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exacerbate progression of the disease (1, 2). Renal deposi-
tion of apoB and apoE accelerates the progression of 
glomerulosclerosis in many renal diseases (3). While it is 
unknown how lipid accumulates in the mesangium, we previ-
ously demonstrated that renal proteoglycans have a binding 
affinity for LDL in the physiological range (4). Proteogly-
cans are a class of matrix molecules composed of glycos-
aminoglycan (GAG) side chains attached to core proteins; 
proteoglycans are classified based on their core protein 
and GAG structure. Proteoglycans can bind lipoproteins 
via ionic interactions between negatively charged sulfate 
and carboxyl groups on their GAG chains and positively 
charged residues on apoB and apoE. Proteoglycan binding 
of LDL induces irreversible changes in the conformation 
of apoB inhibiting particle efflux and increasing suscepti-
bility to modifications, such as oxidation. Oxidized lipopro-
teins are avidly taken up by macrophages leading to foam 
cell formation [for review see (5)].

Transforming growth factor- (TGF-) is known to be 
elevated in diabetes and critically involved in the initiation 
and progression of DN [for review see (6)]. The literature 
suggests that hyperlipidemia may contribute to elevated 
TGF- levels (7), possibly due to increased angiotensin II 
or due to effects of hyperlipidemia worsening glomerular 
pathology, which would lead to increased TGF- synthesis. 
TGF- has been shown to mediate the accumulation of 
proteoglycans, such as biglycan, in the extracellular matrix 
(ECM) (8, 9). Furthermore, we have previously shown that 
TGF- increases the size and LDL binding affinity of pro-
teoglycans (10, 11). Biglycan is a small leucine-rich proteo-
glycan with two GAG side chains attached to its core 
protein. Increased circulatory biglycan is seen in a number 
of pro-inflammatory renal diseases, including transplant 
rejection and lupus nephritis (12). Renal biglycan has been 

Abstract Animal studies demonstrate that hyperlipidemia 
and renal lipid accumulation contribute to the pathogenesis 
of diabetic nephropathy (DN). We previously demonstrated 
that renal lipoproteins colocalize with biglycan, a renal pro-
teoglycan. The purpose of this study was to determine whether 
prevention of renal lipid (apoB) accumulation attenuates DN. 
Biglycan-deficient and biglycan wild-type Ldlr/ mice were 
made diabetic via streptozotocin and fed a high cholesterol 
diet. As biglycan deficiency is associated with elevated trans-
forming growth factor- (TGF-), in some experiments mice 
were injected with either the TGF--neutralizing antibody, 
1D11, or with 13C4, an irrelevant control antibody. Biglycan 
deficiency had no significant effect on renal apoB accumula-
tion, but led to modest attenuation of DN with 30% reduc-
tion in albuminuria; however, biglycan deficiency caused a 
striking elevation in TGF-. Use of 1D11 led to sustained 
suppression of TGF- for approximately 8 weeks at a time. 
The 1D11 treatment caused decreased renal apoB accumula-
tion, decreased albuminuria, decreased renal hypertrophy, 
and improved survival, compared with the 13C4 treatment.  
Thus, prevention of renal apoB accumulation is protective 
against development of DN. Furthermore, this study demon-
strates that prevention of renal apoB accumulation is a mecha-
nism by which TGF- inhibition is nephroprotective.— 
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tive against diabetic nephropathy: role of TGF- inhibition.
J. Lipid Res. 2017. 58: 2264–2274.

Supplementary key words  cholesterol  •  diabetes  •  extracellular  ma-
trix • kidney • proteoglycans • biglycan • apolipoprotein B • transform-
ing growth factor-

Diabetic nephropathy (DN) is the leading cause of end 
stage renal disease in the Western world. Dyslipidemia is 
highly prevalent in patients with nephropathy and can 
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shown to be elevated in diabetes and in fibrotic disease 
(13–16). Biglycan is well-known to be upregulated by TGF-. 
However, the relationship between TGF- and biglycan is 
complicated, as biglycan (and another related proteogly-
can called decorin) have been proposed to be natural in-
hibitors of TGF-, as they can bind TGF- and sequester it 
in the ECM [for review see (17)]. It has been shown that 
the absence of biglycan in the ECM prevents TGF- seques-
tration within the ECM, leading to overactive TGF- signal-
ing (18). Several studies have also reported increased 
TGF- levels in biglycan- or decorin-deficient mice, provid-
ing further evidence that proteoglycans may act as natural 
inhibitors of TGF- (19–22).

Previously, we reported that diabetes and hyperlipidemia 
led to continuous renal injury characterized by increased 
urine albumin excretion, elevated TGF-, renal and glomer-
ular hypertrophy, mesangial matrix expansion, and glomer-
ular lipid and apoB accumulation (15, 16). Furthermore, 
lowering dietary cholesterol in these mice improved renal 
function by reversing renal injury (15). By immunohisto-
chemistry, we demonstrated colocalization of renal apoB 
with biglycan (16). Thus, we proposed that renal apoB re-
tention may be mediated by accumulation of renal bigly-
can (16). The goal of this study was to determine whether 
biglycan deficiency protected against DN. As biglycan defi-
ciency causes increased TGF-, which can confound find-
ings, these studies were done in the presence or absence of 
TGF- inhibition.

MATERIALS AND METHODS

Animals
Male biglycan-deficient and biglycan wild-type mice were crossed 

with LDL receptor-deficient (Ldlr/) mice (C57BL6 background) 
as previously described (19, 23). The studies were approved by the 
Institutional Animal Care and Use Committee in adherence with 
the National Institutes of Health Guide for the Care and Use of Labo-
ratory Animals. Diabetes was induced via streptozotocin (STZ) in-
jections as described; nondiabetic control groups received citrate 
vehicle injections (15, 16). In some experiments, mice were con-
currently injected intraperitoneally with 2 mg/kg body weight 
TGF--neutralizing antibody, 1D11 (R&D Systems, Minneapolis, 
MN), or irrelevant control antibody, 13C4 (Genscript, Piscataway, 
NJ), on the first day of STZ injections. Injections with 1D11 or 
13C4 were repeated every 8 weeks. All mice were fed a 0.12% g/kg 
cholesterol diet with 40% calories from fat (TD000242; Harlan 
Teklad, Madison, WI) (15, 16) for 26 weeks; time 0 is defined as 
the first day of diet and is 2 weeks after STZ or vehicle was first 
administered.

Metabolic and renal characterization
Animal studies were performed as previously described (15, 

16). Briefly, glucose was measured at least weekly by tail vein prick 
using a commercial glucose meter. Mice received insulin via 
placement of subcutaneous pellets as needed (indicated by weight 
loss, body condition, or blood glucose over 500 mg/dl). Nonfast-
ing blood samples were collected periodically to measure TGF- 
and cholesterol, as previously described (15, 16). Mice were placed 
individually into metabolic cages every 4 weeks for collection of 24 h 
urine samples for measurement of albumin (Bethyl Laboratories, 

Montgomery, TX) and creatinine (R&D Systems). Blood pressure 
was measured by the tail cuff method in week 25 following a week 
of acclimation to the apparatus, as previously described (15, 16). 
After 26 weeks of diet and diabetes, mice were euthanized by le-
thal anesthesia and tissues were collected. Kidneys were decapsu-
lated, weighed, and divided. Portions of kidneys were snap-frozen 
in liquid nitrogen, fixed in 10% formalin, and then embedded in 
paraffin, fixed in methyl Carnoy, or frozen in OCT. Renal sections 
(4 m thick) were stained with periodic acid Schiff (PAS), Mas-
son’s trichrome, or oil red O, or immunostained for apoB (cata-
log number K23300R; Meridian Life Sciences, Memphis, TN), as 
previously described (16), and matrix accumulation was scored 
and glomerular cross-sectional area was measured by two blinded 
observers and scores averaged. Total renal protein was immunob-
lotted for apoB and proteoglycans as previously described (15, 16, 
23) (the relative amount of apoB48 was very low, so only apoB100
is shown in the blots).

