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Abstract

Protein kinase D (PKD) is emerging as an important kinase regulating energy balance 
and glucose metabolism; however, whether hepatic PKD activity can be targeted to 
regulate these processes is currently unclear. In this study, hepatic PKD activity was 
reduced using adeno-associated virus vectors to express a dominant-negative (DN) 
version of PKD1, which impairs the action of all three PKD isoforms. In chow-fed mice, 
hepatic DN PKD expression increased whole-body glucose oxidation, but had only 
mild effects on glucose and insulin tolerance and no effects on glucose homeostasis 
following fasting and refeeding. However, circulating VLDL cholesterol was reduced 
under these conditions and was associated with hepatic fatty acid accumulation, but 
not lipids involved in lipoprotein synthesis. The limited effects on glucose homeostasis 
in DN PKD mice was despite reduced expression of gluconeogenic genes under both 
fasted and refed conditions, and enhanced pyruvate tolerance. The requirement for PKD 
for gluconeogenic capacity was supported by in vitro studies in cultured FAO hepatoma 
cells expressing DN PKD, which produced less glucose under basal conditions. Although 
these pathways are increased in obesity, the expression of DN PKD in the liver of mice 
fed a high-fat diet had no impact on glucose tolerance, insulin action, pyruvate tolerance 
or plasma VLDL. Together, these data suggest that PKD signalling in the liver regulates 
metabolic pathways involved in substrate redistribution under conditions of normal 
nutrient availability, but not under conditions of overnutrition such as in obesity.

Introduction

Protein kinase D is a serine/threonine kinase that was 
originally termed PKCμ (Johannes et al. 1994). Similar to 
other PKCs, it has a N-terminal regulatory domain with 
cysteine-rich repeats that bind the lipid diacylglycerol 
(DG) (Valverde et  al. 1994). However, due to sequence 
homology with the calcium/calmodulin-dependent 
protein kinases in its catalytic domain, it was renamed 

PKD (Manning et al. 2002). There are three PKD isoforms 
that differ slightly in structure and substrate specificity 
and it appears that some redundancy exists between 
isoforms (Matthews et  al. 2006, Guo et  al. 2011). In its 
inactive state, the regulatory domain of PKDs contain a 
pseudo-substrate region that engages with the catalytic 
domain, keeping the kinase in its inactive state (Valverde 
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et  al. 1994). Upon DG binding and phosphorylation of 
residues within both its regulatory and catalytic domains, 
PKD becomes active, resulting in auto-phosphorylation of 
serine 916 (Matthews et al. 1999). Growth factors and other 
systemic factors that activate tyrosine kinase receptors 
and G-protein coupled receptors can increase PKD activity 
through the actions of phospholipase C isoforms, which 
convert phosphatidylinositol 4,5-bisphosphate (PIP2) to 
DG at the plasma membrane (Rozengurt 2011). Nutrient 
substrates such as saturated fatty acids that drive de novo 
DG accumulation can also increase PKD phosphorylation 
(Mayer et  al. 2019). Furthermore, PKD can be activated 
through a DG-independent mechanism that is initiated 
in response to mitochondrial-derived reactive oxygen 
species, which involves phosphorylation of the regulatory 
domain by c-Abl and Src kinase (Storz et al. 2003, 2005). 
Once activated, PKD regulates a number of biological 
processes, including export of vesicles and their cargo 
from the Golgi network to the plasma membrane. PKD 
can also translocate to the nucleus to regulate gene 
transcription (Rozengurt 2011).

Consistent with PKD activation by DG and its 
sensitivity to cellular redox state, a number of regulatory 
roles for PKD in metabolic processes are starting to emerge. 
An important role for PKD in insulin secretion from 
pancreatic β-cells has been established, showing that PKD 
is involved in regulating whole-body glucose homeostasis 
(Sumara et  al. 2009). We have also found that PKD can 
regulate glucose metabolism in muscle cells (McGee et al. 
2014) and that PKD also regulates contraction-mediated 
glucose uptake in the heart (Dirkx et  al. 2012). These 
findings suggest a broader role for PKD in the control 
of glucose metabolism in various tissues. The liver is 
critical for the control of systemic glycemia and glucose 
metabolism. Under pre-prandial and fasting conditions, 
the liver releases glucose into the systemic circulation 
through increases in glycogenolysis and gluconeogenesis 
to maintain glycemia (Herman & Kahn 2006). In post-
prandial periods, hepatic glucose output is suppressed by 
insulin through inactivation of gluconeogenic enzymes 
such as glucose-6-phosphatase and increasing glycogen 
synthesis by inactivation of glycogen synthase kinases 
(Saltiel & Kahn 2001). These signalling mechanisms are 
mediated by the Akt kinase, which is a key component of 
the canonical insulin signalling pathway. Akt also reduces 
the expression of gluconeogenic enzymes (Saltiel & Kahn 
2001).

A number of lines of evidence implicate PKD 
signalling in the regulation of hepatic glucose 
metabolism. In some cell types, PKD phosphorylates 

and inhibits phosphatidylinositol 3,4-kinase (PI3K) 
(Lee et al. 2011, Ni et al. 2013), a key component of the 
canonical insulin signalling pathway that is immediately 
upstream of PDK and Akt. This suggests that PKD could, 
therefore, inhibit the effect of insulin on hepatic glucose 
metabolism. This has been examined in a recent study, 
which found that constitutive knockout of PKD3, the 
most highly expressed PKD isoform in the liver, mildly 
enhanced whole-body glucose homeostasis and insulin 
action (Mayer et al. 2019). However, hepatic triglyceride 
accumulation occurred as a consequence of enhanced 
hepatic insulin action (Mayer et  al. 2019). The purpose 
of this study was to determine whether a tissue-specific 
reduction in PKD activity, rather than constitutive 
knockout of PKD isoforms, could enhance whole-body 
glucose homeostasis, insulin action and lipid metabolism. 
This approach will determine whether manipulating PKD 
activity is a viable therapeutic approach for metabolic 
diseases. To reduce PKD signalling, an adeno-associated 
virus (AAV) 8 vector with liver-specific thyroxine-binding 
globulin (TBG) was used to express dominant-negative 
(DN) PKD1 exclusively in the liver. Overexpression of 
this inactive PKD1 mutant acts in a DN fashion against 
all three PKD isoforms (Czondor et  al. 2009, Remillard-
Labrosse et  al. 2009) and reduced total PKD activity 
by ~45%. In chow-fed mice, expression of DN PKD 
had only mild effects on glucose and insulin tolerance 
and no effect on glucose homeostasis in response to 
fasting and refeeding, despite the reduced expression of 
gluconeogenic genes in both the fasted and refed state. 
Expression of DN PKD also reduced circulating LDL/VLDL 
cholesterol and enhanced pyruvate tolerance, suggesting 
the reduced capacity for gluconeogenesis. However, 
hepatic DN PKD expression in diet-induced obese mice 
had no effect on blood glucose homeostasis or circulating 
lipids, suggesting that, while lowering PKD activity 
regulates pathways involved in substrate redistribution in 
states of limited nutrient availability, its effects are lost 
under conditions of nutrient oversupply.

Materials and methods

Adeno-associated virus production

Green fluorescent protein (GFP) and human PKD1 cDNA 
with a mutation in the ATP-binding domain (K612W) that 
renders it an inactive, DN enzyme (Storz et al. 2003) were 
subcloned into an AAV expression plasmid containing 
the liver-specific TBG promoter (Bond et  al. 2017).  
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AAV vectors were packaged and purified at the Penn 
Vector Core, University of Pennsylvania.

