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A devastating aspect of cancer cachexia is severe loss of muscle and fat mass. Though cachexia occurs in both
sexes, it is not well-defined in the female. The Apc"™+ mouse is genetically predisposed to develop intestinal tu-
mors; circulating IL-6 is a critical regulator of cancer cachexia in the male Apc”'™+ mouse. The purpose of this
study was to examine the relationship between IL-6 signaling and cachexia progression in the female Apc™™/*
mouse. Male and female Apc™ * mice were examined during the initiation and progression of cachexia. Another
Keywords: group of females had IL-6 overexpressed between 12 and 14 weeks or 15-18 weeks of age to determine whether
L-6r IL-6 could induce cachexia. Cachectic female Apc™™* mice lost body weight, muscle mass, and fat mass; in-
creased muscle IL-6 mRNA expression was associated with these changes, but circulating IL-6 levels were not.

STAT3

SOCS3 Circulating IL-6 levels did not correlate with downstream signaling in muscle in the female. Muscle IL-6r
Skeletal muscle mRNA expression and SOCS3 mRNA expression as well as muscle IL-6r protein and STAT3 phosphorylation in-
Apc“™* creased with severe cachexia in both sexes. Muscle SOCS3 protein increased in cachectic females but decreased

in cachectic males. IL-6 overexpression did not affect cachexia progression in female ApcV™* mice. Our results
indicate that female Apc”™ * mice undergo cachexia progression that is at least initially IL-6-independent. Future
studies in the female will need to determine mechanisms underlying regulation of IL-6 response and cachexia

induction.

© 2014 Elsevier B.V. All rights reserved.

1. Introduction

Cachexia is a devastating condition that occurs secondary to several
chronic diseases, including AIDS, COPD, chronic renal failure, and many
forms of cancer [1]. There is no FDA-approved treatment for cachexia,
though it occurs in 30-50% of cancers [ 1-3] and has an annual mortality
rate of 80% [1]; the investigation into its etiology and progression is
therefore essential. The most recent definition of cachexia includes an
unintentional 5% weight loss over twelve months, comprising the loss
of muscle and fat [1]. Other abnormalities associated with cachexia in-
clude anemia, fatigue, muscle weakness, increased plasma triglycerides
and inflammatory markers, and insulin resistance [1]. There has been
considerable improvement in our understanding of the regulation of
cancer cachexia progression due to research employing male mouse
models [4-7]. However, there is evidence that sex differences exist in
the development of cachexia in rodents [8]. Additionally, sex differences
have been observed in the loss of muscle strength associated with ca-
chexia severity in humans [9]. Although there is clear evidence that
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cachexia occurs in both males and females, the fundamental differences
in the pathophysiology due to sex and underlying mechanisms are
unknown.

Systemic inflammation related to cancer is thought to be a mediator
of cachexia, as several pro-inflammatory pathways are enhanced during
the progression of cachexia [10,11]. Sex hormones can modulate the in-
flammatory response to a variety of stimuli [12-14]. Specifically, estro-
gen is known to inhibit NfkB and tumor necrosis factor oo (TNFo)
signaling [12,15], C-reactive protein (CRP)-induced interleukin-6 (IL-6)
production [16], and signal transducer and activator of transcription-3
(STAT3) signaling downstream of IL-6 [17]. In several rodent models of
cachexia and some human cancers, IL-6 is associated with the develop-
ment of muscle wasting and body weight loss [6,7,18-20]. Classical IL-
6 signaling involves binding of the cytokine to the membrane-bound
IL-6 receptor (mIL-6r) on target tissues, which include hepatocytes, im-
mune cells, and skeletal muscle [21-23]. mIL-6r is a heterodimer com-
prising the ligand-specific gp80 unit and the signal-transducing gp130
unit [24]. Activation of miIL-6r induces downstream activation of many
signaling pathways, including JAK/STAT, p38, and ERK [22,25-27]. Sever-
al of these pathways have been implicated in the regulation of muscle
mass loss during cancer cachexia [25,28].

The Apc”™+ mouse is genetically predisposed to develop intestinal
tumors and becomes cachectic secondary to the tumor burden [4,29].
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Our lab initially characterized cachexia in retired female Apc™™+

breeders [30]; however, the progression and etiology of cachexia in
the female Apc™™* mouse has not been described. Development of ca-
chexia in the male Apc™™* mouse has an established IL-6 dependence
[6-7,29,31-33]. Administration of an IL-6 receptor antibody to cachectic
male Apc™™* mice can attenuate further cachexia progression [5].
When IL-6 is systemically overexpressed in the male, more body weight
is lost and cachexia is more severe, indicating a causative role [6,7,25].
However, the response of female Apc™* mice to IL-6 overexpression
has not been examined. Sex differences have been noted in the inflam-
matory milieu of humans [34,35] and mice [13,36] under multiple path-
ological circumstances. Additionally, estrogen has been shown to inhibit
IL-6 transcription and signaling in several tissues [16,17,36-38], which
may also lead to sex differences in IL-6 response during cancer cachexia
progression. Therefore, the purpose of the present study was to examine
the relationship of circulating IL-6 to cancer cachexia progression in the
female Apc™+ mouse. Our hypothesis is that cachexia progression in
the female Apc”"™* mouse would not be associated with increased cir-
culating IL-6 levels as has been reported in the male. This hypothesis
was tested through three experiments. The first experiment followed
a cohort of female and male Apc™™* mice to 18 weeks of age, at
which point the association between cachexia severity and circulating
IL-6 level was determined. In the second experiment, 12-week old fe-
male Apc™™+* mice had IL-6 systemically overexpressed for two
weeks (until 14 weeks of age) to determine if supraphysiological IL-6
levels could induce cachexia as we have previously shown in the male
[7,32,39]. In the third experiment, 15-week old female Apc"™~* mice
had IL-6 systemically overexpressed for three weeks (until 18 weeks
of age) to determine if supraphysiological IL-6 levels could accelerate
cachexia progression as we have previously shown in the male [29].

2. Methods
2.1. Animals

Female Apc™™* mice (N = 32), male Apc™™* mice (N = 12), fe-
male C57BL/6 mice (N = 6), and male C57BL/6 mice (N = 6) were
bred and maintained at the University of South Carolina Animal Re-
source Facility. ApcV™* mice used were offspring from breeders origi-
nally purchased from Jackson Labs (Bar Harbor, ME, USA). Male and
female mice were taken during the three-month period from a standing
inbred Apc"™+ breeding colony. Apc”'™* mice used were on a C57BL/6
background. Mice were kept on a 12:12 h light/dark cycle beginning at
7:00 AM and were given unrestricted access to standard rodent chow
(Harlan Teklad Rodent Diet, #8604). Mice were weighed weekly.
Blood was collected by retro-orbital eye bleed at 12, 14, 16, 18, and
20 weeks for IL-6 analysis. All experiments were approved by the Uni-
versity of South Carolina's Institutional Animal Care and Use Committee.

2.2. Procedures

Three experiments were performed. Experiment 1 examined the
progression of cachexia. Female Apc™™* mice (n = 18) were sacrificed
at 18 weeks of age. Male Apc™™* mice were sacrificed at 18-20 weeks
of age. Female (n = 6) and male (n = 6) C57BL/6 (B6) were sacrificed at
18 weeks of age as non-cancer controls. Prior to sacrifice, blood was
taken for analysis of IL-6 levels. Experiment 2 examined 2 weeks of IL-
6 over-expression in 12 week-old, weight stable female Apc”'™* mice
as we have previously completed in the male [39]. Female Apc™™+
mice were electroporated with a control plasmid or with an IL-6 overex-
pression plasmid (n = 4 per group) at 12 weeks and were sacrificed at
14 weeks. Blood was taken at sacrifice (post-treatment) to determine
plasma IL-6 levels. Mice from this experiment were not used for any
other analysis. Experiment 3 examined IL-6 over-expression in 15-
week-old female Apc”™* mice corresponding with the initiation of ca-
chexia, a time course we have previously examined in the male [29]. At

15 weeks of age mice were randomly separated into IL-6 over-
expression (n = 6), control plasmid (N = 3), or non-electroporated
control (n = 3) treatment groups. All female Apc™™~ mice were
sacrificed at 18 weeks of age. Blood was taken at sacrifice (post-
treatment) for determination of plasma IL-6 levels. No differences
were found in body weight (p = 0.78) or muscle mass (p = 0.36) be-
tween control plasmid and non-electroporated mice. Therefore, the
control plasmid and non-electroporated female Apc™™* mice were
then pooled for analysis. Additionally, these 6 mice are in the cohort of
18 female Apc™™* mice related to Experiment 1. In all experiments,
blood, inguinal fat, hindlimb muscles, and spleen were removed at the
time of sacrifice. Hindlimb muscle mass measurements comprise the
sum of left soleus, plantaris, gastrocnemius, tibialis anterior, extensor
digitalis longus, and quadriceps masses.

