expression. For 

this purpose macrophages were pretreated for 1 h with either the A2AR agonist or the A2AR 

antagonist, and DUSP1 mRNA expressions were determined. The time point was set for 2h 

following LPS treatment, as preliminary studies revealed that the LPS-induced DUSP1 

mRNA expression is the highest at this time point (data not shown). As shown in Figure 5H, 

not only the basal, but also the LPS-induced DUSP1 mRNA expressions were higher in wild 

type macrophages as compared to that of the A2AR null cells. In line with this finding, in 

wild type cells addition of the A2AR agonist enhanced, while that of the A2AR antagonist 

decreased the LPS induced DUSP1 mRNA expression.    

 Previous studies have shown that A2ARs mediate their effect on the LPS signaling in 

macrophages by elevating intracellular cAMP levels [20]. To investigate whether alterations 

in intracellular cAMP levels affect DUSP1 mRNA levels, macrophages were pretreated for 1 

h with either forskolin, an adenylate cyclase activator [32], or Rp-cAMP, a competitive 

inhibitor of endogenous cAMP. As shown in Figure 5H, forskolin could enhance both the 

basal and the LPS-induced DUSP1 expression in both wild type and A2AR null macrophages, 

while Rp-cAMP decreased both the basal and the LPS-induced DUSP1 mRNA levels, but 

only in wild type cells. In addition, Rp-cAMP prevented the enhancing effect of the A2AR 

agonist on DUSP1 levels, while forskolin the decreasing effect of the A2AR antagonist on 

DUSP1 levels in wild type cells. All together these data indicate that A2ARs upregulate the 
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mRNA levels of DUSP1 in both resting and in LPS-induced macrophages acting via the 

adenylate cyclase pathway. 

  

3.6. A2ARs fail to control the LPS-induced JNK phosphorylation in DUSP1-silenced 

macrophages 

To prove the involvement of DUSP1 in A2AR signaling, DUSP1 levels were silenced in both 

wild type and in A2AR null macrophages. As shown in Figure 6A, siRNAs significantly 

reduced the basal DUSP1 expression at both protein and mRNA levels in wild type and 

A2AR null macrophages.  Reduction in DUSP1 levels by siRNA resulted in an enhancement 

in both the basal and in the LPS-induced phosphorylation levels of JNK in wild type 

macrophages, and in a loss of the A2AR control over it (Fig. 6B). In contrast, in A2AR null 

cells reduction in DUSP1 levels had only slight effect on the enhanced basal and LPS-induced 

JNK phosphorylation (Fig. 6B). These data indicate that A2ARs regulate JNK 

phosphorylation via modifying the expression of DUSP1. 

 

3.7. A2ARs fail to control the LPS-induced IL-6 and TNF-production in DUSP1-

silenced macrophages 

To investigate further the involvement of DUSP1 in the A2AR-mediated control of LPS-

induced pro-inflammatory cytokine formation, the effect of DUSP1 silencing was studied on 

the LPS-induced IL-6 (Fig. 6C) and TNF-(Fig. 6D) production of wild type and A2AR null 

macrophages. In wild type macrophages, silencing of DUSP1 enhanced the LPS-induced 

production of each of these three pro-inflammatory cytokines.  DUSP1 silenced cells became 

resistant to A2AR signaling, since neither CGS21680, nor SCH442416 affected their LPS-

induced pro-inflammatory cytokine formation. In contrast, silencing of DUSP1 only slightly 
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affected the LPS-induced enhanced production of these pro-inflammatory cytokines in A2AR 

null cells. These data indicate that A2ARs regulate LPS-induced IL-6 and TNF-production 

via controlling DUSP1 levels in macrophages. 

 

4. Discussion 

Innate responses orchestrate the immediate and early phases of host defense to microbes as 

well as to injury, initiating the inflammatory reaction and recruiting cells of the acquired 

immune system to the site of inflammation. Although inflammatory responses against 

invading microbial pathogens are critical mechanisms for survival, dysregulated inflammatory 

responses are detrimental to the host. Thus immune systems have evolved multiple strategies 

to regulate and maintain an adequate level of inflammation including induction of negative 

feedback regulators for inflammation, such as production of adenosine [17]. Despite of the 

fact that it has been known for a long time that adenosine suppresses LPS-induced pro-

inflammatory cytokine formation, no mechanism has been found so far to explain the 

phenomenon. It is generally believed that A2AR activation inhibits the LPS-induced 

expression of pro-inflammatory mediators by elevating the intracellular concentration of 

cAMP, which subsequently inhibits NF-B activity and thereby gene transcription through a 

signaling mechanism involving cAMP dependent protein kinase A [33,34]. However, later 

studies indicated that though inhibition of LPS-induced pro-inflammatory cytokine formation 

by adenosine is mediated by cAMP, it does not involve protein kinase A or Epac [20], and 

NF-B activity is not affected [20,35,36]. In line with these latter observations, we also found 

that LPS-regulated NF-B activation is not affected by A2AR signaling in macrophages. 