Animal studies

Ethics approval was granted by the Deakin University 
Animal Ethics Committee (application G04-2013), which 
is subject to the Australian Code for the Responsible 
Conduct of Research. C57BL6 male mice were obtained 
from the Animal Resource Centre (Perth, Australia) at 5 
weeks of age. At 7 weeks of age, mice were administered 
GFP or DN PKD AAV8-TBG vector via the lateral tail 
vein. For AAV dose titration experiments, mice were 
administered GFP and DN PKD AAV8-TBG vectors at 
5 × 1010, 1 × 1011 or 5 × 1011 vector genomes (v.g.) in HBSS. 
Tissues were collected 2 weeks later and were analysed for 
hepatic GFP and PKD protein expression to determine 
an appropriate AAV dosing regimen. The expression of 
GFP and PKD in the liver was similar for all doses tested 
(data not shown). Therefore, a dosing regimen of 5 × 1010 
v.g. was selected for further experiments. One cohort of 
mice were administered either GFP or DN PKD AAV8-
TBG vectors (n = 7/group) and were humanely killed 5 
weeks later by cervical dislocation, following a 5 h fast. 
The liver was collected and weighed, and other tissues 
were collected and immediately frozen in liquid nitrogen. 
All tissues were examined for GFP expression, while the 
liver was also analysed for PKD protein expression and 
activity. A separate cohort of mice (n = 6/group) were 
used in metabolic experiments and body weight was 
assessed every 3–7 days throughout the experiment. Nine 
weeks after AAV administration, body composition was 
determined (EchoMRI) and mice underwent an insulin 
tolerance test (ITT; 0.7 U/kg lean mass i.p.) after a 5 h fast. 
Blood glucose obtained from the tail tip was measured 
using AccuChek glucose monitors (Roche) prior to insulin 
administration and 20, 40, 60, 90 and 120 min after insulin 
administration. Ten weeks after AAV administration, 
mice underwent indirect calorimetry, using the Fusion 
Metabolic system (AccuScan Instruments, USA) that uses 
open circuit calorimetry, as previously described (Gaur 
et al. 2016). Twelve weeks after AAV administration, mice 
underwent a glucose tolerance test (GTT; 2 g/kg lean 
mass i.p.) after a 5 h fast. Blood glucose from the tail tip 
was measured prior to glucose administration and 15, 
30, 45, 60 and 90 min after glucose administration. An 
additional 30 μL of blood was obtained at 0, 15, 30 and 60 
min for determination of plasma insulin. Thirteen weeks 
after AAV administration, mice underwent a pyruvate 
tolerance test (PTT; 2 g/kg lean mass i.p.) after a 5 h fast. 

Blood glucose from the tail tip was measured prior to 
glucose administration and 15, 30, 45, 60, 90 and 120 
min after pyruvate administration. Fourteen weeks after 
AAV administration, following a final body composition 
measurement, mice were fasted overnight for 16 h 
and blood glucose and insulin measures were made on 
all mice, before half the mice from both groups were 
humanely killed by cervical dislocation. The remaining 
mice were again given access to food for 4 h before being 
humanely killed by cervical dislocation. In both cohorts 
of animals, plasma was collected via cardiac puncture and 
stored for later analysis of plasma lipid measures. The liver 
and other tissues were collected and immediately frozen 
in liquid nitrogen for later analysis. In another cohort 
of animals (n = 7–8/group), mice underwent a dietary 
intervention 2 weeks after AAV administration. Mice 
remained on standard chow or were placed on a high-fat 
diet (HFD) consisting of 43% of calories from fat (23.5% 
by weight; SF04-001 Rodent Diet, Research Diets D12451 
Equivalent; Specialty Feeds) for 12 weeks. Mice underwent 
the same experimental procedures as described for the 
previous cohort of mice at the same time points post-AAV 
administration.

Biochemical and plasma analyses

PKD activity was measured in liver homogenates using 
modifications to the Cyclex CaM Kinase II Assay kit (MBL 
Research), which uses an immobilised Syntide 2 peptide as 
substrate, which is also phosphorylated by PKD (Rozengurt 
et al. 1995). Briefly, ~20 mg of liver was homogenised in 
~200 μL lysis buffer (50 mM Tris pH 7.5, 1 mM EDTA, 1 mM 
EGTA, 10% glycerol, 1% Triton X-100, 50 mM NaF, 5 mM 
sodium pyrophosphate, 1 mM DTT, 1× protease inhibitor 
cocktail (Sigma)). The total protein concentration of the 
lysates was determined using the BCA total protein kit 
(Pierce). A total of 30 ng of liver homogenate was added 
to immobilised Syntide 2 in a 96-well plate, in the absence 
or presence of 25 μM CID755673, a specific PKD inhibitor. 
Kinase assay and ATP buffers (supplied) were added and the 
reaction was allowed to proceed for 30 min at 30°C. Wells 
were washed with wash buffer before being incubated 
with a HRP conjugated anti-phospho Syntide 2 antibody 
(MS-6E6) at room temperature for 60 min. Absorbance 
at 450/540 nm was measured after incubations with 
substrate reagent and stop solution. Total PKD activity 
was determined as the difference between measures with 
and without CID755673 (Santa Cruz) and was normalised 
to PKD protein, which was determined by Western blot 
analysis (as described subsequently). Liver glycogen was 
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determined as previously described (Howlett et al. 2013). 
Briefly, ~20 mg of liver tissue was freeze-dried and then 
dissected of connective tissue and blood. Glycogen 
content was determined by the method of Passonneau and 
Lauderdale (Passonneau and Lauderdale 1974). Plasma 
free fatty acids (FFA), LDL/VLDL cholesterol and HDL 
cholesterol were measured using commercially available 
kits (Sigma-Aldrich). Plasma insulin was determined using 
a Mouse Ultrasensitive Insulin ELISA (Alpco Diagnostics).

Molecular analyses

Proteins were extracted from approximately 50 mg 
of frozen liver tissue following homogenisation in 
protein lysis buffer as described previously. All protein 
homogenates were spun at 1000 g at 4°C. The supernatant 
was assayed for total protein content and then separated 
by SDS-PAGE and transferred onto PVDF membrane using 
a standard protocol. Membranes were blocked in TBST 
(TBS with 0.05% Tween 20 pH 7.4) containing 1% BSA 
for 1 h at room temperature. Membranes were incubated 
overnight in the relevant primary antibody diluted 1:1000 
in TBST, including GFP, α-Tubulin (Sigma), pS133 CREB, 
total CREB, pS916 PKD, pS473 Akt, total Akt (Cell Signaling 
Technology) and total PKD (Abcam). Membranes were then 
washed with TBST and incubated at room temperature 
for 1 h with the appropriate HRP conjugated secondary 
antibody at a dilution of 1:10,000 in TBST. Membranes 
were then exposed to the chemiluminescent substrate 
(Life Technologies) and imaged using the ChemiDoc™ 
xRS+ with ImageLab™ software. For determining PKD 
abundance from samples used for PKD activity assays, 
liver lysates were run on gels with 0, 12.5, 25 and 50 ng 
of recombinant GST-PKD (Abcam) to generate a standard 
curve. Total PKD was quantified using this standard curve 
and all lysate samples fell within the curve (Supplementary 
Fig. 1, see section on supplementary materials given at the 
end of this article). Total RNA was extracted from 5 to 10 
mg of liver using the Agilent total RNA Isolation Mini Kit 
(Agilent Technologies). RNA was then reverse transcribed 
using SuperScript III reverse transcriptase and Oligo (dT) 
primers. cDNA quantity was determined using Quant-iT™ 
OliGreen ssDNA Reagent. qPCR was performed using 
SYBR (Thermo) and the following primer pairs: Fasn Fwd: 
5′-TCG GGT GTG GTG GGT-3′, Rev 5′-GCG TGA GAT 
GTG TTG-3′; G6pase Fwd 5′-ACG CCT TCT ATG TCC TCT 
TTC CC-3′, Rev 5′-TGT TGC TGT AGT AGT CGG TGT 
CC-3′; Pgc-1a Fwd 5′-CCT GCC ATT GTT AAG ACC-3′, 
Rev 5′-TGC TGC TGT TCC TGT TTT C-3′. Endogenous 
PKD was measured with primers towards mouse Pkd1 