2.3. IL-6 overexpression by electroporation

In vivo intramuscular electroporation of an IL-6 plasmid was used to
increase circulating IL-6 levels in mice as previously described [40]. The
right quadriceps muscle was used to synthesize and secrete exogenous
IL-6 into circulation from the injected expression plasmid, and was not
used for any analyses in the study. The gastrocnemius muscle used in
the study was not subjected to electroporation. Briefly, mice were
injected with 50 pg of IL-6 plasmid driven by the CMV promoter, or con-
trol plasmid (pV1]), into the right quadriceps muscle. Mice were anes-
thetized with a 2% mixture of isoflurane (IsoSol, VEDCO, St. Joseph,
MO, USA) and oxygen (1 L/min). The leg was shaved, and a small inci-
sion was made over the quadriceps muscle. Fat was dissected away
from the muscle, and the plasmid was injected in a 50 pl volume of ster-
ile phosphate-buffered saline (PBS). A series of eight 50 ms, 100 V pulses
was used to promote uptake of the plasmid into myonuclei, and the in-
cision was closed with a wound clip. In Experiment 2, electroporation
was performed at 12 weeks and mice were sacrificed at 14 weeks of
age. In Experiment 3, electroporation was performed at 15 weeks and
mice were sacrificed at 18 weeks of age.

24. RNA isolation and RT-PCR

RNA isolation, cDNA synthesis, and real-time PCR were performed as
previously described [41]. Reagents from Applied Biosystems (Foster
City, CA, USA) were used. Briefly, proximal gastrocnemius muscle was
homogenized in TRIzol (Life Technologies, Grand Island, NY, USA) and
mixed with chloroform, then centrifuged. The RNA phase was removed
and washed several times with ethanol in DEPC-treated water. cDNA
was synthesized using 1 pg of RNA. RT-PCR was performed on an Ap-
plied Biosystems 7300 thermocycler. A Tagman gene expression assay
was used to determine IL-6 mRNA expression (Life Technologies). IL-6
receptor (forward, 5'-CTGCCAGTATTCTCAGCAGCTG-3’, and reverse,
5’-CCTGTGTGGGGTTCCAGAGGAT-3’); SOCS3 (forward, 5'-TGCAGGAG
AGCTGATTCTAC-3’, and reverse, 5'-TGACGCTCAACGTGAAGAAG-3');
gp130 and GAPDH primer sequences have been published elsewhere
[42].

2.5. Western blotting

Western blots were performed as described previously [5,43]. Brief-
ly, gastrocnemius muscle samples were run on 6-8% acrylamide gels
and transferred overnight to PVDF membrane (Thermo Scientific, Wal-
tham, MA, USA). After transfer, Ponceau stains were imaged to verify
equal loading. The membrane was blocked for 1 h in 5% milk-TBS-
Tween 20, and incubated with primary antibodies at 1:2000 dilution
overnight at 4 °C. After several washes, membranes were incubated
with secondary antibodies at 1:2000 dilution for 1 h. Blots were visual-
ized with WesternBright ECL (BioExpress, Kaysville, UT, USA). SOCS3
antibody was obtained from Abcam (Cambridge, MA, USA). STAT3,
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phospho-STAT3 (Y705), anti-mouse IgG, and anti-rabbit IgG antibodies
were obtained from Cell Signaling (Danvers, MA, USA).

2.6. Grip strength measurement

Grip strength measurements were determined as previously de-
scribed [7]. Mice underwent 2 sets of 5 grip strength trials. The first
mouse was removed from its cage, held firmly by the base of the tail,
and allowed to grasp the top of the grate attached to the force gauge
(Chatillon, Largo, FL, USA) with its paws. The mouse was firmly pulled
down the grate, and grip strength was recorded in Newtons. The
mouse completed the 5 trials of the first set and was returned to its
cage. Each mouse tested went through the same procedure for its first
trial, and mice were cycled through in the same order for the second
trial.

2.7. Fasting glucose

Mice were fasted for 5 h prior to blood glucose measurements. Blood
glucose measurements were performed using a handheld glucometer
(Bayer CONTOUR®, Whippany, NJ, USA) according to the manu-
facturer's instructions.

2.8. IL-6 enzyme-linked immunosorbent assay

Plasma IL-6 concentrations were determined as previously de-
scribed [7]. A commercial IL-6 ELISA kit was obtained from Invitrogen
(Fredrick, MD, USA) and the manufacturer's protocol was followed.
Briefly, blood was centrifuged after sacrifice; plasma was removed and
stored at —80 °C until analysis. A Costar clear 96-well plate (Corning,
NY, USA) was coated with IL-6 capture antibody and allowed to incu-
bate overnight. The next morning, the plate was blocked with assay dil-
uent buffer. The plate was washed; plasma samples and IL-6 standards
were diluted with assay diluent buffer and added in duplicate to the
plate. The plate was again washed and sAV-HRP reagent was added to
wells. After several washes, TMB substrate was added to wells and
color was allowed to develop. The reaction was stopped with sulfuric
acid and absorbance was read in a BioRad iMark plate reader (Hercules,
CA, USA) at 450 nm.

2.9. IL-6R enzyme-linked immunosorbent assay

Muscle IL-6R protein levels were determined using a DuoSet ELISA
kit (R&D Systems, Minneapolis, MN, USA) as previously described
[44]. Briefly, gastrocnemius muscle tissue was homogenized in buffer
containing 50 mM HEPES, 4 mM EGTA, 10 mM EDTA, 15 mM Na4P,0,
100 mM B-glycerophosphate, 25 mM NaF, 5 mM NaVO,, 0.1% Triton-
X, and 0.1% protease inhibitor cocktail (Sigma-Aldrich, St. Louis, MO,
USA). A Costar 96-well plate (Corning) was coated with IL-6r capture
antibody and allowed to incubate overnight. The next morning, the
plate was blocked with assay diluent. After washing, IL-6r standards
and 50-500 pg protein of samples were added to wells in duplicate.
The plate was again washed and detection antibody was added. Another
wash was performed and streptavidin-HRP was added to the plate.
After a final wash, substrate solution was added to the plate and color
was allowed to develop before the addition of stop solution. Absorbance
was read at 450 and 570 nm in a BioRad iMark plate reader (BioRad).
Standard and sample concentration was determined using a third-
order polynomial curve.

2.10. Intestinal polyp quantification

Quantification of intestinal polyps was determined as previously de-
scribed [45]. Briefly, intestinal sections were fixed in formalin at time of
sacrifice. At time of analysis, sections were rinsed in deionized water
and dipped briefly in 0.1% methylene blue. Polyps from segment 4

were counted under a dissecting microscope; it has been determined
that tumor number in segment 4 is representative of total tumor num-
ber [46].

2.11. Statistical analysis

All results are reported as means 4 SEM. Differences between de-
grees of cachexia severity were analyzed by one-way ANOVA using
Tukey post hoc test where appropriate. Differences between sexes and
genotypes were determined by two-way ANOVA with Student-
Newman-Keuls post hoc test where appropriate. Correlations were de-
termined by Pearson's test for correlation. Differences between 12-
14 week and 15-18 week IL-6 treatment groups were determined by
Student's t-test. Level of significance was set at 0.05.

