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Introduction
Insulin signaling is a versatile system that coordinates growth, 
proliferation, and development of multiple tissues and organs by 
controlling metabolic processes that accommodate the energy 
needs of cellular function (1). Defects in insulin signaling con-
tribute to insulin resistance, a common complication of obesity 
that occurs early in the pathogenesis of type 2 diabetes and car-
diovascular disease (2, 3). Insulin response depends on tissue and 
cellular functions. In white adipose tissue (WAT), insulin signal-
ing regulates lipid synthesis (1) and glucose transport (4–6) and 
represses lipolysis (7). However, the exact mechanism by which 
insulin signaling coordinates regulated cellular functions is not 
fully understood. Cyclin-dependent kinase 4 (CDK4) plays an 
important role in the G1/S transition of the cell cycle. Its kinase 
activity is regulated through interaction with the D-type cyclins 
(CCND1, CCND2, and CCND3) (8). The resulting cyclin D–
CDK4 complexes catalyze the phosphorylation of the members 

of the retinoblastoma (RB) protein family (RB1, RBL1, and RBL2). 
Phosphorylation of RB1 by cyclin D–CDK4 releases the E2F 
transcription factors, thereby ensuring the expression of genes 
required for cell-cycle progression (9). Conversely, members of 
the family of CDK inhibitors (INK and CIP/KIP) block CDK activ-
ity in response to quiescence stimuli. Many studies have assessed 
the roles of CDK4 in cell growth, proliferation, and cancer (10), 
but the role of CDK4 in adipose tissue function has never been 
explored. The most marked phenotypes of mice lacking CDK4 
(Cdk4neo/neo) are reduced body size and insulin-deficient diabetes 
due to a severe decrease in pancreatic β cell growth (11). β Cell–
specific reexpression of the Cdk4R24C allele renders CDK4 resis-
tant to the inhibitory effects of INK4 proteins (12) and restores 
β cell proliferation and normoglycemic conditions (13). Interest-
ingly, CDK4 reexpression in pancreatic β cells does not rescue 
body size reduction, suggesting that this phenotype is not due 
to endocrine defects secondary to decreased insulin levels. We 
previously demonstrated that CDK4 regulates adipogenesis, sug-
gesting a role of CDK4 in WAT function (14).

Results
CDK4 activity is positively correlated with WAT mass. The first 
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Figure 1. Positive correlation between CDK4 activity and WAT mass. (A) Expression levels of CCND1, CCND2, CCND3, CDK4, and CDK6 proteins in mouse 
eWAT, BAT, brain, muscle, heart, kidney, lung, spleen, and liver. Representative blot of several animals analyzed is shown. (B) CDK4 protein level in the 
SVF and mature adipocytes isolated from VAT. (C) Subcellular localization of CCND1, CCND2, CCND3, and CDK4 proteins in cytoplasm and nuclear fractions 
of eWAT and mature 3T3-L1 adipocytes. LMNA was used as a control for the nuclear fraction. (B and C) Representative blots out of 3 independent 
experiments are shown. (D and E) Body weight and percentage of fat mass of 20-week-old Cdk4+/+ and Cdk4nc mice (n = 9) (D) and 30-week-old Cdk4+/+ 
and Cdk4R24C/R24C mice (n = 8) (E) as obtained using EchoMRI technology. (F) H&E staining of eWAT sections from Cdk4+/+, Cdk4nc, and Cdk4R24C/
R24C mice. (G) Body weight, Δ fat mass of 20-week-old Cdk4flox/flox mice infected with AAV8-mini/aP2-null (n = 5) or AAV8-mini/aP2-cre (n = 4) 
analyzed by EchoMRI technology (we show the difference between the percentage of fat before and the percentage of fat 3 weeks after infection). (H) 
H&E staining of eWAT sections from Cdk4flox/flox mice infected with AAV8-mini/aP2-null or AAV8-mini/aP2-cre. (I) Body weight and percentage of fat 
mass of 30-week-old E2f1+/+ (n = 4), Cdk4R24C/R24C E2f1+/+ (n = 6), and Cdk4R24C/R24C E2f1–/– mice (n = 12). (J) H&E staining of eWAT sections from 
and 30-week-old Cdk4+/+ and Cdk4R24C/R24C mice (n = 8) (E) as obtained using EchoMRI technology. (F) H&E staining of eWAT sections from Cdk4+/+ (23 week 
old), Cdk4nc (29 week old), and Cdk4R24C/R24C (54 week old) mice. (G) Body weight, Δ to fat mass of 14- to 16-week-old Cdk4flox/flox mice infected with AAV8-
mini/aP2-null (n = 5) or AAV8-mini/aP2-cre (n = 4) analyzed by EchoMRI technology (we show the difference between the percentage of fat before and the 
percentage of fat 3 weeks after infection). (H) H&E staining of eWAT sections from 16-to 18-week-old Cdk4flox/flox mice infected with AAV8-mini/aP2-null or 
AAV8-mini/aP2-cre. (I) Body weight and percentage of fat mass of 30-week-old E2f1+/+ (n = 4), Cdk4R24C/R24C E2f1+/+ (n = 6), and Cdk4R24C/R24C E2f1–/– mice (n = 
12). (J) H&E staining of eWAT sections from 33-week-old E2f1+/+, Cdk4R24C/R24C E2f1+/+, and Cdk4R24C/R24C E2f1–/– mice. Statistically significant differences were 
determined with unpaired 2-tailed Student’s t tests (D, E, and G) or 1-way ANOVA followed by Tukey’s multiple comparisons test (I). *P < 0.05. Original 
magnification, ×100.
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Cdk4+/+ mice (Figure 1, D and E). Significant changes in WAT mass 
accounted for body weight variation. Cdk4nc and Cdk4R24C/R24C mice 
had decreased and increased WAT mass, respectively, as measured 
by EchoMRI (Figure 1, D and E, and Supplemental Figure 1, E 
and F). Changes in fat mass were consistent with variation in 
adipocyte size (Figure 1F and Supplemental Figure 1G). Overall, 
severe atrophy could be observed in fat pads from Cdk4nc mice, 
whereas Cdk4R24C/R24C mice developed adipose tissue hypertrophy 
(Supplemental Figure 1H).

To demonstrate that the effects of Cdk4 deletion in adipose 
tissue were cell autonomous, we used an approach involving sys-
temic administration of adeno-associated viral vectors of serotype 
8 (AAV8), which has been previously reported as leading to genetic 
engineering of white and brown adipocytes in adult mice and has 
very poor tropism for macrophages (17). We infected Cdk4flox/flox 
mice (Supplemental Figure 1I) with AAV8 vectors expressing the 
Cre recombinase under the control of the mini/aP2 adipose tis-
sue–specific promoter (AAV8-mini/aP2-cre) or with the control 
vector (AAV8-mini/aP2-null). First of all, we determined the tis-
sues that were infected by assessing the presence of viral genome 
(vg) using Cre PCR. The vg was only present in brown adipose tis-
sue (BAT), eWAT, s.c. WAT, and liver, whereas we could not detect 
it in pancreas and muscle (Supplemental Figure 1J). Quantitative 
reverse-transcription–PCR (RT-qPCR) analysis showed a significant 
decrease of Cdk4 mRNA in eWAT and s.c. WAT, whereas no changes 
were observed in liver and BAT (Supplemental Figure 1K). After 3 
weeks, the systemic administration of AAV8-mini/aP2-cre triggered 
a decrease in fat mass gain; indeed, AAV8-mini/aP2-cre–infected 
mice gained significantly less fat mass (Figure 1G) and experienced 
a reduction in adipocyte size (Figure 1H). However, no differences 
were found in body weight and lean mass in Cdk4flox/flox mice infected 
with AAV8-mini/aP2-cre vector (Figure 1G and Supplemental Figure 
1L). The use of this adipose tissue–specific Cdk4 depletion model 
supports a cell-autonomous contribution for CDK4 in adipose tissue. 
Overall, these 3 models (Cdk4nc, Cdk4R24C/R24C, and Cdk4flox/flox mice 
infected with AAV8 mini/aP2-cre) clearly demonstrate a positive 
correlation between CDK4 activity and WAT mass/size.

