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Abstract

Exercise increases skeletal muscle glucose uptake, but the underlying mecha-

nisms are only partially understood. The atypical protein kinase C (PKC) iso-

forms k and f (PKC-k/f) have been shown to be necessary for insulin-,

AICAR-, and metformin-stimulated glucose uptake in skeletal muscle, but not

for treadmill exercise-stimulated muscle glucose uptake. To investigate if

PKC-k/f activity is required for contraction-stimulated muscle glucose uptake,

we used mice with tibialis anterior muscle-specific overexpression of an empty

vector (WT), wild-type PKC-f (PKC-fWT), or an enzymatically inactive

T410A-PKC-f mutant (PKC-fT410A). We also studied skeletal muscle-specific

PKC-k knockout (MkKO) mice. Basal glucose uptake was similar between

WT, PKC-fWT, and PKC-fT410A tibialis anterior muscles. In contrast, in situ

contraction-stimulated glucose uptake was increased in PKC-fT410A tibialis

anterior muscles compared to WT or PKC-fWT tibialis anterior muscles. Fur-

thermore, in vitro contraction-stimulated glucose uptake was greater in soleus

muscles of MkKO mice than WT controls. Thus, loss of PKC-k/f activity

increases contraction-stimulated muscle glucose uptake. These data clearly

demonstrate that PKC-k/f activity is not necessary for contraction-stimulated

glucose uptake.

Introduction

Normal regulation of glucose transport into skeletal mus-

cle in response to physical exercise or postprandial insulin

stimulation is critical for the maintenance of whole-body

glucose homeostasis (Richter and Hargreaves 2013;

Schwartz et al. 2013). The underlying mechanisms medi-

ating insulin-stimulated glucose transport have been lar-

gely elucidated and are thought to involve a complex

signaling cascade that includes the insulin receptor tyrosine

kinase, phosphatidylinositol-3-kinase, Akt, and the Rab-

GAP proteins TBC1D4 (also known as AS160) and

TBC1D1, that eventually leads to the movement of glucose

transporter 4 (GLUT4) to the cell surface (Biddinger and
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Kahn 2006; Taylor et al. 2008). While exercise and muscle

contractile activity also cause GLUT4 translocation, it is

well established that the initiating signaling molecules that

mediate this process are distinct from that of insulin (Ploug

et al. 1987; Constable et al. 1988; Douen et al. 1990; Haya-

shi et al. 1998; Lemieux et al. 2000). The signaling proteins

that regulate exercise- and contraction-stimulated glucose

uptake are still not clearly understood, and there is consid-

erable evidence that redundant signaling mechanisms may

control this important physiological process (Rockl et al.

2008).

AMP-activated protein kinase (AMPK), a master regu-

lator of cellular energy homeostasis, has been proposed to

be the central node regulating glucose transport in

response to insulin-independent stimuli such as exercise,

muscle contraction, hypoxia, metformin, and the AMPK

activator AICAR (Merrill et al. 1997; Mu et al. 2001;

Sajan et al. 2010; Hardie 2011; Richter and Hargreaves

2013). A number of studies using different animal models

have convincingly demonstrated that AMPK is necessary

for AICAR- and metformin-stimulated glucose transport

(Zhou et al. 2001; Fryer et al. 2002; Sajan et al. 2010). In

contrast, while some studies have shown that AMPK is

important for contraction-stimulated glucose transport

(Mu et al. 2001; Jensen et al. 2008), many other studies

have revealed minimal or no reduction in contraction-in-

duced muscle glucose uptake in AMPK loss-of-function

mouse models (Jorgensen et al. 2004; Fujii et al. 2005;

Witczak et al. 2007; Merry et al. 2010). Similarly, human

studies have also suggested that AMPK does not play a

key role in muscle substrate combustion during exercise

training (Wojtaszewski et al. 2002; McConell et al. 2005;

Mortensen et al. 2013). Furthermore, muscle-specific

knockout of LKB1 (liver kinase B1), the kinase upstream

of AMPK in skeletal muscle, only partially decreases con-

traction-stimulated muscle glucose uptake (Sakamoto

et al. 2005; Koh et al. 2006). These data suggest that

additional signaling mechanisms must contribute to con-

traction-stimulated glucose uptake in skeletal muscle.

Atypical protein kinase C (aPKC) isoforms are mem-

bers of the PKC family of serine/threonine kinases and

include the k/ι (aPKC-k is the mouse homolog of aPKC-

ι) and f isoforms (Newton 2001; Farese et al. 2014).

PKC-k is the major aPKC in murine muscle (Akimoto

et al. 1994; Sajan et al. 2006; Farese et al. 2007), and has

approximately 70% similarity with PKC-f (Akimoto et al.

1994; Standaert et al. 1999). In rodents, PKC-f and PKC-

k show a high degree of redundancy in the regulation of

glucose transport (Bandyopadhyay et al. 1999a; Sajan

et al. 2006; Farese et al. 2007; Habets et al. 2012) and are

often referred to as PKC-k/f. Muscle-specific PKC-k
knockout (MkKO) mice have impaired insulin-stimulated

glucose uptake in the vastus lateralis muscle and heart

in vivo (Farese et al. 2007). Contrary to these findings,

stable depletion of PKC-k in L6 myotubes using a lentivi-

ral shRNA approach resulted in enhanced insulin sensitiv-

ity and glucose uptake (Stretton et al. 2010). In humans,

PKC-k/f activity is impaired in obese, prediabetic, and

diabetic subjects (Vollenweider et al. 2002; Beeson et al.