3. Results

3.1. Differential cachexia progression in male and female Apc™™+ mice

(Experiment 1)

Both male and female Apc™™+ mice undergo varying degrees of ca-
chexia; however, efforts to characterize progression have focused over-
whelmingly on the male. Our lab has previously described the male [5,7,
18], but limited data has been presented related to the female response
[47]. Both male (n = 12) and female (n = 18) Apc”"™~ mice lost a sig-
nificant amount of body weight from their peak weight (Fig. 1A);
however, males lost a greater percentage of body weight than females
(p < 0.0001). Apc™™+ mice generally have the greatest density of tu-
mors in segment 4 of the small intestine, and the number of tumors in
this segment correlates with total tumor number [46]. The number of
tumors in male and female Apc™™* mice, though significantly higher
than male and female B6 mice (p < 0.0001), did not differ (Fig. 1B), in-
dicating that the differences in body weight loss were not due to
tumor burden. Regardless of sex, Apc™™* mice had significantly higher
circulating IL-6 levels than B6 mice (p < 0.0001). Despite the consistency
in tumor burden, male Apc™* mice had higher circulating IL-6 levels
than females (p < 0.0001) (Fig. 1C). Both male and female ApcM™*
mice had significantly larger spleens than B6 mice of the same sex
(p < 0.0001), indicating a higher level of systemic inflammation
(Fig. 1D); however, male Apc™™* had larger spleens than females
(p = 0.03).

3.2. Progression of cachexia in female Apc™™* mice (Experiment 1)

To determine the changes seen with progression of cachexia in the
female Apc”™* mouse, a cohort of 18 week old female Apc™™* mice
(n = 18) were stratified based on body weight change from peak
(Table 1). The cohort was divided based on body weight loss; “Weight
Stable” comprises mice with less than 2% body weight loss from peak
weight (n = 6), “Initial Cachexia” comprises mice with 2-9% body
weight loss (n = 6), and “Cachexia” comprises mice with greater than
10% body weight loss (n = 6). Body weight loss ranged from 0% to
—15.8%; ~30% of the mice were classified as “cachectic,” with severe
body weight loss, fat and muscle mass loss, and decreased muscle
strength (Table 1). As expected, body weight change from peak weight
was significantly different between all groups (Table 1). Spleen weight
did not differ between weight stable and the initiation of cachexia. Ca-
chectic female Apc'™+ mice had significantly larger spleens than either
of the other groups (p = 0.01) (Table 1). Segment 4 tumor count did not
differ between weight stable and the initiation of cachexia. Cachectic
Apc™+ mice had significantly more tumors than either of the other
groups (p = 0.002) (Table 1). This indicates a relationship between
tumor burden and cachexia development in the female that has also
been reported in the male [4]. Hindlimb muscle mass and inguinal fat
mass did not differ between weight stable and initiation of cachexia. Ca-
chectic ApcM™+ females had significantly less hindlimb muscle mass
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Fig. 1. Characteristics of male and female Apc™™* mice (Experiment 1): A) Average body
weight change from peak weight in male and female Apc"™* mice (n = 12 males,n = 18
females). Male Apc™™* mice had more body weight loss than female Apc™™* mice.
B) There is no difference in the average number of tumors in segment 4 of the small intes-
tine between male and female Apc™™* mice. C) Average level of plasma IL-6 (pg/ml).
D) Average spleen weight in male and female Apc™™ * mice. Male Apc"™* mice had larg-
er spleens than female Apc™™* mice. (*) indicates significantly different from B6 mice of
the same sex (p < 0.05); (") indicates significant difference from male Apc"™* (p < 0.05).

Table 1

Characteristics of female Apc mice (Experiment 1). Weight change (%): Percent
weight change from peak body weight to weight at sacrifice [(weight at sacrifice —
peak weight) / peak weight]. Hindlimb muscle mass comprises left soleus, plantaris, gas-
trocnemius, tibialis anterior, extensor digitalis longus, and quadriceps mass. n, number.
seg 4, segment 4 of the small intestine. mg, milligrams. pg, picograms. ml, milliliters. N,
Newtons.

Min/+

Min/+

Female Apc mice
Weight stable  Initial Cachexia
cachexia

n 6 6 6
Weight change (%) —1.14+£0.5% —424+04%" —11.0+13%"
Spleen weight (mg) 250.5 4 50.2 3105+ 644 4857 + 37.7°
Tumor count (seg 4) 78 +£22 6.8 + 3.0 263 + 1.0°T
Hindlimb muscle mass (mg) 300.2 + 9.9 2097 + 189 2268 + 134"
Inguinal fat mass (mg) 224.0 + 34.7 153.8 +35.2 14.8 + 66"
Plasma IL-6 (pg/ml) 17.6 £ 6.7 344 + 189 393 £ 13.1
Grip strength (N) 19+02 1.9+ 0.1 1.6 + 0.1°
Grip strength/body 0.092 + 0.008 0.098 + 0.006 0.084 + 0.003

weight (N/g)

*Indicates significantly different from weight stable (p < 0.05).
T Indicates significantly different from initial cachexia (p < 0.05).

and inguinal fat mass than weight stable or the initial cachexia groups
(Table 1). Importantly, there were no differences in circulating IL-6
levels between any of the groups (Table 1). Cachectic Apc"™* females
had significantly lower voluntary forelimb grip strength than either of
the other groups, though this difference was eliminated when normal-
ized to body weight (Table 1).

All female Apc™™+ mice continued to gain weight until 16 weeks of
age; differences in body weight between groups are only seen after this
point (Fig. 2A; p = 0.016). Across all female Apc™™* mice, there was a
significant relationship between hindlimb muscle mass and body weight
loss (Fig. 2B; p < 0.0001, R?> = 0.64). Inguinal fat mass demonstrated a
curvilinear relationship (p = 0.0002, R? = 0.58) with body weight
loss, with fat mass having the most direct relationship with body loss
during the initiation of cachexia (Fig. 2C). Taken together, this indicates
that during the progression of cachexia in the female Apc¥™* mouse
the loss of inguinal fat mass occurs early, while muscle mass loss demon-
strates a consistent decline over time.

3.3. Muscle II-6 signaling-associated mRNA expression in male and female
ApcM™+ mice (Experiment 1)

The levels of circulating IL-6 in female Apc™™* mice were not associ-
ated with body weight loss, hindlimb muscle mass, or inguinal fat mass
(Table 2). However, muscle mRNA expression of IL-6 was significantly cor-
related with both body weight loss and hindlimb muscle mass (Table 2).
There was a main effect of cachexia independent of sex to increase muscle
IL-6 receptor mRNA expression (p = 0.043; Fig. 3A). In female Apc™™*
mice, muscle IL-6 receptor mRNA expression was significantly correlated
with muscle gp130 mRNA and SOCS3 mRNA expression (Table 2). Neither
sex nor cachexia had a significant effect on muscle gp130 mRNA expres-
sion (Fig. 3B). Although gp130 mRNA expression was not associated
with body weight loss in female Apc* mice, it was significantly associ-
ated with muscle SOCS3 mRNA expression (Table 2). Cachexia increased
muscle SOCS3 mRNA expression independent of sex (p = 0.01; Fig. 3C).
However, muscle SOCS3 mRNA expression was not correlated with body
weight loss in female Apc™™+ mice (Table 2).