Fwd 5′-CAT CAG CCG ACC CTT TCC-3′, Rev 5′-CTT CAG 
GTG CCA GGT ATG-3′. Exogenous PKD was measured 
with primers towards human PKD1 Fwd 5′-ACG GCA 
CTA TTC GAG ATT GG-3′, Rev 5′-GCT GGA AGG ATT 
GAC CAC AT-3′. Relative gene expression was calculated 
as 2−ΔCt, including normalisation to cDNA concentration. 
Liver lipids were quantified with liquid chromatography, 
electrospray ionisation-tandem mass spectrometry, 
as we have previously described (Czeczor et  al. 2018). 
Liver FFA, phosphatidic acid (PA), triglycerides (TG), 
cholesterol esters and free cholesterol were normalised 
to total phosphatidylcholine (PC) levels. The quantities 
of all PC species, phosphatidylethanolamine species, 
phosphatidylglycerol, phosphatidylinositol species and 
phosphatidylserine were summed to determine total 
phospholipid levels, which were normalised to sample 
protein concentration.

Cell culture

Rat FAO immortalised hepatoma cells were cultured in 5% 
CO2 at 37°C in growth media consisting of RPMI 1640 
media containing 2 g/L glucose (Life Technologies) and 
10% foetal bovine serum (FBS, Thermo Scientific). Cells 
were transfected with DN PKD or empty plasmids using 
Lipofectamine (Life Technologies) and were assayed for 
glucose production under basal or insulin-stimulated 
conditions, as previously described (Martin et  al. 2014). 
For protein analyses, cells were stimulated with vehicle 
or 0.1 nM insulin for 30 min prior to collection in lysis 
buffer.

Statistical analysis

All values are expressed as mean ± s.e.m. Data were 
analysed for statistical significance with GraphPad Prism 
8 using unpaired t-tests or two-way ANOVA with Tukey 
multiple comparison testing. Statistical significance was 
designated as P < 0.05.

Results

Expression of DN PKD in the liver with an AAV8-TBG 
vector

AAV8 vectors have been reported to show high tropism 
towards the liver, by over three orders of magnitude 
compared with other tissues, for up to 6 months post-
vector administration (Chen et al. 2013, Hinderer et al. 
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2014). The TBG promoter also provides further tissue-
specificity for transgene expression (Yan et  al. 2012). 
To determine the tropism of the AAV8-TBG vector to 
the liver in our own hands, GFP or DN PKD expressing 
AAV8-TBG vectors were administered to mice via tail 
vein injection. Analysis of various tissues in GFP AAV8-
TBG mice showed that GFP expression was restricted 
to the liver (Fig. 1A). There was a trend for endogenous 
PKD expression to be increased (Fig. 1B) in DN PKD 
mice, while there was no exogenous PKD expression 
(Fig. 1C), in mice administered GFP AAV8-TBG vectors. 
Mice administered DN PKD AAV8-TBG vectors had an 
approximate doubling of total PKD protein (Fig. 1D), 
which resulted in a reduction in basal PKD activity of 
~45% (Fig. 1E). Unlike hepatic PKD3 knockout, which 
resulted in a dramatic increase in liver weight due to 
triglyceride accumulation (Mayer et al. 2019), expression 
of DN PKD had no effect on liver weight (Fig. 1F). These 
data show that expression of DN PKD via an AAV8-TBG 
vector is a viable model to test the effect of reducing 
hepatic PKD activity.

Hepatic DN PKD expression had only mild effects on 
glucose and insulin tolerance

To explore the effect of reducing hepatic PKD activity 
on glucose homeostasis and insulin action, a variety of 
metabolic parameters were assessed. Expression of DN 
PKD had no effect on body weight (Fig. 2A) or composition 
(Fig. 2B and C). Although there was no effect of DN PKD 
expression on energy expenditure (Supplementary Fig. 2A), 
the respiratory exchange ratio was higher (Supplementary 
Fig. 2B) and carbohydrate oxidation was higher in the 
darkness phase (Fig. 2D) in DN PKD mice. Although 
lipid oxidation tended to be lower in DN PKD mice, this 
was not statistically significant (Supplementary Fig. 2C). 
There was a main effect for blood glucose levels to be 
lower in mice expressing DN PKD throughout an i.p. GTT 
(Fig. 2E); however, there was no difference in the blood 
glucose incremental area under the curve (iAUC) for the 
test (Fig. 2F), indicating no difference in overall glucose 
tolerance. Furthermore, there were no differences in 
plasma insulin (Supplementary Fig. 2D) or plasma insulin 
AUC throughout the GTT (Fig. 2G). Similarly, there was a 
main effect for blood glucose levels to be lower in DN PKD 
mice throughout an ITT (Fig. 2H); however, there was no 
difference in the blood glucose AUC throughout the test 
(Fig. 2I), indicating no difference in insulin tolerance. 
These data suggest that reducing PKD activity in the liver 
has only a minor impact on glucose and insulin tolerance.

Hepatic DN PKD expression does not alter the 
glycaemic response to fasting and refeeding but 
reduces plasma lipoprotein-associated 
cholesterol levels

Although reducing hepatic PKD activity had only 
mild effects on glucose and insulin tolerance, the 
glucoregulatory responses under more complex 
metabolic transitions following fasting and refeeding 
were examined. Furthermore, as constitutive knockout 
of hepatic PKD3 enhanced lipogenesis and led to 
hypercholesterolemia under both fasting and fed 
conditions (Mayer et  al. 2019), the effect of fasting 
and refeeding on lipid metabolism was also examined. 
Blood glucose levels were increased 4 h after refeeding 
following a 16 h fast, but there was no effect of genotype 
(Fig. 3A). However, the main effects for both feeding 
state and genotype were observed in the plasma insulin 
response to fasting and refeeding (Fig. 3B). Furthermore, 
plasma insulin was significantly higher in DN PKD 
mice when compared with GFP mice in the refed state 

Figure 1
Expression of DN PKD in the liver with an AAV8-TGB vector. (A) GFP 
expression in the liver of mice after 2 weeks of i.v. administration of 
AAV8-TGB vectors. (B) Endogenous PKD mRNA; (C) exogenous PKD mRNA; 
(D) total PKD expression; (E) PKD activity; and (F) liver weight in mice 
administered AAV8-TGB vectors expressing GFP or dominant-negative 
(DN) PKD for 5 weeks. Data are mean ± s.e.m., n = 6–7/mice per group and 
were analysed by unpaired t-test. *Significantly different from GFP mice 
(P < 0.05). ND, not detected. A full color version of this figure is available at 
https://doi.org/10.1530/JOE-19-0548.
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(Fig.  3B). However, there were no genotype differences 
in liver glycogen (Fig. 3C), a measure of hepatic insulin 
action. Unlike constitutive knockout of PKD3 that 
increased insulin action (Mayer et  al. 2019), these data 
suggest that reducing hepatic PKD activity under these 
conditions might impair physiological insulin action. 
The effects on circulating cholesterol were also assessed. 
Plasma LDL/VLDL (Fig. 3D) and HDL (Fig. 3E) cholesterol 
were significantly lower in DN PKD mice. To understand 
this further, plasma and liver free fatty acids (FFA) and 
lipids were assessed. There were no genotype differences 
in plasma FFA (Fig. 3F); however, liver FFA were increased 
in DN PKD mice (Fig. 3G). This was associated with a 
reduction in the liver levels of PA (Fig 3H), a key 
biosynthetic lipid intermediate for the synthesis of the 
acyl-glycerol lipids required for lipoprotein assembly. 
However, there were no differences in other lipids 
required for lipoprotein assembly, including TG (Fig. 3I), 
cholesterol esters (Fig.  3J), free cholesterol (Fig.  3K) 
or total phospholipids (Fig. 3L). Collectively, these 
data suggest that PKD activity is required for normal 
lipoprotein secretion, but the absence of PKD activity 
does not result in hepatic lipid accumulation, despite an 
increase in liver FFA.