Instead, we found that A2AR signaling is continually activated in macrophages and 

suppresses MAPK activities. Consequently, in A2AR null macrophages the basal 
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phosphorylation levels of p38, ERK2 and JNK MAP kinases were found to be higher than in 

their wild type counterparts. Following LPS stimulation the A2AR levels are increased in 

macrophages, and adenosine signaling suppressed also the LPS-induced MAP kinase 

activation. As a result, JNK phosphorylation and signaling were attenuated and the LPS-

induced expression of JNK-dependent pro-inflammatory cytokines, such as MIP-2, IL-6 and 

TNF-was found to be attenuated. While JNK enhances the amounts of MIP-2 [37] and IL-6 

[38] primarily via regulating transcription, expression of TNF-was shown to be regulated 

by JNK at translational level . Though we did not investigate the consequences of the 

adenosine-induced p38 MAP kinase or ERK suppression in LPS-stimulated macrophages, 

these pathways are also known to contribute to the formation of various pro-inflammatory 

cytokines. Thus, for example just in the context of TNF-, it was shown that A2AR signaling 

suppresses p38 activity leading to TNF-mRNA instability in U937 cells [40], while ERK is 

required for LPS-induced TNF-mRNA production in macrophages [41].    

 MAP kinase activity can be regulated by upstream kinases that phosphorylate MAP 

kinases at both serine and threonine residues, and by dual specific phosphatases, which 

dephosphorylate and inactivate these enzymes. While we have not found an increase in the 

activation of MKK4 and MKK3/6, upstream activators of p38 MAP kinases and JNKs, we 

have demonstrated that the expression of at least one of the MAPK phosphatases, DUSP1, is 

positively regulated by the A2AR-induced adenylate cyclase signaling pathway. The 

mechanism of DUSP1 upregulation was not investigated in our studies. DUSP1 expression is 

known to be induced by phosphorylated CREB, a target of protein kinase A [42]. In our 

present studies the involvement of protein kinase A was not addressed, but if A2AR signaling 

is indeed independent of protein kinase A [20], CREB is not likely to be involved. Altogether 

our data indicate that macrophages continually produce adenosine to activate A2ARs, which 
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trigger a cAMP-mediated pathway in macrophages to maintain the expression of DUSP1 and 

consequently to suppress both the basal and the LPS-induced MAP kinase activities. 

 

 

Conflict of interest 

 

We have no conflict of interest in any part of this article. 

 

Acknowledgements 

This study was supported by Hungarian grants from the National Research Fund (OTKA 

T104228), by the European Union and the State of Hungary, co-financed by the European 

Social Fund in the framework of TÁMOP-4.2.4.A/ 2-11/1-2012-0001 ‘National Excellence 

Program’ and the TÁMOP 4.2.2.A-11/1/KONV-2012-0023 "VÉD-ELEM" project. The 

project is implemented through the New Hungary Development Plan co-financed by the 

European Social Fund and the European Regional Development Fund. The technical 

assistance of Edit Komóczi and Zsolt Hartmann is gratefully acknowledged.  



AC
C

EP
TE

D
 M

AN
U

SC
R

IP
T

ACCEPTED MANUSCRIPT

22 
 

References 

1. V. Ralevic, G. Burnstock, Receptors for purines and pyrimidines, Pharmacol. Rev. 50 

(1998) 413-492. 

2. B.B. Fredholm, International union of pharmacology. XXV. Nomenclature and 

classification of adenosine receptors, Pharmacol. Rev. 53 (2001) 527-552. 

3. G. Haskó, B.N. Cronstein, Adenosine: an endogenous regulator of innate immunity, 

Trends Immunol.  25 (2004) 33-39. 