Renal TGF-
Frozen kidney tissues were weighed and pulverized, then homog-

enized in a hypotonic buffer with protease inhibitors (24). The 
homogenate was centrifuged at 15,000 g at 4°C for 20 min and the 
supernatant was removed, aliquoted, and frozen at 80°C. Pro-
tein concentrations were determined by standard Bradford assay 
(Bio-Rad, Hercules, CA). The supernatant was used to measure 
renal TGF- by ELISA (Promega, Madison, WI), which was nor-
malized to total renal protein. Acid activation of homogenate was 
used to measure total TGF-, while an aliquot of nonactivated ho-
mogenate was used to measure biologically active TGF- accord-
ing to the assay protocol.

LDL binding assay
Primary mesangial cells were isolated from 4- to 5-week-old non-

diabetic biglycan-deficient and biglycan wild-type mice and used 
in an LDL binding assay in vitro, as previously described (25). In 
some experiments, cells were stimulated with TGF- (2 ng/ml) 
and 1D11 or 13C4 (10 g/ml) for 24 h, then washed prior to in-
cubation with LDL. Cell protein was collected from parallel wells 
for analysis of biglycan by immunoblot.

Statistics
Data are presented as mean ± SEM unless otherwise specified 

or clear from the context. Most data analyses were based on a 2 × 
2 factorial structure with diabetic status and genotype (see Table 1; 
Figs. 1, 2) or genotype and treatment (see Table 2; Figs. 3, 4) as the 
two factors. Males were not directly compared with females. If sig-
nificant interactions between diabetic status and genotype (or 
genotype and treatment) were detected, pairwise comparisons 
within each genotype and diabetic status (or genotype and treat-
ment) stratum were performed, adjusted for multiplicity using 
the Bonferroni method; otherwise, inferences were based on the 
presence or absence of significant main effects. For most quantita-
tive outcomes collected longitudinally, test results for interactions 
and main effects are reported based on overall trajectories, trajec-
tory slopes, or areas under trajectory curves, as estimated from 
linear mixed modeling. For quantitative outcomes analyzed at 
one time point, test results for interactions and main effects are 
based on two-way ANOVA, which may have included log transfor-
mations to reduce nonnormality and/or weights to address differ-
ent within-group variances. Survival was compared by log rank or 
Fisher’s exact test. Insulin pellet consumption was assessed for 
diabetic mice only using negative binomial or zero-inflated Pois-
son regression for number of pellets received. Data analyses were 
performed using version 9.3 of SAS or SigmaPlot 12.0. Statistical 
significance was defined by P < 0.05.
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RESULTS

Metabolic characterization of biglycan deficiency
As previously reported, biglycan-deficient mice were 

smaller than biglycan wild-type mice (19). For male mice, 
weight gain was significantly decreased in diabetic com-
pared with nondiabetic mice (P < 0.001) and in biglycan-
deficient compared with biglycan wild-type mice (P = 
0.001). For female mice, there was a significant interaction 
between diabetes status and genotype (P < 0.001; Table 1). 
Biglycan deficiency had no impact on susceptibility to STZ-
induced diabetes and all mice that received STZ had ele-
vated glucose levels compared with control mice (P < 0.001 
for diabetic vs. nondiabetic mice for both genders; Fig. 1A, 
B). Mice received insulin via placement of subcutaneous 
pellets as needed; nondiabetic mice did not require insu-
lin. Biglycan-deficient male mice needed more insulin than 
biglycan wild-type mice (P = 0.035); however, there were no 
significant differences in insulin use between female biglycan-
deficient or biglycan wild-type diabetic mice (Table 1).  
Per study protocol, mice that did not respond to insulin or 
had poor body condition were euthanized. There were no 
significant differences between groups in male mice, but 
female diabetic mice of both genotypes had decreased sur-
vival compared with female nondiabetic mice (P = 0.012); 
there was no significant effect of biglycan genotype on sur-
vival (Table 1). As previously described (15), plasma cho-
lesterol increased over time while mice were fed the 0.12% 
cholesterol diet. There were no significant differences in 
cholesterol levels between groups in male mice. Female 

biglycan-deficient mice had significantly higher cholesterol 
levels than female biglycan wild-type mice at study end (P < 
0.001), but there was no significant effect of diabetes (Ta-
ble 1). In male mice, triglycerides did not differ signifi-
cantly between groups; however, in female mice, there 
was a significant interaction between diabetes and genotype 
(P = 0.033; Table 1). Systolic blood pressure was increased 
in male diabetic biglycan wild-type mice compared with 
male nondiabetic biglycan wild-type mice (P = 0.026; Table 1; 
there was a significant interaction between biglycan geno-
type and diabetes status, P = 0.004). There were no signifi-
cant differences between group blood pressures in female 
mice (Table 1).

Elevated TGF- in biglycan deficiency
As previously described (19), biglycan-deficient mice 

(both males and females) had higher plasma TGF- levels 
both at baseline and throughout the study; diabetes caused 
an increase in plasma TGF- levels over time. Thus, dia-
betic biglycan-deficient mice had the highest plasma TGF- 
levels over the study. For both male and female mice, there 
was a significant interaction between diabetes status and 
genotype (P < 0.001 for both males and females). For male 
mice, there were statistically significant differences between 
groups by pairwise comparisons (P = 0.026 for biglycan 
genotype in nondiabetic mice and P < 0.001 for other com-
parisons; Fig. 1C). For female mice, there were statisti-
cally significant differences between groups (P < 0.001 for 
each comparison; Fig. 1D). Renal TGF- was measured af-
ter 26 weeks. Total renal TGF- was increased by diabetes 

TABLE 1. Effect of biglycan deficiency on metabolic parameters

Bgn+/+ Control Bgn+/+ DM Bgn/ Control Bgn/ DM P

Weight gain, male (g) 5.9 ± 0.6 5.0 ± 0.4 5.2 ± 0.4 4.8 ± 0.4 <0.001 for diabetes and 0.001 for genotype
Weight gain, female (g) 6.2 ± 0.4 3.6 ± 0.6a 6.4 ± 0.6b 4.0 ± 0.5a,b <0.001 for interaction between diabetes 

and genotype
Insulin use, males (n treated/total n) 0/13 (0%) 4/26 (15%) 0/16 (0%) 14/35 (40%) 0.035 for genotype
Insulin use, females (n treated/total n) 0/10 (0%) 20/28 (71%) 0/12 (0%) 16/24 (67%) NS for genotype
Survival, male N (%) 12/13 (92%) 25/26 (96%) 16/16 (100%) 31/35 (89%) NS
Survival, female N (%) 10/10 (100%) 19/28 (68%) 12/12 (100%) 20/24 (83%) 0.012 for diabetes
Cholesterol, male 1,369 ± 210 1,373 ± 137 1,570 ± 163 1,598 ± 113 NS
Cholesterol, female 963 ± 79 1,073 ± 66 1,426 ± 167 1,595 ± 145 <0.001 for genotype
Triglycerides, male 160 ± 21 150 ± 43 213 ± 53 168 ± 30 NS
Triglycerides, female 102 ± 20 178 ± 74 79 ± 19 495 ± 76a,b 0.033 for interaction between diabetes and 

genotype
sBP, male (mm Hg) 109 ± 2 118 ± 2a 116 ± 3 111 ± 6 0.004 for interaction between diabetes and 

genotype
sBP, female (mm Hg) 111 ± 2 108 ± 3 109 ± 5 104 ± 2 NS
Total renal TGF-, males (pg/mg) 119 ± 2.5 230 ± 10.9a 160 ± 6.7b 690 ± 135.7a,b 0.006 for interaction
Total renal TGF-, females (pg/mg) 113 ± 5.2 227 ± 37.9 176 ± 21.6 677 ± 239.3 0.02 for diabetes; 0.048 for genotype
Bioactive renal TGF-, males (pg/mg) 10 ± 1.0 17 ± 0.8 12 ± 1.0 21 ± 1.9 <0.001 for diabetes; 0.016 for genotype,
Bioactive renal TGF-, females (pg/mg) 7 ± 0.3 13 ± 0.8 12 ± 2.4 18 ± 5.5 NS (0.053 for diabetes)
Renal weight/body weight, males  