2003, 2004; Kim et al. 2003; Bandyopadhyay et al. 2005).

Thus, understanding the role of PKC-k/f activity during

muscle glucose uptake has important physiological and

clinical relevance.

Exercise causes a modest increase in aPKC activity and/

or phosphorylation in both rodents (Chen et al. 2002;

Aschenbach et al. 2006) and humans (Perrini et al. 2004;

Richter et al. 2004), and PKCs have long been proposed to

play a role in the regulation of exercise-stimulated glucose

transport (Cleland et al. 1990; Ihlemann et al. 1999a).

Using MkKO mice, PKC-k activity was shown to be

required for stimulation of glucose uptake with the AMPK

activators AICAR and metformin (Sajan et al. 2010). In

contrast, treadmill running exercise, which also causes

AMPK activation, resulted in normal increases in glucose

transport in this genetic mouse model (Sajan et al. 2010).

It is not known if more intense forms of exercise, such as

tetanic muscle contractions, require PKC-k. In addition,

the putative role of PKC-f in contraction-stimulated glu-

cose transport has not been investigated. In the current

study, we investigated the roles of both PKC-k and PKC-f
in contraction-stimulated glucose uptake in skeletal mus-

cle. For this purpose, we studied mice with expression of

an enzymatically inactive T410A-PKC-f mutant selectively

in the tibialis anterior (TA) muscle, as well as MkKO mice.

Experimental Methods

Protocols

The Institutional Animal Care and Use Committee at the

Joslin Diabetes Center reviewed and approved all animal

protocols.

Mice

Eight-week-old female ICR mice (Taconic, Hudson, NY)

were used for in vivo gene transfer and expression. PKC-

kflox/flox; MCK-Cre�/� and PKC-kflox/+; MCK-Cre+/� mice

on a C57Bl/6 background (Farese et al. 2007) were bred

to generate littermate wild-type (WT) control and

homozygous MkKO mice (9–11 weeks old). Genotyping

was done as previously described (Farese et al. 2007).

Mice were maintained in a light- and temperature-con-

trolled environment (12 h light/dark, 20–24°C) and had

ad libitum access to water and standard mouse diet (21%

kcal from fat; 9F 5020 Lab Diet, PharmaServ Inc.).
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Materials

[32P]-ATP (PerkinElmer, Boston, MA) was used for PKC-

k/f activity assays. WT-PKC-f and T410A-PKC-f (this

mutation prevents phosphorylation at Thr410) constructs

have been described previously (Standaert et al. 1999).

In situ contraction and glucose uptake

Plasmid DNA (Standaert et al. 1999) was extracted and

purified using a QIA filter Plasmid Kit from Qiagen

(Valencia, CA). Enriched yields of plasmid DNA were

directly injected into mouse TA muscles followed by elec-

troporation as described previously (Fujii et al. 2004; Ho

et al. 2004; Yu et al. 2004). Seven days after gene deliv-

ery, mice were subjected to in situ muscle contraction

and glucose uptake was measured (Ho et al. 2004;

Kramer et al. 2006). Briefly, mice were anesthetized and

peroneal nerves of both legs were surgically exposed, and

electrodes were attached and subjected to electrical stimu-

lation for 15 min (train rate: 1/sec; train duration:

500 msec; pulse rate: 100 Hz; duration: 0.1 msec at

2–5 V). Legs not stimulated to contract (basal) were used

as sham-operated controls. Immediately after nerve

stimulation, TA muscles were rapidly removed, frozen in

liquid nitrogen, and used for western blot analyses or

activity assays (see below). Other mice were used to mea-

sure in situ glucose uptake, as described previously (Ho

et al. 2004; Kramer et al. 2006). Briefly, basal tail vein

blood samples were collected prior to intravenous bolus

delivery of [3H]-2-deoxyglucose in saline (PerkinElmer

Life Sciences) through the retro-orbital sinus (Yardeni

et al. 2011). During contraction studies, the tracer bolus

was injected simultaneous to the onset of in situ peroneal

nerve stimulation. Tail vein blood samples were taken 5,

10, 15, 25, 35, and 45 min postinjection to determine

blood glucose- and [3H]-2-deoxyglucose-specific activity.

TA muscles were removed after mice were euthanized

and quickly frozen in liquid nitrogen. Subsequently, the

muscle tissue was processed to determine the accumula-

tion rate of [3H]-2-deoxyglucose, as previously described

(Ho et al. 2004).

Contraction and glucose uptake of isolated
muscles

Soleus muscles from WT and MkKO mice were isolated,

adjusted to maintain resting length and tension, as previ-

ously described (Cerletti et al. 2008; Rowe et al. 2013;

Sinha et al. 2014), and were incubated for 30 min at

37°C in Krebs–Ringer bicarbonate (KRB) buffer contain-

ing 2 mmol/L pyruvate. Muscles were contracted by elec-

trical stimulation (train rate: 2/min, train duration:

10 sec, pulse rate: 100 Hz, duration: 0.1 msec at 100 V)

for 10 min, and force production was monitored using

an isometric force transducer (Kent Scientific, Litchfield,

CT) with the converted digital signal captured by a data

acquisition system (iWorx114; CB Sciences, Dover, NH)

and analyzed with software (Labscribe; CB Sciences). Glu-

cose uptake in isolated muscles was measured as

described previously (Wojtaszewski et al. 1999; Yu et al.