4. B.B. Fredholm, E. Irenius, B. Kull, G. Schulte, Comparison of the potency of 

adenosine as an agonist at human adenosine receptors expressed in Chinese hamster 

ovary cells, Biochem. Pharmacol. 61 (2001) 443–448. 

5. B.B. Fredholm, A.P. IJzerman AP, K.A. Jacobson, J. Linden, C.E. Müller, 

International Union of Basic and Clinical Pharmacology. LXXXI. Nomenclature and 

classification of adenosine receptors--an update, Pharmacol. Rev. 63 (2011)1-34. 

6. C. Martin, M. Leone, X. Viviand, M.L. Ayem, R. Guieu,  High adenosine plasma 

concentration as a prognostic index for outcome in patients with septic shock, Crit. 

Care Med. 28 (2000) 3198-3202. 

7. E. Sottofattori,  M. Anzaldi, L. Ottonello, HPLC determination of adenosine in human 

synovial fluid, J. Pharm. Biomed. Anal. 24 (2001) 1143-1146. 

8. K. Bshesh, B. Zhao, D. Spight, I. Biaggioni, I. Feokistov, A. Denenberg, H.R. Wong, 

T.P. Shanley, The A2A receptor mediates an endogenous regulatory pathway of 

cytokine expression in THP-1 cells, J. Leukoc. Biol. 72 (2002) 1027-1036. 

9. A.A. Link, T. Kino, J.A. Worth, J.L. McGuire, M.L. Crane, G.P. Chrousos, R.L. 

Wilder, I.J. Elenkov, Ligand-activation of the adenosine A2a receptors inhibits IL-12 

production by human monocytes, J. Immunol. 164 (2000) 436–444. 



AC
C

EP
TE

D
 M

AN
U

SC
R

IP
T

ACCEPTED MANUSCRIPT

23 
 

10. S. Sipka, I. Kovacs, S. Szanto, G. Szegedi, L. Brugos, G. Bruckner, A. Szentmiklósy, 

Adenosine inhibits the release of interleukin-1beta in activated human peripheral 

mononuclear cells,  Cytokine 31 (2005) 258–263. 

11. J.G. Zhang, L. Hepburn, G. Cruz, R.A. Borman, K.L. Clark, The role of adenosine 

A2A and A2B receptors in the regulation of TNF-alpha production by human 

monocytes, Biochem. Pharmacol. 69 (2005) 883–889. 

12. G. Haskó, D.G. Kuhe, J.F. Chen, M.A. Schwarzschild, E.A. Deitch, J.G. Mabley, A. 

Marton, C. Szabó, Adenosine inhibits IL-12 and TNF-[alpha] production via 

adenosine A2a receptor-dependent and independent mechanisms, FASEB J. 14 (2000) 

2065-2074. 

13. Y.C. Lu, W.C. Yeh, P.S. Ohashi, LPS/TLR4 signal transduction pathway,  Cytokine 

42 (2008) 145-151. 

14. M. Magnani, R. Crinelli, M. Bianchi, A. Antonelli, The ubiquitin-dependent 

proteolytic system and other potential targets for the modulation of nuclear factor-kB 

(NF-kB), Curr. Drug Targets 1 (2000) 387-399. 

15. J. Ren, X. Chen, Z.J. Chen,  IKKβ is an IRF5 kinase that instigates inflammation, 

Proc. Natl. Acad. Sci. U S A. 111 (2014) 17438-17443. 

16. L. Chang, M. Karin, Mammalian MAP kinase signalling cascades, Nature 410 (2001) 

37–40. 

17. H.B. Cohen, K.T. Briggs, J.P. Marino, K. Ravid, S.C. Robson, D.M Mosser, TLR 

stimulation initiates a CD39-based autoregulatory mechanism that limits macrophage 

inflammatory responses, Blood 122 (2013)1935-1945. 

18. L.J. Murphree, G.W. Sullivan, M.A. Marshall, J. Linden, Lipopolysaccharide rapidly 

modifies adenosine receptor transcripts in murine and human macrophages: role of 

NF-kappaB in A(2A) adenosine receptor induction, Biochem. J. 391 (2005) 575-580. 



AC
C

EP
TE

D
 M

AN
U

SC
R

IP
T

ACCEPTED MANUSCRIPT

24 
 

19. G. Elson, M. Eisenberg, C. Garg, S. Outram, C.J. Ferrante, G. Hasko, S.J Leibovich,. 

Induction of murine adenosine A(2A) receptor expression by LPS: analysis of the 5' 

upstream promoter, Genes Immun. 14 (2013) 147-153. 

