
1Scientific RepoRts | 5:10920 | DOi: 10.1038/srep10920

www.nature.com/scientificreports

GRK3 suppresses L-DOPA-induced 
dyskinesia in the rat model of 
Parkinson’s disease via its RGS 
homology domain
Mohamed R. Ahmed, Evgeny Bychkov†, Lingyong Li‡, Vsevolod V. Gurevich & 
Eugenia V. Gurevich

Degeneration of dopaminergic neurons causes Parkinson’s disease. Dopamine replacement therapy 
with L-DOPA is the best available treatment. However, patients develop L-DOPA-induced dyskinesia 
(LID). In the hemiparkinsonian rat, chronic L-DOPA increases rotations and abnormal involuntary 
movements modeling LID, via supersensitive dopamine receptors. Dopamine receptors are controlled 
by G protein-coupled receptor kinases (GRKs). Here we demonstrate that LID is attenuated by 
overexpression of GRK3 in the striatum, whereas knockdown of GRK3 by microRNA exacerbated 
it. Kinase-dead GRK3 and its separated RGS homology domain (RH) suppressed sensitization 
to L-DOPA, whereas GRK3 with disabled RH did not. RH alleviated LID without compromising 
anti-akinetic effect of L-DOPA. RH binds striatal Gq. GRK3, kinase-dead GRK3, and RH inhibited 
accumulation of ∆FosB, a marker of LID. RH-dead mutant was ineffective, whereas GRK3 knockdown 
exacerbated ∆FosB accumulation. Our findings reveal a novel mechanism of GRK3 control of the 
dopamine receptor signaling and the role of Gq in LID.

The striatum receives dense dopaminergic innervation, and striatal neurons express high levels of dopa-
mine (DA) receptors. DA released by midbrain dopaminergic neurons regulates the striatal output and 
plays an essential role in movement control. Loss of dopaminergic neurons and depletion of DA in 
the striatum, as it occurs in Parkinson’s disease (PD), leads to the dysfunction of the striatal circuits 
and motor deficits. The action of DA in the striatum is mediated by DA receptors, with the D1 and 
D2 subtypes being the most prominent. The parameters of signaling via DA receptors, as of most G 
protein-coupled receptors (GPCRs), are defined to a significant extent by a conserved desensitization 
mechanism. Phosphorylation of activated receptor by a G protein-coupled receptor kinase (GRK) is 
the first rate-limiting step in this process followed by arrestin binding to phosphorylated receptors. 
Arrestin blocks further G protein activation and initiates receptor internalization1. This mechanism 
ensures appropriate length and intensity of G protein activation by GPCR preventing their overactivity. 
Arrestin binding to the receptor also initiates another round of signaling independent of G proteins, 
via scaffolding of signaling proteins on arrestins2. Since most GPCRs require phosphorylation by GRKs 
for high-affinity arrestin binding3, GRKs promote arrestin-dependent signaling, in addition to initiating 
GPCR desensitization towards G proteins4,5. A distinguishing feature of the GRKs is the presence, in 
addition to the kinase domain, of the RGS homology (RH) domain6. The RGS proteins are known to be 
critical regulators of GPCR signaling playing important roles in a variety of physiological and patholog-
ical processes7. Similarly to many other RGS proteins, the RH of GRK2 and GRK3 is capable of binding 
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active GTP-liganded α -subunits of Gq/11 and recruiting them away from effectors, thereby suppressing 
Gq/11-mediated signaling in phosphorylation-independent manner8. Thus, GRK2/3 can suppress GPCR 
signaling by two independent mechanisms: receptor phosphorylation and scavenging active Gq/11. 
While the latter mechanism was demonstrated in cultured cells9–15, it was never shown to operate in vivo.

Loss of striatal DA in PD causes complex alterations in cellular signaling: numerous pathways in 
the DA-depleted striatum show exaggerated responses to stimulation by dopaminergic drugs16–19 linked 
to supersensitivity of D120,21 and D222 receptors. However, the mechanisms that maintain the aber-
rant receptor responses are yet to be fully elucidated. The symptomatic therapy with the DA precur-
sor L-3,4-dihydroxyphenylalanine (L-DOPA), which is very effective initially in reversing akinesia in 
PD patients, eventually causes L-DOPA-induced dyskinesia (LID), or involuntary aimless movements23. 
Chronic L-DOPA treatment aggravates the signaling abnormalities initially developed in response to the 
loss of DA16,24. The mechanism of LID as well as L-DOPA-induced signaling alterations in DA-depleted 
animals remains poorly understood. Because dyskinetic and antiparkinsonian actions of L-DOPA are so 
intertwined, developing anti-LID therapy without sacrificing the beneficial effect of the drug has been 
a challenge. To successfully manage LID, molecular mechanisms regulating signaling via DA receptors 
under normal and pathological conditions must be unraveled to enable selective targeting of those specif-
ically responsible for LID. Given the position of GRKs in the GPCR signaling cascade, these proteins are 
likely to play an important role in the deregulation of the DA receptor signaling in PD. However, the spe-
cific role of GRK isoforms in regulating dopaminergic signaling in striatal neurons remains poorly defined.

In the hemiparkinsonian rat model of PD, the concentration of GRKs in the dopamine-depleted 
motor striatum is reduced, and L-DOPA fails to restore GRK levels19,25,26. Among four GRK isoforms 
expressed in the striatum27,28, GRK6 and GRK3 showed particularly consistent downregulation across 
striatal territories26, which may contribute to the exaggerated dopaminergic signaling in the DA-depleted 
brain. We have previously demonstrated that GRK6 overexpressed in DA-depleted striatum via lentiviral 
delivery alleviates LID in the rat and primate models, presumably by normalizing DA receptor signal-
ing25. Here we show that striatal GRK3, similarly to GRK6, controls L-DOPA-induced behavior and LID 
in hemiparkinsonian rats. In contrast to GRK6, it does so in phosphorylation-independent manner via 
its RH domain.

Results
Overexpression of GRK3 ameliorates, whereas knockdown enhances behavioral sensitization 
to L-DOPA in 6-OHDA-lesioned rats. To examine the role of GRK3 in regulating L-DOPA-induced 

Figure 1. The expression of GRK3 in the lesioned striatum inhibits and knockdown of GRK3 
exacerbates rotations in the hemiparkinsonian rat. Data are shown as means ± S.E.M. (A) Frequency 
(for 1 h) of L-DOPA-induced net contralateral rotations (contralateral – ipsilateral) upon repeated L-DOPA 
treatment in rats expressing GRK3-GFP pre-sensitized with L-DOPA for 5 days before virus injection, as 
compared to animals expressing GFP (control). Overexpression of GRK3 reduced the frequency of L-DOPA-
induced rotations across sessions (p =  0.041) and suppressed the rate of behavioral sensitization to L-DOPA 
(reduced slope of increase, p <  0.0001). Note similar rotation frequencies and sensitization rate in both 
groups before the virus injection. (B) L-DOPA-induced rotation frequencies in rats injected with the GRK3 
miRNA virus as compared to negative control miRNA (GFP). The animals were pre-sensitized with L-DOPA 
for 5 days before the virus injection. * - p <  0.05, ** - p <  0.001 between the GRK3 miRNA and control 
groups on individual days, post hoc Student’s unpaired t-test.
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Figure 2. The lentiviral gene transfer induces GRK3 expression in dopamine-depleted rat striatum. (A) 
Loss of dopaminergic innervation in the striatum detected by Western blots for TH in the lesioned (Les) 
and intact (Int) striata in animals expressing GFP or GRK3. Numbers refer to individual animals. Left 4 
lanes show standards obtained by serial dilutions of the striatal tissue lysate. The numbers above indicate 
the total amount of striatal protein loaded per lane. Actin blot obtained by stripping and re-probing the 
TH blot shows equal loading. (B) Immunohistochemical detection of GRK3-GFP expression. Low power 
photomicrograph of the rat brain with GRK3-GFP expression detected with anti-GFP antibody (upper panel 
left). The photomicrograph on the right in the upper panel (at approximate location indicated by the red 
circle in the lesioned striatum) shows GRK3-GFP-expressing cells at higher magnification. Middle panel 
shows expression of GRK3-GFP in medium spiny neurons co-labeled for FOXP1 and lower panel – FOXP1-
positive neurons in the intact, uninfected striatum. Asterisks indicate double-labeled cells. (C) Detection of 
the GFP expression by Western blot in the lesioned striatum of control rats infected with the GFP lentivirus. 
The samples from the intact uninfected striata are shown for comparison. Numbers refer to individual 
animals. (D) The expression of GRK3-GFP (upper panel) in four rats in the intact uninfected and lesioned 
infected striata detected with anti-GFP antibody is shown. Serial dilutions of HEK293 cell lysates infected 
with GRK3-GFP lentivirus were used as standards. Lower panel shows detection of endogenous GRK3 and 
GRK3-GFP in GFP- and GRK3-GFP-injected animals with anti-GRK3 antibody. Serial dilutions of purified 
human GRK3 were used as standards for endogenous GRK3. Lysate of HEK293 cells infected with GRK3-
GFP lentivirus was used to indicate the position of GRK3-GFP. (E) Quantification of the Western blot 
data for the expression of GRK3-GFP and endogenous GRK3 in the intact and lesioned hemisphere was 
performed, as described in Methods. The expression of endogenous GRK3 and transgenic GRK3-GFP in the 
intact and lesioned (infected) hemisphere was compared by paired Student’s t-test. * - p <  0.01 to the intact 
striatum for endogenous GRK3; # - p <  0.01 to the intact striatum.
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behavior, we employed lentivirus-mediated gene transfer to modulate the level of GRK3 in the DA-depleted 
striatum. First, we tested whether overexpression of GRK3 affects L-DOPA-induced contralateral rota-
tions in unilaterally 6-hydroxydopamine-lesioned (hemiparkinsonian) rats. We measured the rotation 
frequency in rats expressing either GFP (control) or GFP-tagged GRK3 in the motor striatum on the 
lesioned side.