E2F1, a known proproliferative downstream effector of CDK4, 
was previously shown to promote adipogenesis (16). Therefore, 
in order to determine whether adipocyte proliferation was not 
affected with the modulation of CDK4 activity, we generated 
Cdk4R24C/R24C E2f1–/– mice. No significant changes were observed 
in adiposity, adipocyte size, lean mass, or adipocyte proliferation 
as measured by Ki67 expression in Cdk4R24C/R24C E2f1–/– compared 
with Cdk4R24C/R24C E2f1+/+ mice (Figure 1, I and J, and Supplemental 
Figure 1, M and N). These results demonstrate that when CDK4 
is hyperactive, the deletion of E2f1 does not affect fat mass, 
mature adipocyte size, and proliferation. Because Cdk4R24C/R24C  
mice develop a wide spectrum of tumors (18, 19), we investigated 

suggestion of a role of CDK4 in adipose tissue biology came 
from the finding that CDK4 and 2 D-type cyclins (CCND2 and 
CCND3) are highly expressed in epididymal WAT (eWAT) 
compared with the other tissues analyzed (Figure 1A). The 
high levels of expression of CCND3 in eWAT (Figure 1A and 
Supplemental Figure 1, A and B; supplemental material available 
online with this article; doi:10.1172/JCI81480DS1) are consistent 
with previous findings showing increased CCND3 expression 
during adipogenesis (15). Protein expression analysis in visceral 
adipose tissue (VAT) cellular fractions showed that CDK4 was 
better expressed in mature adipocytes compared with the stromal 
vascular fraction (SVF) (Figure 1B and Supplemental Figure 1C). 
Furthermore, CDK4 expression was also higher in differentiated 
3T3-L1 adipocytes compared with nondifferentiated 3T3-L1 
preadipocytes (Supplemental Figure 1C). Interestingly, the 
subcellular localization of CDK4 and CCND3 as well as of the 
other D-type cyclins revealed that these proteins are not only found 
in the nucleus; rather, they are mainly localized in the cytoplasm of 
adipocytes (Figure 1C and Supplemental Figure 1D), suggesting a 
role for CDK4 that is independent of the RB/E2F pathway in these 
cells. Moreover, since the duplication rate in mature adipocytes is 
low (16), these results suggested a novel cell-cycle independent 
role for CDK4. In order to analyze the participation of CDK4 in 
adipose tissue biology, we set to determine the phenotype of CDK4 
mutant mice. The previously generated Cdk4neo/neo mice are diabetic 
and have impaired pancreatic β cell development and decreased 
insulin levels (11). Analysis of adipose tissue function in these mice 
would be confusing, since any observed effect could be secondary 
to insulin deficiency. We therefore used Cdk4neo/neo Rip-Cre (Cdk4neo/

neo;cre/cre; herein referred to as Cdk4nc) mice that reexpress Cdk4 in β 
cells and thus have normal insulin levels (13). We also used a mouse 
model of CDK4 hyperactivation, the R24C model. Cdk4R24C/R24C 
mice express a mutant CDK4 protein that is not sensitive to INK4a 
inhibitors (11) and is consequently more active. A first analysis 
showed that Cdk4nc mice had decreased body weight, whereas 
Cdk4R24C/R24C mice exhibited increased body weight compared with 

Figure 2. Positive correlation between CCND3 expression and human 
VAT mass. (A–D) Correlation between the CCND3/ACTB ratio (n = 32, 
Pearson’s r = 0.3717, P < 0.05) (A), the CCND1/ACTB ratio (n = 32, Pear-
son’s r = –0.04574, P < 0.05) (B), the CCND2/ACTB ratio (n = 32, Pearson’s 
r = 0.06203, P < 0.05) (C), and the CDK4/ACTB ratio (n = 30, Pearson’s 
r = 0.2875, P < 0.05) (D) and BMI in VAT of human subjects. Data are 
normalized to ACTB. *P < 0.05.
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Figure 3. CDK4 promotes insulin sensitivity in vivo. (A–C) Fasting glycemia in Cdk4+/+ and Cdk4nc (n = 8) mice (A), Cdk4flox/flox infected with AAV8-mini/
aP2-null or AAV8-mini/aP2-cre vectors (n = 5–4) (B), and Cdk4+/+ and Cdk4R24C/R24C (n = 12) mice (C). (D–F) Fed serum insulin in Cdk4+/+ and Cdk4nc (n = 7) (D), 
Cdk4flox/flox infected with AAV8-mini/aP2-null or AAV8-mini/aP2-cre vectors (n = 5–4) (E), and Cdk4+/+ and Cdk4R24C/R24C mice (n = 8) (F). (G–I) GTT in Cdk4+/+ 
and Cdk4nc (n = 7) (G), Cdk4flox/flox infected with AAV8-mini/aP2-null or AAV8-mini/aP2-cre (n = 5–4) (H), and Cdk4+/+ and Cdk4R24C/R24C (n = 6) mice (I). (J–L) 
ITT in Cdk4+/+ and Cdk4nc (n = 5) (J), Cdk4flox/flox infected with AAV8-mini/aP2-null or AAV8-mini/aP2-cre vectors (n = 5–4) (K), and Cdk4+/+ and Cdk4R24C/R24C 
(n = 12) mice (L). (A–C) Fasting glycemia of 17- to 21-week-old Cdk4+/+ and Cdk4nc (n = 8) mice (A), 15- to 17-week-old Cdk4flox/flox mice infected with AAV8-
mini/aP2-null (n = 5) or AAV8-mini/aP2-cre virus (n = 4) (B), and 33- to 36-week-old Cdk4+/+ and Cdk4R24C/R24C mice (n = 12) (C). (D–F) Fed serum insulin of 
21-week-old Cdk4+/+ and Cdk4nc mice (n = 7) (D), 15- to 17-week-old Cdk4flox/flox mice infected with AAV8-mini/aP2-null (n = 5) or AAV8-mini/aP2-cre virus (n 
= 4) (E), and 29- to 33-week-old Cdk4+/+ and Cdk4R24C/R24C mice (n = 8) (F). (G–I) GTT of 20- to 23-week-old Cdk4+/+ and Cdk4nc mice (n = 7) (G), 15-to 17-week-
old Cdk4flox/flox mice infected with AAV8-mini/aP2-null (n = 5) or AAV8-mini/aP2-cre (n = 4) (H), and 36-week-old Cdk4+/+ and Cdk4R24C/R24C mice (n = 6) (I). 
(J–L) ITT of 24-week-old Cdk4+/+ and Cdk4nc mice (n = 5) (J), 14- to 16-week-old Cdk4flox/flox mice infected with AAV8-mini/aP2-null (n = 5) or AAV8-mini/aP2-
cre virus (n = 4) (K), and 30-week-old Cdk4+/+ and Cdk4R24C/R24C mice (n = 5–11) (L). AUC for GTT and ITT was analyzed and is shown below the curves. Data 
were expressed as mean ± SEM. Statistically significant differences were determined with unpaired 2-tailed Student’s t tests. *P < 0.05.
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homeostasis in vivo. No differences in fasting and feeding glycemia 
were observed in Cdk4nc or Cdk4flox/flox infected with AAV8-mini/
aP2-cre vector and Cdk4R24C/R24C mice compared with their respec-
tive control mice (Figure 3, A–C). Insulin quantification in plasma 
showed, however, a significant decrease in Cdk4R24C/R24C mice, 
whereas no differences were observed in Cdk4nc or Cdk4flox/flox mice 
infected with AAV8-mini/aP2-cre vector in fed conditions (Figure 3, 
D–F). Decreased insulin levels are indicative of either better insulin 
sensitivity or of a defect in insulin secretion by pancreatic β cells. 
Cdk4nc mice were glucose intolerant (Figure 3G) and cleared glu-
cose at a slower rate than Cdk4+/+ mice, a characteristic of insulin 
resistance (Figure 3J). We did not observe any significant differ-
ences in glucose tolerance tests (GTTs) in Cdk4flox/flox mice infected 
with AAV8-mini/aP2-cre vector; however, these mice had a trend 
toward insulin resistance compared with Cdk4flox/flox mice infected 
with AAV8-mini/aP2-null vector (P = 0.0829) (Figure 3, H and K). 
In contrast, Cdk4R24C/R24C mice were more glucose tolerant and 
insulin sensitive than Cdk4+/+ mice (Figure 3, I and L). Together, 