(mg/g)
3.7 ± 0.2 5.9 ± 0.4a 3.9 ± 0.2 4.8 ± 0.2a 0.016 for interaction between diabetes and 

genotype
Renal weight/body weight, females 

(mg/g)
3.7 ± 0.2 6.3 ± 0.5 4.2 ± 0.3 6.2 ± 0.4 0.002 for diabetes

Biglycan-deficient (Bgn/) and wild-type (Bgn+/+) Ldlr/ mice were injected with vehicle (control) or STZ to cause diabetes (DM) and fed a 
0.12% cholesterol diet for 26 weeks. Weight gain is defined as weight at week 26  weight at day 0 (first day of diet, once hyperglycemia established) 
in grams. Insulin use is the number of mice per total enrolled mice per group that received insulin pellets; some mice may have received insulin more 
than once. Survival shows number of mice alive at week 26 per number of mice enrolled (%). Cholesterol and triglycerides were measured in 
nonfasting samples at week 26. Systolic blood pressure (sBP) was measured in individual mice in week 25 using a tail cuff apparatus. Renal and 
bioactive TGF- were measured in homogenized kidney samples from n = 4–6 per group. Data shown is mean ± SEM from N = 10–35 per group 
(number enrolled per group is shown in survival) unless otherwise specified.

aP < 0.05 for diabetes status within genotype.
bP < 0.05 for genotype within diabetes status.
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Fig. 1. TGF- and renal measures in biglycan deficiency. Biglycan wild-type (Bgn+/+; solid symbols) and  
biglycan-deficient (Bgn/; open symbols) Ldlr/ mice were injected with STZ to induce diabetes (DM; tri-
angles) or vehicle (ctrl; squares) and then fed a 0.12% cholesterol diet for 26 weeks. A, B: Blood glucose was 
measured weekly. Mean ± SEM is shown for N = 1035 per group. P < 0.001 for diabetic versus control groups. 
C, D: TGF- was measured at the indicated times. Mean ± SEM is shown for N = 8–34 per group. *P = 0.024 
for biglycan genotype effect in male nondiabetic mice and P < 0.001 for other pairwise comparisons. E, F: 
Mice were placed individually in metabolic cages every 4 weeks for the collection of 24 h urine samples for the 
determination of UAE/urinary creatinine excretion. Mean ± SEM is shown for N = 8–11 per group at each 
time point. *P < 0.001 for diabetic versus nondiabetic mice and for biglycan-deficient versus biglycan wild-type 
mice. G, H: Renal sections were stained with PAS and at least 20 glomeruli per mouse were scored using a 
semi-quantitative scale by two observers blinded to group. Mean ± SEM is shown for N = 7–16 per group. 
Panels A, C, E, and G, males; panels B, D, F, and H, females.
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(P < 0.05 for both males and females) and by biglycan defi-
ciency (P < 0.05 for both males and females) and there was 
a significant interaction between diabetes and biglycan 
genotype for males (P = 0.006; Table 1). Endogenously ac-
tive renal TGF- was significantly increased by biglycan de-
ficiency (P = 0.016) and diabetes (P < 0.001) for male mice 
(Table 1), but was not significantly different across groups 
for female mice (Table 1; near-significant P = 0.053 for 
diabetes).

Effect of biglycan deficiency on renal parameters
All groups had a progressive increase in urinary albumin 

excretion (UAE) over time, with much higher levels in dia-
betic mice (P < 0.001 vs. nondiabetics). UAE in biglycan-
deficient mice was significantly decreased compared with 
biglycan wild-type mice in both males and females, with 
UAE 30% lower than their biglycan wild-type counter-
parts over the time course (P < 0.001; Fig. 1E, F). Early DN 
is associated with renal hypertrophy and, in more advanced 
stages, renal atrophy is seen. Diabetes caused renal hyper-
trophy in both biglycan wild-type and biglycan-deficient 
mice (P  0.002 for both males and females); but in males, 
biglycan-deficient mice had significantly less renal hyper-
trophy than biglycan wild-type mice (P = 0.002; Table 1). In 
this murine model, we have previously demonstrated that 
diabetes causes increased mesangial matrix accumulation, 
as assessed by a semi-quantitative score (15). There was a 
tendency toward increased PAS score in diabetic compared 
with nondiabetic biglycan wild-type mice in both males 
and females, but this did not reach statistical significance. 
Biglycan deficiency may protect against mesangial matrix 
expansion, as biglycan-deficient diabetic mice did not dem-
onstrate increased PAS score compared with biglycan-
deficient nondiabetic mice in either gender; however, there 
were no statistically significant effects (Fig. 1G, H; supple-
mental Fig. S1). In male, but not female, mice, there was an 
increase in renal collagen staining in diabetic compared 
with nondiabetic mice (P = 0.04; supplemental Fig. S1), but 
there was no effect of biglycan deficiency. Furthermore, 
there was no difference in renal macrophage accumulation 
in either gender by biglycan genotype or diabetes status 
(not shown).

Biglycan deficiency does not affect renal apoB retention
Renal apoB accumulation was measured by Western blot 

and immunostaining. As expected (16), Western analysis 
demonstrated increased renal apoB content in diabetic 
mice compared with nondiabetic mice (P = 0.027), but there 
was no effect of biglycan deficiency (Fig. 2A, B). Immunos-
taining for apoB revealed a similar trend (supplemental 
Fig. S2A). Kidney sections were stained with oil red O, but 
there were no significant differences between groups (sup-
plemental Fig. S2B). Cholesterol content was also measured 
in renal tissue homogenates and did not differ between 
groups (supplemental Fig. S2C). Primary mesangial cells 
were isolated from nondiabetic biglycan-deficient or bigly-
can wild-type mice and LDL binding was measured. There 
was no significant difference in LDL binding to biglycan 
wild-type or biglycan-deficient cells (Fig. 2C). As all proteo-

glycans can bind apoB, the renal content of other proteo-
glycans was measured by immunoblot to see whether another 
proteoglycan was upregulated in biglycan-deficient mice. 
No substantial differences in the renal content of perlecan, 

Fig. 2. Renal lipid accumulation in biglycan deficiency. Biglycan 
wild-type (Bgn+/+; solid symbols) and biglycan-deficient (Bgn/; 
open symbols) Ldlr/ mice were injected with STZ to induce diabe-
tes (DM) or vehicle (C or ctrl) and then fed a 0.12% cholesterol diet 
for 26 weeks. A: Total renal protein was immunoblotted for apoB; 
actin is shown as the loading control. Shown are two mice per group 
representative of N = 6 per group. Molecular mass markers are 
shown to the left (in kDa). B: Blots were analyzed by densitometry. 
Mean ± SEM is shown. *P < 0.05 for diabetes effect within each gen-
otype. C: Isolated mesangial cells were incubated for 4 h with Alexa 
Fluor-labeled LDL and then washed; shown is Alexa Fluor intensity 
normalized to DAPI area. Mean ± SEM is shown for N = 5.
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decorin, versican, lumican, fibronectin, or fibromodulin 
were seen between biglycan-deficient or wild-type mice, or 
between control and diabetic mice (supplemental Fig. S3).