2006).

Muscle processing

TA muscle samples (PKC-f experiments) were isolated,

and gene transfer and protein expression were confirmed

in muscle lysates by western blot analyses. Muscle lysates

were prepared as described previously (Aschenbach et al.

2006). Soleus muscle samples (MkKO mice) were used

for western blot analyses, electrophoresis separation of

myosin heavy chain isoforms (Talmadge and Roy 1993),

citrate synthase activity (Srere 1969), and aPKC activity

(see below).

Atypical PKC activity

Atypical PKC activity was measured as described previ-

ously (Farese et al. 2007). Briefly, aPKCs were immuno-

precipitated with polyclonal anti-PKC-k/f antibody,

collected on Sepharose-Protein A/G beads, and incubated

for 8 min at 30°C with [c-32P]-ATP and the serine analog

of the PKC-e pseudosubstrate (BioSource). After incuba-

tion, 32P-labeled substrate was trapped on P-81 filter

paper, washed, dried, and counted in a liquid scintillation

counter.

Western blot analyses

Western blot analyses were done as described previously

(Aschenbach et al. 2006; Farese et al. 2007). In short,

muscle lysates were immunoblotted for PKC-k/f (rabbit

polyclonal antiserum; Santa Cruz Biotechnology Inc.),

which recognizes C-termini of both aPKCs and pPKC-k/f
(Thr403/410). Rabbit polyclonal antiserum for phospho-

AMPK-Thr172, AMPKa2, and AS160/TBC1D1 PAS site

phosphorylation were from Cell Signaling Technology

(Danvers, MA).

Statistical analysis

Data are presented as mean � SEM. Statistical signifi-

cance was determined by one-way, two-way, or repeated

measures ANOVA with Tukey’s HSD post hoc analysis,

or by unpaired Student’s t-test. Differences were consid-

ered significant when P < 0.05.
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Results

Overexpression of PKC-fWT and PKC-fT410A in
mouse TA muscles

To investigate PKC-f function during contraction-stimu-

lated muscle glucose uptake, we overexpressed an empty

vector (wild type; WT), a vector containing WT PKC-f
(PKC-fWT), or a vector containing the dominant-negative

T410A-PKC-f mutant (PKC-fT410A) in mouse TA mus-

cles. The T410A mutation prevents phosphorylation at

Thr410 and renders the kinase inactive (Bandyopadhyay

et al. 1999b). Seven days following gene transfer and elec-

troporation, protein levels of immunoreactive aPKC

(PKC-k plus PKC-f) were fivefold higher in TA muscles

expressing PKC-fWT and PKC-fT410A compared to WT

muscles (Fig. 1A). We used an antibody that detects gen-

eral aPKC levels (i.e. PKC-k plus PKC-f) as these proteins
show a high degree of redundancy in the regulation of

glucose transport (Bandyopadhyay et al. 1999a; Sajan

et al. 2006; Farese et al. 2007; Habets et al. 2012) and are

often referred to as PKC-k/f. PKC-fWT overexpressing

muscles had greater pPKC-f (Thr410) levels compared to

WT and PKC-fT410A muscles (Fig. 1B). The fivefold

increase in aPKC levels in PKC-fT410A muscles, with no

increase in phosphorylation, demonstrates the effective-

ness of the mutation. Under basal conditions, aPKC

activity was significantly higher in muscles expressing PKC-

fWT compared to WT muscles (Fig. 2A). Atypical PKC

activity in muscles expressing PKC-fT410A was not signifi-

cantly different from PKC-fWT or WT muscles (Fig. 2A).

In situ muscle contraction increased aPKC activity in PKC-

fWT muscles but did not significantly increase aPKC

activity in PKC-fT410A or WT muscles (Fig. 2A).

Contraction-stimulated glucose uptake in
PKC-fWT and PKC-fT410A TA muscles

We next determined the effects of altered PKC-f activity on
basal and contraction-stimulated glucose uptake in the TA

muscles. Under basal conditions, there was no difference in

rates of glucose uptake among the different treatments.

Contraction increased glucose uptake in all groups

(Fig. 2B). Interestingly, muscles overexpressing the mutant

Figure 1. Overexpression of PKC-fWT and PKC-fT410A in mouse TA muscles. Representative images (top) and immunoblot analyses of (A) PKC-

k/f protein levels (n = 6–9/group) and (B) pPKC-k/f (Thr410) levels (n = 4–5/group) in WT, PKC-fWT, and PKC-fT410A TA muscles. *P < 0.001,

versus WT; #P < 0.001, versus PKC-fT410A.

Figure 2. PKC-k/f activity and glucose uptake in PKC-fWT and PKC-fT410A TA muscles. (A) Basal and contraction-stimulated PKC-k/f activity

(n = 3–5/group) (B) in situ basal and contraction-stimulated glucose uptake (n = 5–9/group), and (C) Δ glucose uptake (contraction minus basal)

in WT, PKC-fWT, and PKC-fT410A TA muscles. *P < 0.05, versus WT-Basal, WT-Contraction, PKC-fWT-Contraction; #P < 0.05, versus all other

groups; ^P < 0.05, versus WT.
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PKC-fT410A had a significantly greater increase in contrac-

tion-stimulated glucose uptake (Fig. 2B and C). These data

demonstrate that decreased PKC-f activity increases con-

traction-stimulated glucose uptake in skeletal muscle.