to determine whether the WAT phenotype observed in these mice 
could be secondary to tumor development. We could not find any 
correlation between fat mass and tumor development. Indeed, 
all mice used in this study were tumor free (Supplemental Figure 
1O). Moreover, tumor development was negatively correlated 
with fat mass in 60-week-old Cdk4R24C/R24C mice, proving that the 
increased WAT mass in these mice was not secondary to tumor 
formation (Supplemental Figure 1P).

CCND3 is positively correlated with WAT mass in human subjects. 
Our data suggesting the involvement of CCND3-CDK4 in adipose 
tissue was further supported by the positive correlation between 
CCND3 protein expression in visceral WAT samples from human 
subjects and their BMI (Figure 2A and Supplemental Figure 1, Q 
and R). No association was found for CCND1, CCND2, or CDK4 
(Figure 2, B–D). These results confirmed a positive correlation 
between WAT mass and CCND3-CDK4 expression and activity 
and suggested that these proteins participate in WAT function.

CDK4 promotes insulin sensitivity in vivo. CDK4 regulates glucose 

Figure 4. CDK4 represses lipolysis and is a positive modulator of lipogenesis. (A) Quantification of TG content of eWAT from Cdk4+/+ and Cdk4nc mice 
(n = 3). (B) Quantification of TG content of eWAT of Cdk4+/+ and Cdk4R24C/R24C mice (n = 3). (C) Rate of NEFA release in eWAT explants from fasting Cdk4+/+ 
and Cdk4nc mice (n = 3). (D) Rate of NEFA release in eWAT explants from fasting Cdk4+/+ and Cdk4R24C/R24C mice (n = 6). (E) Ex vivo lipogenesis experiments 
in eWAT explants using labeled 14C-acetate incorporation to detect TG, DG, and PL synthesis in Cdk4+/+ and Cdk4nc mice (n = 3). (F) Ex vivo lipogenesis 
experiments in eWAT explants from Cdk4+/+ and Cdk4R24C/R24C mice. 14C-acetate incorporation was used to detect TG, DG, and PL synthesis by TLC (n = 3). 
(A) Quantification of triglyceride content of eWAT from 23-week-old Cdk4+/+ and Cdk4nc mice (n = 3). (B) Quantification of triglyceride content of eWAT 
from 27-week-old Cdk4+/+ and Cdk4R24C/R24C mice (n = 3). (C) Rate of NEFA release in eWAT explants from 23-week-old fasting Cdk4+/+ and Cdk4nc mice 
(n = 3). (D) Rate of NEFA release in eWAT explants from 28-week-old  fasting Cdk4+/+ and Cdk4R24C/R24C mice (n = 6). (E) Ex vivo lipogenesis experiments 
in eWAT explants using labeled 14C acetate incorporation to detect TG, DG, and PL synthesis of 22-week-old Cdk4+/+ and Cdk4nc mice (n = 3). (F) Ex vivo 
lipogenesis experiments in eWAT explants of 27-week-old Cdk4+/+ and Cdk4R24C/R24C mice. 14C-acetate incorporation was used to detect TG, DG, and PL 
synthesis by TLC (n = 3). Data are expressed as mean ± SEM. Statistically significant differences were determined with unpaired 2-tailed Student’s t 
tests. *P < 0.05.
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Figure 5. CDK4 is activated by insulin and translates insulin signaling in adipocytes. (A) CDK4 activity in vivo. SDS-PAGE autoradiography showing 
RB1 phosphorylation by CDK4 immunoprecipitated from 3T3-L1 mature adipocytes after insulin stimulation. The left panel shows RB1 phosphorylation 
by recombinant CDK4 used as a positive control. (B) Western blot analysis showing the inhibition of insulin-induced RB1 phosphorylation on Ser780 by 
CDK4 knockdown in mature 3T3-L1 adipocytes. (C) CCND3 and CDK4 association is increased upon insulin stimulation, but decreased upon cotreatment 
with insulin and AKT inhibitor in mature 3T3-L1 adipocytes. (D) Volcano plot showing differences in putative kinase activities between control and Cdk4nc 
mice injected (portal vein) with insulin for 3 minutes (n = 4). Volcano plot showing differences in putative kinase activities between 22-week-old control 
and Cdk4nc mice injected (portal vein) with insulin for 3 minutes (n = 4). Kinases with a positive kinase statistic show higher activity in Cdk4nc samples 
compared with control samples, whereas kinases with negative kinase statistic show lower activity in Cdk4nc samples compared with control samples. 
(E) Based on the upstream kinase activity (D) results and on the GeneGO analysis of the PamGene experiment, the putative role of CDK4 upstream of 
AKT in the insulin signaling pathway is represented. (F) Immunoblot showing AKT phosphorylation on Thr308 and Ser473 in response to insulin injection 
(3 minutes) in fasted control and Cdk4nc mice (n = 2 for NaCl and n = 4 for insulin treatment). Immunoblot showing AKT phosphorylation on Thr308 and 
Ser473 in response to insulin injection (3 minutes) in 22-week-old fasted control and Cdk4nc mice (n = 2 for NaCl and n = 4 for insulin treatment). (G and H) 
Coimmunoprecipitation experiments showing the interaction between endogenous IRS2 and PIK3R1. IRS2 (G) and PIK3R1 (H) were immunoprecipitated 
and the presence of PIK3R1 (G) and IRS2 (H) was detected by Western blot analysis in Cdk4+/+ and Cdk4nc mice treated with insulin for 3 minutes (n = 2 for 
NaCl and n = 3 for insulin treatment). IRS2 (G) and PI3Kp85A (H) were immunoprecipitated and the presence of PI3K p85A (G) and IRS2 (H) was detected 
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these results show that CDK4 activity is positively correlated with 
insulin sensitivity. Cdk4nc mice were glucose intolerant (Figure 
3G), with no significant differences in clearing glucose in response 
to insulin compared with Cdk4+/+ mice (Figure 3J). We did not 
observe any significant difference in glucose tolerance test (GTT) 
in Cdk4flox/flox mice infected with AAV8-mini/aP2-cre virus; how-
ever, these mice had a trend toward insulin resistance compared 
with Cdk4flox/flox mice infected with AAV8-mini/aP2-null virus (P = 
0.0829) (Figure 3, H and K). Cdk4R24C/R24C mice were more glucose 
tolerant (Figure 3I), with no differences in insulin sensitivity com-
pared with Cdk4+/+ mice (Figure 3L). These results suggest that 
glucose homeostasis in vivo is regulated by CDK4, at least in part 
by modulating adipose tissue function.