3.4. Muscle IL-6 signaling-associated protein expression in male and female
ApcMi'* mice (Experiment 1)

Muscle IL-6 receptor protein expression was examined in gastrocne-
mius muscle of male and female b6 and Apc™™* mice. Interestingly,
male B6 mice have significantly higher levels of muscle IL-6r than fe-
male B6 mice (Fig. 4A; p = 0.006). In female Apc”"™* mice, muscle IL-
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Fig. 2. Cachexia progression in female Apc”™* mice (Experiment 1): A) Average body
weight from 10-18 weeks for weight stable, initial cachexia, and cachexia groups (n =
6 per group). Groups are significantly different at 18 weeks of age (p = 0.016, repeated
measures ANOVA). B) Hindlimb muscle mass has a negative correlation with body weight
loss during cachexia in the female Apc™* mouse (Pearson's correlation, p < 0.0001).
C) Inguinal fat mass has a negative correlation with body weight loss during cachexia in
the female Apc™™” mouse (Pearson's correlation, p = 0.0002). Horizontal dotted lines
in B and C show average B6 muscle and fat masses. Dotted line at —5% body weight loss
intended to show the contrast between fat and muscle loss before and after 5% body
weight loss. (*) indicates significant differences between groups (p < 0.05).

61 increases with cachexia severity (Fig. 4B; p = 0.002); however, ca-
chectic male ApcV™+ mice have significantly higher expression than ca-
chectic females (Fig. 4B; p = 0.02).

Muscle STAT3 phosphorylation was examined during the progression
of cachexia in female Apc™™* mice (Fig. 4C). Muscle STAT3 phosphoryla-
tion (Y705) was normalized to female B6 levels of phosphorylation. Total
STAT3 muscle expression did not change with the progression of cachexia
(B6: 1 & 0.05; Weight stable: 1.03 4 0.03; Cachexia: 1.02 & 0.07). Muscle
STAT3 phosphorylation was significantly different across groups (p =
0.010). Muscle STAT3 phosphorylation significantly increased in cachectic
muscle when compared to the initially cachectic female Apc”™* mice
(p = 0.049). The induction of STAT3 phosphorylation had a strong
trend towards correlation with body weight loss in female Apc™™+
mice, but there was no association with circulating IL-6 levels (Table 2).
There was no difference in muscle STAT3 phosphorylation between fe-
male and male cachectic muscle (Fig. 4C). These results demonstrate
that muscle STAT3 phosphorylation is not related to circulating IL-6
level during the progression of cachexia in female Apc™* mice.

SOCS3 protein expression was examined in muscle of male and fe-
male B6 and cachectic Apc™™* mice. As with the IL-6 receptor, male
B6 mice had significantly higher levels of SOCS3 protein than female

Table 2

Relationships between circulating IL-6 and skeletal muscle signaling during cachexia de-
velopment (Experiment 1). Correlations calculated in 18-week female Apc™™* mice of
varying degrees of cachexia (n = 18). R?, coefficient of determination; p, p-value. Correla-
tions determined by Pearson's correlation. mRNA levels are expressed as fold change from
female C57BL/6 mice.

Muscle mRNA expression correlations

Factor 1 Factor 2 R? p
Circulating plasma Body weight loss 0.004 0.802
IL-6 (pg/ml) Hindlimb muscle mass 0.070 0.289
Inguinal fat mass 0.004 0.797
IL-6 mRNA 0.041 0.436
IL-6 receptor mRNA 0.038 0.468
gp130 mRNA 0.014 0.701
SOCS3 mRNA 0.045 0.428
Muscle IL-6 mRNA Body weight loss 0.380 0.008™
expression Hindlimb muscle mass 0.315 0.019"
Inguinal fat mass 0.151 0.124
IL-6 receptor mRNA 0.183 0.112
gp130 mRNA 0.000 0.981
SOCS3 mRNA 0.224 0.075
Muscle IL-6 receptor Body weight loss 0.189 0.092
mRNA expression Hindlimb muscle mass 0.142 0.150
Inguinal fat mass 0.218 0.068
IL-6 receptor protein 0.246 0.060
gp130 mRNA 0.769 0.000"
SOCS3 mRNA 0.913 0.000"
Muscle gp130 mRNA Body weight loss 0.200 0.125
expression Hindlimb muscle mass 0.130 0.226
Inguinal fat mass 0.151 0.190
SOCS3 mRNA 0.757 0.000"
Muscle SOCS3 mRNA Body weight loss 0.212 0.110
expression Hindlimb muscle mass 0.124 0.181
Inguinal fat mass 0.045 0.428
Muscle protein expression correlations
Factor 1 Factor 2 R? p
Circulating plasma IL-6 receptor protein 0.098 0.221
IL-6 (pg/ml) STAT3 phosphorylation/STAT3 0.008 0.728
Body weight loss 0.005 0.795
Muscle IL-6 receptor Hindlimb muscle mass 0.007 0.745
protein (pg/ug) Inguinal fat mass 0.001 0913
STAT3 phosphorylation/STAT3 0.001 0912
Muscle pSTAT3/STAT3 Body weight loss 0.205 0.059
Hindlimb muscle mass 0.385 0.006"
Inguinal fat mass 0.034 0.465

* Indicates significant correlation between factors (p < 0.05).

B6 mice (Fig. 4D; p = 0.015). However, cachexia had differential effects
on SOCS3 protein expression between the sexes. SOCS3 protein expres-
sion was significantly higher in female Apc™™* mice than female B6
(Fig. 4D; p = 0.03); however, there was a strong trend towards a de-
crease in SOCS3 protein with cachexia in the male versus the B6 male
(Fig. 4D; p = 0.053).

3.5. Effect of IL-6 overexpression on cachexia initiation in Apc™™* females
(Experiment 2)

We have previously shown that IL-6 overexpression in male Apc™/*
mice is sufficient to initiate or accelerate cachexia progression [7,29]. To deter-
mine the effect of IL-6 on the initiation of cachexia in the female Apc™™+
mouse, we overexpressed IL-6 from 12-14 weeks of age, when tumor burden
is fully present but cachexia has not been initiated. Plasma IL-6 levels were
significantly higher in mice treated with the IL-6 overexpression vector
(Table 3). There were no differences in body weight between treatments
groups at the initiation of IL-6 overexpression, and IL-6 treatment did not
alter body weights after two weeks (Table 3). In spite of IL-6 overexpression,
12-14 week-old female Apc™* mice continued to grow (Table 3). Inguinal
fat mass and hindlimb muscle mass did not significantly change in response
to IL-6 overexpression (Table 3). Tumor number was quantified at the end of
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Fig. 3. Muscle IL-6 signaling-associated mRNA levels (Experiment 1): A) IL-6 receptor
mRNA expression is significantly higher in male and female Apc™™* mice than B6 mice.
B) There is no difference in gp130 mRNA expression between male or female Apc™"/+
mice or B6 mice. C) SOCS3 mRNA expression is higher in male and female Apc™* mice
than B6 mice. All differences were analyzed by two-way ANOVA. (*) indicates main effect
of ApcM* (p < 0.05).

the study. Although tumor numbers were variable, there were no significant
differences between treatment groups (not shown).

3.6. Effect of IL-6 overexpression on cachexia progression in Apc™™ * fe-
males (Experiment 3)

To determine the effect of IL-6 on cachexia progression in the female
ApcM™+ mouse, we overexpressed IL-6 between 15 and 18 weeks of
age, which generally corresponds with the development of cachexia.
Plasma IL-6 levels were significantly higher in mice overexpressing IL-
6 (p = 0.002, Fig. 5A), though it is important to note that the control
mice had significantly higher levels of IL-6 than B6 females (p = 0.01,
data not shown). IL-6 overexpression above this cancer-induced increase
did not induce an acceleration of body weight loss in female Apc"™+
mice that had initiated cachexia (Table 3, Fig. 5B). It is unlikely that tumor
counts would have been affected by IL-6 overexpression, as polyp number

stabilizes at approximately 12 weeks of age [31]. Tumor number was highly
variable, but there were no differences between treatment groups in the
number of intestine segment 4 tumors (not shown). Spleen weight was
not further increased with IL-6 overexpression (Table 3). Hindlimb muscle
mass and inguinal fat mass loss were not accelerated by IL-6 overexpression
in 18 week female Apc”™+ mice (Fig. 5B, Table 3). Importantly, muscle
STAT3 phosphorylation was not increased by systemic IL-6 overexpression
(Fig. 5D). These results are in direct contrast to previous work by our lab
with the male Apc”™+ mouse, which showed decreases in body weight
and muscle mass, and an increase in spleen weight as a result of IL-6 over-
expression in addition to the cancer-induced levels between 16 and
18 weeks [29].