Contraction-stimulated glucose uptake in
MkKO mice

We next focused on PKC-k, studying knockout mice with

muscle-specific deletion of PKC-k (MkKO). These mice

have an approximately 80% reduction in total aPKC

expression and activity in skeletal muscle (Farese et al.

2007). Basal rates of muscle glucose uptake in soleus

muscles were similar between WT littermate control mice

and MkKO mice (Fig. 3A). Muscle contraction in isolated

soleus muscles increased in vitro muscle glucose uptake

in both genotypes (Fig. 3A). However, contraction-stimu-

lated glucose uptake in soleus muscles was significantly

higher in MkKO mice compared to WT controls

(Fig. 3A). Thus, using two different models we demon-

strate that loss of aPKC activity increases contraction-

stimulated muscle glucose uptake.

Muscle signaling and physiology in MkKO
mice

To assess whether the increased contraction-mediated

muscle glucose uptake in MkKO mice is associated with

changes in contraction-stimulated signaling proteins that

mediate glucose uptake, we performed immunoblots for

phospho-AMPK and phospho-AKT substrate (PAS) site

phosphorylation of AS160/TBC1D1 (Taylor et al. 2008).

Contraction similarly increased phospho-AMPK and

AS160/TBC1D1 PAS site phosphorylation in soleus

Figure 3. Contraction-mediated glucose uptake and function in soleus muscles of MkKO mice. (A) Basal and contraction-induced in vitro

glucose uptake (n = 7–12/group) (B) muscle weight (C) relative proportion of myosin heavy chain (MHC) isoforms I and IIa/x (D) adenosine

triphosphate (ATP), (E) creatine phosphate (CP), (F) glycogen levels, and (G) citrate synthase (CS) activity in soleus muscles of WT and MkKO

mice (n = 3–6/group). (H) Phospho-AMPK (pAMPK) and (I) PAS phosphorylation levels in soleus muscles during basal and contraction (n = 5/

group). *P < 0.05, versus WT-Basal, MkKO-Basal; #P < 0.05, versus all other groups. Different letters indicate significant difference as following:
a,bP < 0.05, effect of treatment.
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muscles of WT and MkKO mice (Fig. 3B and C), indicat-

ing that these signaling proteins likely are not responsible

for the increased contraction-mediated muscle glucose

uptake phenotype in MkKO mice. To determine if mus-

cle-specific knockdown of PKC-k alters other factors that

influence muscle function, we measured muscle weights,

myosin heavy chain isoforms I and IIa/x, adenosine

triphosphate (ATP), creatine phosphate (CP), glycogen

content, and citrate synthase activity in soleus muscles.

There was no significant effect of muscle-specific PKC-k
knockdown on these measurements (Fig. 3D–I).

Contraction force in soleus muscles of MkKO
mice

We next tested the hypothesis that decreased aPKC activ-

ity would increase muscle contraction force, since force

production is positively correlated with glucose uptake in

skeletal muscle (Ihlemann et al. 1999b, 2001). In vitro

force production was measured in soleus muscle from

WT and MkKO mice. Although force production was

similar between groups during the initial five contrac-

tions, force production in the later contractions was

higher in MkKO mice compared to WT mice (Fig. 4A).

Indeed, cumulative muscle force production during con-

tractions 5 through 20 was significantly higher in MkKO
mice compared to WT mice (Fig. 4B). Thus, loss of aPKC

activity appears to increase the muscle’s resistance to fati-

gue. Considering our previous observations, it seems unli-

kely that this is due to changes in muscle fiber type,

preserved energy, or mitochondrial mass.

Discussion

The goal of this study was to determine if aPKC activity

is necessary for contraction-stimulated glucose uptake in

skeletal muscle. We found that aPKC activity is not

required for contraction-induced glucose uptake, and in

fact, impairment of aPKC activity resulted in significant

improvements in contraction-induced muscle glucose

uptake. The increase in contraction-stimulated glucose

uptake was accompanied by an increased resistance to

muscle fatigue. Because contraction-induced muscle glu-

cose uptake is associated with muscle force production

and tension (Ihlemann et al. 1999b, 2001), our data indi-

cate that the increased contraction-induced muscle glu-

cose uptake in MkKO mice may be due, at least in part,

to improved muscle contraction force. To date, aPKC

activity has not been linked to muscle contraction force.

The mechanism for the increase in contraction force is

still not known, but we can rule out a role for muscle

fiber composition, energy storage, or mitochondrial mass

in soleus muscles, since none of these factors were chan-

ged in the MkKO mice.

Exercise increases aPKC activity in mice and humans

(Chen et al. 2002; Beeson et al. 2003; Richter et al. 2004;

Aschenbach et al. 2006; Sajan et al. 2010), and PKCs have

also been implicated in the regulation of glucose uptake

in skeletal muscle (Cleland et al. 1990; Ihlemann et al.

1999a; Farese and Sajan 2010). Taken together, these find-

ings suggest that aPKCs could function in the regulation

of contraction- and exercise-stimulated glucose uptake.

However, previous work has shown that aPKCs are not

required for treadmill exercise-induced muscle glucose

uptake (Sajan et al. 2010), which is consistent with our

current study where functional disruption of both aPKC

isoforms did not decrease contraction-stimulated muscle

glucose uptake. Thus, aPKC activity is not necessary for

treadmill- (Sajan et al. 2010) or contraction-induced (cur-

rent study) glucose uptake in skeletal muscle. It is inter-

esting that in contrast to exercise and contraction,

stimulation of glucose uptake by AICAR and metformin,

two activators of AMPK in skeletal muscle, do

require aPKC for normal glucose uptake (Sajan et al.