CDK4 represses lipolysis and stimulates lipogenesis. We previ-
ously showed the participation of CDK4 and CCND3 in adipo-
genesis. We proved that these proteins control the activity of 
the master regulator of adipocyte differentiation, PPARγ (14). In 
this study, we analyze the participation of CDK4 in the function 
of mature adipocytes. Lipids are mobilized from WAT through 
lipolysis, a breakdown of triglycerides (TG) into glycerol and free 
fatty acids (FFA) (20). As expected, changes in WAT mass were 
positively correlated with alterations in TG content in our mouse 
models: Cdk4nc and Cdk4R24C/R24C mice had less and more TG in 
eWAT, respectively (Figure 4, A and B). Decreased TG content in 
Cdk4nc eWAT was likely the result of an imbalanced lipogenesis/
lipolysis ratio. Indeed, treatment of fully differentiated 3T3-L1 
adipocytes with a chemical CDK4 inhibitor (PD0332991) (21) 
resulted in the delipidation of these adipocytes and in a 40% 
decrease in their TG content (Supplemental Figure 2, A and B). 
Lipolysis experiments in eWAT explants from mice revealed 
a 4-fold increase of nonesterified fatty acid (NEFA) release in 
Cdk4nc eWAT compared with Cdk4+/+ eWAT (Figure 4C). Simi-
larly, glycerol release was also increased in these mice (Supple-
mental Figure 2C). Conversely, Cdk4R24C/R24C eWAT showed 
significantly decreased NEFA (Figure 4D) and glycerol release 
(Supplemental Figure 2D), which suggested impaired lipolysis. 
Interestingly, eWAT explants from Cdk4nc mice, in addition to 
increased lipolysis, had reduced lipogenesis, as measured by ace-
tate incorporation into the distinct TG, diacyclycerols (DG), and 
phospholipid (PL) lipid fractions (Figure 4E). On the other hand, 
eWAT explants from mice expressing the hyperactive Cdk4R24C 
allele showed increased lipogenesis (Figure 4F). However, we 
could not detect any differences in liver TG content in Cdk4+/+, 
Cdk4nc, and Cdk4R24C/R24C mice (Supplemental Figure 2, E and F). 
This validated a positive correlation between CDK4 activity and 
lipogenesis and a negative correlation between CDK4 activity 
and lipolysis. Strikingly, these are exactly the effects of insulin 
in adipocytes, suggesting that CDK4 could mediate the effects of 
insulin in adipose tissue.

CDK4 is activated by insulin and mediates insulin signaling in 
adipocytes. We wanted next to uncover the mechanisms of CDK4 

activation following insulin stimulation in adipocytes. CDK4 
activity was stimulated by insulin in differentiated 3T3-L1 cells, 
as suggested by increased phosphorylation of PIK3R1 by immu-
noprecipitated CDK4 (Figure 5A). Similar results were observed 
when eWAT from insulin-treated mice was used (Supplemental 
Figure 3A). Interestingly, CDK4 knockdown (Figure 5B) or treat-
ment of 3T3-L1 adipocytes with PD0332991 (Supplemental Figure 
3B) abrogated the effects of insulin on PIK3R1 phosphorylation. 
Furthermore, association of CDK4 with its regulatory subunit 
CCND3 was dependent on the insulin signaling pathway, since 
AKT inhibition abolished this association (Figure 5C).

Next, we addressed how CDK4 could participate in the insu-
lin-signaling pathway in adipocytes. Since the insulin signaling 
cascade is dependent on the rapid activation of a series of tyro-
sine and serine/threonine protein kinases (STKs), we used a new 
technology developed by PamGene to determine differential 
global kinase activity in Cdk4nc and control mice in response to 
insulin. We used arrays that consisted of 140 immobilized serine/
threonine-containing peptides that are targets of most known 
kinases (STK PamChips) (22). These chips were incubated with 
lysates prepared from eWAT from Cdk4nc or control mice injected 
with insulin. The same experiment was performed using lysates 
from cells treated with PD0332991 and stimulated with insulin. 
Peptides whose phosphorylation varied significantly between 
the control and Cdk4nc-treated mice or between the control and 
PD0332991-treated samples (Supplemental Figure 3, C and D) 
were indicative of differential specific kinase activities. Putative 
upstream kinase analysis underscored significant differences in 
the AKT pathway (Figure 5D and Supplemental Figure 3, E and F). 
This suggested that CDK4 activity played a role upstream of AKT, 
as indicated in Figure 5E. Western blot analyses further proved 
that AKT activity, as measured by phosphorylation in Ser473 and 
Thr308, was decreased in Cdk4nc mice in response to insulin (Fig-
ure 5F). Similarly, chemical inhibition of CDK4 also attenuated 
AKT signaling in 3T3-L1 adipocytes (Supplemental Figure 3G). 

Table 1. CDK consensus sites in mouse IRS1, IRS2, PDKP1, and 
PIK3R1

Protein Site position Sequence CDK4 Interaction
PIK3R1 Thr86 TPKP +
PDPK1 Thr357 TPPP –

Thr521 TPNP
IRS1 Ser1209 SPRR +
IRS2 Ser388 SPGP +

Thr576 TPAR
Ser980 SPKP
Ser1004 SPYP
Ser1226 SPMR

 