Hepatic DN PKD expression reduces the expression of 
gluconeogenic genes, improves pyruvate tolerance in 
mice and reduces basal glucose production in vitro

In an effort to explain the higher carbohydrate oxidation in 
DN PKD mice, mechanisms regulating glucose metabolism 
in response to fasting and refeeding were also examined. 
There was no difference in the phosphorylation of E1-alpha 
subunit of pyruvate dehydrogenase (PDH) at serine 293, 
a key regulatory point that inhibits pyruvate oxidation 
(Supplementary Fig. 3A). However, the expression of the 
gluconeogenic genes Pgc-1α (Fig. 4A) and G6pase (Fig. 4B) 
were reduced in DN PKD mice, while there was no difference 
in the expression of Pepck gene (Fig. 4C), which has a role 
not only in gluconeogenesis, but also in other metabolic 
pathways (Yang et  al. 2009). PKD is a known kinase of 
CREB, a transcription factor that regulates the expression 
of these gluconeogenic genes (Herzig et  al. 2001), at its 
activation site at S133 (Ozgen et  al. 2008). However, we 
did not observe any difference in CREB phosphorylation at 
S133 (Supplementary Fig. 3B) that might explain these gene 
expression changes. Nonetheless, gluconeogenic capacity 
was assessed using a pyruvate tolerance test. There was a 
main effect for DN PKD mice to have lower blood glucose 

Figure 2
Hepatic DN PKD expression has no effect on 
glucose homeostasis or insulin action. (A) Body 
weight; (B) lean mass; (C) fat mass; (D) total, light 
and darkness phase carbohydrate (CHO) 
oxidation; (E) blood glucose throughout a glucose 
tolerance test (GTT; 2 mg/kg glucose i.p.); (F) GTT 
blood glucose incremental area under the curve 
(iAUC); (G) GTT plasma insulin iAUC; (H) blood 
glucose throughout an insulin tolerance test (ITT; 
0.7 U/kg insulin); and (I) ITT blood glucose AUC in 
mice administered AAV8-TBG vectors expressing 
GFP or dominant-negative (DN) PKD. Data are 
mean ± s.e.m., n = 6/mice per group and were 
analysed by unpaired t-test and two-way ANOVA. 
*Significantly different from GFP mice in the same 
period (P < 0.05). #Main effect for genotype  
(P < 0.05).
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throughout the test (Fig. 4D) and lower blood glucose AUC 
(Fig. 4E), suggesting that PKD could regulate gluconeogenic 
capacity. To further understand this, FAO hepatoma cells 
were transfected with a plasmid expressing DN PKD or an 
empty plasmid (control). Expression of DN PKD increased 
total PKD levels and reduced its activation, assessed 
by auto-phosphorylation at serine 916, in response to 
platelet-derived growth factor (PDGF; Fig. 4F). Expression 
of DN PKD in these cells reduced basal glucose production 
(Fig. 4G), which is principally due to gluconeogenesis as 
these cells do not store glycogen (Prip-Buus et  al. 1992). 
Insulin reduced glucose production to similar absolute 
levels in both control and DN PKD cells (Fig. 4G), which 
resulted in a significant decrease in insulin action in DN 
PKD cells (Fig. 4H). Consistent with this observation, 
insulin-stimulated Akt phosphorylation appeared to be 
reduced in DN PKD cells (Fig. 4I). The idea that hepatic 
insulin action on glucose metabolism is impaired by DN 
PKD expression is consistent with our in vivo data where 

insulin levels were significantly higher in DN PKD mice 
following refeeding (Fig. 3B). Together, these data suggest 
that reducing hepatic PKD activity reduces the capacity for 
gluconeogenesis and also impairs the ability of insulin to 
suppress gluconeogenesis.

Hepatic DN PKD expression in mice fed a high-fat diet 
has no effect on glucose homeostasis

Although reducing hepatic PKD activity had no effect 
on glucose homeostasis and insulin action in chow-
fed animals, given that PKD appears to contribute to 
gluconeogenic capacity and lipoprotein secretion, we next 
assessed whether reducing hepatic PKD activity impacts 
glucose and lipid homeostasis in obesity. Mice were fed 
with a high-fat diet for 12 weeks and while endogenous 
PKD mRNA was unchanged (Fig. 5A), the overexpression of 
exogenous DN PKD and total PKD protein was maintained 
throughout this time period (Fig. 5B and C). There were 

Figure 3
Hepatic DN PKD expression does not alter the 
glycaemic response to fasting and refeeding but 
reduces plasma lipoprotein cholesterol. (A) Blood 
glucose; (B) plasma insulin; (C) liver glycogen; (D) 
plasma LDL and VLDL cholesterol; (E) plasma HDL 
cholesterol; (F) plasma free fatty acids (FFA); (G) 
liver FFAs; (H) liver phosphatidic acid (PA); (I) liver 
triglycerides (TG); (J) liver cholesterol esters; (K) 
liver free cholesterol; and (L) liver total 
phospholipids in mice administered AAV8-TBG 
vectors expressing GFP or dominant-negative 
(DN) PKD after a 16-h fast or 4 h of refeeding. 
Data are mean ± s.e.m., n = 3–6/mice per group 
and were analysed by two-way ANOVA. #Main 
effect for genotype (P < 0.05). +Main effect for 
feeding state (P < 0.05). ~Significant interaction (P 
< 0.05). *Significantly different from GFP mice in 
the same feeding state.
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no differences in body weight (Supplementary Fig. 4A) or 
composition (Supplementary Fig. 4B and C) between GFP 
and DN PKD mice over this time period. No differences in 
energy expenditure (Supplementary Fig. 4D) or respiratory 
exchange ratio (Supplementary Fig. 4E) were observed 
between groups. Similarly, there were no differences 
in glucose tolerance (Fig. 5D and E) or plasma insulin 
throughout the GTT (Fig. 5F and G). There was a main effect 
for DN PKD mice to have lower blood glucose throughout an 
ITT (Fig. 5H); however, there was no difference in ITT AUC 
(Fig. 5I). Unlike in chow-fed mice, there was no difference 
in pyruvate tolerance between groups (Fig. 5J). Biochemical 
analyses were also performed in a random subset of samples 
from these mice. There were no differences in liver TG 
(Fig. 5K) and plasma LDL and VLDL cholesterol (Fig. 5L) 
between GFP and DN PKD mice when fed with a high-fat 
diet. These data show that reducing hepatic PKD activity in 
mice made obese through high-fat feeding has no effect on 
glucose or lipid homeostasis.

Discussion

The purpose of this study was to determine whether 
reducing hepatic PKD activity, rather than constitutive 

knockout of specific PKD isoforms, could enhance whole-
body glucose homeostasis and insulin action, to establish 
whether targeting PKD activity is a viable target for 
metabolic diseases. Liver-specific overexpression of DN PKD 
reduced total hepatic PKD activity by ~45% and resulted in a 
number of metabolic alterations. These included increased 
whole-body glucose oxidation, altered transcriptional 
responses to fasting and refeeding and evidence of reduced 
capacity for gluconeogenesis. Furthermore, the expression 
of hepatic DN PKD reduced plasma LDL/VLDL cholesterol. 
However, reducing hepatic PKD activity did not alter 
glucose tolerance or induce lipid accumulation in chow-
fed animals. These two points contrast to a recent study 
of mice with constitutive PKD3 knockout, which resulted 
in improved whole-body glucose homeostasis and hepatic 
steatosis as a result of enhanced insulin action. Our data 
suggest that reducing PKD activity, as might be attained 
by therapeutic PKD inhibition, does not influence glucose 
tolerance or hepatic lipid accumulation, despite alterations 
in the transcriptional program controlling gluconeogenesis 
and reduced circulating LDL/VLDL cholesterol. The 
present study also suggests that PKD has a role in nutrient 
redistribution under conditions of normal nutrient 
availability, but not under conditions of high nutrient 
availability such as obesity.