20. L.M. Kreckler, E. Gizewski, T.C. Wan, J.A. Auchampach, Adenosine suppresses 

lipopolysaccharide-induced tumor necrosis factor-alpha production by murine 

macrophages through a protein kinase A- and exchange protein activated by cAMP-

independent signaling pathway, J. Pharmacol. Exp. Ther. 331 (2009) 1051-1061. 

21. C. Ledent, J.M. Vaugeois, S.N. Schiffmann, T. Pedrazzini, M. El Yacoubi, J.J. 

Vanderhaeghen, J. Costentin, J.K. Heath, G. Vassart, M. Parmentier, Aggressiveness, 

hypoalgesia and high blood pressure in mice lacking the adenosine A2a receptor. 

Nature 388 (1997)  674-678. 

22. M. Cvetanovic, D.S. Ucker, Innate immune discrimination of apoptotic cells: 

repression of proinflammatory macrophage transcription is coupled directly to specific 

recognition, J. Immunol. 172 (2004) 880-889. 

23. M. Karin, F.R. Greten, NF-kappaB: linking inflammation and immunity to cancer 

development and progression, Nat. Rev. Immunol. 5 (2005) 749-759. 

24. T. Zarubin, J. Han, Activation and signaling of the p38 MAP kinase pathway, Cell 

Res.  15 (2005) 11-18. 

25. M. Guha, N. Mackman, The phosphatidylinositol 3-kinase-Akt pathway limits 

lipopolysaccharide activation of signaling pathways and expression of inflammatory 

mediators in human monocytic cells, J. Biol. Chem. 277 (2002) 32124-32132. 

26. S.R. Himes, D.P. Sester, T. Ravasi, S.L. Cronau, T. Sasmono, D.A. Hume, The JNK 

are important for development and survival of macrophages, J. Immunol. 176 (2006) 

2219-2228. 



AC
C

EP
TE

D
 M

AN
U

SC
R

IP
T

ACCEPTED MANUSCRIPT

25 
 

27. C. Dong, R.J. Davis, R.A. Flavell, MAP kinases in the immune response, Annu Rev. 

Immunol. 20 (2002) 55-72. 

28. P. Chen,  J. Li, J. Barnes, G.C. Kokkonen, J.C. Lee, Y. Liu, Restraint of 

proinflammatory cytokine biosynthesis by mitogen-activated protein kinase 

phosphatase-1 in lipopolysaccharide-stimulated macrophages,  J. Immunol. 169 (2002) 

6408–6416. 

29. S.M. Abraham, A.R. Clark, Dual-specificity phosphatase 1: a critical regulator of 

innate immune responses, Biochem. Soc. Trans. 34 (2006) 1018–1023. 

30. M. Hammer, J. Mages, H. Dietrich, A. Servatius, N. Howells, A.C. Cato, R. Lang, 

Dual specificity phosphatase 1 (DUSP1) regulates a subset of LPS-induced genes and 

protects mice from lethal endotoxin shock, J. Exp.Med. 203 (2006)15–20. 

31. Q. Zhao, X. Wang, L.D. Nelin, Y. Yao, R. Matta, M.E. Manson, R.S. Baliga, X. 

Meng, C.V. Smith, J.A. Bauer, C.H. Chang, Y. Liu, MAP kinase phosphatase 1 

controls innate immune responses and suppresses endotoxic shock, J. Exp. Med. 203 

(2006) 131–140. 

32. K.B. Seamon, W. Padgett, J.W. Daly, Forskolin: unique diterpene activator of 

adenylate cyclase in membranes and in intact cells, Proc. Natl. Acad. Sci. U.S.A. 78 

(1981) 3363-3367. 

33. M. Neumann, T. Grieshammer, S. Chuvpilo, B. Kneitz, M. Lohoff, A. Schimpl, B.R. 

Franza Jr, E. Serfling, RelA/p65 is a molecular target for the immunosuppressive 

action of protein kinase A, EMBO J. 14 (1995) 1991–2004. 

34. D. Lukashev, A. Ohta, S. Apasov, J.F. Chen, M. Sitkovsky, Cutting edge: Physiologic 

attenuation of proinflammatory transcription by the Gs protein coupled A2A 

adenosine receptor in vivo, J. Immunol. 173 (2004) 21–24. 