by Western blot analysis from 23-week-old Cdk4+/+ and Cdk4nc mice treated with insulin for 3 minutes. (n = 2 for NaCl and n = 3 for insulin treatment). (I 
and J) Coimmunoprecipitation experiments showing the interaction between endogenous PIK3R1 or IRS2 and CDK4. CDK4 was immunoprecipitated and 
the presence of PIK3R1 (n = 3) (I) and IRS2 (n = 1) (J) was detected by Western blot analysis in 3T3-L1 mature adipocytes treated with insulin. A representa-
tive Western blot is shown. Unless specified otherwise, all experiments are representative of 3 independent experiments.
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Figure 6. CDK4 phosphorylates IRS2. (A) CCND3-CDK4 complex directly phosphorylates full-length GST-IRS2 in vitro (n = 3). (B) In vitro phosphorylation 
of GST-IRS2 fragments (1–494aa, 495–744aa, 745–993aa, 994–1099aa, 1100–1321aa) by CCND3/CDK4. Left panel, SDS-PAGE stained with Coomassie blue 
for the loading control. Middle panels, autoradiography of the SDS-PAGE gels containing the different GST-IRS2 fragments, incubated with CCND3/CDK4. 
Right panel, RB1 recombinant protein was used as a positive control (n = 3). (C) Defective IRS2S388A and IRS2S1226A phosphorylation by CCND3-CDK4. Upper 
panel, autoradiography; lower panel, SDS-PAGE gel stained with Coomassie blue for the loading control. (n = 2). (D) Decrease in pAKT Ser473 phosphoryla-
tion in Flag-IRS2S388A electroporated Irs2–/– cells upon insulin stimulation, compared with the WT Flag-IRS2–transfected cells (n = 3). Original magnifica-
tion, ×400. (E) Quantification of pAKT Ser473 fluorescence intensity for untransfected, Flag-IRS2–transfected, and Flag-IRS IRS2S388A electroporated 
Irs2–/– preadipocytes was performed with ImageJ software (http://imagej.nih.gov/ij/). At least 100 cells were quantified per condition. (F) Representative 
Western blot analysis showing impaired interaction between PIK3R1 and Flag-IRS2S388A mutant after insulin stimulation compared with cells transfected 
with Flag-IRS2 in 293T cells. (G) Quantification of the blot shown in F. A representative Western blot is shown. Data are expressed as mean ± SEM. Statis-
tically significant differences were determined with 2-way ANOVA followed by Tukey’s multiple comparisons test (E–G). *P < 0.05.
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Figure 7. CDK4 phosphorylates in vivo the IRS2 protein at the Ser388. (A–D) Immunoblot analysis of IRS2 phosphorylation on Ser388 and AKT 
phosphorylation on Thr308 and Ser473 in control and Cdk4nc (n = 2 starved/5 insulin for Cdk4+/+and n = 2 starved/5 insulin for Cdk4nc) mice (A). (B) 
Quantification of the blot shown in A using ImageJ software. Cdk4R24C/R24C (n = 2 starved/3 insulin for both Cdk4+/+and CdkR24C/R24C). (A–D) Immunoblot 
analysis of IRS2 phosphorylation on Ser388 and AKT phosphorylation on Thr308 and Ser473 of 27-week-old  control and Cdk4nc mice (n = 2 starved/3 
insulin for Cdk4+/+ and n = 2 starved/3 insulin for Cdk4nc) (A). (B) Quantification of the blot showed in A using ImageJ software. Please note that the 
mouse in lane 5 was not considered for analysis, since this control mouse was not responsive to insulin. CdkR24C/R24C (n = 2 starved/3 insulin for both 
Cdk4+/+ and CdkR24C/R24C) (40 weeks old). (C) Mice were treated for 50 minutes with insulin. (D) Quantification of the blot shown in C using ImageJ 
software. (E) Immunoblot analysis of IRS2 phosphorylation on Ser388 and AKT phosphorylation on Thr308 and Ser473 in 3T3-L1 mature adipocytes 
during a time course insulin stimulation with or without PD0332991 (n = 1). (F) Quantification of the blot shown in E using ImageJ software. (G) 
Correlation between the pIRS2 Ser388/ACTB ratio in VAT and the BMI of the subjects (n = 45, Pearson’s r = 0.3307, P < 0.05). (H) Correlation between 
the pIRS2 Ser388/ACTB ratio in VAT and the glycemia of the subjects (n = 27, Pearson’s r = –0.3900, P < 0.05). Data are expressed as mean ± SEM. 
Statistically significant differences were determined with 2-way ANOVA followed by Tukey’s multiple comparisons test (B–D). *P < 0.05.
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(Figure 7, C and D). This phosphorylation was almost not 
detectable in the adipose tissue of insulin-treated Cdk4nc mice. 
Moreover, decreased IRS2 Ser 388 phosphorylation showed a 
tendency to impair the insulin-signaling pathway, as demonstrated 
by reduced AKT phosphorylation (Figure 7, A and B). In sharp 
contrast, CDK4 hyperactivity, as observed in Cdk4R24C/R24C mice, 
resulted in an increase in IRS2 Ser 388 phosphorylation (Figure 7, 
C and D). In addition, AKT phosphorylation was also augmented 
(Figure 7, C and D). Chemical inhibition of CDK4 also resulted in 
the abrogation of both IRS2 Ser388 and AKT phosphorylations 
(Figure 7, E and F). From these results, we can conclude that this 
newly identified site in IRS2, which is phosphorylated by CDK4, 
maintains the activation of the insulin signaling pathway. From 
these results, we can hypothesize that this newly identified 
site in IRS2, which is phosphorylated by CDK4, maintains the 
insulin signaling pathway that is activated. To further investigate 
the status of IRS2 Ser388 in type 2 diabetic mouse models, 
such as db/db mice, that are known to be hyperinsulinemic, we 
analyzed this phosphorylation in the basal state and upon insulin 
stimulation in adipose tissue. The db/db mice have a tendency 
toward an increased IRS2 Ser388 phosphorylation under basal 
conditions, compared with db/+ mice (P = 0.0511) (Supplemental 
Figure 5B). However, insulin-resistant db/db mice did not show 
increased IRS2 Ser388 phosphorylation upon insulin stimulation 
(Supplemental Figure 5B). Most important was the finding that 
IRS2 Ser388 phosphorylation in human visceral WAT samples 
was positively correlated with the BMI of the subjects (Figure 7G 
and Supplemental Figure 5, C and D). Interestingly, we found a 
negative correlation between IRS2 Ser388 phosphorylation and 
fasting glucose in human subjects. This further advocates for a role 
of CDK4 in both adipose tissue biology and glucose homeostasis 
(Figure 7H and Supplemental Figure 5E).

Discussion
We showed throughout this study that the cell-cycle regulatory 
kinase CDK4 is a key regulator of adipocyte function. The 
participation of this kinase in the control of proliferation through 
the control of the activity of E2F transcription factors has been 
extensively studied (24). The results of our study provide 3 lines 
of evidence that CDK4 acts independently of E2F to regulate 
adipocyte function. First, we discovered a role of the cell-cycle 
kinase CDK4 in the control of the insulin-signaling pathway. 
CDK4, through phosphorylation of IRS2, maintains insulin action 
in adipocytes. This is consistent with the phenotypes of genetic 
CDK4 mouse models. Indeed, adipose tissue from Cdk4nc mice has 
decreased lipogenesis as well as increased lipolysis. In contrast, 
mice that express hyperactive CDK4R24C exhibit decreased lipolysis 
and increased lipogenesis in WAT. These findings place CDK4 at 
the initiation of the insulin-triggered adipocyte-signaling pathway. 
In line with a role of circulating lipids in controlling glucose 
homeostasis, Cdk4nc mice showed decreased glucose tolerance 
whereas CDK4R24C mice showed increased glucose tolerance. 
Importantly, no significant differences in insulin sensitivity were 
observed in the Cdk4nc and CDK4R24C mice, pointing to a potential 
role of CDK4 in other metabolic organs that could also be affected 
in our mouse models.

We In addition, we show in this study a function of CDK4, 

This further supports the hypothesis that CDK4 regulates insulin 
signaling upstream of AKT. Upon insulin stimulation, the intrinsic 
tyrosine kinase domain of the insulin receptor leads to receptor 
autophosphorylation at tyrosine residues. The subsequent recruit-
ment and phosphorylation of insulin receptor substrate 1 (IRS1) 
and IRS2 are the pivotal events that, in turn, activate the down-
stream PI3K-PDK1-AKT axis to regulate lipogenesis and lipolysis 
in adipocytes (23). We therefore investigated whether CDK4 regu-
lated the insulin-signaling pathway by facilitating the recruitment 
of IRS into PIK3R1, the PI3K subunit p85a. We found that Cdk4 
deletion greatly impaired the ability of IRS2 to bind with PIK3R1 in 
response to insulin stimulation (Figure 5, G and H). Furthermore, 
CDK4 was recruited to PIK3R1 (Figure 5I) and IRS2 (Figure 5J) 
complexes in adipocytes. However, we only detected an increase 
of interaction in response to insulin between PIK3R1 and CDK4.

IRS2 is a substrate of CDK4. Interestingly, in silico analysis 
highlighted the presence of CDK4 consensus phosphorylation sites 
in the p85A subunit of PI3K (PIK3R1), phosphoinositide-depen-
dent kinase 1 (PDK1), IRS1, and IRS2 (Table 1). However, in vitro 
kinase assays showed no phosphorylation of PIK3R1, or PDPK1 by 
CDK4 (data not shown). In vitro kinase assays showed, however, 
that CDK4 could phosphorylate recombinant glutathione S–trans-
ferase–purified (GST-purified) IRS2 protein (Figure 6A). IRS2 con-
tains 5 CDK4 consensus sites distributed along the protein (Ser388, 
Thr576, Ser980, Ser1004, and Ser1226) (Table 1 and Supplemen-
tal Figure 4A). Site-directed mutagenesis (serine to alanine) and 
protein truncation approaches helped us to map the CDK4 phos-
phorylation sites of IRS2 at Ser388 and Ser1226 (Figure 6, B and 
C). Interestingly, these 2 potential phosphorylation sites are highly 
conserved through evolution (Supplemental Figure 4B).

We next evaluated the functional relevance of IRS2S388A and 
IRS2S1226A mutants that cannot be phosphorylated by CDK4. Res-
cue of IRS2 activity in Irs2–/– preadipocytes with ectopic expres-
sion of WT IRS2 resulted in the restoration of insulin signaling 
as assessed by immunofluorescence staining of AKT phosphory-
lation (Figure 6, D and E). In contrast, IRS2S388A mutants, which 
cannot be phosphorylated by CDK4, could not restore insulin sig-
naling in these cells (Figure 6, D and E). No significant phenotype 
was observed for IRS2S1226A mutants (data not shown). Moreover, 
IRS2S388A mutants were not recruited to PIK3R1 protein complexes 
upon insulin stimulation when ectopically expressed in 293T cells 
(Figure 6, F and G). This demonstrated that the phosphorylation of 
IRS2 on Ser388 by CDK4 is essential for its activity.