Figure 4
Hepatic DN PKD expression reduces the 
expression of gluconeogenic genes, improves 
pyruvate tolerance in mice, and reduces basal 
glucose production in vitro. (A) Peroxisome 
proliferator-activated receptor gamma coactivator 
1 alpha (Pgc-1α) gene expression; (B) glucose-6-
phosphatase (G6pase); and (C) 
phosphoenolpyruvate carboxykinase (Pepck) 
mRNA in mice administered AAV8-TBG vectors 
expressing GFP or dominant-negative (DN) PKD 
after a 16-h fast or 4 h of refeeding. (D) Blood 
glucose throughout a pyruvate tolerance test 
(PTT; 2 g/kg pyruvate i.p.); (E) PTT blood glucose 
area under the curve (AUC); (F) DN PKD 
expression in FAO hepatoma cells, pS916 PKD and 
PKD in control treated and PDGF treated cells; (G) 
basal and insulin-suppressed (10 nM) glucose 
production; (H) insulin action expressed as 
insulin-mediated suppression of glucose 
production; and (I) pS473 Akt and total Akt in FAO 
hepatoma cell transfected with control or 
dominant-negative (DN) PKD plasmids. Data are 
mean ± s.e.m., n = 3–6/mice per group or n = 14 
biological replicates/group and were analysed by 
unpaired t-test and two-way ANOVA. #Main effect 
for genotype (P < 0.05). +Main effect for feeding 
state/treatment (P < 0.05). ~Significant interaction 
(P < 0.05). *Significantly different from GFP mice 
in the same feeding state or from control/control 
basal cells. ^Significantly different from GFP 
fasted. φSignificantly different from Control Basal.
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Our data highlight a role for PKD in the transcriptional 
control of gluconeogenic genes under fasting and refeeding 
conditions, with Pgc-1α and G6pase expression reduced in 
DN PKD mice. Fasting typically increases the expression 
of Pgc-1α, which is a transcriptional coactivator of the 
gluconeogenic transcriptional program that includes 
G6pase (Puigserver et al. 2003). Despite the lower expression 
of these gluconeogenic genes in DN PKD mice, there were 
no differences in blood glucose levels under these same 
conditions. In contrast, there was a decrease in pyruvate 
tolerance, a proxy measure of gluconeogenic capacity, 
in DN PKD mice. These data suggest that, under these 
conditions, the transcriptional control of gluconeogenesis 
appears to make only very subtle contributions to glucose 

homeostasis. However, PKD-mediated control of the 
gluconeogenic transcriptional program might be more 
important in response to extended fasting or low nutrient 
availability situations. The mechanism by which PKD 
might regulate the gluconeogenic transcriptional program 
remains unknown. Pgc-1α and other gluconeogenic 
genes have conserved CREB binding sites within their 
promoter regions (Herzig et al. 2001) and PKD1 is known 
to phosphorylate CREB at S133, which increases its 
transcriptional activity (Ozgen et al. 2008). We analysed 
the phosphorylation state of CREB in the transition from 
fasting and refeeding and although there was a trend for 
CREB phosphorylation to be reduced in DN PKD mice, 
there were no significant differences observed. A number 

Figure 5
Hepatic DN PKD expression in mice fed a high-fat 
diet has no effect on glucose homeostasis. (A) 
Endogenous PKD mRNA; (B) exogenous PKD 
mRNA; (C) total PKD protein; (D) blood glucose 
throughout a glucose tolerance test (GTT; 2 mg/kg 
glucose i.p.); (E) GTT blood glucose incremental 
area under the curve (iAUC); (F) GTT plasma 
insulin; (G) GTT plasma insulin iAUC; (H) blood 
glucose throughout an insulin tolerance test (ITT; 
0.7 U/kg insulin); (I) ITT blood glucose AUC; (J) 
blood glucose throughout a pyruvate tolerance 
test (PTT; 2 g/kg pyruvate i.p.); (K) liver 
triglycerides (TG); and (L) plasma LDL and VLDL 
cholesterol in mice administered AAV8-TBG 
vectors expressing GFP or dominant-negative 
(DN) PKD fed a high-fat diet. Data are mean ± 
s.e.m., n = 7–8/mice per group and were analysed 
by unpaired t-test and two-way ANOVA. #Main 
effect for genotype (P < 0.05).
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of kinases are known to phosphorylate the CREB S133 
site, not least of all PKA, which is thought to be the most 
important kinase in the regulation of gluconeogenesis 
(Yang & Yang 2016). This suggests that other mechanisms 
beyond the regulation of CREB are important for the 
transcriptional regulation of Pgc-1α and gluconeogenic 
genes by PKD.

An interesting observation from the present study 
was that plasma LDL/VLDL cholesterol and HDL 
cholesterol were reduced in DN PKD mice. LDL/VLDL 
lipoproteins are secreted from the liver to redistribute 
lipids to peripheral tissues (Tiwari & Siddiqi 2012), 
while HDL lipoproteins return lipids to the liver 
(Ouimet et  al. 2019). The synthesis of TG, cholesterol 
and phospholipids that form LDL/VLDL lipoproteins 
occurs in the endoplasmic reticulum (ER) before being 
transported to the trans-Golgi network (TGN), before 
entering secretory pathways that deliver the lipoproteins 
to the plasma membrane for export into the extracellular 
space and circulation (Tiwari & Siddiqi 2012). One of the 
best characterised functional roles for PKD signalling is 
the regulated transport of exocytotic vesicles from the 
TGN to the plasma membrane (Liljedahl et  al. 2001, 
Yeaman et  al. 2004). PKD is required for vesicle fission 
from the TGN, the maintenance of TGN structure 
and for the function of secretion pathways (Bossard 
et  al. 2007). While the transport of VLDL lipoproteins 
from the TGN to the plasma membrane appears to 
involve specialised TGN-derived vesicles (Hossain et  al. 
2014), the specific mechanisms involved remain to be 
completely elucidated. The mechanism by which PKD 
regulates hepatic secretion of LDL/VLDL remains to 
be determined; however, DN PKD expression did not 
result in accumulation of hepatic lipids, suggesting that 
feedback mechanisms prevented flux through these 
pathways. It is possible that such a feedback mechanism 
occurred early in the lipogenic process, as there was an 
accumulation of hepatic FFAs. It is unclear whether the 
increase in total carbohydrate oxidation in DN PKD 
mice during the darkness phase is related to reduced 
circulating LDL/VLDL and lipid availability for peripheral 
tissues. However, the reduced expression of Pgc-1α could 
also contribute, as hepatic PGC-1α also drives fatty acid 
oxidation (Morris et  al. 2012) and was consistent with 
the hepatic accumulation of FFAs in DN PKD mice. It 
should be noted that, although there was a trend for 
lipid oxidation to be reduced in DN PKD mice, this was 
not statistically significant. It is also interesting that the 
phenotypic effects of PKD inactivation that were observed 
in chow-fed mice, including enhanced pyruvate tolerance 

and reduced LDL- and VLDL-cholesterol, were lost in 
mice fed a high-fat diet. Adrenergic signalling via PKA-
dependent phosphorylation of PKD at serine 427 inhibits 
Gq-receptor linked activation of PKD in cardiomyocytes 
(Nichols et  al. 2014). This suggests that PKD signalling 
might be desensitised in high-catecholamine conditions, 
such as in obesity. A greater understanding of the signals 
that control PKD activity in this context will aid in 
understanding this aspect of PKD biology.