AC
C

EP
TE

D
 M

AN
U

SC
R

IP
T

ACCEPTED MANUSCRIPT

26 
 

35. G. Haskó, C, Szabó, Z.H. Németh, V. Kvetan, S.M. Pastores, E.S. Vizi, Adenosine 

receptor agonists differentially regulate IL-10, TNF-alpha, and nitric oxide production 

in RAW 264.7 macrophages and in endotoxemic mice, J. Immunol. 157 (1996) 4634-

4640. 

36. Z.H. Németh, S.J. Leibovich, E.A. Deitch, E.S. Vizi, C. Szabó, G. Haskó, cDNA 

microarray analysis reveals a nuclear factor-kappaB-independent regulation of 

macrophage function by adenosine, J. Pharmacol. Exp. Ther. 306 (2003) 1042-1049. 

37. D.S. Kim, J.H. Han, H.J. Kwon, NF-kappaB and c-Jun-dependent regulation of 

macrophage inflammatory protein-2 gene expression in response to lipopolysaccharide 

in RAW 264.7 cells, Mol. Immunol. 40 (2003) 633-643. 

38. L. Faggioli, C, Costanzo, M. Donadelli, M. Palmieri, Activation of the Interleukin-6 

promoter by a dominant negative mutant of c-Jun, Biochim. Biophys. Acta 1692 

(2004) 17-24. 

39. J.L. Swantek, M.H. Cobb, T.D. Geppert, Jun N-terminal kinase/stress-activated 

protein kinase (JNK/SAPK) is required for lipopolysaccharide stimulation of tumor 

necrosis factor alpha (TNF-alpha) translation: glucocorticoids inhibit TNF-alpha 

translation by blocking JNK/SAPK, Mol. Cell. Biol. 17 (1997) 6274-6282. 

40. J.A. Fotheringham, M.B. Mayne, J.A. Grant, J.D. Geiger, Activation of adenosine 

receptors inhibits tumor necrosis factor- release by decreasing TNF-mRNA 

stability and p38 activity, Eur. J. Pharmacol. 497 (2004) 87–95. 

41. T. van der Bruggen, S. Nijenhuis, E. van Raaij, J. Verhoef, B.S. van Asbeck, 

Lipopolysaccharide-induced tumor necrosis factor alpha production by human 

monocytes involves the raf-1/MEK1-MEK2/ERK1-ERK2 pathway, Infect. Immun. 67 

(1999) 3824-3829. 



AC
C

EP
TE

D
 M

AN
U

SC
R

IP
T

ACCEPTED MANUSCRIPT

27 
 

42. X. Zhang, D.T. Odom, S.H. Koo, M.D. Conkright, G. Canettieri, J. Best, H. Chen, R. 

Jenner, E. Herbolsheimer, E. Jacobsen, S. Kadam, J.E. Ecker, B. Emerson, J.B. 

Hogenesch, T. Unterman, R.A. Young, M. Montminy, Genome-wide analysis of 

cAMP-response element binding protein occupancy, phosphorylation, and target gene 

activation in human tissues, Proc. Natl. Acad. Sci. USA 102 (2005) 4459–4464. 

 

  



AC
C

EP
TE

D
 M

AN
U

SC
R

IP
T

ACCEPTED MANUSCRIPT

28 
 

Legends to the Figures 

Fig. 1. Loss of A2ARs results in higher pro-inflammatory cytokine formation in LPS-

stimulated bone marrow derived macrophages. A2AR expression is induced in response to 

LPS-stimulation both (A) on the cell surface and (B) at mRNA expression level in BMDMs. 

Wild-type BMDMs were treated with 200 ng/ml LPS for the indicated time periods, and cell 

surface expression of A2ARs was determined by flow cytometry, while gene expression 

levels were measured by qRT-PCR using HGPRT as a normalizing gene. The results are 

expressed as mean ± SD of five independent experiments (*significantly different from non-

treated control, p<0.05). (C) The map of the 40 cytokines detected on
 
the membranes. (D) 

Cytokine panel of control and LPS-treated wild-type and A2AR null BMDMs. Cells were 

incubated with 200 ng/ml LPS for 1 h. After the removal of LPS fresh media were added to 

the cells. Supernatants were collected 5 h later, and cytokine levels were determined by 

cytokine array. Arrows highlight those cytokines, the expression of which was significantly 

different in A2AR null BMDMs. The pixel density results are mean±S.D. from three 

independent experiments (*significantly different from wild-type control, p<0.05). Effect of 