CDK4 regulates insulin signaling in vivo via IRS2Ser388 
phosphorylation. To determine the potential roles of CDK4 on 
IRS2 phosphorylation, we generated a phosphospecific antibody 
to Ser388 of IRS2 that we validated by in vitro CDK4 kinase assay 
(Supplemental Figure 5A). IRS2 Ser388 was highly phosphorylated 
in the adipose tissue of Cdk4+/+ mice after 50 minutes of insulin 
stimulation (Figure 7, A and B). This phosphorylation was almost 
abrogated in the adipose tissue of insulin-treated Cdk4nc mice. 
Moreover, decreased IRS2 Ser388 phosphorylation resulted in 
impaired insulin signaling pathways, as demonstrated by reduced 
AKT phosphorylation (Figure 7, A and B). In sharp contrast, 
CDK4 hyperactivity, as observed in Cdk4R24C/R24C mice, resulted 
in a robust increase in IRS2 Ser388 phosphorylation (Figure 7, C 
and D). Consequently, AKT phosphorylation was also increased 
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of combinations of phosphorylating events that generate a very 
complex network (40). We show that CDK4 phosphorylates IRS2 at 
the new Ser388 site. Moreover, we show that this phosphorylation 
renders IRS2 more active. Moreover, our observations suggest that 
this phosphorylation renders IRS2 more active. Our results add 
more complexity to the understanding of the physiology of the 
phosphorylation of the IRS proteins. Phosphorylation by CDK4 
may also have an impact on the phosphorylation of IRS2 by other 
kinases; however, the relative contribution of CDK4 to the final 
activation or inhibition of IRS compared with other kinases and 
the identification of which serine/threonine residues are the most 
critical in regulating IRS function in response to insulin remain 
to be elucidated. Similarly, we still do not understand why CDK4 
activates IRS2 whereas AKT inhibits it through a negative feedback 
loop. The same stimulus, insulin, triggers concomitantly inhibitory 
and stimulatory phosphorylations in IRS. The fine regulation of 
these positive versus negative phosphorylation events requires 
further investigation. Interestingly, we were able to observe the 
stimulation of IRS2 Ser388 phosphorylation with insulin not only 
in adipocytes, but also in other cell types, such as C2C12 myotubes 
and primary hepatocytes. IRS2 Ser388 phosphorylation could also 
be detected in Min6 cells, but was not so insulin responsive. As 
shown in Supplemental Figure 6, A–C, upon insulin stimulation, 
IRS2 Ser388 phosphorylation was stronger after 1 hour of treatment, 
which is in agreement with our findings in mature adipocytes. These 
results open interesting perspectives into the contribution of CDK4 
to IRS2 Ser388 phosphorylation in other insulin-sensitive tissues; 
CDK4 could, for instance, participate in the control of de novo lipid 
synthesis in liver upon insulin stimulation.

RNAi-mediated depletion of CDK6, the CDK4 ortholog, sug-
gests that this kinase is also able to phosphorylate IRS2 at Ser388 
in mature adipocytes upon insulin stimulation, but to a lesser 
extent (Supplemental Figure 6D). The effects of CDK6 on IRS2 in 
other tissues remain to be studied.

Defects in insulin action and insulin secretion are both fea-
tures of type 2 diabetes. In line with previous publications report-
ing that CDK4 regulates β cell growth (11) and insulin secretion 
in β cells (41), it would be interesting to explore the relative con-
tribution of this IRS2 Ser388 phosphorylation in β cell function. 
The involvement of IRS2 in the pathogenesis of type 2 diabetes is 
highlighted by the phenotype of Irs2–/– mice. Indeed, these animals 
develop type 2 diabetes with impaired peripheral insulin signaling 
and pancreatic β cell function without compensation by IRS1 (42).

Third, the importance of our findings goes beyond the control of 
adipocyte biology in normal physiology. Here, we also report a signif-
icant (P = 0.0362) correlation between CCND3 expression and BMI 
in human subjects. Our model is further supported by the observed 
increase in the phosphorylation of the Ser388 of IRS2 in human 
obese subjects (BMI > 27). Insulin resistance is a major feature in 
various metabolic disorders, such as obesity and type 2 diabetes. We 
show here an inverse correlation of IRS2 Ser388 levels in VAT with 
the blood glucose levels from the subjects (Figure 7H). This strongly 
supports the notion that this phosphorylation participates in glucose 
homeostasis in humans.

In conclusion, our results demonstrate that CDK4 is a regula-
tor of adipocyte insulin signaling. By combining experimental data 
from cellular and mouse models and data obtained using human 

that of a mediator of insulin signaling. Indeed, we show that the 
effects of CDK4 in adipocytes are independent of E2F activity 
and, therefore, most likely independent of the control of the cell 
cycle. E2F1 is the most studied member of the E2F family. E2F1 has 
numerous metabolic functions, such as the participation in adipose 
tissue metabolism through the transcriptional regulation of the 
master adipogenic factor PPARγ during early stages of adipogenesis 
(16). Here, we demonstrate, by generation of Cdk4R24C/R24 E2f1+/+ 
and Cdk4R24C/R24C E2f1–/– mice, that CDK4 has E2F1-independent 
functions in mature adipose tissue. Indeed, the genetic deletion of 
E2F1 in the R24C background does not affect adiposity or adipocyte 
proliferation (Figure 1, I and J, and Supplemental Figure 1N).

Based on our results, we propose that CDK4 is integrated in 
the insulin-signaling pathway as follows. In response to insulin, the 
canonical cascade of events is elicited. This includes the sequential 
activation of IR, IRS1-2, PI3K, PDPK1, and AKT. AKT then acti-
vates CDK4 (because inhibition of AKT blocks CDK4 activation), 
which then phosphorylates IRS2, creating a positive feedback loop. 
The activation of CDK4 by AKT is likely an indirect event. Several 
studies previously reported that AKT phosphorylates and inhibits 
p21 and p27, which are both CDK4 inhibitors (25, 26).

Interestingly, IRS proteins are also involved in the activation 
of several growth factor receptor pathways other than the insu-
lin receptor pathway, such as the IGF 1 receptor (IGF1R) pathway 
(27). The prooncogenic activities of IGF1R (26) are mediated by 
its downstream effectors, IRS1 and IRS2. IRS proteins transduce 
mitogenic, antiapoptotic, and antidifferentiation signals to the 
cell, mainly through the PI3K–AKT module (28). Although antion-
cogenic synergistic effects have been observed using either CDK4 
and IGF1R inhibitors or CDK4 and PI3K inhibitors, no crosstalk 
between both pathways has been described (29–32). The CDK4/
CDK6 inhibitor (PD0332991, palbociclib) has been approved 
for the treatment of breast cancer (33). Two other CDK4/CDK6 
inhibitors, LY-2835219 (also known as abemaciclib) and LEE011 
(also known as ribociclib), are also currently in advanced stages 
of clinical trials (34). Interestingly, it has previously been reported 
that a major enzyme of de novo lipogenesis, the fatty acid synthase 
(FASN), is increased in numerous cancers, including breast can-
cer (35). The activity of FASN is known to be stimulated by insulin 
through the PI3K/AKT pathway, and here, we demonstrate that 
CDK4 is a key effector of insulin, thus promoting de novo lipid 
synthesis. Based on our findings, we can speculate that CDK4, 
through phosphorylation and regulation of IRS activity, could 
simultaneously sustain de novo lipid synthesis and the oncogenic 
activity of the aforementioned pathways in transformed cells.