The data collected throughout this study differed 
markedly from those observed in mice with constitutive 
PKD3 knockout and a number of factors might contribute 
to these differences. The constitutive nature of PKD3 
knockout could exert a number of effects on cell 
differentiation and tissue development that might have 
effects on metabolism. Various loss-of-function models 
of the various PKD isoforms report opposing data on 
the effects of the three PKD isoforms on developmental 
processes (Maier et  al. 2007, 2019). Furthermore, the 
overt effects of PKD3 deletion might only become 
apparent when PKD3 activity is absent, rather than 
reduced. The dominant-negative approach used in the 
present study also inhibits the activity of all three PKD 
isoforms (Czondor et  al. 2009, Remillard-Labrosse et  al. 
2009). Although redundancy between these isoforms has 
been noted, they also appear to have isoform-specific 
functions and regulatory mechanisms. For example, 
PKD3 is not activated by oxidative stress, as it lacks the 
critical threonine residue (T463 in human PKD1 and 
T438 in human PKD2) phosphorylated by the Abl kinase 
in response to reactive oxygen species (Cobbaut & Van 
Lint 2018). The isoform-specific functions of PKD may 
be masked in the inhibitory strategy used in the present 
study; however, this activity profile is one that might be 
expected if systemic PKD inhibition were to be adopted 
therapeutically, as many specific PKD inhibitors have 
little selectivity over the three PKD isoforms. For example, 
CRT0066101 inhibits PKD1-3 with IC50 values of 1, 2 and 
2.5 nM, respectively (Harikumar et  al. 2010). Similarly, 
CID755673, which is a non-ATP domain PKD kinase 
inhibitor, inhibits PKD1-3 with IC50 values of 182, 280 
and 227 nM, respectively (Sharlow et  al. 2008). Given 
the widespread roles of the three PKD isoforms in various 
aspects of normal biology, it might be anticipated that 
inhibition of PKD substrates that mediate specific aspects 
of PKD function might be a more efficacious approach.

In conclusion, the present study showed that reducing 
PKD activity in the liver did not improve glucose tolerance, 
despite increasing whole-body glucose oxidation, reducing 
the expression of genes in the transcriptional program 
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controlling gluconeogenesis and improving pyruvate 
tolerance. An unexpected finding from the present study 
was that decreasing liver PKD activity reduced circulating 
LDL/VLDL cholesterol without leading to hepatic lipid 
accumulation, which we speculate could be due to the 
role of PKD in regulating secretory pathways from the 
TGN to the plasma membrane. Our data suggest that PKD 
is involved in regulating substrate redistribution under 
conditions of normal nutrient availability, but not under 
conditions of overnutrition such as in obesity.
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This is linked to the online version of the paper at https://doi.org/10.1530/
JOE-19-0548.

Declaration of interest
The authors declare that there are no conflicts of interest that could be 
perceived as prejudicing the impartiality of the reported research.

Funding
This study was supported by funding from the Centre for Molecular and 
Medical Research, Deakin University, to S L M.

References
Bond ST, Howlett KF, Kowalski GM, Mason S, Connor T, Cooper A, 

Streltsov V, Bruce CR, Walder KR & McGee SL 2017 Lysine 
post-translational modification of glyceraldehyde-3-phosphate 
dehydrogenase regulates hepatic and systemic metabolism. FASEB 
Journal 31 2592–2602. (https://doi.org/10.1096/fj.201601215R)

Bossard C, Bresson D, Polishchuk RS & Malhotra V 2007 Dimeric PKD 
regulates membrane fission to form transport carriers at the TGN. 
Journal of Cell Biology 179 1123–1131. (https://doi.org/10.1083/
jcb.200703166)

Chen SJ, Sanmiguel J, Lock M, McMenamin D, Draper C, Limberis MP, 
Kassim SH, Somanathan S, Bell P, Johnston JC, et al. 2013 
Biodistribution of AAV8 vectors expressing human low-density 
lipoprotein receptor in a mouse model of homozygous familial 
hypercholesterolemia. Human Gene Therapy: Clinical Development 24 
154–160. (https://doi.org/10.1089/humc.2013.082)

Cobbaut M & Van Lint J 2018 Function and regulation of protein kinase 
D in oxidative stress: a tale of isoforms. Oxidative Medicine and Cellular 
Longevity 2018 2138502. (https://doi.org/10.1155/2018/2138502)

Czeczor JK, Genders AJ, Aston-Mourney K, Connor T, Hall LG, Hasebe K, 
Ellis M, De Jong KA, Henstridge DC, Meikle PJ, et al. 2018 APP 
deficiency results in resistance to obesity but impairs glucose 
tolerance upon high fat feeding. Journal of Endocrinology 237 311–322. 
(https://doi.org/10.1530/JOE-18-0051)

Czondor K, Ellwanger K, Fuchs YF, Lutz S, Gulyas M, Mansuy IM, 
Hausser A, Pfizenmaier K & Schlett K 2009 Protein kinase D controls 
the integrity of Golgi apparatus and the maintenance of dendritic 
arborization in hippocampal neurons. Molecular Biology of the Cell 20 
2108–2120. (https://doi.org/10.1091/mbc.e08-09-0957)

Dirkx E, Schwenk RW, Coumans WA, Hoebers N, Angin Y, Viollet B, 
Bonen A, van Eys GJ, Glatz JF & Luiken JJ 2012 Protein kinase 
D1 is essential for contraction-induced glucose uptake but is not 
involved in fatty acid uptake into cardiomyocytes. Journal of Biological 
Chemistry 287 5871–5881. (https://doi.org/10.1074/jbc.M111.281881)

Gaur V, Connor T, Sanigorski A, Martin SD, Bruce CR, Henstridge DC, 
Bond ST, McEwen KA, Kerr-Bayles L, Ashton TD, et al. 2016 
Disruption of the Class IIa HDAC corepressor complex increases 
energy expenditure and lipid oxidation. Cell Reports 16 2802–2810. 
(https://doi.org/10.1016/j.celrep.2016.08.005)

Guo J, Gertsberg Z, Ozgen N, Sabri A & Steinberg SF 2011 Protein 
kinase D isoforms are activated in an agonist-specific manner in 
cardiomyocytes. Journal of Biological Chemistry 286 6500–6509. 
(https://doi.org/10.1074/jbc.M110.208058)

Harikumar KB, Kunnumakkara AB, Ochi N, Tong Z, Deorukhkar A, 
Sung B, Kelland L, Jamieson S, Sutherland R, Raynham T, et al. 2010 A 
novel small-molecule inhibitor of protein kinase D blocks pancreatic 
cancer growth in vitro and in vivo. Molecular Cancer Therapeutics 9 
1136–1146. (https://doi.org/10.1158/1535-7163.MCT-09-1145)

Herman MA & Kahn BB 2006 Glucose transport and sensing in the 
maintenance of glucose homeostasis and metabolic harmony. Journal 
of Clinical Investigation 116 1767–1775. (https://doi.org/10.1172/
JCI29027)

Herzig S, Long F, Jhala US, Hedrick S, Quinn R, Bauer A, Rudolph D, 
Schutz G, Yoon C, Puigserver P, et al. 2001 CREB regulates hepatic 
gluconeogenesis through the coactivator PGC-1. Nature 413 179–183. 
(https://doi.org/10.1038/35093131)

Hinderer C, Bell P, Gurda BL, Wang Q, Louboutin JP, Zhu Y, Bagel J, 
O’Donnell P, Sikora T, Ruane T, et al. 2014 Liver-directed gene therapy 
corrects cardiovascular lesions in feline mucopolysaccharidosis type I. 
PNAS 111 14894–14899. (https://doi.org/10.1073/pnas.1413645111)

Hossain T, Riad A, Siddiqi S, Parthasarathy S & Siddiqi SA 2014 Mature 
VLDL triggers the biogenesis of a distinct vesicle from the trans-Golgi 
network for its export to the plasma membrane. Biochemical Journal 
459 47–58. (https://doi.org/10.1042/BJ20131215)

Howlett KF, Andrikopoulos S, Proietto J & Hargreaves M 2013 Exercise-
induced muscle glucose uptake in mice with graded, muscle-specific 
GLUT-4 deletion. Physiological Reports 1 e00065. (https://doi.
org/10.1002/phy2.65)

Johannes FJ, Prestle J, Eis S, Oberhagemann P & Pfizenmaier K 1994 PKCu 
is a novel, atypical member of the protein kinase C family. Journal of 
Biological Chemistry 269 6140–6148.