The effect of GRK3 overexpression on frequency of L-DOPA-induced rotations was tested in the 
behavioral paradigm that involved pretesting the animals for rotations for 5 days before virus injec-
tion and then testing them following the injections for 10 more days, as we described previously25. The 
pre-injection rotation frequencies were the same in the control and GRK3 groups, with both groups 
showing marked behavioral sensitization. However, after the injection rotation frequency in the GRK3 
group was reduced across the testing sessions (F(1,198) =  4.72, p =  0.041), and behavioral sensitization 
was markedly diminished, as evidenced by significant Group x Session interaction (p <  0.0001) (Fig. 1A).

Post-mortem examination revealed that both control and GRK3 groups had similarly extensive 
lesions (Fig. 2A). Less than 2% of the tyrosine-hydroxylase-positive terminals remained in the lesioned 
caudate-putamen (CPu). The GRK3-GFP lentivirus induced GRK3 expression throughout the dorso-
lateral CPu (Fig. 2B). GRK3-GFP expression was detected in medium spiny neurons, as determined by 
double immunohistochemistry for GFP and the marker of these neurons, forkhead box P1 (FOXP1) 
(Fig.  2B). FOXP1 is a nuclear protein expressed in medium spiny neurons but not in interneurons29. 
Western blots (Fig.  2C) confirmed the presence of expressed GRK3-GFP in the infected striatum. 
Quantification of GRK3 demonstrated that gene transfer increased the total amount of GRK3 in the 
lesioned striatum ~4-fold (Fig. 2D).

To evaluate the role of endogenous GRK3, we tested whether its knockdown with lentivirus-delivered 
GRK3-selective microRNA (miRNA) influences the behavioral effects of L-DOPA. We used lentivirus 
carrying two miRNA sequences directed against different regions of GRK3 mRNA and co-cistronic 
GFP to label infected cells (Fig. 3A). A lentivirus encoding nonsense miRNA and GFP served as con-
trol. In the behavioral setting described above, knockdown of GRK3 significantly enhanced the rota-
tion frequency across sessions (F(1,198) =  4.86, p =  0.039) and increased the sensitization to L-DOPA 
(p <  0.0001) (Fig.  1B). To measure the degree of GRK3 knockdown, we compared the levels of GRK3 
in rats expressing GRK3 miRNA and negative control miRNA. Postmortem examination of the infected 
striatum detected GFP (which was co-cistronically expressed with miRNA) in FOXP1-positive medium 
spiny striatal neurons (Fig. 3B). The expression of endogenous GRK3 was significantly decreased in the 
lesioned, as compared to the intact striatum (Fig. 3D), in agreement with our previous report26. GRK3 
concentration was further significantly decreased by the GRK3 miRNA, as compared to the control lenti-
virus, by approximately by 40% (Fig. 3B,D). In contrast to GRK3, we detected a small increase in the con-
centration of GRK2, a closely related GRK isoform, caused by chronic L-DOPA treatment (Fig. 3E), as we 
reported previously26. The concentration of GRK2 was not affected by the GRK3 miRNA. Thus, increased 
concentration of GRK3 reduced, whereas decreased availability of GRK3 increased L-DOPA-induced 
rotations and sensitization to L-DOPA.

Kinase activity is not required for the suppression of L-DOPA-induced rotations by 
GRK3. GRKs phosphorylate active GPCRs, thereby promoting the binding of arrestins, inducing 
receptor desensitization [reviewed in 8] and facilitating arrestin-mediated signaling4,5. In order to deter-
mine whether kinase activity of GRK3 is required for its anti-rotation effect, we constructed lentivirus 
encoding kinase-dead (KD) GRK3-K220R mutant30 tagged with myc epitope for easy detection. The 
myc-tagged WT GRK3 was fully functional and the mutant possessed no detectable catalytic activity, as 
determined by in cell phosphorylation assay using the dopamine D1 receptor (D1R) as a substrate (Fig. 
S1). We compared the effect of the overexpression of WT and kinase-dead GRK3 on L-DOPA-induced 
rotations. To our surprise, we found that kinase-dead GRK3-K220R was just as effective in suppressing 
rotations as WT GRK3 (Fig. 4A). Two-way repeated measure ANOVA, with Group (GRK3, GRK3-KD, 
or GFP) as between group factor and Session (as within group factor) yielded significant effect of group 
[F(2,378) =  4.47, p =  0.017) and Group x Session interaction [F(9,378) =  6.56, p <  0.0001]. Post hoc com-
parison (Bonferroni’s test with correction for multiple comparisons) revealed that both WT GRK3 and 
GRK3 KD groups had significantly reduced overall rotation frequencies, as compared to the GFP group 
(p <  0.05).

We have previously demonstrated that lentivirus-mediated overexpression of another GRK isoform, 
GRK6, lead to a significant reduction in the rotation frequency and dyskinetic behavior in the rodent 
and monkey model of LID25. Therefore, we examined the contribution of the kinase activity to the 
effect of GRK6. Preliminary testing demonstrated that the KD GRK6 mutant30 GRK6A-K215,216M was 
devoid of kinase activity at the D1 dopamine receptor (Fig. S1B). We found that, in contrast to GRK3, 
the kinase activity was indispensible for the anti-rotation effect of GRK6. As shown in Fig. 4B, the KD 
mutant GRK6-K215,216M was completely ineffective. Two-way repeated measure ANOVA with Group 
(GRK6, GRK6-RD, or GFP) and Session (as within group factor) yielded significant effect of Group 
[F(2,360) =  3.66, p =  0.0346) and Group x Session interaction [F(9,360) =  2.24, p =  0.00258] due to the 
rotation-suppressing effect of WT GRK6. As revealed by post hoc comparison, WT GRK6 group had 
significantly lower rotation frequencies across sessions than either GFP or GRK6 KD group (p <  0.05). 
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Figure 3. Knockdown of GRK3 in the rat striatum with the miRNA. (A) Schematic representation 
of the lentivirus carrying two chained GRK3 miRNA sequences. (B) Representative low magnification 
photomicrograph of the rat intact control striatum (left upper panel) and the striatum infected with the 
GRK3 miRNA lentivirus (right upper panel). GFP is expressed co-cistronically with GRK3 miRNA in 
medium spiny striatal neurons, as demonstrated by double staining for GFP and FOXP1 as described in 
Methods (lower panels). Middle panel shows the expression of GFP in the lesioned infected striatum, right 
panel – FOXP1-positive cells; left panel – overlay. Asterisks indicate double-labeled cells. (C) Detection of 
the GRK3 expression by Western blot in the lesioned (Les) hemisphere infected with the GRK3 miRNA 
(GRK3) or control miRNA (Co) virus in comparison with the intact (uninfected; Int) hemisphere. Five 
left lanes are different dilutions of purified recombinant human GRK3 used as standards. The arrowhead 
points to the GRK3 band (the upper bands are nonspecific). (D) Quantification of the Western blot data 
for the expression of GRK3 in the intact and lesioned hemisphere. The expression of endogenous GRK3 
and in the intact and lesioned (infected) hemisphere was compared by paired t-test: * - p <  0.001 to 
the intact striatum. The expression of endogenous GRK3 in the lesioned (infected) hemispheres of rats 
infected with the negative control (Co miRNA) and GRK3 miRNA viruses was compared by unpaired 
t-test (p <  0.05).