The second major finding of our study is the discovery of 
a residue in IRS2 that is phosphorylated by CDK4 in response 
to insulin. A large number of publications previously focused 
on the effects of IRS1 and IRS2 phosphorylation on the insulin-
signaling pathway. Both positive and negative phosphorylation 
sites finely regulate IRS1 and IRS2 activity and are a paradigm of 
the flexibility of insulin and IGF signaling (36). The final serine/
threonine phosphorylation state of IRS proteins is a consequence 
of the combined action of several kinases that are activated by 
different pathways in a spaciotemporal manner. Multiple site 
phosphorylation of these proteins by distinct kinases, such as JNK 
(37), GSK3 (38), ERK1, or mTOR (39), provides a large number 
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cells were cultured in DMEM with 10% FBS (PAA Laboratories) in 
5% CO2 in an incubator set at 37°C. Two days after reaching conflu-
ence, 3T3-L1 cells were differentiated with DMEM, 10% FBS, 0.5 mM 
3-isobutyl-1methylxanthine (IBMX), 1.7 μM insulin, 1 μM dexametha-
sone, and 1 μM rosiglitazone for 2 days. From day 3 onward, the cells 
were incubated with DMEM, 10% FBS, and 10 μg/ml insulin, and the 
medium was changed every 2 days until day 8 of differentiation. 3T3-L1 
mature adipocytes were maintained in medium containing FBS only. 
For insulin (100 nM) or isoproterenol (100 nM) treatments, fully differ-
entiated 3T3-L1 adipocytes were incubated in serum-free DMEM con-
taining 0.2% fatty acid–free BSA. Primary hepatocytes were obtained 
from B6 mice. Mouse hepatocytes were harvested and cultured as 
previously described (44). Min6 cells were provided by Christian Wid-
mann (Department of Physiology, Université de Lausanne, Lausanne). 
They were maintained as previously described (45) and incubated in 
DMEM supplemented with 15% FBS and 5 mM glucose overnight. The 
day after, cells were incubated in serum-free DMEM containing 0.1% 
fatty acid–free BSA for 6 hours. C2C12 myoblasts were obtained from 
ATCC and were cultured in low-glucose DMEM with 10% FBS in 5% 
CO2 in an incubator set at 37°C. For myotube differentiation, C2C12 
myoblasts were seeded in 6-cm plates. When the cells reached 95% 
confluency, the culture medium was switched to DMEM containing 
2% horse serum. The medium was changed every 2 days until day 5 of 
differentiation. C2C12 myotubes were incubated in α-MEM overnight 
to induce starvation. Primary hepatocytes, Min6 cells, and C2C12 myo-
tubes were stimulated with insulin (100 nM).

Proteins extraction, coimmunoprecipitation assays, and immunoblot 
analyses. For endogenous immunoprecipitation experiments between 
CDK4 and IRS2, mature 3T3-L1 adipocytes were lysed in a buffer 
containing 0.3% CHAPS, 40 mM Hepes, pH 7.5, 120 mM NaCl, 1 mM 
EDTA, 10 mM pyrophosphate, 10 mM glycerophosphate, and protease 
inhibitor cocktail. Lysates were precleared with protein A/G–agarose 
beads (Life Technologies) and 4 μg of control antibody (HA antibody) 
for 1 hour. After this step, anti-CDK4 antibodies or HA antibodies 
were added to the precleared lysates overnight to immunoprecipitate 
CDK4 or for the control immunoprecipitation, respectively. For endog-
enous immunoprecipitation experiments, mature 3T3-L1 adipocytes 
or eWAT from mice was lysed in a buffer containing 20 mM Tris, pH 
7.5, 150 mM NaCl, 1 mM EDTA, 1% Triton X-100, 1 mM Na3VO4, 1 
mM β-glycerophosphate, 50 mM NaF, and protease inhibitor cock-
tail. Whole protein extracts were precleared with protein A/G–agarose 
beads (Life Technologies) for 1 hour, and anti-CDK4 antibody (Santa 
Cruz Biotechnology Inc., sc-260AC) and negative control (Rabbit 
IgG) (Santa Cruz Biotechnology Inc., sc-2345) were added to immu-
noprecipitate CDK4 overnight at 4°C. For IRS2 and PIK3R1 immuno-
precipitation experiments from mature adipocytes and mice, whole 
protein extracts were precleared with protein A/G–agarose beads 
(Life Technologies) and 4 μg of control antibody (HA antibody) for 1 
hour. Then anti-IRS2 anti-PIK3R1 antibody and negative control (HA 
antibody) were added to the precleared lysates for immunoprecipita-
tion overnight at 4°C. Immunoprecipitation experiments in 293T cells 
were performed using the same buffer as above. Anti-CDK4 antibody 
(Santa Cruz Biotechnology Inc., sc-601) and negative control (rabbit 
IgG) (Santa Cruz Biotechnology Inc., sc-2027) were used for the immu-
noprecipitation. Flag-PIK3R1, Flag-PDKP1, and Flag-IRS2 were trans-
fected with Lipofectamine 2000 (Invitrogen) and immunoprecipitated 
with Flag beads (Sigma-Aldrich A2220). Proteins were extracted with 

samples, our study provides insights into the complex pathogen-
esis of obesity and insulin resistance.

Methods
Materials. All experiments with the CDK4 inhibitor (PD0332991, 
Azasynth Co.) were done using 1 μM of PD0332991 in mature 3T3-L1 
adipocytes. All chemicals, unless stated otherwise, were purchased 
from Sigma-Aldrich. Actrapid human recombinant insulin was pur-
chased from Novo Nordisk Pharma SA. AKT inhibitor (catalog 124017) 
was purchased from Calbiochem and used at 10 μM for 30 minutes. 
14C-acetate, and γ-33P-ATP were purchased from PerkinElmer.

Animals. The generation of Cdk4nc and Cdk4R24C/R24C mice has 
been previously described (11, 13). The 8- to 12-week-old male db/+ 
and db/db as well as C57BL/6J (B6) mice were obtained from Janvier. 
E2f1+/+ and E2f1–/– mice (B6;129S4-E2f1tm1 Meg/J) were purchased 
from The Jackson Laboratory. Cdk4flox/flox mice were generated for this 
study in collaboration with Cyagen Biosciences. The targeting vec-
tor included a Neo resistance cassette flanked by FRT sites as well as 
CRE-dependent lox P sites in introns 1 and 8 (Supplemental Figure 1I).

C57BL/6 embryonic stem cells were used for gene targeting, and 
the positive cells were bred into albino B6 female mice. This strat-
egy allowed us to have a pure B6 background. Cdk4flox/+ mice were 
then crossed with mice expressing Flp recombinase (B6.Cg-Tg[Pgk1-
FLPo]10Sykr/J) in order to remove the Neo resistance cassette. With 
one subsequent cross with B6 animals, the Flp transgene was removed 
and the obtained Cdk4flox/+ mice were then intercrossed in order to gen-
erate the Cdk4flox/flox mice used in this study.

Animals were maintained in a temperature-controlled animal 
facility with a 12-hour light/12-hour dark cycle and had access to 
food and water according to the Swiss Animal Protection Ordinance 
(OPAn). Only male animals were used in this study. For the GTT, mice 
were starved for 16 hours and then injected i.p. with glucose (2 g/kg). 
Tail vein blood glucose was measured at the indicated times. For the 
insulin tolerance test (ITT), 6-hour–fasted mice were injected i.p. with 
0.75 U/kg insulin and tail vein blood glucose was then measured at the 
indicated times. For the in vivo insulin-stimulation assay, mice were 
fasted overnight and injected in the portal vein or i.p. with 0.75 U/kg 
insulin or an equal volume of saline. After 3 or 50 minutes, the mice 
were sacrificed via cervical dislocation. For insulin level measure-
ments, tail vein blood was collected under fed conditions 2 hours after 
the beginning of the 12-hour dark cycle.