Lee JY, Chiu YH, Asara J & Cantley LC 2011 Inhibition of PI3K binding 
to activators by serine phosphorylation of PI3K regulatory subunit 
p85alpha Src homology-2 domains. PNAS 108 14157–14162. (https://
doi.org/10.1073/pnas.1107747108)

Liljedahl M, Maeda Y, Colanzi A, Ayala I, Van Lint J & Malhotra V 2001 
Protein kinase D regulates the fission of cell surface destined transport 
carriers from the trans-Golgi network. Cell 104 409–420. (https://doi.
org/10.1016/s0092-8674(01)00228-8)

Maier D, Nagel AC, Gloc H, Hausser A, Kugler SJ, Wech I & Preiss A 
2007 Protein kinase D regulates several aspects of development in 
Drosophila melanogaster. BMC Developmental Biology 7 74. (https://
doi.org/10.1186/1471-213X-7-74)

Maier D, Nagel AC, Kelp A & Preiss A 2019 Protein kinase D is dispensable 
for development and survival of Drosophila melanogaster. G3 9 
2477–2487. (https://doi.org/10.1534/g3.119.400307)

Manning G, Whyte DB, Martinez R, Hunter T & Sudarsanam S 2002 
The protein kinase complement of the human genome. Science 298 
1912–1934. (https://doi.org/10.1126/science.1075762)

Martin SD, Morrison S, Konstantopoulos N & McGee SL 2014 
Mitochondrial dysfunction has divergent, cell type-dependent effects 
on insulin action. Molecular Metabolism 3 408–418. (https://doi.
org/10.1016/j.molmet.2014.02.001)

Matthews SA, Rozengurt E & Cantrell D 1999 Characterization of  
serine 916 as an in vivo autophosphorylation site for protein kinase 

https://doi.org/10.1530/JOE-19-0548
https://joe.bioscientifica.com
https://doi.org/10.1530/JOE-19-0548
https://doi.org/10.1530/JOE-19-0548
https://doi.org/10.1096/fj.201601215R
https://doi.org/10.1083/jcb.200703166
https://doi.org/10.1083/jcb.200703166
https://doi.org/10.1089/humc.2013.082
https://doi.org/10.1155/2018/2138502
https://doi.org/10.1530/JOE-18-0051
https://doi.org/10.1091/mbc.e08-09-0957
https://doi.org/10.1074/jbc.M111.281881
https://doi.org/10.1016/j.celrep.2016.08.005
https://doi.org/10.1074/jbc.M110.208058
https://doi.org/10.1158/1535-7163.MCT-09-1145
https://doi.org/10.1172/JCI29027
https://doi.org/10.1172/JCI29027
https://doi.org/10.1038/35093131
https://doi.org/10.1073/pnas.1413645111
https://doi.org/10.1042/BJ20131215
https://doi.org/10.1002/phy2.65
https://doi.org/10.1002/phy2.65
https://doi.org/10.1073/pnas.1107747108
https://doi.org/10.1073/pnas.1107747108
https://doi.org/10.1016/s0092-8674(01)00228-8
https://doi.org/10.1016/s0092-8674(01)00228-8
https://doi.org/10.1186/1471-213X-7-74
https://doi.org/10.1186/1471-213X-7-74
https://doi.org/10.1534/g3.119.400307
https://doi.org/10.1126/science.1075762
https://doi.org/10.1016/j.molmet.2014.02.001
https://doi.org/10.1016/j.molmet.2014.02.001


AUTHOR COPY ONLY

https://doi.org/10.1530/JOE-19-0548
https://joe.bioscientifica.com © 2020 Society for Endocrinology

Published by Bioscientifica Ltd.
Printed in Great Britain

276Liver PKD and metabolismA J Genders et al. 246:3Journal of 
Endocrinology

D/Protein kinase Cmu. Journal of Biological Chemistry 274 26543–
26549. (https://doi.org/10.1074/jbc.274.37.26543)

Matthews SA, Liu P, Spitaler M, Olson EN, McKinsey TA, Cantrell DA 
& Scharenberg AM 2006 Essential role for protein kinase D family 
kinases in the regulation of class II histone deacetylases in B 
lymphocytes. Molecular and Cellular Biology 26 1569–1577. (https://
doi.org/10.1128/MCB.26.4.1569-1577.2006)

Mayer AE, Loffler MC, Loza Valdes AE, Schmitz W, El-Merahbi R, Viera JT, 
Erk M, Zhang T, Braun U, Heikenwalder M, et al. 2019 The kinase 
PKD3 provides negative feedback on cholesterol and triglyceride 
synthesis by suppressing insulin signaling. Science Signaling 12 
eaav9150. (https://doi.org/10.1126/scisignal.aav9150)

McGee SL, Swinton C, Morrison S, Gaur V, Campbell DE, Jorgensen SB, 
Kemp BE, Baar K, Steinberg GR & Hargreaves M 2014 Compensatory 
regulation of HDAC5 in muscle maintains metabolic adaptive 
responses and metabolism in response to energetic stress. FASEB 
Journal 28 3384–3395. (https://doi.org/10.1096/fj.14-249359)

Morris EM, Meers GM, Booth FW, Fritsche KL, Hardin CD, Thyfault JP & 
Ibdah JA 2012 PGC-1alpha overexpression results in increased hepatic 
fatty acid oxidation with reduced triacylglycerol accumulation 
and secretion. American Journal of Physiology: Gastrointestinal 
and Liver Physiology 303 G979–G992. (https://doi.org/10.1152/
ajpgi.00169.2012)

Ni Y, Sinnett-Smith J, Young SH & Rozengurt E 2013 PKD1 mediates 
negative feedback of PI3K/Akt activation in response to G protein-
coupled receptors. PLoS ONE 8 e73149. (https://doi.org/10.1371/
journal.pone.0073149)

Nichols CB, Chang CW, Ferrero M, Wood BM, Stein ML, Ferguson AJ, 
Ha D, Rigor RR, Bossuyt S & Bossuyt J 2014 Beta-adrenergic signaling 
inhibits Gq-dependent protein kinase D activation by preventing 
protein kinase D translocation. Circulation Research 114 1398–1409. 
(https://doi.org/10.1161/CIRCRESAHA.114.303870)

Ouimet M, Barrett TJ & Fisher EA 2019 HDL and reverse cholesterol 
transport. Circulation Research 124 1505–1518. (https://doi.
org/10.1161/CIRCRESAHA.119.312617)

Ozgen N, Obreztchikova M, Guo J, Elouardighi H, Dorn 2nd GW, 
Wilson BA & Steinberg SF 2008 Protein kinase D links Gq-coupled 
receptors to cAMP response element-binding protein (CREB)-Ser133 
phosphorylation in the heart. Journal of Biological Chemistry 283 
17009–17019. (https://doi.org/10.1074/jbc.M709851200)

Passonneau JV & Lauderdale VR 1974 A comparison of three methods of 
glycogen measurement in tissues. Analytical Biochemistry 60 405–412. 
(https://doi.org/10.1016/0003-2697(74)90248-6)