Postmortem determination of the levels of WT and kinase-dead GRK3 and GRK6 demonstrated compa-
rable expression of both constructs of each kinase (Fig. 4C,D).
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Figure 4. The rotation-suppressing effect of GRK3 is phosphorylation-independent, whereas that of 
GRK6 requires kinase activity. Data are shown as means ± S.E.M. (A) Frequency of L-DOPA-induced net 
contralateral rotations in rats expressing WT GRK3-myc or GRK3-K220R kinase-dead mutant (GRK3KD-
myc), as compared to animals expressing GFP (control). Both WT GRK3 and GRK3KD significantly 
reduced overall rotation frequency (p <  0.05) and the slope of behavioral sensitization (p <  0.001). (B) 
Frequency of L-DOPA-induced net contralateral rotations in rats expressing GRK6 or GRK6-K215,216M 
kinase-dead mutant (GRK6KD-GFP), as compared to animals expressing GFP (control). * - p <  0.05,  
** - p <  0.01 to the GFP group, Bonferroni/Dunn post-hoc test for individual days. (C) Expression of GRK3 
and GRK3KD in the infected striatum detected with anti-myc antibody. The graph shows quantification of 
the Western blot data (D) Expression of GRK6 and GRK6KD detected by anti GFP antibody. (E) and (F) 
quantification of the Western blot data on GRK3 and GRK6 expression, respectively.

The behavioral activity of GRK3 is mediated by the function of its RGS homology domain. In 
contrast to GRK6, GRK3 possesses two additional functional domains that can interfere with the sign-
aling in a phosphorylation-independent manner (reviewed in8). One is functional RGS homology (RH) 
domain capable of binding and sequestering active Gα q/11, thereby reducing signaling mediated by 
these G proteins12–15. The second is pleckstrin homology (PH) domain that binds Gβ γ  and reduces 
Gβ γ -functions31,32. In order to determine, which function is responsible for anti-rotation effect of GRK3, 
we used GRK3-R106A,D110A mutant with severely reduced binding to Gα q/1113. We found that, in 
contrast to kinase-dead mutant that retained full activity, the RH-dead GRK3-R106A,D110A mutant 
(GRK3-RHD) was completely ineffective in suppressing L-DOPA-induced rotations (Fig.  5A) when 
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expressed at the level comparable to that of WT GRK3 (Fig. 5B,C). Two-way repeated measure ANOVA, 
with Group (GFP, GRK3-WT, GRK3-RHD) as between group factor and Session (as within group fac-
tor) yielded significant effect of group [F(2,387) =  4.03, p =  0.0486) and Group x Session interaction 

Figure 5. The rotation-suppressing effect of GRK3 is mediated by its RH domain. Data are shown as 
means ± S.E.M. (A) Frequency of L-DOPA-induced rotations in rats expressing WT GRK3-myc or GRK3-
R106A,D110A mutant (GRK3-RHD-myc) as compared to GFP (control). * - p <  0.05 to the GFP group, 
Bonferroni/Dunn post hoc-test. (B) Expression and quantification of GRK3-myc and GRK3-RHD-myc 
with anti-myc antibody. The panel shows representative Western blot with the myc detection in the intact 
(Int) and lesioned (Les) striata of two rats expressing GRK3-myc (GRK3) and GRK3-RHD-myc (RHD). 
Left four lanes – GRK3-myc standards produced by infecting HEK293 cells with GRK3-myc lentivirus and 
preparing serial dilutions of the cell lysate. The numbers show the amount of cell protein per lane. (C) The 
graph shows quantification of the expression data as mean ± S.E.M. in ng of GRK3 per mg of total protein. 
(D) Frequency of L-DOPA-induced net contralateral rotations in rats expressing WT GRK3 or isolated 
RH domain (RH-myc), as compared to animals expressing GFP (control). * - p <  0.05 to the GFP group, 
Bonferroni/Dunn post hoc test. (E) The panel shows representative Western blot with the myc detection 
in the intact (Int) and lesioned (Les) striata of four rats expressing RH-myc. Left four lanes – RH-myc 
standards produced by infecting HEK293 cells with RH-myc lentivirus and preparing serial dilutions of the 
cell lysate. The numbers show the amount of cell protein per lane. (F) The graph shows quantification of the 
expression data as mean ± S.E.M. in equivalents of ng of GRK3-myc per mg of total protein.
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[F(9,387) =  2.532, p =  0.0006], both effects due to the rotation-reducing effect of WT GRK3. These data 
suggest that the effect of GRK3 on L-DOPA-induced rotations was mediated via the function of RH 
without contribution from PH domain, since PH domain remained intact in the GRK3-RHD mutant.

In order to verify this conclusion, we constructed a lentivirus expressing isolated C-terminally 
myc-tagged RH domain (N-terminal amino acids 1-175; RH) (Fig S2A). Figure S2B shows the expres-
sion of RH(1-175) in the lesioned striatum upon lentivirus infection. Since RH lacked not only the 
kinase domain but also PH domain required for recruitment of GRK3 to activated GPCRs via interaction 
with Gβ γ 33, we examined whether it retains proper sub-cellular localization in the brain. We found that 
overall subcellular localization of RH was similar to that of the parental GRK3 and that it was present 
at the plasma membrane (Fig. S2C). RH effectively reduced the frequency of L-DOPA-induced rotations 
(Fig.  5D). Two-way repeated measure ANOVA, with Group (GFP, GRK3 WT, RH) as between group 
factor and Session (as within group factor) yielded significant effect of group [F(2,378) =  9.4, p =  0.0004) 
and Group x Session interaction [F(9,378) =  107.6, p <  0.0001], the latter due to a significant reduction 
in the sensitization slope. The expression level of RH was comparable to that of GRK3 (Fig. 5E,F). The 
data demonstrate that the anti-rotational effect of GRK3 was mediated via RH domain and ruled out the 
contribution of other functional domains.

Next, we tested the effect of the RH overexpression in the motor striatum on the development of 
abnormal involuntary movements (AIMs). The rats were pretested for AIMs as described previously25 
and then received the injections of the control (GFP) or RH lentivirus. The expression of RH in the 
lesioned striatum significantly reduced the AIMs scores in testing sessions 3 through 6 (Fig.  6A). The 
expression of RH suppressed sensitization to L-DOPA, since the AIMs scores remained essentially 
the same in the RH groups in the sessions 3 through 6, whereas in the GFP control they significantly 
increased. We used the cylinder test to examine the effect of RH expression on the anti-akinetic action 
of DOPA. We found that administration of L-DOPA reduced asymmetry in the use of the contralateral 
(injured) paw equally in both GFP and RH groups, demonstrating that RH did not compromise thera-
peutic effect of L-DOPA (Fig. 6B).

The RGS homology domain of GRK3 altered downstream signaling in the striatum. To test 
whether RH suppresses L-DOPA-induced rotations via interaction with Gα q, we used immunoprecipi-
tation to detect possible interaction of lentivirally delivered RH with endogenous Gα q in the brain. We 
found that endogenous Gα q co-immunoprecipitated with myc-RH from the lesioned striatum (Fig. 7).

Figure 6. The expression of the RH of GRK3 in the lesioned striatum inhibits abnormal involuntary 
movements (AIMs) without compromising anti-akinetic effect of L-DOPA. Data are shown as 
means ± S.E.M. (A) Hemiparkinsonian rats were tested for L-DOPA-induced AIMs as described in Methods. 
The graph shows combined AIMs scores per session in rats expressing GFP or RH treated with L-DOPA 
before and after the virus injection. ** p <  0.01, * (large)- p <  0.001 between the GFP and RH groups, Mann-
Whitney test. (B) The rats were tested in the cylinder test on Days 12 and 13 (when no AIMs testing was 
conducted), as described in Methods. The scatterplot shows the usage of the paw contralateral to the lesion 
(injured) as the percentage of the usage of the intact paw. L-DOPA administration (7.5 mg/kg) significantly 
improved the use of the injured paw equally in the GFP and RGS groups. * - p <  0.05 to respective saline 
values by Wilcoxon Signed Rank test.
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Chronic L-DOPA treatment causes the accumulation of the transcription factor ∆FosB in the lesioned 
striatum, the process that parallels the development of behavioral sensitization to L-DOPA and LID34. 
Therefore, we examined the effects of the GRK3 constructs on the ∆FosB accumulation. Overexpression 
of WT GRK3 (GRK3-WT) and kinase-dead GRK3 (GRK3-KD) significantly and to a similar degree 
reduced accumulation of ∆FosB in the lesioned striatum, as compared to the GFP-expressing control 
(GFP-CO) (Fig.  8A,E), the effect that paralleled the behavioral changes caused by these proteins. The 
isolated RH of GRK3 (RH) also reduced the ∆FosB accumulation similarly to WT GRK3, whereas 
GRK3-RHD was ineffective (Fig. 8B,C,E). Conversely, knockdown of GRK3 via GRK3 miRNA increased 
the level of ∆FosB in the lesioned striatum as compared to the negative control miRNA (Neg CO miRNA) 
(Fig.  8D,E). Thus, the effects of the level of GRK3 and its RH domain on ∆FosB clearly parallel their 
effects on behavioral manifestations of LID.