Effect of TGF- inhibition on metabolic parameters
As both systemic and renal TGF- were significantly in-

creased in biglycan-deficient mice, the experiments were 
repeated using administration of TGF--neutralizing anti-
body, 1D11, or irrelevant control antibody, 13C4. To mini-
mize animal use, only male diabetic mice were used. There 
was no significant effect of antibodies on susceptibility to 
STZ-induced diabetes. All mice gained weight through the 
study, but mice treated with 1D11 gained more weight than 
those treated with 13C4 (P = 0.02; Table 2). All mice in 
the study had elevated glucose levels throughout the study 
(Fig. 3A). There was no significant effect of genotype or 
either antibody on blood glucose levels. Mice received in-
sulin via subcutaneous pellets as needed; biglycan-deficient 
mice needed more insulin than biglycan wild-type mice 
(P = 0.002), but there was no effect of the 1D11 on insulin 
use (Table 2). No mice that received 1D11 in either geno-
type died of any cause during the study. However, 15% of 
biglycan-deficient and 18% of biglycan wild-type mice that 
received 13C4 died or were euthanized prior to the end of 
the study (Table 2, P = 0.011 for antibody effect). Choles-
terol increased over time in all groups (not shown), but did 
not significantly differ between groups (week 26 values 
shown in Table 2). After 26 weeks of diet, mice that re-
ceived 1D11 had approximately double the triglyceride lev-
els compared with those that received 13C4 (P = 0.019, 
Table 2) with no effect of genotype. There were no signifi-
cant differences in systolic blood pressure between any of 
the groups (Table 2).

Effectiveness of TGF- inhibition
Plasma TGF- was measured at least weekly and injec-

tions of 1D11 (and 13C4) were repeated when TGF- levels 
began to rise, which was every 8 weeks. As expected, use of 

the TGF--neutralizing antibody, 1D11, almost completely 
suppressed plasma TGF- levels (Fig. 3B, the curves for 
1D11-treated biglycan wild-type and biglycan-deficient mice 
overlap; P < 0.001 for 1D11 vs. 13C4 treatment within each 
genotype). In the 13C4-treated groups, there was an initial 
spike in TGF- levels immediately after STZ injections, 
then a gradual drop over the next 7 days. TGF- levels in 
13C4-treated biglycan wild-type mice remained at approxi-
mately 1,000–1,500 pg/ml for the duration of the study. 
However, in 13C4-treated biglycan-deficient mice, TGF- 
levels rose again after the first 5 weeks reaching levels of 
10,000–15,000 pg/ml after 10 weeks, and remained signifi-
cantly elevated over the rest of the study (P < 0.001 for 
13C4-treated biglycan wild-type vs. biglycan-deficient groups; 
Fig. 3B). The timing of the increase in TGF- levels in 
13C4-treated biglycan-deficient mice is similar to the onset 
of albuminuria (Fig. 3C). The 13C4-treated biglycan-
deficient mice had higher total and bioactive renal TGF- 
content than 13C4-treated biglycan wild-type mice (P < 0.05 
for each; Table 2); treatment with 1D11 lowered both total 
and bioactive renal TGF- compared with treatment with 
13C4 within each genotype (P  0.006 for each).

Effect of TGF- inhibition on renal parameters
There was a striking effect of 1D11 treatment to limit in-

creases in UAE in both genotypes (P < 0.001; Fig. 3C). UAE 
in 1D11-treated mice remained at levels similar to those seen 
in nondiabetic mice in our prior studies (compare Fig. 3C 
with Fig. 1E, F) (15, 16). Furthermore, mice that received 
1D11 had less renal hypertrophy compared with those that 
received 13C4 (P < 0.001; Table 2). However, there was no 
significant effect of 1D11 on PAS scores. Biglycan-deficient 
mice had slightly lower, but statistically significant, PAS 
scores than biglycan wild-type mice, but there was no sig-
nificant effect of 1D11 treatment (Fig. 3D; P = 0.038 for geno-
type; supplemental Fig. S4). There were no differences 
between groups in renal collagen content (supplemental 
Fig. S4) or renal macrophage accumulation (not shown).

TABLE 2. Effect of biglycan genotype and TGF- inhibition on metabolic parameters

Bgn+/+ 13C4 Bgn+/+ 1D11 Bgn/ 13C4 Bgn/ 1D11 P

Weight gain 5.6 ± 1.7 7.9 ± 1.3 4.4 ± 0.9 6.1 ± 0.8 0.02 for antibody effect
Insulin use (number treated/ 

total number)
7/17 (41%) 4/19 (21%) 12/27 (44%) 12/26 (46%) 0.002 for genotype

Survival, N (%) 14/17 (82.3%) 19/19 (100%) 23/27 (85.2%) 26/26 (100%) 0.011 for antibody effect
sBP (mm Hg) 123 ± 8 104 ± 9 115 ± 5 108 ± 6 NS
Cholesterol (mg/dl) 1,429 ± 108 1,461 ± 58 1,506 ± 67 1,383 ± 45 NS
Triglycerides (mg/dl) 263 ± 35 567 ± 130 284 ± 53 535 ± 82 0.019 for antibody effect
Total renal TGF- 374 ± 28 246 ± 11 589 ± 105 298 ± 32 0.03 for genotype and 0.002 for 

antibody effect
Bioactive renal TGF- 13 ± 1 5 ± 1a 19 ± 1b 5 ± 1a 0.011 for interaction
Renal weight/body weight (mg/g) 4.5 ± 0.2 3.5 ± 0.1 4.2 ± 0.1 3.6 ± 0.1 <0.001 for antibody

Biglycan-deficient (Bgn/) and wild-type (Bgn+/+) Ldlr/ mice were injected with STZ to cause diabetes and concurrently injected with TGF--
neutralizing antibody, 1D11, or irrelevant control antibody, 13C4, at 2 mg/kg ip on the first day of STZ injections. Mice were fed a 0.12% cholesterol 
diet for 26 weeks. Weight gain is defined as weight at week 26  weight at day 0 (first day of diet, once hyperglycemia established) in grams (this P 
value was derived from the time/antibody interaction term in a linear mixed model for weight). Insulin use is the number of mice per total enrolled 
mice per group that received insulin pellets; some mice may have received insulin more than once. Survival shows number of mice alive at week 26 
per number of mice enrolled (%). Cholesterol and triglycerides were measured in nonfasting samples at week 26. Systolic blood pressure (sBP) was 
measured in individual mice in week 25 using a tail cuff apparatus. Renal and bioactive TGF- were measured in homogenized kidney samples from 
n = 4–6 per group. Data shown is mean ± SEM from N = 17–27 per group (number enrolled per group is shown in survival) unless otherwise specified.

aP < 0.05 for diabetes status within genotype.
bP < 0.05 for genotype within diabetes status.
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Effect of TGF- inhibition on renal apoB accumulation
Treatment with 1D11 significantly decreased renal apoB 

content determined by Western blot within both genotypes 
(Fig. 4A, B; P = 0.002). Immunostaining for apoB revealed 
a similar pattern (supplemental Fig. S5A). Kidney sections 
were stained with oil red O, but there were no significant 
differences between groups (supplemental Fig. S5B). Cho-
lesterol content was also measured in renal tissue homog-
enates and did not differ between groups (supplemental 
Fig. S5C). Primary mesangial cells were isolated from non-
diabetic biglycan wild-type or biglycan-deficient cells; cells 

were treated ex vivo with TGF- or vehicle and with 13C4 
or 1D11, then LDL binding was measured. In the absence 
of TGF- stimulation, there were significant main effects 
for antibody (P = 0.029) and biglycan genotype (P = 0.013) 
on LDL binding; in the presence of TGF- stimulation, 
there was less LDL binding in 1D11-treated compared with 
13C4-treated cells (P < 0.0001; Fig. 4C). As expected, no 
biglycan was detectable in cells isolated from biglycan-defi-
cient mice. Biglycan content was increased by TGF- stimu-
lation, which was inhibited by the presence of 1D11 in cells 
isolated from biglycan wild-type mice (Fig. 4D).