4. Discussion

Circulating IL-6 has been demonstrated to be a regulator of cancer
cachexia progression in male Apc¥™* mice. Circulating IL-6 is a
known cachectic factor in human cancer populations as well [20,
48-50]. Treatments for cancer cachexia that target IL-6 signaling are
currently being examined [51,52]. However, it is known that sex differ-
ences exist in inflammatory responses [12,13,53,54], and sex differ-
ences have been reported in cancer cachexia progression in both
rodents and humans [8,9,26]. We therefore sought to determine the re-
lationship between circulating IL-6 and cachexia progression the female
ApcMi'+ mouse. We have demonstrated for the first time that circulat-
ing IL-6 level is not associated with the degree of cachexia in the female
Apc™i™'+ mouse, as IL-6 levels were similar between weight stable and
cachectic mice. We also report that, unlike the male [7,29], IL-6 overex-
pression above cancer-induced levels does not induce or accelerate ca-
chexia progression in female Apc"™* mice. Additionally, we report that
sex alters muscle IL-6 transcription during cachexia. Female muscle IL-6
mRNA expression increased with cachexia severity, which contrasts
with male cachexia progression [5,29]. We found that the female mus-
cle may become more sensitive to circulating IL-6 levels during the pro-
gression of cachexia, since muscle IL-6r protein and phosphorylated
STAT3 increased with severe cachexia. Though the female ApcMi™*
mouse loses both muscle and fat with the progression of cachexia, the
development of this loss occurs differently from that reported in the
male [5]. The male ApcV™+ mouse initiates cachexia with the rapid
loss of both muscle and fat [5]. We provide evidence that the initiation
of cachexia in the female ApcV™+ mouse involves a rapid loss of fat
mass, while the loss of muscle mass occurs later in the development
of cachexia. These data clearly show that sex influences the regulation
of cachexia progression in the Apc”™* mouse.

As therapies targeting IL-6 for the treatment of cancer cachexia are
gaining traction [51,52], it is of utmost importance that basic research
support this modality. The majority of investigations into human cancer
cachexia do not separately analyze men and women [48-50,55], which
does not allow for the determination of sex differences in IL-6 levels. Re-
cent investigation into single nucleotide polymorphisms (SNPs) in the
IL-6 and IL-6 receptor promoter sequences has shown that certain
SNPs affect levels of circulating IL-6 and soluble IL-6r; however, there
are no differences between the sexes in allele frequency, indicating
that sex differences do not likely occur at the transcriptional level [56].
While we have consistently found that cachexia development in the
male Apc™+ mouse is directly related to tumor burden and the level
of circulating IL-6 [6,7,18,29,32,39,57], this relationship has not been
firmly established in the female. Though we found that male and female
ApcM™+ mice had similar tumor burdens, females had significantly
lower levels of circulating IL-6 than males, even when weight loss was
comparable. However, the female also appears to have a differential ca-
chectic response to IL-6 that is independent of circulating level. Specifi-
cally, plasma IL-6 did not increase as cachexia progressed, while muscle
IL-6 mRNA expression and STAT3 phosphorylation were increased. Ad-
ditionally, systemic overexpression of circulating IL-6 did not accelerate
the progression of cachexia, indicating that higher circulating IL-6 levels
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are not sufficient to induce cachexia in the female Apc™™* mouse. We
also found that circulating IL-6 levels were not correlated with increased
muscle IL-6r mRNA expression. Though the C26 and Apc™™* models of
cancer cachexia are IL-6 dependent in the male [25,28,57], sex
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Table 3

Characteristics of 14-week and 18-week female Apc™™* mice with IL-6 overexpression
(Experiments 2 and 3). Female Apc™+ mice had the right quadriceps muscle
electroporated with control plasmid or IL-6 overexpression plasmid. g, grams; mg, milli-
grams; dl, deciliter; pg, picograms; ml, milliliters; seg 4, segment 4 of the small intestine;
N, Newtons.

Female Apc™™* mice

IL-6 overexpression - +

12-14 week treatment p-Value
n 4 4

12-week body weight (g) 20.0 + 0.7 19.0 £ 0.7 0.38
14-week body weight (g) 203 +£ 06 195+ 0.7 0.49
Spleen weight (mg) 3123 £ 35.0 336.5 £ 223 0.59
Fasting glucose (mg/dl) 140.7 + 1.3 171.0 + 28.0 0.34
Plasma IL-6 (pg/ml) 15+ 15 65.0 + 18.1% 0.02
Grip strength (N) 21+01 2.0+ 0.1 0.67
15-18 week treatment

n 6 6

Peak body weight (g) 204 +03 194 + 0.6 0.21
15-week body weight (g) 19.6 + 0.3 18.8 +£ 0.7 0.41
18-week body weight (g) 193+ 03 179 + 0.6 0.06
Inguinal fat mass (mg) 130.3 4+ 39.9 65.5 + 36.3 0.27
Spleen weight (mg) 3187+ 776 367.3 + 75.7 0.68
Fasting glucose (mg/dl) 1193 + 6.8 1113 + 4.7 0.37
Grip strength (N) 1.9+ 0.1 1.9+ 0.1 0.89

* Denotes significant difference from control group (p < 0.05).

differences have been found in the C26 model of cachexia, providing ev-
idence that this is not a singular phenomenon related to the ApcM™+
mouse [8]. Importantly, estrogen inhibits IL-6 transcription and signal-
ing in many tissues [16,17,36-38]; however, IL-6 is a known mediator
of diseases in females including polycystic ovarian syndrome, ovarian
cancer, and osteoporosis [37,58,59], indicating that females are suscep-
tible to the pathophysiological effects of IL-6 under multiple circum-
stances regardless of estrogen status. The overall inflammatory
environment related to the underlying disease may also alter IL-6 ac-
tion. The circulating levels of IL-10, IL-4, and interferon-a (IFNa) have
been shown to influence IL-6 action [50,60]. Interestingly, sex differ-
ences in inflammation have been reported in IL-10 knockout mice
[11]. Further investigation is required to determine if the systemic in-
flammatory environment, particularly the presence of estrogen, is dif-
ferentially regulating IL-6 function in female Apc“™+ mice.

A key factor that determines tissue response to the inflammatory
environment is receptor expression. IL-6 initiates intracellular signaling
through binding with mliL-6r, which interacts with the signal-