Discussion
Loss of DA in PD and in animal models of PD causes motor defects as well as multiple changes in signal-
ing in striatal neurons. Following DA depletion, many signaling pathways acquire enhanced sensitivity to 
dopaminergic stimulation16,17,24. The supersensitivity of the D1 receptors signaling is a conspicuous result 
of the loss of DA17,20. Chronic treatment with L-DOPA aimed at restoring missing DA to the striatum 
normalizes some of the signaling pathways but further deregulates, or fails to normalize, others (16,20,24,25, 
see also35 and references therein), which eventually results in dyskinesia and other motor complications. 

Figure 7. Isolated RH of GRK3 interacts with Gαq in the brain. Co-immunoprecipitation experiments 
from the rat striata were performed as described in Methods. (A) Upper panels show the amount of Gq 
co-immunoprecipitated with myc in the intact (Int), which was not infected with RH-myc virus and, thus, 
lacked the bait, and lesioned (Les) striata of two rats. The panel below shows the concentration of Gq in 
the lysates. Left five lanes – serial dilutions of the HEK293 cell lysate used as standards for Gq. (B) Upper 
panels show the amount of RH-myc immunoprecipitated by anti-myc antibody in the intact (Int), which was 
not infected with RH-myc virus and, thus, lacked RH-myc, and lesioned (Les) striata of two rats. The panel 
below shows the concentration of RH in the corresponding lysates of the intact and lesioned striata. Left five 
lanes - serial dilutions of the lysate of HEK293 cells infected with RH-myc lentivirus used as standards for 
RH-myc.
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Figure 8. GRK3 acting via its RH domain reduces accumulation of ∆FosB in the lesioned striatum in 
rats chronically treated with L-DOPA. (A–D) Representative Western blot showing relative accumulation 
of ∆FosB in different experimental groups in the intact (Int) and lesioned (Les) striata. The experiments 
were performed as described in Methods. (A) Comparison of the effect on the ∆FosB level of the striatal 
overexpression of WT GRK3 with that of kinase-dead GRK3-K220R mutant (KD). (B) Comparative effect 
on the ∆FosB level of WT GRKs and isolated RH domain of GRK3 (RH). (C) The effect of the striatal 
expression of WT GRKs (GRK3) and GRK3-R106A,D110A mutant with the function of RH domain 
disabled (RHD) on the ∆FosB accumulation. (D) Modulation of the ∆FosB level by striatal knockdown 
of GRK3 via expression of GRK3 miRNA as compared to the negative control nonsense miRNA (Neg CO 
miRNA). (E) Quantification of the level of ∆FosB in the lesioned striatum in rats expressing GFP, WT 
GRK3 (GRK3-WT), kinase-dead GRK3 (GRK3-KD), isolated RH of GRK3 (RH), or RH-dead GRK3 mutant 
(GRK3-RHD). Additionally, quantification of ∆FosB in rats with knockdown of GRK3 via GRK3 miRNA, 
as compared to the negative control miRNA (Neg CO miRNA) is shown. * (large) - p <  0.01,  * (small) - 
p <  0.05 to respective controls.
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Exaggerated signaling of the striatal D1 DA receptors appears to be the main contributor to LID20,21, 
although enhanced activity of D222, and D325,36 receptors has also been implicated in LID in rodents 
and primates. These data strongly suggest that normalization of this excessive signaling may provide 
anti-LID benefits. However, since dopaminergic signaling is required for proper movement control, the 
challenge is to suppress signaling responsible for LID while preserving enough dopaminergic activity 
to support the antiparkinsonian action of the drug. One mechanism that could accomplish that task is 
GRK-arrestin-dependent homologous desensitization of GPCRs. Due to selectivity of GRKs for activated 
GPCRs8, receptors are able to activate G proteins before the signaling is shut down by GRK-dependent 
phosphorylation followed by high affinity arrestin binding.

We hypothesized that DA depletion brings about a deficit in the desensitization mechanism, likely as 
a compensatory measure to sustain the declining signaling. When L-DOPA is applied, remaining desen-
sitization machinery is inadequate to cope with the signaling load, resulting in exaggerated activity of 
the striatal signaling pathways that contributes to LID. In support of that hypothesis, we found reduced 
concentration of GRK6 and GRK3 in the DA-depleted striatum in the 6-OHDA-lesioned rats; that reduc-
tion persisted through the chronic L-DOPA treatment26. Furthermore, we demonstrated that promoting 
GPCR desensitization in the DA-depleted striatum via virus-mediated overexpression of GRK6 ame-
liorated LID in both primate and rodent models without compromising the antiparkinsonian effects of 
L-DOPA25 and normalized the activity of striatal signaling pathways rendered abnormal by loss of dopa-
mine19,25. The reduced availability of GRK6 in the lesioned striatum appears to significantly contribute to 
both hyperactive signaling and LID, since knockdown of GRK6 in the DA-depleted striatum aggravated 
LID25. These data are in agreement with the finding that GRK-dependent phosphorylation and not arres-
tin binding is the rate-limiting step in GPCR desensitization37. Our data are in line with earlier reports 
showing that modulation of the GRK availability in cultured cells and in vivo has a profound effect on 
the GPCR signaling38–42.

Here we examined the function of another GRK isoform, GRK3, out of four expressed by striatal 
neurons26,27, that is consistently downregulated by the loss of DA19,25,26. We found that, similarly to 
GRK6, lentiviral overexpression of GRK3 in the lesioned striatum suppressed and knockdown enhanced 
L-DOPA-induced rotational behavior in hemiparkinsonian rats (Fig. 1). If the action of GRK3 is medi-
ated by receptor phosphorylation, it could be due to facilitated receptor desensitization or enhanced 
arrestin-mediated signaling upon arrestin binding to phosphorylated receptors4,5. However, in contrast 
to GRK6 that acted via receptor phosphorylation, the action of GRK3 was phosphorylation-independent, 
mediated by its RH domain (Figs.  4,5), which effectively ruled out both phosphorylation-dependent 
desensitization and arrestin-dependent signaling. The kinase domain of all GRKs is inserted in a loop 
within the RH domain structure, which is a very unusual feature for multi-domain proteins8,43. The RH 
domain of GRKs was originally identified in silico6 but later demonstrated to be functionally active in 
cultured cells9–13,44. In contrast to “conventional” RGS proteins, many of which accelerate GTP hydrolysis 
by G proteins7, the RH of GRKs possess almost no GTPase accelerating activity but binds and sequesters 
active Gα q/11, thereby reducing the signaling via Gq/11-coupled GPCRs9,10,12,13. The fact that GRK6 
was proven to act exclusively via phosphorylation is not surprising. Although all GRKs possess the RH 
domain, only the RH domains of GRK2 and GRK3 seem to be capable of binding Gα q/119. The structure 
of GRK6 revealed that its RH domain has a shorter α 5 helix than that of GRKs2/343 and lacks structural 
elements known to be required for binding to Gα q/1111–13.

The experiments presented here provide definitive proof that the functional RH domain is necessary 
and sufficient for the anti-LID activity of GRK3. The GRK3 construct with inactivated RH domain but 
with other domains functionally intact (GRK3-RHD) did not affect L-DOPA-induced rotations, demon-
strating that functional RH domain is required for the GRK3 anti-LID activity, whereas other domains 
do not make a measurable contribution. Furthermore, isolated RH domain lacking other domains reca-
pitulated the effect of full-length GRK3, further supporting the conclusion that RH domain is sufficient 
for the GRK3 action. Moreover, in the context of similar subcellular localization of full-length GRK3 
and its separated RH domain, the finding that both show the same anti-LID activity strongly suggests 
that full-length GRK3 exerts its effect in this paradigm via its RH domain. Interestingly, the effect of 
GRK3 on the accumulation of ∆FosB, the transcription factor implicated in LID development34,45, is 
phosphorylation-independent and is mediated via its RH domain function (Fig.  8). Since the RH of 
GRK3 is only capable of interacting with Gα q/119, these data for the first time implicate Gq-mediated 
signaling in the L-DOPA-induced ∆FosB accumulation. Gq-mediated signaling could affect ∆FosB accu-
mulation via modulation of the protein kinase C46 or calcium/calmodulin-dependent protein kinase II 
(CaMKII) activity47.