2010). Exercise and muscle contraction are also well

established and potent stimulators of AMPK (Witczak

Figure 4. Contraction force in soleus muscles of MkKO mice. (A) Contraction force area under the curve (AUC) during 20 subsequent

contractions and (B) cumulative AUC muscle force production during contractions 5 till 20 in soleus muscles of WT and MkKO mice (n = 6–10/

group). *P < 0.05, versus WT.
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et al. 2008; Richter and Hargreaves 2013), but clearly we

find that the AMPK-aPKC signaling axis is not necessary

for glucose uptake with these stimuli. The lack of effect of

disrupting the aPKCs is consistent with the concept that

the intracellular signaling mechanism that regulates con-

traction-stimulated glucose uptake has a high degree of

redundancy and is multifactorial, with one signaling path-

way compensating when there is the loss of another sig-

naling protein (Witczak et al. 2008; Richter and

Hargreaves 2013). This type of signaling redundancy may

account for the fact that exercise can still increase skeletal

muscle glucose uptake when that same muscle is insulin

resistant.

A previous study demonstrated that in vitro knock-

down (>95%) of PKC-k in myotubes was associated with

enhanced insulin sensitivity and insulin-stimulated glu-

cose uptake (Stretton et al. 2010). In our current experi-

ments, contrary to our hypothesis, we observed similar

improvements in contraction-mediated glucose uptake.

Collectively these findings suggest that loss of aPKC activ-

ity results in general improvements in glucose uptake.

MkKO mice, however, did not demonstrate augmented

glucose uptake compared to WT controls during tread-

mill running (Sajan et al. 2010). Differences in experi-

mental methods, including exercise type (treadmill vs.

contraction), experimental model (in vivo vs. in situ/

in vitro) and studied muscle (vastus lateralis vs. TA and

soleus), possibly underlie these observations.

In summary, contraction-stimulated glucose uptake is

not decreased with disruption of aPKCs. In contrast, loss

of aPKC activity augmented contraction-induced muscle

glucose uptake, which is associated with increased resis-

tance to muscle fatigue. Although we cannot rule out

compensation mechanisms during loss of aPKC activity,

our data and a previous study (Sajan et al. 2010) suggest

aPKCs are not necessary for glucose uptake with exercise

and contraction. Contractile activity stimulates multiple

intracellular signaling mechanisms in skeletal muscle, and

it is likely that there is redundant signaling for the regula-

tion of glucose uptake.

Conflict of Interest

None declared.

References

Akimoto, K., K. Mizuno, S. Osada, S. Hirai, S. Tanuma, K.

Suzuki, et al. 1994. A new member of the third class in the

protein kinase C family, PKC lambda, expressed dominantly

in an undifferentiated mouse embryonal carcinoma cell line

and also in many tissues and cells. J. Biol. Chem.

269:12677–12683.

Aschenbach, W. G., R. C. Ho, K. Sakamoto, N. Fujii, Y. Li, Y.

B. Kim, et al. 2006. Regulation of dishevelled and beta-

catenin in rat skeletal muscle: an alternative exercise-

induced GSK-3beta signaling pathway. Am. J. Physiol.

Endocrinol. Metab. 291:E152–158.
Bandyopadhyay, G., M. L. Standaert, U. Kikkawa, Y. Ono, J.

Moscat, and R. V. Farese. 1999a. Effects of transiently

expressed atypical (zeta, lambda), conventional (alpha, beta)

and novel (delta, epsilon) protein kinase C isoforms on

insulin-stimulated translocation of epitope-tagged GLUT4

glucose transporters in rat adipocytes: specific

interchangeable effects of protein kinases C-zeta and C-

lambda. Biochem. J. 337(Pt 3):461–470.

Bandyopadhyay, G., M. L. Standaert, M. P. Sajan, L. M.

Karnitz, L. Cong, M. J. Quon, et al. 1999b. Dependence of

insulin-stimulated glucose transporter 4 translocation on 3-

phosphoinositide-dependent protein kinase-1 and its target

threonine-410 in the activation loop of protein kinase C-

zeta. Mol. Endocrinol. 13:1766–1772.

Bandyopadhyay, G. K., J. G. Yu, J. Ofrecio, and J. M. Olefsky.

2005. Increased p85/55/50 expression and decreased

phosphotidylinositol 3-kinase activity in insulin-resistant

human skeletal muscle. Diabetes 54:2351–2359.

Beeson, M., M. P. Sajan, M. Dizon, D. Grebenev, J. Gomez-

Daspet, A. Miura, et al. 2003. Activation of protein kinase

C-zeta by insulin and phosphatidylinositol-3,4,5-(PO4)3 is

defective in muscle in type 2 diabetes and impaired glucose

tolerance: amelioration by rosiglitazone and exercise.

Diabetes 52:1926–1934.

Beeson, M., M. P. Sajan, J. G. Daspet, V. Luna, M. Dizon, D.

Grebenev, et al. 2004. Defective activation of protein kinase

C-z in muscle by insulin and phosphatidylinositol-3,4,5,-

(PO(4))(3) in obesity and polycystic ovary syndrome.

Metab. Syndr. Relat. Disord. 2:49–56.
Biddinger, S. B., and C. R. Kahn. 2006. From mice to men:

insights into the insulin resistance syndromes. Annu. Rev.

Physiol. 68:123–158.