Fig. 4. Muscle IL-6 signaling-associated protein levels (Experiment 1): A) Muscle IL-6 re-
ceptor levels (pg/ug total protein) are significantly higher in male B6 than in female B6
mice (0.28 4 0.04 vs 0.07 4 0.04, p = 0.01, Student's t-test). B) Muscle IL-6 receptor levels
(pg/ug total protein) increase with cachexia severity in female Apc™™* mice (one-way
ANOVA, p < 0.0001). Cachectic levels were different from all other groups (p < 0.05,
Tukey post hoc). IL-6 receptor levels are significantly higher in male cachexia than female
cachexia (0.78 4 0.11 vs. 0.42 4 0.09, p = 0.02, Student's t-test). C) Upper: Representative
blots shown. All samples per group were run on a gel with all weight stable samples, and
then normalized during analysis. Lower: Quantification of pSTAT3/STAT3 blots. The ratio
of phosphorylated STAT3 (Y705)/STAT3 increases with cachexia severity in the female
ApcM™+ mouse (one-way ANOVA, p = 0.01). There is no difference in phosphorylation
of STAT3 (Y705) between cachectic females and cachectic males (p = 0.154, Student's t-
test). No differences were seen between groups in total STAT3. D) Upper: Representative
blots shown. All Apc”™+ samples were run on a gel with male B6 samples for normaliza-
tion. Lower: Quantification of SOCS3 blots. There is a significant interaction of sex by geno-
type in muscle SOCS3 protein expression (p = 0.006, two-way ANOVA). Female B6 mice
had significantly lower SOCS3 expression than male B6 mice (p = 0.015, Student-New-
man-Keuls post hoc). Female Apc™™* mice had significantly higher SOCS3 expression
than female B6 (p = 0.029, Student-Newman-Keuls post hoc), while male Apc™™*
mice showed a strong trend towards lower SOCS3 expression than male B6 (p = 0.053,
Student-Newman-Keuls post hoc). § indicates significant difference from initial cachexia
(p = 0.005, Tukey post hoc); (*) indicates significantly different from same-sex B6; (¥) in-
dicates significant difference from male B6; () indicates significantly different from fe-
male. Dotted lines on graphs indicate B6 levels.
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transducing gp130 [61]. The importance of muscle IL-6 signaling
through mIL-6r and gp130 in the development of cachexia has been
clearly demonstrated in many tumor models [26,32,59,62]. Signaling
through gp130 activates many signaling pathways, including JAK/
STAT, p38, and ERK [22,25-27]. We have previously demonstrated
that LLC-induced cachexia in males suppresses muscle gp130 expres-
sion [10]. However, alterations in the expression level of gp130 or IL-
6r during cachexia progression in Apc”™~* mice have not been previ-
ously reported. Interestingly, cachectic muscle from both male and fe-
male Apc”™+* mice demonstrated an induction of muscle IL-6r mRNA
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expression and protein expression, without a significant change in mus-
cle gp130 mRNA expression. The novel observation that male C57BL/6
mice have significantly higher muscle IL-6r protein level than females
may explain why males have a more robust response to IL-6 than fe-
males. As IL-6 signaling has been linked to the induction of muscle pro-
tein degradation [5,25], it remains to be determined why this signal is
being amplified in cachectic muscle of both sexes at both the mRNA
and protein levels. It also appears unlikely that differential muscle
gp130 and IL-6r expression can account for differential sex responses
to circulating IL-6 in Apc™™* mice.

In addition to IL-6 interaction with its receptor complex, down-
stream regulators have the potential to alter IL-6 signaling in muscle
[63-65]. STAT3 is activated by phosphorylation at Y705 by Janus kinases
downstream of the IL-6r/gp130 complex [25]. Activation of JAK/STAT
signaling in cachectic muscle is associated with ubiquitin/proteasome
and autophagy-mediated protein degradation [5,25]. SOCS3 has the ca-
pacity to directly bind to gp130, inhibiting IL-6 signaling [65]. Cachexia
increased muscle SOCS3 mRNA expression in Apc™™* mice of both
sexes. However, the observation that SOCS3 protein has a differential
sex response both in B6 and cachectic ApcV™* mice may have implica-
tions for differential control of STAT3 expression and downstream sig-
naling between the sexes. The pattern of increased SOCS mRNA and
decreased SOCS3 protein that we report in the male Apc”™* has been
previously noted with cachexia in the C26 tumor-bearing model; it
has been shown that phosphorylation of SOCS3 by Jak can destabilize
SOCS3 and lead to its proteasome-mediated degradation [28]. Further,
there is evidence that a second chronological activation of STAT3 signal-
ing may occur even in the presence of SOCS3 binding; this activation is
induced by binding of the epidermal growth factor receptor (EGFR) to
IL-6r in the continued presence of IL-6, though it is unknown if sex dif-
ferences exist [66]. We demonstrate a strong trend towards increased
STAT3 phosphorylation during cachexia progression in female Apc"i/*
mice, as previously seen in the male [5]. This also corresponds with female
muscle becoming more sensitive to inflammatory signaling with the pro-
gression of cachexia, and may represent the loss of a protective mechanism
present in female muscle that suppresses inflammatory signaling. However,
IL-6 signaling is only one of many inflammatory pathways involved in the
progression of cachexia, and other inflammatory factors may regulate
cachexia development in the female Apc™™+ mouse. Further work is need-
ed to determine the regulation of JAK/STAT signaling during the progression
of cachexia in female muscle and its relationship to wasting.

We have shown that female Apc”™ * mice undergo cachexia that is,
at least initially, independent of IL-6 regulation. This finding has impor-
tant ramifications, particularly as IL-6 has garnered interest as a poten-
tial therapeutic target for cancer cachexia. We report for the first time
levels of IL-6r, gp130, and SOCS3 mRNA and protein expression in the
muscle of male and female Apc™* mice. We also report the novel find-
ing that there is differential expression of muscle IL-6r protein in male
and female mice. Further, we have reported a difference in the timing
of muscle and fat loss between the sexes that may have important ram-
ifications for metabolism and cytokine signaling during the progression

Fig. 5. Effect of IL-6 overexpression in 18 week-old female Apc™™* mice (Experiment 3):
A) Female Apc™™+ mice that had IL-6 systemically overexpressed from 15-18 weeks of
age had higher circulating plasma IL-6 than control mice (p = 0.002). B) There is no dif-
ference in body weight change from peak body weight (%) between female Apc™+
mice that have had IL-6 systemically overexpressed from 15-18 weeks of age and control
female Apc™™* mice at 18 weeks of age. C) There is no difference in hindlimb muscle mass
between female Apc"™* mice that have had IL-6 systemically overexpressed from 15—
18 weeks of age and control female Apc™™* mice at 18 weeks of age. D) There is no dif-
ference in the ratio of phosphorylation of STAT3/STAT3 between female Apc™™* mice
that have had IL-6 systemically overexpressed from 15-18 weeks of age and control fe-
male Apc™* mice at 18 weeks of age (p = 0.662, Student's t-test). Upper: Representative
blots showing pSTAT3 and STAT3 expression. Dashed line indicates that samples were run
on same gel, but separated by other samples. Lower: Quantification of pSTAT3/STAT3 ex-
pression. Dotted line on graph indicates female B6 level of phosphorylation/total STAT3.
(*) indicates pSTAT3/STAT3 levels were significantly higher than B6 (p = 0.008).
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of cachexia. It appears that factors involved in the regulation of cancer
cachexia progression are subject to differential sex regulation, and
more work is needed to mechanistically understand these differences.
In addition, future work will need to determine the mechanisms in skel-
etal muscle during the progression of cachexia related to protein turn-
over, oxidative metabolism, and apoptosis that undergo differential
regulation in the female.

Acknowledgments

This work was supported by National Institutes of Health grant #
NCI-RO1CA121249A501 (JAC), National Institutes of Health Grant P20
RR-017698 from the National Center for Research, and by the USC
Behavioral-Biomedical Interface Program, which is a NIGMS/NIH-T32
supported program. Contents of this publication are solely the responsi-
bility of the authors and do not necessarily represent the official views
of the NIGMS or NIH. The authors would like to acknowledge Tia Davis
and Dr. M. Marjorie Pefia for assistance with mouse breeding and IL-6
overexpression experiments. The authors declare no competing
interests.

References

[1] J.Farkas, S. von Haehling, K. Kalantar-Zadeh, ].E. Morley, S.D. Anker, M. Lainscak, Ca-
chexia as a major public health problem: frequent, costly, and deadly, ]. Cachex.
Sarcopenia Muscle 4 (2013) 173-178.

B. Pajak, S. Orzechowska, B. Pijet, M. Pijet, A. Pogorzelska, B. Gajkowska, A.

Orzechowski, Crossroads of cytokine signaling — the chase to stop muscle cachexia,

J. Physiol. Pharmacol. 59 (2008) 251-264.

H. Suzuki, A. Asakawa, H. Amitani, N. Nakamura, A. Inui, Cancer cachexia—pathophysiology

and management, . Gastroenterol. 48 (2013) 574-594.

K.A. Baltgalvis, F.G. Berger, M.M. Pena, .M. Davis, ].P. White, J.A. Carson, Activity

level, apoptosis, and development of cachexia in Apc min/+ mice, . Appl. Physiol.

109 (2010) 1155-1161.

[5] J.P. White, ].W. Baynes, S.L. Welle, M.C. Kostek, LEE. Matesic, S. Sato, ].A. Carson, The

regulation of skeletal muscle protein turnover during the progression of cancer

cachexia in the Apc(Min/+) mouse, PLoS One 6 (2011) e24650.