GRK6 likely modulated DA-dependent behavior by facilitating desensitization of DA receptors. 
Previous work with GRK6 knockout mice has demonstrated that GRK6 is the key isoform regulating the 
signaling via the DA receptors39. Our results supported that conclusion although emphasizing the role of 
the D1 receptor regulation by GRK6 in addition to that of the D2 receptor25. With GRK3, the situation 
is different. Neither D1R nor D2R were traditionally thought to couple to Gq/11. However, recent data 
demonstrated that D1R expressed on direct pathway medium spiny neurons48,49 and D5R expressed on 
cholinergic interneurons50,51 can couple to Gq52,53. Additionally, D1R/D2R dimers have been reported 
to couple to Gq54,55. However, dimer formation requires D1R/D2R co-expression, and only a limited 
proportion (5–7%) of MSN in the dorsal striatum co-express both receptors56–58. Since RH directly 
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binds active Gα q/11, its action does not depend on GRK3 binding to a particular receptor. GRK3 could 
sequester via it RH active Gα q generated by activation of a number of non-DA Gq/11-coupled recep-
tors expressed in striatal neurons. For example, active Gα q/11 could be generated by Group I mGluRs 
indirectly activated by L-DOPA. mGluR1 and, particularly, mGluR5 is highly expressed in medium 
spiny striatal neurons and interneurons59–62. Studies showing that drugs targeting these receptors mod-
ulate L-DOPA-induced behaviors and LID63,64 support the involvement of these receptors in the action 
of L-DOPA. Other Gq-coupled receptors could also make a contribution, such as 5-HT2A receptors 
expressed by medium spiny striatal neurons65. Antagonists of these receptors reduce LID, suggesting a 
role in L-DOPA action, although it is unclear whether the mechanism is pre- or postsynaptic66. A major 
Gq-coupled receptor expressed by both types of medium spiny striatal neurons, but not by interneurons, 
is the M1 muscarinic receptor67,68. Anticholinergic drugs targeting this receptor are used to treat stiffness 
and tremor in PD68, but so far there is no evidence of its involvement in LID.

The results of these experiments demonstrate that the mechanisms responsible for the desensitiza-
tion of the GPCR signaling are critically involved in the development of LID and can be targeted for 
anti-LID therapy. An enhancement of the capacity of the GPCR desensitization machinery both at the 
level of receptor-G protein interaction and G protein inactivation can reduce DA depletion-induced 
receptor supersensitivity and relieve LID. Our data identify GRK3 for the first time as a therapeutic 
target in LID. Importantly, RH domain overexpressed in the lesioned motor striatum alleviated LID 
without compromising therapeutic effect of L-DOPA, as measured by the cylinder test. Furthermore, the 
results suggest that GPCR desensitization machinery and, specifically, GRK isoforms could be targeted 
for judicial manipulation of the receptor signaling in numerous disorders associated with aberrant sign-
aling via G protein-coupled receptors, from schizophrenia to drug abuse. Distinct mechanisms involved 
in GRK6 and GRK3 actions suggest that simultaneously targeting these two GRKs is likely to provide 
additive benefits.

Methods
Virus construction and preparation. The full-length coding sequence of the rat GRK3 (gi 6978467) 
C-terminally tagged with GFP or GFP alone (control) was cloned into the lentiviral vector pLenti6/
V5-DEST, and the virus was produced using ViraPower system (Invitrogen, Carlsbad, CA), as described 
previously25. The lentivirus encoding full-length rat GRK6C (gi 163310714, equivalent of human GRK6A), 
described previously, was used25. Kinase-dead form of GRK6, GRK6A-K215, 216M30, kinase-dead GRK3, 
GRK3-K220R30, GRK3 with inactive RH domain GRK3-R106A,D110A11, and isolated RH(1-175)11 were 
produced by mutagenesis, and mutations were verified by sequencing. Four validated microRNAs target-
ing rat GRK3 were purchased from Invitrogen (Carlsbad, CA) and pretested in cultured HEK293 cells 
expressing rat GRK3. Two most active miRNAs were chained in the lentiviral clone, as described25, and 
miRNA-encoding virus was produced with Block-iT HiPerform Lentiviral Pol II RNAi expression system 
(Invitrogen). Viral titers were measured based on GFP or myc expression using HEK293 cells infected 
with appropriated lentiviruses.

Rat surgeries and virus injection. Adult Sprague-Dawley rats (Charles River) were used. The ani-
mals were housed at the Vanderbilt University animal facility in a 12/12 light/dark cycle with free access 
to food and water. All procedures were performed in accordance with the NIH Guide for Care and Use of 
Laboratory Animals. The procedures were approved by the Vanderbilt University IACUC. The 6-OHDA 
lesion was performed, as described16,26. Briefly, rats were deeply anesthetized with ketamine/xylasine 
(60/6 mg/kg i.p.) and mounted on a stereotaxis. Rats were treated with desimipramine (25 mg/kg i.p.) 
30 min. prior to infusion of 6-hydroxydopamine (6-OHDA). 6-OHDA (8 mg in 4 ml of 0.05% ascorbic 
acid) was infused unilaterally into the medial forebrain bundle at coordinates A =  − 4.3 mm, L =  1.2 mm, 
H =  − 8.5 mm. The viruses were injected after the behavioral pre-testing. The rats were anesthetized with 
ketamine/xylazine (60/6 mg/kg i.p.) and mounted on a stereotaxis. The virus injection (5 m l of the con-
centrated virus in saline per striatum 0.3 m l/min) was made unilaterally (on the 6-OHDA-lesioned side) 
into the dorso-lateral caudate-putamen at coordinates AP 0.2; ML 3.5; DV 5.7.

Rat behavior. Rotations. Three weeks after the 6-OHDA lesion, the animals were tested for rota-
tional response to apomorphine (0.05 mg/kg s.c.) for 1 h using an automated rotometer (AccuScan 
Instruments). Both ipsilateral and contralateral 360° turns were recorded, and the net rotational asym-
metry (contralateral minus ipsilateral turns) was calculated. The animals were then treated with L-DOPA 
(L-3,4-Dyhydroxyphenylalanine methyl ester hydrochloride, 25 mg/kg i.p. twice daily, morning and 
afternoon) for 5 days, and the rotational response was recorded every day after the morning injection 
(pre-testing). Five days after the virus injections, the rats were again treated with L-DOPA (25 mg/kg i.p. 
twice daily) and tested for L-DOPA-induced rotations every day for 10 days, as described previously25.

Abnormal Involuntary Movements (AIMs). Testing for AIMs was performed essentially as described 
previously25. Briefly, rats were treated with increasing doses of L-DOPA (2–10 mg/kg day) for 15 days, 
starting 3 weeks after the 6-OHDA lesion. The dose regiment was adjusted for each individual animal 
until substantial AIMs scores were achieved. The virus injection was performed on day 14, and the 
rats were allowed to recover for 5 days before resuming the treatment for 18 more days with 10 mg/kg 
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L-DOPA. AIMs were assessed by independent observer in a blind manner on 0–4 scale69 on every third 
day: 0 – no AIMs; 1 – infrequent AIMs occurring < 50% of the time; 2 – frequent AIMs occurring >  
50% of the time; 3 – constantly present AIMs that are interrupted by external stimulation (tap on the 
cage); 4 – constant AIMs that are insensitive to external stimulation. AIMs of four categories were scored 
(orolingual, limb, locomotor, and axial) for 1 min every 20 min for 3 h (total 9 observations; maximal 
score for each observation 16, maximal total score per session 144). The cylinder test was performed 
on Days 8 and 9 between AIMs sessions 3 and 4. Randomly selected half of the GFP and RH rats were 
injected with saline or with L-DOPA (7.5 mg/kg). The next day, the order was reversed. Rats were places 
in a plexyglass cylinder (30 cm in diameter), and their behavior recorded on video camera under red light 
for 6 min. The number of times the rat used the contralateral (injured) or ipsilateral paw for support were 
counted (use is defined as the animal supporting its body with digits extended) from the recordings by an 
observer blind to the animal’s treatment. Preferential use of the paw ipsilateral to the lesion (controlled 
by the intact hemisphere) is indicative of the “parkinsonian” defect. L-DOPA administration enhances 
the use of the contralateral paw, controlled by the “lesioned” hemisphere, measuring antiparkinsonian 
effect of the drug63,70,71. The results are expressed as percentage of the contralateral paw usage relative to 
the ipsilateral paw.