Fig. 3. Effect of TGF- inhibition. Biglycan wild-type (Bgn+/+; solid symbols) and biglycan-deficient (Bgn/; open symbols) male Ldlr/ 
mice were injected with STZ and concurrently injected with TGF--neutralizing antibody, 1D11 (triangles), or irrelevant control antibody, 
13C4 (squares), at 2 mg/kg ip. One week later, all mice were placed on a 0.12% cholesterol diet. A: Blood glucose was measured at the indi-
cated times (mean ± SEM is shown for N = 13–26 per group). There were no significant differences between groups. B: Total TGF- was 
measured at least weekly. The 1D11 or 13C4 were reinjected every 8 weeks as indicated by arrows. Data shown is mean ± SEM for N = 17–27 
per group; not every mouse was bled at each time point so the number of mice at each time point varies from 2 to 27 per group. P < 0.001 
for 13C4-treated biglycan wild-type versus 13C4-treated biglycan-deficient mice; P < 0.001 for 1D11 versus 13C4 treatment within each geno-
type. The curves for 1D11-treated mice overlap. C: Mice were placed individually in metabolic cages every 4 weeks for the collection of 24 h 
urine samples for the determination of UAE/urinary creatinine excretion. Mean ± SEM is shown for N = 6–10 per group at each time point. 
*P < 0.001 for effect of antibody. D: Renal sections were stained with PAS and scored using a semi-quantitative scale by two observers blinded
to group with scores averaged. Data shown is the mean ± SEM for N = 7–10 per group. Groups without a common letter are significantly
different.
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DISCUSSION

In summary, biglycan deficiency led to a modest decrease 
in UAE, but there was no significant effect on renal apoB 
accumulation. There was a striking elevation in TGF- in 

biglycan-deficient mice. Although we did not find any com-
pensatory increase in other proteoglycans in biglycan-
deficient mice, the lack of biglycan did not significantly 
affect renal apoB accumulation implying that other proteo-
glycans (or, indeed, other mechanisms) contribute to renal 

Fig. 4. Renal lipid accumulation. Biglycan wild-type (Bgn+/+) and biglycan-deficient (Bgn/) male Ldlr/ mice were injected with STZ 
and concurrently injected with TGF--neutralizing antibody, 1D11 (solid bars), or irrelevant control antibody, 13C4 (open bars), at 2 mg/kg ip. 
One week later, all mice were placed on a 0.12% cholesterol diet. A: Total renal protein was immunoblotted for apoB; actin is shown as the 
loading control. Shown are two mice per group representative of N = 6 per group. Molecular mass markers are shown to the left (in kDa).  
B: Blots were analyzed by densitometry. Mean ± SEM is shown. *P = 0.002 for antibody effect. C: Mesangial cells isolated from biglycan-defi-
cient or biglycan wild-type mice were treated with TGF- (2 ng/ml) or vehicle and with 1D11 or 13C4 (10 g/ml) for 24 h and then washed 
and incubated for 4 h with Alexa Fluor-labeled LDL; shown is Alexa Fluor intensity normalized to DAPI area. Mean ± SEM is shown for N = 5. 
*P  0.05 or **P < 0.0001 for antibody effect; aP < 0.05 for genotype effect. D: Cell protein from parallel wells was immunoblotted for bigly-
can; actin is shown as the loading control. The blot shown is representative of three separate experiments.
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apoB retention. TGF- leads to the elongation of GAG chains 
in many proteoglycans (4, 26–28). Proteoglycan-lipoprotein 
interactions are ionic in nature, with binding occurring be-
tween negatively charged GAG chains and positive residues 
on apoB or apoE. Thus, the elevated TGF- in biglycan-
deficient mice may have led to elongated GAG chains on 
other proteoglycan species, which could then bind LDL, 
even in the absence of biglycan. This is supported by the 
finding that TGF- inhibition prevented renal apoB accumu-
lation and decreased LDL binding to primary mesangial cells 
ex vivo. When biglycan-deficient mice were treated with the 
TGF--neutralizing antibody, 1D11, there was a suppression 
of UAE to levels seen in nondiabetic mice (compare Fig. 3C 
with Fig. 1E, F), and prevention of renal hypertrophy. Fur-
thermore, 1D11-treated mice had improved survival and in-
creased weight gain. While these data do not definitively 
prove cause and effect, it is striking that neutralization of 
TGF- led to decreased renal apoB accumulation, decreased 
albuminuria, and improved mortality, suggesting that renal 
apoB accumulation contributes to renal disease development.

TGF- and renal diseases
Extensive work has demonstrated a key role for TGF- in 

the pathogenesis of renal diseases, including DN. The TGF- 
superfamily has three isoforms, named TGF-1, -2, and -3. 
All three isoforms are expressed in the kidney, as are all three 
TGF- receptor isoforms. TGF- signaling within the kidney 
induces both pro-fibrotic Smads (Smad2 and Smad3), as well 
as the anti-inflammatory and anti-fibrotic inhibitory Smad7. 
Diabetes increases renal TGF- as well as systemic TGF- 
levels. The elevations in TGF- are due to hyperglycemia 
directly, as well as through increased protein traffic in the 
glomerulus and increased angiotensin II [for review see 
(29)]. The timing of the second elevation of TGF- seen in 
13C4-treated biglycan-deficient mice coincides with the onset 
of albuminuria, implying that the onset of renal injury led to 
this increase in TGF-. Inhibition of TGF- has been shown 
to limit development of DN and other renal diseases (30–33); 
however, studies have not consistently shown effects of 
TGF- antagonism on proteinuria. Addition of agents an-
tagonizing the renin angiotensin pathway provide further 
benefits in DN, including reduction in proteinuria. Decorin 
and biglycan are closely related proteoglycans that are thought 
to be natural inhibitors of TGF-. Indeed, prior studies 
have used decorin as a TGF--neutralizing agent and found 
renal protection (34, 35). We and others have previously 
demonstrated increases in both systemic and tissue TGF- in 
biglycan-deficient mice (18, 23, 36). We have now demon-
strated that suppression of this elevation in TGF- pro-
vides further reduction in DN in this murine model of 
biglycan deficiency. Thus, this data provides further evidence 
in support of biglycan playing a major role in the regulation 
of TGF- activity, and adds to the literature demonstrating 
renal protective effects of TGF- inhibition.