Cerletti, M., S. Jurga, C. A. Witczak, M. F. Hirshman, J. L.

Shadrach, L. J. Goodyear, et al. 2008. Highly efficient,

functional engraftment of skeletal muscle stem cells in

dystrophic muscles. Cell 134:37–47.
Chen, H. C., G. Bandyopadhyay, M. P. Sajan, Y. Kanoh, M.

Standaert, R. V. Jr Farese, et al. 2002. Activation of the ERK

pathway and atypical protein kinase C isoforms in exercise-

and aminoimidazole-4-carboxamide-1-beta-D-riboside

(AICAR)-stimulated glucose transport. J. Biol. Chem.

277:23554–23562.
Cleland, P. J., K. C. Abel, S. Rattigan, and M. G. Clark. 1990.

Long-term treatment of isolated rat soleus muscle with

phorbol ester leads to loss of contraction-induced glucose

transport. Biochem. J. 267:659–663.
Constable, S. H., R. J. Favier, G. D. Cartee, D. A. Young, and

J. O. Holloszy. 1988. Muscle glucose transport: interactions

ª 2015 The Authors. Physiological Reports published by Wiley Periodicals, Inc. on behalf of
the American Physiological Society and The Physiological Society.

2015 | Vol. 3 | Iss. 11 | e12565
Page 7

H. Yu et al. Atypical PKC Activity and Muscle Glucose Uptake



of in vitro contractions, insulin, and exercise. J. Appl.

Physiol. (1985) 64:2329–2332.

Douen, A. G., T. Ramlal, G. D. Cartee, and A. Klip. 1990.

Exercise modulates the insulin-induced translocation of

glucose transporters in rat skeletal muscle. FEBS Lett.

261:256–260.
Farese, R. V., and M. P. Sajan. 2010. Metabolic functions of

atypical protein kinase C: “good” and “bad” as defined by

nutritional status. Am. J. Physiol. Endocrinol. Metab. 298:

E385–394.
Farese, R. V., M. P. Sajan, H. Yang, P. Li, S. Mastorides, W. R.

Jr Gower, et al. 2007. Muscle-specific knockout of PKC-

lambda impairs glucose transport and induces metabolic

and diabetic syndromes. J. Clin. Invest. 117:2289–2301.
Farese, R. V., M. C. Lee, and M. P. Sajan. 2014. Atypical PKC:

a target for treating insulin-resistant disorders of obesity, the

metabolic syndrome and type 2 diabetes mellitus. Expert

Opin. Ther. Targets 18:1163–1175.
Fryer, L. G., A. Parbu-Patel, and D. Carling. 2002. The Anti-

diabetic drugs rosiglitazone and metformin stimulate AMP-

activated protein kinase through distinct signaling pathways.

J. Biol. Chem. 277:25226–25232.
Fujii, N., M. D. Boppart, S. D. Dufresne, P. F. Crowley, A. C.

Jozsi, K. Sakamoto, et al. 2004. Overexpression or ablation

of JNK in skeletal muscle has no effect on glycogen synthase

activity. Am. J. Physiol. Cell Physiol. 287:C200–208.
Fujii, N., M. F. Hirshman, E. M. Kane, R. C. Ho, L. E. Peter,

M. M. Seifert, et al. 2005. AMP-activated protein kinase

alpha2 activity is not essential for contraction- and

hyperosmolarity-induced glucose transport in skeletal

muscle. J. Biol. Chem. 280:39033–39041.

Habets, D. D., J. J. Luiken, M. Ouwens, W. A. Coumans, M.

Vergouwe, S. J. Maarbjerg, et al. 2012. Involvement of

atypical protein kinase C in the regulation of cardiac glucose

and long-chain fatty acid uptake. Front. Physiol. 3:361.

Hardie, D. G. 2011. Energy sensing by the AMP-activated

protein kinase and its effects on muscle metabolism. Proc.

Nutr. Soc. 70:92–99.
Hayashi, T., M. F. Hirshman, E. J. Kurth, W. W. Winder, and

L. J. Goodyear. 1998. Evidence for 50 AMP-activated protein

kinase mediation of the effect of muscle contraction on

glucose transport. Diabetes 47:1369–1373.

Ho, R. C., O. Alcazar, N. Fujii, M. F. Hirshman, and L. J.

Goodyear. 2004. p38gamma MAPK regulation of glucose

transporter expression and glucose uptake in L6 myotubes

and mouse skeletal muscle. Am. J. Physiol. Regul. Integr.

Comp. Physiol. 286:R342–349.
Ihlemann, J., H. Galbo, and T. Ploug. 1999a. Calphostin C is

an inhibitor of contraction, but not insulin-stimulated

glucose transport, in skeletal muscle. Acta Physiol. Scand.

167:69–75.
Ihlemann, J., T. Ploug, Y. Hellsten, and H. Galbo. 1999b.

Effect of tension on contraction-induced glucose transport

in rat skeletal muscle. Am. J. Physiol. 277:E208–214.

Ihlemann, J., T. Ploug, and H. Galbo. 2001. Effect of force

development on contraction induced glucose transport in

fast twitch rat muscle. Acta Physiol. Scand. 171:439–444.
Jensen, T. E., P. Schjerling, B. Viollet, J. F. Wojtaszewski, and

E. A. Richter. 2008. AMPK alpha1 activation is required for

stimulation of glucose uptake by twitch contraction, but not

by H2O2, in mouse skeletal muscle. PLoS ONE 3:e2102.