LPS treatment on the TNF-IL-6 and MIP-2 production of wild type and A2AR null 

BMDMS at (E) protein and at (F) mRNA levels. Wild-type and A2AR null BMDMs were 

treated for with 200 ng/ml LPS for 1 h. After the removal of LPS fresh media were added to 

the cells. Supernatants were collected 5 h later and the levels of indicated cytokines were 

determined by ELISA method. Alternatively, total RNA was isolated after 3 h of incubation 

and cytokine gene expression levels were measured by qRT-PCR using HGPRT as 

normalizing gene. Relative gene expression values are shown as fold induction normalized to 

the wild-type control samples. Results are expressed as mean ± SD of six independent 

experiments (*significantly different from wild type control, p<0.05). 
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Fig. 2. The enhancement in LPS-induced pro-inflammatory response of A2AR null 

macrophages is not related to an alteration in the activation of the classical, NF-κB-dependent 

TLR4 signaling pathway. Western blot analysis of IκBα degradation in wild-type and A2AR 

null macrophages after exposure to 200 ng/ml LPS alone (A) or in combination with A2AR-

specific agonist CGS21680 (1 μM, 1h pre-treatment) (B) for the indicated time periods. 

Lamin-B was used as a loading control. (C) Nuclear levels of the p65 and p50 subunits of NF-

κB transcription factor in control and LPS-stimulated macrophages. Wild-type and A2AR null 

BMDMs were treated with 200 ng/ml LPS for 1h. Nuclear levels of the p65 and p50 subunits 

of NF-κB were detected with TransAM NF-κB transcription factor kits. The results are 

expressed as mean ± SD of three independent experiments. (D) Activation of the A2AR 

signaling pathway does not affect the NFκB-driven transcriptional activity determined by 

measuring the luciferase activity of an NFκB-dependent luciferase transcriptional reporter in a 

stably transfected RAW264.7 macrophage cell line. 125 ng/ml LPS and the indicated doses of 

CGS21680 were added to the cells simultaneously. Cell extracts were prepared, and luciferase 

activities were measured after a 6h LPS exposure. Data were normalized to the non-treated 

control cells. Results are expressed as mean ± SD of three independent experiments.  

Fig. 3. A2AR deficiency is accompanied by enhanced MAPK phosphorylation. (A) The map 

of the 26 MAPK cascade-associated proteins the phosphorylation of which can be detected on 

the Phospho-MAPK array membranes. (B) Phospho-MAPK panel of wild-type and A2AR 

null BMDMs with or without LPS treatment alone or in the presence of an A2AR antagonist. 

Wild-type and A2AR null cells were treated with 200 ng/ml LPS alone or in combination of t 

SCH442416 (10 nM, 1h pre-treatment) for 30 min. Macrophages were then lysed, and the 

amount of phosphorylated proteins was detected by a Phospho MAP kinase array. Arrows 

highlight those proteins, the phosphorylation of which was altered in A2AR null BMDMs as 
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compared to their wild-type control. One representative experiment of three is shown. (C) 

Western blot analysis of JNK1 and phospho-JNK1 levels in wild-type and A2AR null 

macrophages exposed to 200 ng/ml LPS for the indicated time periods. Lamin B was used as 

a loading control. Integrated density values of the blot are shown on right. (D) ELISA-based 

determination of phospho-JNK levels. BMDMs were treated with 200 ng/ml LPS alone or in 

combination with the A2AR-specific agonist CGS21680 (1 μM, 1h pre-treatment) or the 

A2AR-specific antagonist SCH442416 (10 nM, 1h pre-treatment) for 30 min. The levels of 

phosphorylated JNKs were determined by a phospho-panJNK-specific ELISA kit. The results 

are expressed as mean ± SD of three independent experiments. (*significantly different from 

the LPS-treated wild type cells, p<0.05).  

 

Fig. 4. The A2AR-mediated suppression of LPS-induced pro-inflammatory cytokine 

production requires JNKs. BMDMs were treated with 200 ng/ml LPS alone or in combination 

with CGS21680 (1 μM, 1h pre-treatment), SCH442416 (10 nM, 1h pre-treatment) or the JNK 

inhibitor TCS-JNK (100 nM, 1h pre-treatment) for 1h. After the removal of LPS, fresh media 

supplemented with CGS21680, SCH442416 or TCS-JNK were added to the cells. 