Decreased renal apoB accumulation
In previous studies using cultured cells, we and others 

have demonstrated that TGF- leads to upregulation of bi-
glycan core protein and elongation of the GAG chains on 

many proteoglycans (28, 37–39). We have further shown 
that proteoglycans from TGF--treated cells have increased 
lipoprotein binding (4, 10, 37). Proteoglycans bind lipo-
proteins via ionic interactions between negatively charged 
sulfate and carboxylic acid groups on GAG chains and posi-
tively charged residues on lipoproteins. Elongation of GAG 
chains is accompanied by increased sulfation, which ac-
counts for the increased lipoprotein binding affinity of 
proteoglycans synthesized by cells stimulated with TGF- 
(37). In previous studies, we demonstrated that suppres-
sion of TGF- using 1D11 decreased lipoprotein binding to 
primary vascular smooth muscle cells (25); we now show a 
similar decrease in lipoprotein binding in primary mesan-
gial cells. We propose that the decrease in renal apoB con-
tent observed in 1D11-treated mice is due to prevention of 
GAG chain elongation and, thus, decreased lipoprotein 
binding affinity. We did not find any compensatory increase 
in other renal proteoglycans in biglycan-deficient compared 
with biglycan wild-type mice in the present study; thus, it 
remains unclear which proteoglycans contribute to renal 
apoB accumulation. However, the lack of decreased renal 
apoB retention or LDL binding in biglycan deficiency im-
plies redundancy of proteoglycans. Indeed all proteogly-
cans are capable of binding to lipoproteins, and binding is 
driven mainly by elongated GAG chains [for review see 
(5)]. However, given that inhibition of TGF- alone does not 
consistently reduce proteinuria (40–42), we speculate that 
the decreased renal apoB accumulation observed in this 
study contributed to the decreased proteinuria observed.

Elevated triglycerides
Somewhat surprisingly, we found elevated triglycerides 

in mice that received 1D11. High triglycerides have been 
found to be a risk factor for the development of chronic 
kidney disease (43, 44) and one study found that high tri-
glycerides were associated with altered levels of urea nitro-
gen, glomerular filtration rate, and creatinine, as well as an 
increased risk of chronic kidney diseases (45). Thus, per-
haps the benefit of TGF- neutralization is negated, at least 
in part, by the effect of elevated triglycerides in 1D11-
treated mice. The cause of elevated triglycerides in 1D11-
treated mice is unclear and this finding is inconsistent with 
the literature. In a previous study using 1D11 in nondiabetic 
LDLR/ mice, we did not find effects of 1D11 on triglycer-
ides (45). Furthermore, another study reported a decrease 
in triglycerides (along with decreased adiposity and insulin 
resistance) using 1D11 (46). Further work is necessary to 
determine whether inhibition of TGF- has negative im-
pacts on triglyceride metabolism.

1D11 doses
The 1D11 is a pan-TGF--neutralizing antibody that has 

been extensively studied in a number of animal models 
and a closely related molecule, fresolimumab, has been ex-
amined in clinical studies. Inhibition of TGF- has potential 
therapeutic impact in a number of pathologies, including 
renal diseases and several forms of cancer, systemic sclero-
sis, myelofibrosis, and others. In most of the animal studies, 
the antibody is injected multiple times per week (47–49) 
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and 1D11 is suggested to have a half-life of approximately 
34 h (47). However, in our study, we measured TGF- lev-
els weekly after injections of 1D11 or 13C4 and only re-
administered antibodies when TGF- levels began to rise, 
which was every 8 weeks. For most of the 8 weeks after each 
injection, TGF- was undetectable in 1D11-treated mice, 
and once it was detectable, mice were reinjected. In a prior 
study investigating the role of TGF- induction in angio-
tensin-induced atherosclerosis, we injected 1D11 only once 
(at the time of placement of angiotensin II delivery pumps) 
and found that this prevented elevation in TGF- for at 
least 28 days. To our knowledge, we are the first to demon-
strate prolonged effects of this antibody in suppressing 
TGF-. Further study will be necessary to determine the 
mechanism of this prolonged suppression, but this obser-
vation has important clinical and economic impacts.

TGF- and mortality
TGF- neutralization with 1D11 significantly increased 

survival in both genotypes, suggesting that elevated TGF- 
may contribute to mortality in this model of DN. In fact, no 
animal that received 1D11 died from any cause during the 
study; however, 15–18% of mice that received 13C4 died or 
were euthanized according to study protocol, consistent 
with our prior work [Table 2 and (16)]. Therefore, the de-
creased survival seen in 13C4- versus 1D11-injected mice is 
not likely due to a toxic effect of 13C4. Instead the 13C4 
antibody may simply confer no protection against diabetes 
complications, while inhibition of TGF- may be therapeu-
tic in diabetes by prolonging survival. Treatment with 1D11 
led to increased weight gain compared with treatment with 
13C4, and the 1D11-treated mice had decreased renal 
apoB accumulation and renal injury. These are possible 
mechanisms that may account for the improved survival. As 
renal diseases are associated with increased mortality, the 
finding of improved survival is of great importance, and 
ongoing clinical studies are of interest to see whether simi-
lar findings are found in humans.

In summary, this study provides further evidence that 
renal apoB accumulation contributes to DN. Prevention 
of renal apoB accumulation by TGF- inhibition led to im-
proved survival and renal outcomes. However, lipid-lower-
ing therapy has not been shown to reduce the progression 
of DN in human studies (50). We acknowledge that the 
role of renal apoB accumulation may differ between mu-
rine and human DN, and we recognize that our study did 
not include an exhaustive evaluation of mechanisms in-
volved in lipid uptake in the kidney. Nevertheless, prevention 
of renal apoB accumulation may be yet another mecha-
nism by which TGF- inhibition is renally protective. 
Furthermore, this study provides further evidence that bi-
glycan has a major role in the regulation of TGF- activity. 
A limitation of our study was that we did not study the ef-
fects of TGF- or its inhibition on protein dynamics of 
ECM proteins or proteoglycans. Further work investigat-
ing the impact of TGF- inhibition on renal structure and 
function are needed, and ongoing clinical trials investigat-
ing TGF- inhibition in clinical diseases will be of great 
interest.

REFERENCES

1. Ravid, M., D. Brosh, D. Ravid-Safran, Z. Levy, and R. Rachmani.
1998. Main risk factors for nephropathy in type 2 diabetes mellitus
are plasma cholesterol levels, mean blood pressure, and hyperglyce-
mia. Arch. Intern. Med. 158: 998–1004.

2. Samuelsson, O., H. Mulec, C. Knight-Gibson, P. O. Attman, B. Kron,
R. Larsson, L. Weiss, H. Wedel, and P. Alaupovic. 1997. Lipoprotein 
abnormalities are associated with increased rate of progression of
human chronic renal insufficiency. Nephrol. Dial. Transplant. 12:
1908–1915.

3. Sato, H., S. Suzuki, H. Kobayashi, S. Ogino, A. Inomata, and M.
Arakawa. 1991. Immunohistological localization of apolipoproteins
in the glomeruli in renal disease: specifically apoB and apoE. Clin.
Nephrol. 36: 127–133.

4. Tannock, L. R. 2006. Proteoglycans can mediate renal lipoprotein
retention. Diabetologia. 49: 1115–1116.

5. Fogelstrand, P., and J. Boren. 2012. Retention of atherogenic lipo-
proteins in the artery wall and its role in atherogenesis. Nutr. Metab. 
Cardiovasc. Dis. 22: 1–7.

6. Garud, M. S., and Y. A. Kulkarni. 2014. Hyperglycemia to nephrop-
athy via transforming growth factor beta. Curr. Diabetes Rev. 10:
182–189.

7. Zhou, X., T. P. Johnston, D. Johansson, P. Parini, K. Funa, J.
Svensson, and G. K. Hansson. 2009. Hypercholesterolemia leads to
elevated TGF-beta1 activity and T helper 3-dependent autoimmune 
responses in atherosclerotic mice. Atherosclerosis. 204: 381–387.

8. Border, W. A., S. Okuda, L. R. Languino, and E. Ruoslahti. 1990.
Transforming growth factor-beta regulates production of proteogly-
cans by mesangial cells. Kidney Int. 37: 689–695.