Tissue preparation. Upon completion of the drug administration and behavioral testing, the rats 
were decapitated under isoflurane anesthesia, and their brains were collected and rapidly frozen on dry 
ice. The midbrain containing the substantia nigra was dissected and post-fixed in 4% paraformaldehyde 
for TH immunohistochemistry to determine the loss of dopaminergic neurons. The rostral parts of the 
brains containing the striata were kept at − 80 °C until samples were collected for Western blot analysis. 
To collect the samples for Western blot, the brains were cut through the striatum, the position of the 
virus injection track was identified, and the tissue around the injection track was collected to determine 
the expression of virus-encoded proteins and TH concentration as described previously19,25. Randomly 
selected animals were overdosed with ketamine/xylazine and transcardially perfused with 4% paraform-
aldehyde. The brains were removed, post-fixed in 4% paraformaldehyde, cryoprotected, and frozen at 
− 80 °C until used for detection of infected cells by immunohistochemistry.

Immunohistochemistry and Western blot. The lesion quality was determined by TH immunohis-
tochemistry and Western blot for TH. The midbrain sections containing the substantia nigra were stained 
with rabbit anti-TH antibody (Chemicon, Temecula, CA) (1:1000 overnight at 4 °C) followed anti-rabbit 
secondary antibody conjugated with Alexa Fluor 488. Western blot for GRK3-GFP was performed with 
mouse anti-GFP antibody (Clontech, Mountain View, CA) at dilution 1:2,000. To quantify GRK3 over-
expression in comparison with the endogenous level, the GRK3 concentration was measured by Western 
blot using rabbit polyclonal anti-GRK3 antibody directed against the C-terminus of human GRK3 from 
Santa Cruz Biotechnology (Santa Cruz, CA) (1:500). The expression of myc-tagged GRK3 constructs was 
measured with rabbit anti-myc (Cell Signaling Technology, Beverly, MA) at 1:1,000 dilution.

For immunohistochemistry, mouse anti-GFP (Clontech) primary antibody was used. The sections 
were incubated with the primary antibody (1:500 dilution) overnight at 4 °C followed by goat anti-rabbit 
biotinylated secondary antibody and streptavidin conjugated with Alexa Fluor 488 (Invitrogen, Carlsbad, 
CA). For double labeling with the marker of medium spiny neurons forkhead box P1 (FOXP1)29, the sec-
tions were labeled with mouse anti-GFP (1:500) antibody and rabbit anti-FOXP1 antibody (Cell Signaling 
Technology) (1:400 dilution) and detected by biotinylated secondary antibody/streptavidin-Alexa Fluor 
488 (GFP; green) and anti-rabbit-Alexa Fluor 568 (FOXP1; red). The sections were photographed at low 
magnification on Nikon TE2000-E automated microscope with 4x dry objective and Q-Imaging color 
digital camera using stitching function of Nikon NIS-Elements software. High power photographs were 
collected on LSM710 confocal microscope in green and red channels with 40x oil immersion objective 
at 576 ×  576 pixels. The images were assembled in Photoshop CS6, with minimal contrast adjustments 
applied separately to channels to equalize their intensity.

Immunoprecipitation from the striatal tissue. The 6-OHDA-lesioned rats were injected into 
the lesioned striata with lentivirus encoding myc-tagged RH. The intact striata were not infected and 
served as the no-bait control. Both lesioned and intact striata (the lesioned striata were collected around 
the injection tract and the intact – at matched level) from each rat were dissected and lysed in the 
NP-40-containing immunoprecipitation (IP) buffer, as described previously72. The lysates were cleared 
by centrifugation, adjusted by protein content with IP buffer, and supernatant was incubated overnight 
at 4 °C with mouse anti-myc antibody conjugated to agarose beads (Sigma-Aldrich, St. Louis, MO). The 
resin was washed 3 times with IP buffer in minicolumns, and samples were eluted with SDS buffer. 
Samples were analyzed by Western blot with rabbit anti-Gq/11 and rabbit anti-myc antibodies.

In cell receptor phosphorylation. D1 dopamine (D1R) (expression constructs were described pre-
viously73) was co-expressed with full-length WT or mutant GRK3 or GRK6 (kindly provided by Dr. 
J. L. Benovic, Thomas Jefferson University) in HEK293-FT cells. The mutations to render GRK3 and 
GRK6 kinase-dead (GRK3-K220R and GRK6-K215,216M) were introduced by PCR and confirmed by 
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dideoxy-sequencing. In-cell receptor phosphorylation experiments was performed as described previ-
ously74. Details of the methods are described in Supplemental Information.

Fractionation. Rats were injected with lentiviruses encoding either WT GRK3-myc or myc-RH. The 
striatal tissue was isolated as fractioned as described previously25,26. Details of the methods are described 
in Supplemental Information.

Data Analysis. The rotation data were analyzed by two-way repeated measure ANOVA with Group 
(GFP versus GRK3 and GRK3 mutants, or GRK6 and GRK6-KD) as a between group and Session as 
a repeated measure factor. The group differences across sessions were assessed by post hoc Bonferroni/
Dunn test with correction for multiple comparisons. When significant effect of Group was observed, the 
data for individual sessions were compared by unpaired Student’s test (two groups) or by Bonferroni/
Dunn post hoc test. The AIMs scores for each session were compared by Mann-Whitney nonparametric 
test. The data for the cylinder test were analyzed using nonparametric paired Wilcoxon Signed Rank test 
(to evaluate the effect of L-DOPA) or Mann-Whitney (for group comparison). The value of p <  0.05 was 
considered significant.

References
1. Gurevich, E. V. & Gurevich, V. V. Arrestins: ubiquitous regulators of cellular signaling pathways. Genome Biol. 7, 236 (2006).
2. Gurevich, V. V. & Gurevich, E. V. Overview of different mechanisms of arrestin-mediated signaling. Curr Protoc Pharmacol 67, 

1–9 (2014).
3. Gurevich, V. V. & Gurevich, E. V. The structural basis of arrestin-mediated regulation of G-protein-coupled receptors. Pharmacol 

Ther 110, 465–502 (2006).
4. Kim, J. et al. Functional antagonism of different G protein-coupled receptor kinases for beta-arrestin-mediated angiotensin II 

receptor signaling. Proc. Nat. Acad. Sci. USA 102, 142–1447 (2005).
5. Ren, X. R. et al. Different G protein-coupled receptor kinases govern G protein and beta-arrestin mediated signaling of V2 

vasopressin receptor. Proc Nat Acad Sci USA 102, 1448–1453 (2005).
6. Siderovski, D. P., Hessel, A., Chung, S., Mak, T. W. & Tyers, M. A new family of regulators of G-protein-coupled receptors?. Curr. 

Biol. 6, 211–212 (1996).
7. Hollinger, S. & Hepler, J. R. Cellular regulation of RGS proteins: modulators and integrators of G protein signaling. Pharmacol 

Rev 54, 527–559 (2002).
8. Gurevich, E. V., Tesmer, J. J., Mushegian, A. & Gurevich, V. V. G protein-coupled receptor kinases: More than just kinases and 

not only for GPCRs. Pharmacol. Ther. 133, 40–69 (2011).
9. Carman, C. V. et al. Selective regulation of Galpha(q/11) by an RGS domain in the G protein-coupled receptor kinase, GRK2. J 

Biol Chem 274, 34483–34492 (1999).
10. Day, P. W., Carman, C. V., Sterne-Marr, R., Benovic, J. L. & Wedegaertner, P. B. Differential interaction of GRK2 with members 

of the Gaq family. Biochemistry 42, 9176–9184 (2003).
11. Day, P. W., Wedegaertner, P. B. & Benovic, J. L. Analysis of G-protein-coupled receptor kinase RGS homology domains. Methods 

Enzymol. 390, 295–310 (2004).
12. Sterne-Marr, R., Dhami, G. K., Tesmer, J. J. & Ferguson, S. S. Characterization of GRK2 RH domain-dependent regulation of 

GPCR coupling to heterotrimeric G proteins. Methods Enzymol. 390, 310–336 (2004).
13. Sterne-Marr, R. et al. G protein-coupled receptor Kinase 2/G alpha q/11 interaction. A novel surface on a regulator of G protein 

signaling homology domain for binding G alpha subunits. J Biol Chem 278, 6050–6058 (2003).
14. Dhami, G. K. et al. G Protein-coupled receptor kinase 2 regulator of G protein signaling homology domain binds to both 

metabotropic glutamate receptor 1a and Galphaq to attenuate signaling. J Biol Chem 279, 16614–16620 (2004).
15. Dhami, G. K., Anborgh, P. H., Dale, L. B., Sterne-Marr, R. & Ferguson, S. S. G. Phosphorylation-independent Regulation of 

Metabotropic Glutamate Receptor Signaling by G Protein-coupled Receptor Kinase 2. J. Biol. Chem. 277, 25266–25272 (2002).
16. Bychkov, E., Ahmed, M. R., Dalby, K. N. & Gurevich, E. V. Dopamine depletion and subsequent treatment with L-DOPA, but 

not the long-lived dopamine agonist pergolide, enhances activity of the Akt pathway in the rat striatum. J. Neurochem. 102, 
699–711 (2007).