Jorgensen, S. B., B. Viollet, F. Andreelli, C. Frosig, J. B. Birk,

P. Schjerling, et al. 2004. Knockout of the alpha2 but not

alpha1 50-AMP-activated protein kinase isoform abolishes 5-

aminoimidazole-4-carboxamide-1-beta-4-ribofuranosidebut

not contraction-induced glucose uptake in skeletal muscle. J.

Biol. Chem. 279:1070–1079.

Kim, Y. B., K. Kotani, T. P. Ciaraldi, R. R. Henry, and B. B.

Kahn. 2003. Insulin-stimulated protein kinase C lambda/zeta

activity is reduced in skeletal muscle of humans with obesity

and type 2 diabetes: reversal with weight reduction. Diabetes

52:1935–1942.
Koh, H. J., D. E. Arnolds, N. Fujii, T. T. Tran, M. J. Rogers,

N. Jessen, et al. 2006. Skeletal muscle-selective knockout of

LKB1 increases insulin sensitivity, improves glucose

homeostasis, and decreases TRB3. Mol. Cell. Biol. 26:8217–
8227.

Kramer, H. F., C. A. Witczak, E. B. Taylor, N. Fujii, M. F.

Hirshman, and L. J. Goodyear. 2006. AS160 regulates

insulin- and contraction-stimulated glucose uptake in

mouse skeletal muscle. J. Biol. Chem. 281:31478–31485.

Lemieux, K., X. X. Han, L. Dombrowski, A. Bonen, and A.

Marette. 2000. The transferrin receptor defines two distinct

contraction-responsive GLUT4 vesicle populations in

skeletal muscle. Diabetes 49:183–189.

McConell, G. K., R. S. Lee-Young, Z. P. Chen, N. K. Stepto,

N. N. Huynh, T. J. Stephens, et al. 2005. Short-term exercise

training in humans reduces AMPK signalling during

prolonged exercise independent of muscle glycogen. J.

Physiol. 568:665–676.
Merrill, G. F., E. J. Kurth, D. G. Hardie, and W. W. Winder.

1997. AICA riboside increases AMP-activated protein kinase,

fatty acid oxidation, and glucose uptake in rat muscle. Am.

J. Physiol. 273:E1107–1112.

Merry, T. L., G. R. Steinberg, G. S. Lynch, and G. K.

McConell. 2010. Skeletal muscle glucose uptake during

contraction is regulated by nitric oxide and ROS

independently of AMPK. Am. J. Physiol. Endocrinol. Metab.

298:E577–585.
Mortensen, B., J. R. Hingst, N. Frederiksen, R. W. Hansen, C.

S. Christiansen, N. Iversen, et al. 2013. Effect of birth weight

and 12 weeks of exercise training on exercise-induced

AMPK signaling in human skeletal muscle. Am. J. Physiol.

Endocrinol. Metab. 304:E1379–1390.

Mu, J., J. T. Jr Brozinick, O. Valladares, M. Bucan, and M. J.

Birnbaum. 2001. A role for AMP-activated protein kinase in

contraction- and hypoxia-regulated glucose transport in

skeletal muscle. Mol. Cell 7:1085–1094.

2015 | Vol. 3 | Iss. 11 | e12565
Page 8

ª 2015 The Authors. Physiological Reports published by Wiley Periodicals, Inc. on behalf of

the American Physiological Society and The Physiological Society.

Atypical PKC Activity and Muscle Glucose Uptake H. Yu et al.



Newton, A. C. 2001. Protein kinase C: structural and spatial

regulation by phosphorylation, cofactors, and

macromolecular interactions. Chem. Rev. 101:2353–2364.
Perrini, S., J. Henriksson, J. R. Zierath, and U. Widegren.

2004. Exercise-induced protein kinase C isoform-specific

activation in human skeletal muscle. Diabetes 53:21–24.
Ploug, T., H. Galbo, J. Vinten, M. Jorgensen, and E. A.

Richter. 1987. Kinetics of glucose transport in rat muscle:

effects of insulin and contractions. Am. J. Physiol. 253:E12–

20.

Richter, E. A., and M. Hargreaves. 2013. Exercise, GLUT4, and

skeletal muscle glucose uptake. Physiol. Rev. 93:993–1017.
Richter, E. A., B. Vistisen, S. J. Maarbjerg, M. Sajan, R. V.

Farese, and B. Kiens. 2004. Differential effect of bicycling

exercise intensity on activity and phosphorylation of atypical

protein kinase C and extracellular signal-regulated protein

kinase in skeletal muscle. J. Physiol. 560:909–918.

Rockl, K. S., C. A. Witczak, and L. J. Goodyear. 2008. Signaling

mechanisms in skeletal muscle: acute responses and chronic

adaptations to exercise. IUBMB Life 60:145–153.
Rowe, G. C., I. S. Patten, Z. K. Zsengeller, R. El-Khoury, M.

Okutsu, S. Bampoh, et al. 2013. Disconnecting

mitochondrial content from respiratory chain capacity in

PGC-1-deficient skeletal muscle. Cell Rep. 3:1449–1456.
Sajan, M. P., J. Rivas, P. Li, M. L. Standaert, and R. V. Farese.

2006. Repletion of atypical protein kinase C following RNA

interference-mediated depletion restores insulin-stimulated

glucose transport. J. Biol. Chem. 281:17466–17473.
Sajan, M. P., G. Bandyopadhyay, A. Miura, M. L. Standaert, S.