9. Mozes, M. M., E. P. Bottinger, T. A. Jacot, and J. B. Kopp. 1999.
Renal expression of fibrotic matrix proteins and of transforming
growth factor-beta (TGF-beta) isoforms in TGF-beta transgenic
mice. J. Am. Soc. Nephrol. 10: 271–280.

 10. Wilson, P., K. Drennon, and L. R. Tannock. 2007. Regulation of
vascular proteoglycan synthesis by metabolic factors associated with
diabetes. J. Investig. Med. 55: 18–25.

 11. Wilson, P. G., J. C. Thompson, N. R. Webb, F. C. De Beer, V. L. King,
and L. R. Tannock. 2008. SAA, but not CRP, stimulates vascular pro-
teoglycan synthesis in a pro-atherogenic manner. Am. J. Pathol. 173:
1902–1910.

 12. Hsieh, L. T., M. V. Nastase, J. Zeng-Brouwers, R. V. Iozzo, and L.
Schaefer. 2014. Soluble biglycan as a biomarker of inflammatory
renal diseases. Int. J. Biochem. Cell Biol. 54: 223–235.

 13. Hadad, S. J., Y. M. Michelacci, and N. Schor. 1996. Proteoglycans
and glycosaminoglycans synthesized in vitro by mesangial cells from
normal and diabetic rats. Biochim. Biophys. Acta. 1290: 18–28.

 14. Stokes, M. B., S. Holler, Y. Cui, K. L. Hudkins, F. Eitner, A. Fogo,
and C. E. Alpers. 2000. Expression of decorin, biglycan, and colla-
gen type I in human renal fibrosing disease. Kidney Int. 57: 487–498.

 15. Taneja, D., J. Thompson, P. Wilson, K. Brandewie, L. Schaefer, B.
Mitchell, and L. R. Tannock. 2010. Reversibility of renal injury with
cholesterol lowering in hyperlipidemic diabetic mice. J. Lipid Res.
51: 1464–1470.

 16. Thompson, J., P. Wilson, K. Brandewie, D. Taneja, L. Schaefer, B.
Mitchell, and L. R. Tannock. 2011. Renal accumulation of biglycan
and lipid retention accelerates diabetic nephropathy. Am. J. Pathol.
179: 1179–1187.

 17. Nastase, M. V., R. V. Iozzo, and L. Schaefer. 2014. Key roles for the
small leucine-rich proteoglycans in renal and pulmonary patho-
physiology. Biochim. Biophys. Acta. 1840: 2460–2470.

 18. Embree, M. C., T. M. Kilts, M. Ono, C. A. Inkson, F. Syed-Picard, M.
A. Karsdal, A. Oldberg, Y. Bi, and M. F. Young. 2010. Biglycan and
fibromodulin have essential roles in regulating chondrogenesis and 
extracellular matrix turnover in temporomandibular joint osteoar-
thritis. Am. J. Pathol. 176: 812–826.

 19. Tang, T., J. C. Thompson, P. G. Wilson, C. Nelson, K. J. Williams,
and L. R. Tannock. 2013. Decreased body fat, elevated plasma trans-
forming growth factor-beta levels, and impaired BMP4-like signal-
ing in biglycan-deficient mice. Connect. Tissue Res. 54: 5–13.

 20. Merline, R., S. Lazaroski, A. Babelova, W. Tsalastra-Greul, J.
Pfeilschifter, K. D. Schluter, A. Gunther, R. V. Iozzo, R. M. Schaefer,
and L. Schaefer. 2009. Decorin deficiency in diabetic mice: aggrava-
tion of nephropathy due to overexpression of profibrotic factors,
enhanced apoptosis and mononuclear cell infiltration. J. Physiol.
Pharmacol. 60 (Suppl 4): 5–13.

.html 
http://www.jlr.org/content/suppl/2017/09/14/jlr.M078204.DC1
Supplemental Material can be found at:

http://www.jlr.org/
http://www.jlr.org/content/suppl/2017/09/14/jlr.M078204.DC1.html 
http://www.jlr.org/content/suppl/2017/09/14/jlr.M078204.DC1.html 


2274 Journal of Lipid Research Volume 58, 2017

 21. Williams, K. J., G. Qiu, H. K. Usui, S. R. Dunn, P. McCue, E.
Bottinger, R. V. Iozzo, and K. Sharma. 2007. Decorin deficiency en-
hances progressive nephropathy in diabetic mice. Am. J. Pathol. 171:
1441–1450.

 22. Schaefer, L., K. Macakova, I. Raslik, M. Micegova, H. J. Grone, E.
Schonherr, H. Robenek, F. G. Echtermeyer, S. Grassel, P. Bruckner, 
et al. 2002. Absence of decorin adversely influences tubulointersti-
tial fibrosis of the obstructed kidney by enhanced apoptosis and in-
creased inflammatory reaction. Am. J. Pathol. 160: 1181–1191.

 23. Tang, T., J. C. Thompson, P. G. Wilson, M. H. Yoder, J. Mueller, J.
W. Fischer, K. J. Williams, and L. R. Tannock. 2014. Biglycan defi-
ciency: increased aortic aneurysm formation and lack of atheropro-
tection. J. Mol. Cell. Cardiol. 75: 174–180.

 24. Wogensen, L., C. B. Nielsen, P. Hjorth, L. M. Rasmussen, A. H.
Nielsen, K. Gross, N. Sarvetnick, and T. Ledet. 1999. Under control
of the Ren-1c promoter, locally produced transforming growth
factor-beta1 induces accumulation of glomerular extracellular matrix
in transgenic mice. Diabetes. 48: 182–192.

 25. Thompson, J. C., C. Jayne, J. Thompson, P. G. Wilson, M. H. Yoder,
N. Webb, and L. R. Tannock. 2015. A brief elevation of serum
amyloid A is sufficient to increase atherosclerosis. J. Lipid Res. 56:
286–293.

 26. Kamato, D., H. Babaahmadi Rezaei, R. Getachew, L. Thach, D.
Guidone, N. Osman, B. Roufogalis, C. C. Duke, V. H. Tran, W. Zheng, 
et al. 2013. (S)-[6]-Gingerol inhibits TGF-beta-stimulated biglycan
synthesis but not glycosaminoglycan hyperelongation in human vas-
cular smooth muscle cells. J. Pharm. Pharmacol. 65: 1026–1036.

 27. Kovacs, J., F. A. Carone, Z. Z. Liu, S. Nakumara, A. Kumar, and Y.
S. Kanwar. 1994. Differential growth factor-induced modulation
of proteoglycans synthesized by normal human renal versus cyst-
derived cells. J. Am. Soc. Nephrol. 5: 47–54.

 28. Schönherr, E., H. T. Järveläinen, M. G. Kinsella, L. J. Sandell, and
T. N. Wight. 1993. Platelet derived growth factor and transforming
growth factor-beta 1 differentially affect the synthesis of biglycan
and decorin by monkey arterial smooth muscle cells. Arterioscler.
Thromb. 13: 1026–1036.

 29. Gagliardini, E., and A. Benigni. 2006. Role of anti-TGF-beta antibodies
in the treatment of renal injury. Cytokine Growth Factor Rev. 17: 89–96.

 30. Bayomi, H. S., N. M. Elsherbiny, A. M. El-Gayar, and M. M. Al-Gayyar.
2013. Evaluation of renal protective effects of inhibiting TGF-beta
type I receptor in a cisplatin-induced nephrotoxicity model. Eur.
Cytokine Netw. 24: 139–147.

 31. Feger, M., I. Alesutan, T. Castor, S. Mia, K. Musculus, J. Voelkl, and
F. Lang. 2015. Inhibitory effect of NH4Cl treatment on renal Tgf1
signaling following unilateral ureteral obstruction. Cell Physiol.
Biochem. 37: 955–964.