17. Gerfen, C. R., Miyachi, S., Paletzki, R. & Brown, P. D1 dopamine receptor supersensitivity in the dopamine-depleted striatum 
results from a switch in the regulation of ERK1/2 kinase. J. Neurosci. 22, 5042–5054 (2002).

18. Santini, E. et al. Critical involvement of cAMP/DARPP-32 and extracellular signal-regulated protein kinase signaling in L-DOPA-
induced dyskinesia. J. Neurosci. 27, 6995–7005 (2007).

19. Ahmed, M. R. et al. Overexpression of GRK6 rescues L-DOPA-induced signaling abnormalities in the dopamine-depleted 
striatum of hemiparkinsonian rats. Exp Neurol 266, 42–54 (2015).

20. Aubert, I. et al. Increased D1 dopamine receptor signaling in levodopa-induced dyskinesia. Ann. Neurol. 57, 17–26 (2005).
21. Guigoni, C. et al. Pathogenesis of levodopa-induced dyskinesia: focus on D1 and D3 dopamine receptors. Parkinsonism Relat. 

Disord. 11 Suppl 1, S25–29 (2005).
22. Gold, S. J. et al. RGS9 2 negatively modulates l-3,4-dihydroxyphenylalanine-Induced dyskinesia in experimental Parkinson’s 

disease. J. Neurosci. 27, 14338–14348 (2007).
23. Fahn, S. How do you treat motor complications in Parkinson’s disease: Medicine, surgery, or both? Ann. Neurol. 64 Suppl 2, , 

S56–S64 (2008).
24. Bezard, E. et al. L-DOPA reverses the MPTP-induced elevation of the arrestin2 and GRK6 expression and enhanced ERK 

activation in monkey brain. Neurobiol. Dis. 18, 323–335 (2005).
25. Ahmed, M. R. et al. Lentiviral overexpression of GRK6 alleviates L-dopa-induced dyskinesia in experimental Parkinson’s disease. 

Sci Transl Med 2, 28ra28 (2010).
26. Ahmed, M. R., Bychkov, E. R., Gurevich, V. V., Benovic, J. L. & Gurevich, E. V. Altered expression and subcellular distribution 

of GRK subtypes in the dopamine-depleted rat basal ganglia is not normalized by L-DOPA treatment J Neurochem 104, 699–711 
(2007).

27. Bychkov, E., Zurkovsky, L., Garret, M., Ahmed, M. R. & Gurevich, E. V. Distinct cellular and subcellular distribution of G 
protein-coupled receptor kinase and arrestin isoforms in the striatum. PLoS One 7, e48912 (2013).

28. Bychkov, E., Gurevich, V. V., Joyce, J. N., Benovic, J. L. & Gurevich, E. V. Arrestins and two receptor kinases are upregulated in 
Parkinson’s disease with dementia. Neurobiol. Aging. 29, 379–396 (2008).

29. Tamura, S., Morikawa, Y., Iwanishi, H., Hisaoka, T. & Senba, E. Foxp1 gene expression in projection neurons of the mouse 
striatum. Neuroscience 124, 261–267 (2004).



www.nature.com/scientificreports/

1 5Scientific RepoRts | 5:10920 | DOi: 10.1038/srep10920

30. Lazari, M. F., Liu, X., Nakamura, K., Benovic, J. L. & Ascoli, M. Role of G protein-coupled receptor kinases on the agonist-
induced phosphorylation and internalization of the follitropin receptor. Mol. Endocrinol. 13, 866–878 (1999).

31. Boguth, C. A., Singh, P., Huang, C. C. & Tesmer, J. J. Molecular basis for activation of G protein-coupled receptor kinases. EMBO 
J 29, 3249–3259 (2010).

32. Lodowski, D. T., Pitcher, J. A., Capel, W. D., Lefkowitz, R. J. & Tesmer, J. J. Keeping G proteins at bay: a complex between G 
protein-coupled receptor kinase 2 and Gbetagamma. Science 300, 1256–1262 (2003).

33. Pitcher, J. A., Touhara, K., Payne, E. S. & Lefkowitz, R. J. Pleckstrin homology domain-mediated membrane association and 
activation of the beta-adrenergic receptor kinase requires coordinate interaction with G beta gamma subunits and lipid. J Biol 
Chem 270, 11707–11710 (1995).

34. Cenci, M. A. Transcription factors involved in the pathogenesis of L-DOPA-induced dyskinesia in a rat model of Parkinson’s 
disease. Amino Acids 23, 105–109 (2002).

35. Gurevich, E. V. & Gurevich, V. V. Dopamine receptors and the treatment of Parkinson’s disease, in Dopamine Receptors. (ed. K. 
Neve) 525–584 (Humana Press, New York; 2010).

36. Bezard, E. et al. Attenuation of levodopa-induced dyskinesia by normalizing dopamine D3 receptor function. Nature Med. 9, 
762–767 (2003).

37. Violin, J. D. et al. beta2-adrenergic receptor signaling and desensitization elucidated by quantitative modeling of real time cAMP 
dynamics. J. Biol. Chem. 283, 2949–2961 (2008).

38. Willets, J. M., Challiss, R. A. & Nahorski, S. R. Non-visual GRKs: are we seeing the whole picture? Trends Pharmacol. Sci. 24, 
626–633 (2003).

39. Gainetdinov, R. R. et al. Dopaminergic supersensitivity in G protein-coupled receptor kinase 6-deficient mice. Neuron 38, 291–
303 (2003).

40. Gainetdinov, R. R. et al. Muscarinic supersensitivity and impaired receptor desensitization in G protein-coupled receptor kinase 
5-deficient mice. Neuron 24, 1029–1036 (1999).

41. Bruchas, M. R., Macey, T. A., Lowe, J. D. & Chavkin, C. Kappa opioid receptor activation of p38 MAPK is GRK3- and arrestin-
dependent in neurons and astrocytes. J Biol Chem. 281, 18081–18089 (2006).

42. Terman, G. W. et al. G-protein receptor kinase 3 (GRK3) influences opioid analgesic tolerance but not opioid withdrawal. Br J 
Pharmacol 141, 55–64 (2004).

43. Lodowski, D. T., Tesmer, V. M., Benovic, J. L. & Tesmer, J. J. The structure of G protein-coupled receptor kinase (GRK)-6 defines 
a second lineage of GRKs. J Biol Chem. 281, 16785–16793 (2006).

44. Usui, I. et al. GRK2 is an endogenous protein inhibitor of the insulin signaling pathway for glucose transport stimulation. EMBO 
J 23, 2821–2829 (2004).

45. Cao, X. et al. Striatal overexpression of DeltaFosB reproduces chronic levodopa-induced involuntary movements. J Neurosci 30, 
7335–7343 (2010).

46. Ding, W. Q., Larsson, C. & Alling, C. Stimulation of muscarinic receptors induces expression of individual fos and jun genes 
through different transduction pathways. J Neurochem 70, 1722–1729 (1998).

47. Robison, A. J. et al. Behavioral and structural responses to chronic cocaine require a feedforward loop involving Δ FosB and 
calcium/calmodulin-dependent protein kinase II in the nucleus accumbens shell. J Neurosci 33, 4295–4307 (2013).

48. Gerfen, C. R. Dopamine-mediated gene regulation in models of Parkinson’s disease. Ann. Neurol. 47 (Suppl), S42–S50 (2000).
49. Le Moine, C. & Bloch, B. D1 and D2 dopamine receptor gene expression in the rat striatum: sensitive cRNA probes demonstrate 

prominent segregation of D1 and D2 mRNAs in distinct neuronal populations of the dorsal and ventral striatum. J. Comp. 
Neurol. 355, 418–426 (1995).