Plasmid constructs and mutagenesis. pDONR-IRS2 was subcloned 
from pBS mouse IRS-2 (Addgene plasmid catalog 11372) (43) and 
generated using the pDONR221 vector of Gateway Cloning Technol-
ogy (Invitrogen). Flag-IRS2 and GST-IRS2 were obtained using the 
pDEST pCMV14-3XFlag and pGEX-2T vectors of Gateway Cloning 
Technology starting from the above-described pDONR-IRS2 con-
structs. A similar strategy was used to obtain the truncated versions of 
GST-IRS2. The Flag-PIK3R1 and Flag-PDPK1 plasmids were obtained 
from the Montpellier Genomic Collection (MGC). pDONR-hRB 379–
928aa was subcloned from pCMV human RB1 and generated using 
the pDONR221 vector of Gateway Cloning Technology. pGEX-2T 
hRB 379–928aa was obtained using the pDEST pGEX-2T from Gate-
way Cloning Technology. The different serine-to-alanine mutants of 
GST-IRS2 were generated using a QuikChange Site-Directed Muta-
genesis Kit (Stratagene).

Cell culture. 3T3-L1 and 293T were obtained from ATCC. Irs2–/–  
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arrays were blocked with 2% BSA in water for 30 cycles and washed 
3 times with PK assay buffer. Kinase reactions were performed for 1 
hour with 5 μg of total extract for the mouse experiment or 2.5 μg of 
total extract for the mature adipocyte and 400 μM ATP at 30°C. Phos-
phorylated peptides were detected with an anti-rabbit–FITC antibody 
that recognizes a pool of anti–phospho serine/threonine antibodies. 
The instrument contains a 12-bit CCD camera suitable for imaging of 
FITC-labeled arrays. The images obtained from the phosphorylated 
arrays were quantified using the BioNavigator software (PamGene 
International BV), and the list of peptides whose phosphorylation was 
significantly different between control (3 minutes of insulin treated in 
Cdk4+/+ mice or 5 minutes of insulin stimulation in cells starved in the 
presence of DMSO) and test (3 minutes of insulin treated in Cdk4nc 
mice or 5 minutes of insulin stimulation in cells starved in the pres-
ence of PD0332991) conditions was uploaded to GeneGo for pathway 
analysis. The list of the significantly different peptides is shown in 
Supplemental Figure 3, C and D. The BioNavigator software was used 
to perform the upstream STK analysis that is shown in Figure 4D.

Statistics. All statistics are described in the figure legends. The 
results were expressed as mean ± SEM. Pearson’s correlation coef-
ficient was calculated to test for correlation between 2 parameters. 
Comparisons between 2 groups were performed with an unpaired 
2-tailed Student’s t test, and multiple group comparisons were per-
formed by 1-way ANOVA followed by Tukey’s test and 2-way ANOVA 
followed by Tukey’s test. P < 0.05 was considered significant.

Study approval. All animal care and treatment procedures were 
performed in accordance with Swiss guidelines and were approved 
by the Canton of Vaud SCAV (authorization VD 2627.b). For human 
samples, the protocol concerning the use of biopsy from patients 
was approved in agreement with Spanish regulations, either by the 
Ethics and Research Committee of Virgen de la Victoria Clinical 
University Hospital or by the Institutional Ethics Committee of 
the Joan XXIII University Hospital. All patients provided written 
informed consent.

Supplemental data. Additional methods information is available in 
Supplemental Experimental Procedures. The sequences of the prim-
ers used for RT-qPCR are available in Supplemental Table 1.
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the same lysis buffer described above and subjected to SDS-PAGE elec-
trophoresis. Protein extractions from the different tissues (eWAT, BAT, 
brain, muscle, heart, kidney, lung, spleen, and liver) were prepared 
using M-PER mammalian extraction buffer (Thermo Scientific) con-
taining 1:100 Halt phosphatase inhibitor cocktail (Thermo Scientific) 
and 1:100 Halt protease inhibitor cocktail, EDTA-free (Thermo Sci-
entific). All the tissues were snap-frozen and then ground with Liquid 
N2 before lysis. The following antibodies were used for Western blot 
analysis: anti-CCND1 (NeoMarkers Rb-010-P0), anti-CCND3 (clone 
sc-6283), anti-CDK4 (clone sc-260), anti-HSL (clone sc-25843), anti-
HA (clone sc-805), anti-IRS2 (clone sc-8299) (Santa Cruz Biotechnol-
ogy Inc.); anti-CCND2 (clone ab3085), anti-CDK4 (clone DSC-35), 
anti-Ki67 (clone ab15580) (Abcam); anti–LMNA (clone 2032), anti–
pHSL Ser573 (clone 4139), anti–RB1 Ser780 (clone 9307), anti–pAKT 
Thr308 (clone 4056), anti–pAKT Ser473 (clone 4060), anti-AKT 
(clone 9272), anti-CDK6 (clone DCS83) (Cell Signaling Technology); 
anti-Flag (clone F3165), anti-actin (clone A2066), anti-tubulin (clone 
T6199) (Sigma-Aldrich); anti-PI3K3R1 (clone 06-195) (Upstate); and 
anti-IRS2 (Millipore MABS15). The phosphospecific antibody against 
IRS2 Ser388 was synthesized and purchased from GenScript.

Kinase assays. 3T3-L1 mature adipocytes were incubated over-
night in serum-free DMEM containing 0.2% fatty acid–free BSA and 
either stimulated with insulin (100 nM) or left untreated with lysates 
of these cells used to immunoprecipitate CDK4, as described above. 
Additionally, CDK4 was immunoprecipitated from eWAT collected 
from mice that had fasted for 16 hours and were injected i.p. with 
insulin (0.75 U/kg) for 30 minutes. Kinase assays were performed 
using immunoprecipitated CDK4 and 500 ng of recombinant RB1 
protein (Santa Cruz Biotechnology Inc.) as a substrate in kinase buffer 
(25 mM Tris/HCl, pH 7.5, 150 mM NaCl, 10 mM MgCl2, 1 mM DTT, 
5 mM Na4P2O7, 50 mM NaF, 1 mM vanadate, and protease inhibitor 
cocktail) with 40 μM ATP and 8 μCi γ-33PATP for 30 minutes at 30°C. 
Recombinant CDK4/CCND3 (ProQinase) was used as positive con-
trol. Boiling the samples for 5 minutes in the presence of denaturing 
sample buffer stopped the reaction. Samples were subsequently sub-
jected to SDS-PAGE, and the gels were then dried in a gel dryer for 1 
hour and exposed to an x-ray film at –80°C.

When using GST-purified proteins as substrates, kinase assays 
were performed using 500 ng of recombinant RB1 protein (Santa 
Cruz Biotechnology Inc.) as a positive control and recombinant 
CDK4/CCND3 kinase (ProQinase) and incubated in kinase buffer 
(described above) supplemented with 40 μM ATP and 8 μCi γ-33PATP 
for 30 minutes at 30°C.

PamChip peptide microarrays for kinome analysis following insulin 
stimulation. For kinome analysis, STK microarrays were purchased 
from PamGene International BV. Each array contained 140 phos-
phorylatable peptides as well as 4 control peptides. Sample incuba-
tion, detection, and analysis were performed in a PamStation 12 
according to the manufacturer’s instructions. Briefly, extracts from 
Cdk4+/+and Cdk4nc mice or mature 3T3-L1 adipocytes were made 
using M-PER mammalian extraction buffer (Thermo Scientific) con-
taining 1:50 Halt phosphatase inhibitor cocktail (Thermo Scientific) 
and 1:50 Halt protease inhibitor cocktail, EDTA-free (Thermo Sci-
entific), for 20 minutes on ice. The lysates were then centrifuged at 
15,871 g for 20 minutes to remove all debris. The supernatant was ali-
quoted, snap-frozen in liquid nitrogen, and stored at –80°C until fur-
ther processing. Prior to incubation with the kinase reaction mix, the 
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