J.P. White, K.A. Baltgalvis, M.J. Puppa, S. Sato, ].W. Baynes, J.A. Carson, Muscle oxida-

tive capacity during IL-6 dependent cancer cachexia, Am. ]. Physiol. Regul. Integr.

Comp. Physiol. 300 (2011) R201-R211.

M. Puppa, ].P. White, K.T. Velazquez, K.A. Baltgalvis, S. Sato, ].W. Baynes, J.A. Carson,

The effect of exercise on IL-6 induced cachexia in the Apc min/+ mouse, J. Cachex.

Sarcopenia Muscle 3 (2012) 117-137.

P.F. Cosper, L.A. Leinwand, Cancer causes cardiac atrophy and autophagy in a sexu-

ally dimorphic manner, Cancer Res. 71 (2011) 1710-1720.

[9] K.Norman, N. Stobaus, J. Reiss, ]. Schulzke, L. Valentini, M. Pirlich, Effect of sexual di-
morphism on muscle strength in cachexia, ]. Cachex. Sarcopenia Muscle 3 (2012)
111-116.

[10] R. Somasundaram, D. Herlyn, Chemokines and the microenvironment in
neuroectodermal tumor-host interaction, Semin. Cancer Biol. 19 (2009) 92-96.

[11] V.K.Tso, B.C. Sydora, R.R. Foshaug, T.A. Churchill, ]. Doyle, C.M. Slupsky, R.N. Fedorak,
Metabolomic profiles are gender, disease, and time specific in the interleukin-10
gene-deficient mouse model of inflammatory bowel disease, PLoS One 8 (2013)
e67654.

[12] D.Xing, S. Nozell, Y.-F. Chen, F. Hage, S. Oparil, Estrogen and mechanisms of vascular
protection, Arterioscler. Thromb. Vasc. Biol. 29 (2009) 289-295.

[13] M. Wang, B.M. Tsai, K.M. Reiger, ].W. Brown, D.R. Meldrum, 17-beta-estradiol de-
creases p38 MAPK-mediated myocardial inflammation and dysfunction following
acute ischemia, J. Mol. Cell. Cardiol. 40 (2006) 205-212.

[14] E. Xiao, L. Xia-Zheng, M. Ferin, S.L. Wardlaw, Differential effects of estradiol on the
adrenocorticotropin responses to interleukin-6 and interleukin-1 in the monkey,
Endocrinology 142 (2001) 2736-2741.

[15] CJ.Liu,J.F. Lo, CH. Kuo, C.H. Chu, LM. Chen, FJ. Tsai, CH. Tsai, B.S. Tzang, W.W. Kuo,
C.Y. Huang, Akt mediates 17beta-estradiol and/or estrogen receptor-alpha inhibi-
tion of LPS-induced tumor necrosis factor-alpha expression and myocardial cell ap-
optosis by suppressing the JNK1/2-NFkB pathway, ]. Cell. Mol. Med. 13 (2009)
3655-3667.

[16] E. Cossette, I. Cloutier, K. Tardif, G. DonPierre, ].-F. Tanguay, Estradiol inhibits vascu-
lar endothelial cells pro-inflammatory activation induced by C-reactive protein, Mol.
Cell. Biochem. 373 (2013) 137-147.

[17] LH.Wang, X.Y. Yang, K. Mihalic, W. Xiao, D. Li, W.L. Farrar, Activation of estrogen re-
ceptor blocks interleukin-6-inducible cell growth of human multiple myeloma in-
volving molecular cross-talk between estrogen receptor and STAT3 mediated by
co-regulator PIAS3, J. Biol. Chem. 276 (2001) 31839-31844.

[18] K.A.Baltgalvis, F.G. Berger, M.M. Pena, ].M. Davis, S.J. Muga, J.A. Carson, Interleukin-6
and cachexia in Apc min/+ mice, Am. J. Physiol. Regul. Integr. Comp. Physiol. 294
(2008) R393-R401.

2

3

[4

[6

[7

[8

[19] C.Scheede-Bergdahl, H.L. Watt, B. Trutschnigg, R.D. Kilgour, A. Haggarty, E. Lucar, A.
Vigano, Is IL-6 the best pro-inflammatory biomarker of clinical outcomes of cancer
cachexia? Clin. Nutr. 31 (2012) 85-88.

[20] H.J. Kim, H.J. Kim, ]. Yun, K.H. Kim, S.H. Kim, S.-C. Lee, S.B. Bae, C.-K. Kim, N.S.
Lee, K.T. Lee, S.K. Park, ].H. Won, H.S. Park, D.S. Hong, Pathophysiological role
of hormones and cytokines in cancer cachexia, ]. Korean Med. Sci. 27 (2012)
128-134.

[21] A. Nikolajuk, I. Kowlska, M. Karczewska-Kupczewska, A. Adamska, E. Otziomek, S.
Wolczynski, 1. Kinalska, M. Gorska, M. Straczkowski, Serum soluble glycoprotein
130 concentration is inversely related to insulin sensitivity in women with polycys-
tic ovary syndrome, Diabetes 59 (2010) 1026-1029.

[22] S.Y.Lee, LA. Buhimschi, AT. Dulay, U.A. Ali, G. Zhao, S.S. Abdel-Razeq, M.O. Bahtiyar,
S.F. Thung, E.F. Funai, C.S. Buhimschi, IL-6 trans-signaling system in intra-amniotic
inflammation, preterm birth, and preterm premature rupture of the membranes, J.
Immunol. 186 (2011) 3226-3236.

[23] J.K. Onesti, D.C. Guttridge, Inflammation based regulation of cancer cachexia,
BioMed Res. Int. 2014 (2014) 7.

[24] R. Shao, M. Nutu, L. Karlsson-Lindahl, A. Benrick, B. Weijdegard, S. Lager, E.
Egeciogluy, J. Fernandez-Rodriguez, K. Gemzell-Danielsson, C. Ohlsson, J.-O. Jansson,
H. Billig, Downregulation of cilia-localized IL-6R alpha by 17beta-estradiol in
mouse and human fallopian tubes, Am. J. Physiol. Cell Physiol. 297 (2009)
C140-C151.

[25] A. Bonetto, T. Aydogdu, X. Jin, Z. Zhang, R. Zhan, L. Puzis, LG. Koniaris, TA. Zimmers, JAK/STAT3
pathway inhibition blocks skeletal muscle wasting downstream of IL-6 and in experimental
cancer cachexia, Am. J. Physiol. Endocrinol. Metab. 303 (2012) E410-E421.

[26] M. Mihara, M. Hashizume, H. Yoshida, M. Suzuki, M. Shiina, IL-6/IL-6 receptor sys-
tem and its role in physiological and pathological conditions, Clin. Sci. 122 (2012)
143-159.

[27] H.E. Tzeng, C.H. Tsai, Z.L. Chang, C.M. Su, SW. Wang, W.L. Hwang, C.H. Tang,
Interleukin-6 induces vascular endothelial growth factor expression and promotes
angiogenesis through apoptosis signal-regulating kinase 1 in human osteosarcoma,
Biochem. Pharmacol. 85 (2013) 531-540.

[28] A. Bonetto, T. Aydogdu, N. Kunzevitzky, D.C. Guttridge, S. Khuri, L.G. Koniaris, T.A.
Zimmers, STAT3 activation in skeletal muscle links muscle wasting and the acute
phase response in cancer cachexia, PLoS One 6 (2011).

[29] K.A. Baltgalvis, F.G. Berger, M.M.O. Pena, ].M. Davis, J.P. White, ].A. Carson, Muscle
wasting and interleukin-6-induced atrogin1 expression in the cachectic Apc min/
+ mouse, Pfliigers Arch. 457 (2009) 989-1001.

[30] K.A. Mehl, J.M. Davis, F.G. Berger, J.A. Carson, Myofiber degeneration/
regeneration is induced in the cachectic Apc min/+ mouse, J. Appl. Physiol.
99 (2005) 2379-2387.