Supernatants were collected 5h later, and IL-6 (A), MIP-2 (B) and TNF-α (C) levels were 

determined by ELISA.  The results are expressed as mean ± SD of three independent 

experiments (*significantly different, p<0.05). 

 

Fig. 5. The mRNA and protein expression levels of DUSP1 are under the control of a 

continuously activated A2AR signaling pathway in BMDMs. (A) Western blot analysis of 

MKK4, MKK3 and phospho-MKK4, phospho-MKK3/6 levels in wild-type macrophages 

exposed to 200 ng/ml LPS for the indicated time periods. Where it is indicated, SCH442416 
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(10 nM, 1h pre-treatment) was also added to the cells. Lamin B was used as a loading control. 

nt: non-treated control sample. Basal DUSP1 mRNA (B) and protein (C) levels in wild type 

and A2AR null BMDMs. Effect of an A2AR antagonist on the DUSP1 mRNA (D) and 

protein (E) levels in wild type and A2AR null BMDMs. Effect of an A2AR agonist on the 

DUSP1 mRNA (F) and protein (G) levels in wild type and A2AR null BMDMs. Total protein 

or total RNA of untreated BMDMs, or BMDMs exposed to either CGS21680 (1 μM, 3h 

treatment) or SCH442416 (10 nM, 3h treatment) were isolated. DUSP1 protein levels were 

analyzed by Western blot using histone H2B as a loading control. Alternatively, DUSP1 gene 

expression levels were determined by qRT-PCR using HGPRT as normalizing gene.  Relative 

gene expression values are expressed as mean ± SD of four independent experiments 

(*significantly different p<0.05). (H) DUSP1 gene expression level of LPS-exposed wild-type 

and A2AR null BMDMs. Prior to LPS exposure (200 ng/ml, 1h treatment) cells were pre-

treated with CGS21680 (1 μM), SCH442416 (10 nM), Rp-cAMPS, a competitive inhibitor of 

cAMP (100 μM) or forskolin, an adenylyl cyclase activator (10 μM). After the LPS treatment 

fresh media - supplemented with CGS21680, SCH442416, Rp-cAMPS, or forskolin - were 

added to the cells. Total RNA was isolated 2 h later, and DUSP1 gene expression levels were 

determined by qRT-PCR using HPGRT as normalizing gene. Results are expressed as fold 

induction as compared to the wild type non treated cells. Data show mean ± SD of three 

independent experiments (*significantly different, p<0.05).  

Fig. 6. A2AR signaling is not able to regulate LPS-induced JNK activation and pro-

inflammatory cytokine production in DUSP1-silenced BMDMs. (A) Transient DUSP1 

silencing by siRNA. Five-day-matured BMDMs were transfected with siRNA specific for 

mouse DUSP1 and non-targeting siRNA. The efficiency of RNAi was determined by Western 

blot analysis and by qRT-PCR using HGPRT as normalizing gene. (B) Phosphorylated JNK 

(C) IL-6 and (D) TNF- levels of LPS-treated wild-type and A2AR null DUSP1-silenced 
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BMDMs in the presence of an A2AR agonist or antagonist. Control, non-targeting siRNA and 

DUSP1 siRNA transfected cells were treated with 200 ng/ml LPS alone or in combination 

with either CGS21680 (1 μM, 1h pre-treatment) or SCH442416 (10 nM, 1h pre-treatment) for 

30 min for determining pJNK levels by a phospho-panJNK-specific ELISA kit, or for 1 h for 

the pro-inflammatory cytokine determination. After the removal of LPS fresh media 

supplemented with CGS21680 or SCH442416 were added to the cells. Supernatants were 

collected 5 h later, and IL-6 and TNF-α levels were determined by ELISA. Results are 

expressed as mean ± SD of three independent experiments (*significantly different from non- 

targeting siRNA, p<0.05). 
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Fig. 1 
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Fig. 2 
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Fig. 3 
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Fig. 4 
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Fig. 5 
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Fig. 6 
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Highlights 

 LPS stimulation of A2AR null macrophages results in a higher pro-inflammatory 

response 

 Loss of A2ARs does not affect the LPS-induced NF-B signaling pathway in 

macrophages 

 Loss of A2ARs results in higher basal and LPS-induced MAPK phosphorylation 

 A2AR signaling does not decrease MKK activation, but maintains high DUSP1 

expression 

 DUSP1 levels are regulated by A2ARs via the adenylate cyclase signaling pathway