 32. Park, S. A., M. J. Kim, S. Y. Park, J. S. Kim, S. J. Lee, H. A. Woo, D. K. 
Kim, J. S. Nam, and Y. Y. Sheen. 2015. EW-7197 inhibits hepatic, re-
nal, and pulmonary fibrosis by blocking TGF-beta/Smad and ROS
signaling. Cell. Mol. Life Sci. 72: 2023–2039.

 33. Terashima, H., M. Kato, M. Ebisawa, H. Kobayashi, K. Suzuki, Y.
Nezu, and T. Sada. 2014. R-268712, an orally active transforming
growth factor-beta type I receptor inhibitor, prevents glomerular
sclerosis in a Thy1 nephritis model. Eur. J. Pharmacol. 734: 60–66.

 34. Zhang, Z., F. Wu, F. Zheng, and H. Li. 2010. Adenovirus-mediated
decorin gene transfection has therapeutic effects in a streptozocin-
induced diabetic rat model. Nephron Exp. Nephrol. 116: e11–e21.

 35. Border, W. A., N. A. Noble, T. Yamamoto, J. R. Harper, Y. Yamaguchi,
M. D. Pierschbacher, and E. Ruoslahti. 1992. Natural inhibitor of
transforming growth factor-beta protects against scarring in experi-
mental kidney disease. Nature. 360: 361–364.

 36. Bi, Y., C. H. Stuelten, T. Kilts, S. Wadhwa, R. V. Iozzo, P. G. Robey,
X. D. Chen, and M. F. Young. 2005. Extracellular matrix proteogly-
cans control the fate of bone marrow stromal cells. J. Biol. Chem. 280:
30481–30489.

 37. Yang, S. N., M. L. Burch, L. R. Tannock, S. Evanko, N. Osman, and
P. J. Little. 2010. Transforming growth factor-beta regulation of pro-
teoglycan synthesis in vascular smooth muscle: contribution to lipid 
binding and accelerated atherosclerosis in diabetes. J. Diabetes. 2:
233–242.

 38. Little, P. J., L. Tannock, K. L. Olin, A. Chait, and T. N. Wight. 2002. 
Proteoglycans synthesized by arterial smooth muscle cells in the
presence of transforming growth factor-beta1 exhibit increased
binding to LDLs. Arterioscler. Thromb. Vasc. Biol. 22: 55–60.

 39. Schönherr, E., H. T. Järveläinen, L. J. Sandell, and T. N. Wight.
1991. Effects of platelet-derived growth factor and transforming
growth factor, beta 1 on the synthesis of a large versican-like chon-
droitin sulfate proteoglycan by arterial smooth muscle cells. J. Biol.
Chem. 266: 17640–17647.

 40. Benigni, A., C. Zoja, D. Corna, C. Zatelli, S. Conti, M. Campana, E.
Gagliardini, D. Rottoli, C. Zanchi, M. Abbate, et al. 2003. Add-on
anti-TGF-beta antibody to ACE inhibitor arrests progressive diabetic
nephropathy in the rat. J. Am. Soc. Nephrol. 14: 1816–1824.

 41. Ma, L. J., S. Jha, H. Ling, A. Pozzi, S. Ledbetter, and A. B. Fogo.
2004. Divergent effects of low versus high dose anti-TGF-beta an-
tibody in puromycin aminonucleoside nephropathy in rats. Kidney
Int. 65: 106–115.

 42. Ziyadeh, F. N., B. B. Hoffman, D. C. Han, M. C. Iglesias-De La Cruz, 
S. W. Hong, M. Isono, S. Chen, T. A. McGowan, and K. Sharma.
2000. Long-term prevention of renal insufficiency, excess matrix
gene expression, and glomerular mesangial matrix expansion by
treatment with monoclonal antitransforming growth factor-beta
antibody in db/db diabetic mice. Proc. Natl. Acad. Sci. USA. 97:
8015–8020.

 43. Nishikawa, K., K. Takahashi, T. Okutani, R. Yamada, T. Kinaga, M.
Matsumoto, and M. Yamamoto. 2015. Risk of chronic kidney disease 
in non-obese individuals with clustering of metabolic factors: a lon-
gitudinal study. Intern. Med. 54: 375–382.

 44. Pandya, V., A. Rao, and K. Chaudhary. 2015. Lipid abnormalities
in kidney disease and management strategies. World J. Nephrol. 4:
83–91.

 45. Tang, T., P. G. Wilson, J. C. Thompson, C. Nelson, M. H. Yoder, and
L. R. Tannock. 2013. Prevention of TGFbeta induction attenuates
angII-stimulated vascular biglycan and atherosclerosis in Ldlr/
mice. J. Lipid Res. 54: 2255–2264.

 46. Yadav, H., C. Quijano, A. K. Kamaraju, O. Gavrilova, R. Malek, W.
Chen, P. Zerfas, D. Zhigang, E. C. Wright, C. Stuelten, et al. 2011.
Protection from obesity and diabetes by blockade of TGF-beta/
Smad3 signaling. Cell Metab. 14: 67–79.

 47. Ling, H., X. Li, S. Jha, W. Wang, L. Karetskaya, B. Pratt, and S.
Ledbetter. 2003. Therapeutic role of TGF-beta-neutralizing anti-
body in mouse cyclosporin A nephropathy: morphologic improve-
ment associated with functional preservation. J. Am. Soc. Nephrol. 14:
377–388.

 48. Edwards, J. R., J. S. Nyman, S. T. Lwin, M. M. Moore, J. Esparza,
E. C. O’Quinn, A. J. Hart, S. Biswas, C. A. Patil, S. Lonning, et al.
2010. Inhibition of TGF-beta signaling by 1D11 antibody treat-
ment increases bone mass and quality in vivo. J. Bone Miner. Res. 25:
2419–2426.

 49. El Chaar, M., J. Chen, S. V. Seshan, S. Jha, I. Richardson, S. R.
Ledbetter, E. D. Vaughan, Jr., D. P. Poppas, and D. Felsen. 2007.
Effect of combination therapy with enalapril and the TGF-beta an-
tagonist 1D11 in unilateral ureteral obstruction. Am. J. Physiol. Renal 
Physiol. 292: F1291–F1301.

 50. Baigent, C., M. J. Landray, C. Reith, J. Emberson, D. C. Wheeler,
C. Tomson, C. Wanner, V. Krane, A. Cass, J. Craig, et al. 2011. The
effects of lowering LDL cholesterol with simvastatin plus ezetimibe
in patients with chronic kidney disease (Study of Heart and Renal
Protection): a randomised placebo-controlled trial. Lancet. 377:
2181–2192.

.html 
http://www.jlr.org/content/suppl/2017/09/14/jlr.M078204.DC1
Supplemental Material can be found at:

http://www.jlr.org/
http://www.jlr.org/content/suppl/2017/09/14/jlr.M078204.DC1.html 
http://www.jlr.org/content/suppl/2017/09/14/jlr.M078204.DC1.html 

	University of Kentucky
	UKnowledge
	9-14-2017

	Prevention of Renal ApoB Retention is Protective Against Diabetic Nephropathy: Role of TGF-β Inhibition
	Patricia G. Wilson
	Joel C. Thompson
	Meghan S. Yoder
	Richard Charnigo
	Lisa R. Tannock
	Repository Citation
	Prevention of Renal ApoB Retention is Protective Against Diabetic Nephropathy: Role of TGF-β Inhibition
	Notes/Citation Information
	Digital Object Identifier (DOI)


	jlrm078204 2264..2274