50. Ciliax, B. J. et al. Dopamine D5 receptor immunolocalization in rat and monkey brain. Synapse 37, 125–145 (2000).
51. Khan, Z. U. et al. Dopamine D5 receptors of rat and human brain. Neuroscience 100, 689–699 (2000).
52. Medvedev, I. O. et al. D1 dopamine receptor coupling to PLCβ  regulates forward locomotion in mice. J Neurosci 33, 18125–18133 

(2013).
53. Sahu, A., Tyeryar, K. R., Vongtau, H. O., Sibley, D. R. & Undieh, A. S. D5 dopamine receptors are required for dopaminergic 

activation of phospholipase C. Mol Pharmacol 75, 447–453 (2009).
54. Rashid, A. J., O’Dowd, B. F., Verma, V. & George, S. R. Neuronal Gq/11-coupled dopamine receptors: an uncharted role for 

dopamine. Trends Pharmacol. Sci. 28, 551–555 (2007).
55. Rashid, A. J. et al. D1-D2 dopamine receptor heterooligomers with unique pharmacology are coupled to rapid activation of 

Gq/11 in the striatum. Proc. Natl. Acad. Sci. USA 104, 654–659 (2007).
56. Aubert, I., Ghorayeb, I., Normand, E. & Bloch, B. Phenotypical characterization of the neurons expressing the D1 and D2 

dopamine receptors in the monkey striatum. J. Comp. Neurol. 418, 22–32 (2000).
57. Perreault, M. L. et al. The dopamine D1-D2 receptor heteromer localizes in dynorphin/enkephalin neurons: increased high 

affinity state following amphetamine and in schizophrenia. J Biol Chem 285, 36625–36634 (2010).
58. Surmeier, D. J., Song, W. J. & Yan, Z. Coordinated expression of dopamine receptors in neostriatal medium spiny neurons. J. 

Neurosci. 16, 6579–6591 (1996).
59. Testa, C. M., Standaert, D. G., Landwehrmeyer, G. B., Penney, J. B. J. & Young, A. B. Differential expression of mGluR5 

metabotropic glutamate receptor mRNA by rat striatal neurons. J Comp Neurol 354, 241–252 (1995).
60. Testa, C. M., Friberg, I. K., Weiss, S. W. & Standaert, D. G. Immunohistochemical localization of metabotropic glutamate 

receptors mGluR1a and mGluR2/3 in the rat basal ganglia. J Comp Neurol 390, 5–19 (1998).
61. Paquet, M. & Smith, Y. Group I metabotropic glutamate receptors in the monkey striatum: subsynaptic association with 

glutamatergic and dopaminergic afferents. J Neurosci 23, 7659–7669 (2003).
62. Smith, Y., Charara, A., Hanson, J. E., Paquet, M. & Levey, A. I. GABA(B) and group I metabotropic glutamate receptors in the 

striatopallidal complex in primates. J Anat 196, 555–576 (2000).
63. Mela, F. et al. Antagonism of metabotropic glutamate receptor type 5 attenuates l-DOPA-induced dyskinesia and its molecular 

and neurochemical correlates in a rat model of Parkinson’s disease. J. Neurochem. 101, 483–497 (2007).
64. Rylander, D. et al. Pharmacological modulation of glutamate transmission in a rat model of L-DOPA-induced dyskinesia: effects 

on motor behavior and striatal nuclear signaling. J Pharmacol Exper Ther 330, 227–235 (2009).
65. Bubser, M., Backstrom, J. R., Sanders-Bush, E., Roth, B. L. & Deutch, A. Y. Distribution of serotonin 5-HT2A receptors in 

afferents of the rat striatum. Synapse 39, 297–304 (2001).
66. Huot, P., Fox, S. H., Newman-Tancredi, A. & Brotchie, J. M. Anatomically selective serotonergic type 1A and serotonergic type 

2A therapies for Parkinson’s disease: an approach to reducing dyskinesia without exacerbating parkinsonism? J Pharmacol Exper 
Ther 339, 2–8 (2011).

67. Calabresi, P., Centonze, D., Gubellini, P., Pisani, A. & Bernardi, G. Acetylcholine-mediated modulation of striatal function. Trends 
Neurosci. 23, 120–126 (2000).

68. Pisani, A., Bernardi, G., Ding, J. & Surmeier, D. J. Re-emergence of striatal cholinergic interneurons in movement disorders. 
Trends Neurosci. 30, 545–553 (2007).



www.nature.com/scientificreports/

1 6Scientific RepoRts | 5:10920 | DOi: 10.1038/srep10920

69. Lundblad, M. et al. Pharmacological validation of behavioural measures of akinesia and dyskinesia in a rat model of Parkinson’s 
disease. Eur. J. Neurosci. 15, 120–132 (2002).

70. Cenci, M. A. & Lundblad, M. Ratings of L-DOPA-induced dyskinesia in the unilateral 6-OHDA lesion model of Parkinson’s 
disease in rats and mice. Curr. Protoc. Neurosci. 9 (2007).

71. Lee, C. S., Cenci, M. A., Schulzer, M. & Björklund, A. Embryonic ventral mesencephalic grafts improve levodopa-induced 
dyskinesia in a rat model of Parkinson’s disease. Brain 123, 1365–1379 (2000).

72. Ahmed, M. R. et al. Ubiquitin ligase parkin promotes Mdm2-arrestin interaction but inhibits arrestin ubiquitination. Biochemistry 
50, 3749–3763 (2011).

73. Gimenez, L. E. et al. The role of receptor-attached phosphates in the binding of visual and non-visual arrestins to G protein-
coupled receptors. J Biol Chem 287, 9028–9040 (2012).

74. Li, L. et al. G protein-coupled receptor kinases of the GRK4 subfamily phosphorylate inactive GPCRs. J Biol Chem 290, 10775–
10790 (2015).

Acknowledgments
We thank Dr. F. Mayor Jr. (Universidad Autonoma de Madrid) for rat GRK3 clone and Dr. Jeffrey L. 
Benovic (Thomas Jefferson University) for purified bovine GRK3 protein. We thank Mika Garret and 
Emily Warren for help with preparation of myc-tagged mutant GRK3 clones. The work was supported 
by NIH grants NS065868 and R21DA030103 (to EVG) and by GM077561 and GM081756 (to VVG).

Author Contributions
E.V.G. and V.V.G. wrote the main manuscript text. E.V.G. prepared figures. E.V.G. and V.V.G. planned 
the experiments. M.R.A., L.L., E.B., E.V.G. and V.V.G. performed the experiments. All authors reviewed 
the manuscript.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Ahmed, M. R. et al. GRK3 suppresses L-DOPA-induced dyskinesia in the rat 
model of Parkinson's disease via its RGS homology domain. Sci. Rep. 5, 10920; doi: 10.1038/srep10920 
(2015).

This work is licensed under a Creative Commons Attribution 4.0 International License. The 
images or other third party material in this article are included in the article’s Creative Com-

mons license, unless indicated otherwise in the credit line; if the material is not included under the 
Creative Commons license, users will need to obtain permission from the license holder to reproduce 
the material. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/

http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	GRK3 suppresses L-DOPA-induced dyskinesia in the rat model of Parkinson’s disease via its RGS homology domain
	Introduction
	Results
	Overexpression of GRK3 ameliorates, whereas knockdown enhances behavioral sensitization to L-DOPA in 6-OHDA-lesioned rats
	Kinase activity is not required for the suppression of L-DOPA-induced rotations by GRK3
	The behavioral activity of GRK3 is mediated by the function of its RGS homology domain
	The RGS homology domain of GRK3 altered downstream signaling in the striatum

	Discussion
	Methods
	Virus construction and preparation
	Rat surgeries and virus injection
	Rat behavior
	Rotations
	Abnormal Involuntary Movements (AIMs)

	Tissue preparation
	Immunohistochemistry and Western blot
	Immunoprecipitation from the striatal tissue
	In cell receptor phosphorylation
	Fractionation
	Data Analysis

	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                GRK3 suppresses L-DOPA-induced dyskinesia in the rat model of Parkinson’s disease via its RGS homology domain
            
         
          
             
                srep ,  (2015). doi:10.1038/srep10920
            
         
          
             
                Mohamed R. Ahmed
                Evgeny Bychkov
                Lingyong Li
                Vsevolod V. Gurevich
                Eugenia V. Gurevich
            
         
          doi:10.1038/srep10920
          
             
                Nature Publishing Group
            
         
          
             
                © 2015 Nature Publishing Group
            
         
      
       
          
      
       
          © 2015 Macmillan Publishers Limited
          10.1038/srep10920
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep10920
            
         
      
       
          
          
          
             
                doi:10.1038/srep10920
            
         
          
             
                srep ,  (2015). doi:10.1038/srep10920
            
         
          
          
      
       
       
          True
      
   