Nimal, S. L. Longnus, et al. 2010. AICAR and metformin,

but not exercise, increase muscle glucose transport through

AMPK-, ERK-, and PDK1-dependent activation of atypical

PKC. Am. J. Physiol. Endocrinol. Metab. 298:E179–192.

Sakamoto, K., A. McCarthy, D. Smith, K. A. Green, D.

Grahame Hardie, A. Ashworth, et al. 2005. Deficiency of

LKB1 in skeletal muscle prevents AMPK activation and

glucose uptake during contraction. EMBO J. 24:1810–1820.

Schwartz, M. W., R. J. Seeley, M. H. Tschop, S. C. Woods, G.

J. Morton, M. G. Myers, et al. 2013. Cooperation between

brain and islet in glucose homeostasis and diabetes. Nature

503:59–66.
Sinha, M, Y. C. Jang, J. Oh, D. Khong, E. Y. Wu, R. Manohar,

et al. 2014. Restoring systemic GDF11 levels reverses age-

related dysfunction in mouse skeletal muscle. Science

344:649–652.
Srere, P. A. 1969. Citrate synthase: [EC 4.1.3.7. Citrate

oxaloacetate-lyase (CoA-acetylating)]. Methods Enzymol.

13:3–11.

Standaert, M. L., G. Bandyopadhyay, L. Perez, D. Price, L.

Galloway, A. Poklepovic, et al. 1999. Insulin activates

protein kinases C-zeta and C-lambda by an

autophosphorylation-dependent mechanism and stimulates

their translocation to GLUT4 vesicles and other membrane

fractions in rat adipocytes. J. Biol. Chem. 274:25308–25316.

Stretton, C., A. Evans, and H. S. Hundal. 2010. Cellular

depletion of atypical PKC{lambda} is associated with

enhanced insulin sensitivity and glucose uptake in L6 rat

skeletal muscle cells. Am. J. Physiol. Endocrinol. Metab. 299:

E402–412.
Talmadge, R. J., and R. R. Roy. 1993. Electrophoretic

separation of rat skeletal muscle myosin heavy-chain

isoforms. J. Appl. Physiol. (1985) 75:2337–2340.
Taylor, E. B., D. An, H. F. Kramer, H. Yu, N. L. Fujii, K. S.

Roeckl, et al. 2008. Discovery of TBC1D1 as an insulin-,

AICAR-, and contraction-stimulated signaling nexus in

mouse skeletal muscle. J. Biol. Chem. 283:9787–9796.
Vollenweider, P., B. Menard, and P. Nicod. 2002. Insulin

resistance, defective insulin receptor substrate 2-associated

phosphatidylinositol-30 kinase activation, and impaired

atypical protein kinase C (zeta/lambda) activation in

myotubes from obese patients with impaired glucose

tolerance. Diabetes 51:1052–1059.
Witczak, C. A., N. Fujii, M. F. Hirshman, and L. J. Goodyear.

2007. Ca2 + /calmodulin-dependent protein kinase kinase-

alpha regulates skeletal muscle glucose uptake independent

of AMP-activated protein kinase and Akt activation.

Diabetes 56:1403–1409.

Witczak, C. A., C. G. Sharoff, and L. J. Goodyear. 2008. AMP-

activated protein kinase in skeletal muscle: from structure

and localization to its role as a master regulator of cellular

metabolism. Cell. Mol. Life Sci. 65:3737–3755.

Wojtaszewski, J. F., Y. Higaki, M. F. Hirshman, M. D.

Michael, S. D. Dufresne, C. R. Kahn, et al. 1999. Exercise

modulates postreceptor insulin signaling and glucose

transport in muscle-specific insulin receptor knockout mice.

J. Clin. Invest. 104:1257–1264.
Wojtaszewski, J. F., M. Mourtzakis, T. Hillig, B. Saltin, and H.

Pilegaard. 2002. Dissociation of AMPK activity and

ACCbeta phosphorylation in human muscle during

prolonged exercise. Biochem. Biophys. Res. Commun.

298:309–316.

Yardeni, T., M. Eckhaus, H. D. Morris, M. Huizing, and S.

Hoogstraten-Miller. 2011. Retro-orbital injections in mice.

Lab Anim. (NY) 40:155–160.

Yu, H., N. Fujii, M. F. Hirshman, J. M. Pomerleau, and L. J.

Goodyear. 2004. Cloning and characterization of mouse 50-
AMP-activated protein kinase gamma3 subunit. Am. J.

Physiol. Cell Physiol. 286:C283–292.

Yu, H., M. F. Hirshman, N. Fujii, J. M. Pomerleau, L. E. Peter,

and L. J. Goodyear. 2006. Muscle-specific overexpression of

wild type and R225Q mutant AMP-activated protein kinase

gamma3-subunit differentially regulates glycogen

accumulation. Am. J. Physiol. Endocrinol. Metab. 291:E557–
565.

Zhou, G., R. Myers, Y. Li, Y. Chen, X. Shen, J. Fenyk-Melody,

et al. 2001. Role of AMP-activated protein kinase in

mechanism of metformin action. J. Clin. Invest. 108:1167–
1174.

ª 2015 The Authors. Physiological Reports published by Wiley Periodicals, Inc. on behalf of
the American Physiological Society and The Physiological Society.

2015 | Vol. 3 | Iss. 11 | e12565
Page 9

H. Yu et al. Atypical PKC Activity and Muscle Glucose Uptake