Prip-Buus C, Bouthillier-Voisin AC, Kohl C, Demaugre F, Girard J & 
Pegorier JP 1992 Evidence for an impaired long-chain fatty acid 
oxidation and ketogenesis in Fao hepatoma cells. European Journal of 
Biochemistry 209 291–298. (https://doi.org/10.1111/j.1432-1033.1992.
tb17288.x)

Puigserver P, Rhee J, Donovan J, Walkey CJ, Yoon JC, Oriente F, 
Kitamura Y, Altomonte J, Dong H, Accili D, et al. 2003 Insulin-
regulated hepatic gluconeogenesis through FOXO1-PGC-1alpha 
interaction. Nature 423 550–555. (https://doi.org/10.1038/
nature01667)

Remillard-Labrosse G, Mihai C, Duron J, Guay G & Lippe R 2009 Protein 
kinase D-dependent trafficking of the large herpes simplex virus type 
1 capsids from the TGN to plasma membrane. Traffic 10 1074–1083. 
(https://doi.org/10.1111/j.1600-0854.2009.00939.x)

Rozengurt E 2011 Protein kinase D signaling: multiple biological 
functions in health and disease. Physiology 26 23–33. (https://doi.
org/10.1152/physiol.00037.2010)

Rozengurt E, Sinnett-Smith J, Van Lint J & Valverde AM 1995 Protein 
kinase D (PKD): a novel target for diacylglycerol and phorbol esters. 
Mutation Research 333 153–160. (https://doi.org/10.1016/0027-
5107(95)00141-7)

Saltiel AR & Kahn CR 2001 Insulin signalling and the regulation of 
glucose and lipid metabolism. Nature 414 799–806. (https://doi.
org/10.1038/414799a)

Sharlow ER, Giridhar KV, LaValle CR, Chen J, Leimgruber S, Barrett R, 
Bravo-Altamirano K, Wipf P, Lazo JS & Wang QJ 2008 Potent 
and selective disruption of protein kinase D functionality by a 
benzoxoloazepinolone. Journal of Biological Chemistry 283  
33516–33526. (https://doi.org/10.1074/jbc.M805358200)

Storz P, Doppler H, Johannes FJ & Toker A 2003 Tyrosine phosphorylation 
of protein kinase D in the pleckstrin homology domain leads to 
activation. Journal of Biological Chemistry 278 17969–17976. (https://
doi.org/10.1074/jbc.M213224200)

Storz P, Doppler H & Toker A 2005 Protein kinase D mediates 
mitochondrion-to-nucleus signaling and detoxification from 
mitochondrial reactive oxygen species. Molecular and Cellular Biology 
25 8520–8530. (https://doi.org/10.1128/MCB.25.19.8520-8530.2005)

Sumara G, Formentini I, Collins S, Sumara I, Windak R, Bodenmiller B, 
Ramracheya R, Caille D, Jiang H, Platt KA, et al. 2009 Regulation 
of PKD by the MAPK p38delta in insulin secretion and glucose 
homeostasis. Cell 136 235–248. (https://doi.org/10.1016/j.
cell.2008.11.018)

Tiwari S & Siddiqi SA 2012 Intracellular trafficking and secretion of 
VLDL. Arteriosclerosis, Thrombosis, and Vascular Biology 32 1079–1086. 
(https://doi.org/10.1161/ATVBAHA.111.241471)

Valverde AM, Sinnett-Smith J, Van Lint J & Rozengurt E 1994 Molecular 
cloning and characterization of protein kinase D: a target for 
diacylglycerol and phorbol esters with a distinctive catalytic domain. 
PNAS 91 8572–8576. (https://doi.org/10.1073/pnas.91.18.8572)

Yan Z, Yan H & Ou H 2012 Human thyroxine binding globulin (TBG) 
promoter directs efficient and sustaining transgene expression in 
liver-specific pattern. Gene 506 289–294. (https://doi.org/10.1016/j.
gene.2012.07.009)

Yang H & Yang L 2016 Targeting cAMP/PKA pathway for glycemic control 
and type 2 diabetes therapy. Journal of Molecular Endocrinology 57 
R93–R108. (https://doi.org/10.1530/JME-15-0316)

Yang J, Kalhan SC & Hanson RW 2009 What is the metabolic role of 
phosphoenolpyruvate carboxykinase? Journal of Biological Chemistry 
284 27025–27029. (https://doi.org/10.1074/jbc.R109.040543)

Yeaman C, Ayala MI, Wright JR, Bard F, Bossard C, Ang A, Maeda Y, 
Seufferlein T, Mellman I, Nelson WJ, et al. 2004 Protein kinase D 
regulates basolateral membrane protein exit from trans-Golgi network. 
Nature Cell Biology 6 106–112. (https://doi.org/10.1038/ncb1090)

Received in final form 26 June 2020
Accepted 8 July 2020
Accepted Manuscript published online 8 July 2020

https://doi.org/10.1530/JOE-19-0548
https://joe.bioscientifica.com
https://doi.org/10.1074/jbc.274.37.26543
https://doi.org/10.1128/MCB.26.4.1569-1577.2006
https://doi.org/10.1128/MCB.26.4.1569-1577.2006
https://doi.org/10.1126/scisignal.aav9150
https://doi.org/10.1096/fj.14-249359
https://doi.org/10.1152/ajpgi.00169.2012
https://doi.org/10.1152/ajpgi.00169.2012
https://doi.org/10.1371/journal.pone.0073149
https://doi.org/10.1371/journal.pone.0073149
https://doi.org/10.1161/CIRCRESAHA.114.303870
https://doi.org/10.1161/CIRCRESAHA.119.312617
https://doi.org/10.1161/CIRCRESAHA.119.312617
https://doi.org/10.1074/jbc.M709851200
https://doi.org/10.1016/0003-2697(74)90248-6
https://doi.org/10.1111/j.1432-1033.1992.tb17288.x
https://doi.org/10.1111/j.1432-1033.1992.tb17288.x
https://doi.org/10.1038/nature01667
https://doi.org/10.1038/nature01667
https://doi.org/10.1111/j.1600-0854.2009.00939.x
https://doi.org/10.1152/physiol.00037.2010
https://doi.org/10.1152/physiol.00037.2010
https://doi.org/10.1016/0027-5107(95)00141-7
https://doi.org/10.1016/0027-5107(95)00141-7
https://doi.org/10.1038/414799a
https://doi.org/10.1038/414799a
https://doi.org/10.1074/jbc.M805358200
https://doi.org/10.1074/jbc.M213224200
https://doi.org/10.1074/jbc.M213224200
https://doi.org/10.1128/MCB.25.19.8520-8530.2005
https://doi.org/10.1016/j.cell.2008.11.018
https://doi.org/10.1016/j.cell.2008.11.018
https://doi.org/10.1161/ATVBAHA.111.241471
https://doi.org/10.1073/pnas.91.18.8572
https://doi.org/10.1016/j.gene.2012.07.009
https://doi.org/10.1016/j.gene.2012.07.009
https://doi.org/10.1530/JME-15-0316
https://doi.org/10.1074/jbc.R109.040543
https://doi.org/10.1038/ncb1090

	Abstract
	Introduction
	Materials and methods
	Adeno-associated virus production
	Animal studies
	Biochemical and plasma analyses
	Molecular analyses
	Cell culture
	Statistical analysis

	Results
	Expression of DN PKD in the liver with an AAV8-TBG vector
	Hepatic DN PKD expression had only mild effects on glucose and insulin tolerance
	Hepatic DN PKD expression does not alter the glycaemic response to fasting and refeeding but reduces plasma lipoprotein-associated cholesterol levels
	Hepatic DN PKD expression reduces the expression of gluconeogenic genes, improves pyruvate tolerance in mice and reduces basal glucose production in vitro
	Hepatic DN PKD expression in mice fed a high-fat diet has no effect on glucose homeostasis

	Discussion
	Supplementary materials
	Declaration of interest
	Funding
	References