[31] MJ. Puppa, J.P. White, S. Sato, M. Cairns, ].W. Baynes, J.A. Carson, Gut barrier dys-
function in the Apc min/+ mouse model of colon cancer cachexia, Biochim. Biophys.
Acta 1812 (2012) 1601-1606.

[32] J.P. White, MJ. Puppa, S. Sato, S. Gao, R.L. Price, ].W. Baynes, M.C. Kostek, L.E. Matesic,
J.A. Carson, IL-6 regulation on skeletal muscle mitochondrial remodeling during can-
cer cachexia in the Apc min/+ mouse, Skelet. Muscle 2 (2012).

[33] J.P. White, MJ. Puppa, A. Narsale, J.A. Carson, Characterization of the male Apc min/+
mouse as a hypogonadism model related to cancer cachexia, Biol. Open. 2 (12) (2013)
1346-1353.

[34] S.M. Abdullah, A. Khera, D. Leonard, S.R. Das, RM. Canham, S.A. Kamath, G.L. Vega, S.M.
Grundy, D.K. McGuire, ].A. de Lemos, Sex differences in the association between leptin
and CRP: results from the Dallas Heart Study, Atherosclerosis 195 (2006) 404-410.

[35] G. Ghazeeri, L. Abdullah, O. Abbas, Immunological differences in women compared with
men: overview and contributing factors, Am. J. Reprod. Immunol. 66 (2011) 163-169.

[36] W.E. Naugler, T. Sakurai, S. Kim, S. Maeda, K.H. Kim, A.M. Elsharkawy, M. Karin, Gen-
der disparity in liver cancer due to sex differences in MYD88-dependent IL-6 pro-
duction, Science 317 (2007) 121-124.

[37] ST. Pottratz, T. Bellido, H. Mocharia, D. Crabb, S.C. Manolagas, 17 beta estradiol in-
hibits expression of human interleukin 6 promoter reporter constructs by a
receptor-dependent mechanism, J. Clin. Investig. 93 (1994) 944-950.

[38] K.M. Edwards, P.J. Mills, Effects of estrogen versus estrogen and progesterone on
cortisol and interleukin-6, Maturitas 61 (2008) 330-333.

[39] J.P. White, M. Puppa, S. Gao, S. Sato, S.L. Welle, J.A. Carson, Muscle mTORC1 sup-
pression by IL-6 during cancer cachexia: a role for AMPK, Am. J. Physiol. Endocrinol.
Metab. 304 (2012) E1042-E1052.

[40] M.J. Puppa, J.P. White, K.T. Velazquez, K.A. Baltgalvis, S. Sato, J.W. Baynes, J.A. Carson,
The effect of exercise on IL-6-induced cachexia in the Apc (Min/+ ) mouse, J. Cachex.
Sarcopenia Muscle 3 (2) (2012) 117-137.

[41] K.L. Hetzler, B.C. Collins, R.A. Shanely, H. Sue, M.C. Kostek, The homeobox gene Six1
alters myosin heavy chain isoform expression in mouse skeletal muscle, Acta Phys-
iol. 210 (2) (2013) 415-428.

[42] M. Puppa, S. Gao, A.A. Narsale, J.A. Carson, Skeletal muscle glycoprotein 130's role
in Lewis lung carcinoma-induced cachexia, FASEB J. 28 (2014) 998-1009.

[43] J.P.Hardee, M.J. Puppa, D.K. Fix, S. Gao, K.L. Hetzler, T.A. Bateman, ].A. Carson, The ef-

fect of radiation dose on mouse skeletal muscle remodeling, Radiol. Oncol. 48

(2014) 247-256.

JLL. Steiner, JM. Davis, J.. McClellan, A. Guglielmotti, EA. Murphy, Effects of the MCP-1 syn-

thesis inhibitor bindarit on tumorigenesis and inflammatory markers in the C3(1)/SV40Tag

mouse model of breast cancer, Cytokine 66 (2014) 60-68.

[45] K.A. Mehl, ].M. Davis, ].M. Clements, F.G. Berger, M.M. Pena, J.A. Carson, Decreased
intestinal polyp multiplicity is related to exercise mode and gender in Apc min/+
mice, ]. Appl. Physiol. 98 (2005) 2219-2225.

[46] E.A. Murphy, ].M. Davis, ].L. McClellan, M.D. Carmichael, Quercetin's effects on intes-
tinal polyp multiplicity and macrophage number in the Apc min/+ mouse, Nutr.
Cancer 63 (2011) 421-426.

[44


http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0005
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0005
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0005
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0010
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0010
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0010
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0015
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0015
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0020
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0020
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0020
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0025
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0025
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0025
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0030
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0030
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0030
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0040
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0040
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0040
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0045
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0045
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0050
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0050
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0050
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0055
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0055
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0060
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0060
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0060
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0060
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0065
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0065
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0070
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0070
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0070
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0075
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0075
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0075
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0080
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0080
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0080
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0080
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0080
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0085
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0085
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0085
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0090
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0090
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0090
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0090
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0095
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0095
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0095
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0100
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0100
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0100
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0105
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0105
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0105
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0105
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0110
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0110
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0110
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0110
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0115
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0115
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0115
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0115
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0335
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0335
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0125
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0125
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0125
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0125
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0125
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0130
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0130
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0130
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0135
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0135
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0135
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0140
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0140
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0140
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0140
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0145
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0145
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0145
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0150
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0150
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0150
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0155
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0155
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0155
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0160
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0160
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0160
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0165
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0165
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0165
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0340
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0340
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0340
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0175
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0175
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0175
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0180
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0180
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0185
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0185
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0185
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0190
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0190
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0190
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0195
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0195
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0200
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0200
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0200
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0345
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0345
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0345
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0350
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0350
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0350
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0210
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0210
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0215
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0215
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0215
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0220
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0220
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0220
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0225
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0225
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0225
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0230
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0230
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0230

[47]

[48]

K.L. Hetzler et al. / Biochimica et Biophysica Acta 1852 (2015) 816-825

S. You, M. Ohmori, M.M.O. Pena, B. Nassri, J. Quiton, Z.A. Al-Assad, L. Liu, P.A. Wood,
S.H. Berger, Z]. Liu, M.D. Wyatt, R.L. Price, F.G. Berger, W.J.M. Hrushesky, Develop-
mental abnormalities in multiple proliferative tissues of Apc min/+ mice, Int. J.
Exp. Pathol. 87 (2006) 227-236.

S. Iwase, T. Murakami, Y. Saito, K. Nakagawa, Steep elevation of blood interleukin-6
(IL-6) associated only with late stage of cachexia in cancer patients, Eur. Cytokine
Netw. 15 (2004) 312-316.

[49] ].M. Argiles, F.J. Lopez-Soriano, The role of cytokines in cancer cachexia, Med. Res.

[50]

[51]

[52]

[53]

[54]

[55]

[56]

Rev. 19 (1999) 223-248.

S.-Y. Suh, Y.S. Choi, CH. Yeom, S.M. Kwak, H.M. Yoon, D.G. Kim, S.-J. Koh, ]. Park, M.A.
Lee, Y.J. Lee, A-R. Seo, H.-Y. Ahn, E. Yim, Interleukin-6 but not tumor necrosis factor-
alpha predicts survival in patients with advanced cancer, Support Care Cancer 21
(2013) 3071-3077.

S. Gandolfi, B. Granelli, D. Terzoni, G. Civardi, L. Cavanna, Favorable responses to
Tocilizumab in two patients with cancer-related cachexia, J. Pain Symptom
Manag. 46 (2013) E9-E13.

K. Ando, F. Takahashi, S. Motojima, K. Nakashima, N. Kaneko, K. Hoshi, K. Takahashi,
Possible role for Tocilizumab, and anti-interleukin-6 receptor antibody, in treating
cancer cachexia, J. Clin. Oncol. 31 (2013) e69-e72.

S.P.D. Senthil Kumar, M. Shen, E.G. Spicer, A.J. Goudjo-Ako, ].D. Stumph, J. Zhang, H.
Shi, Distinct metabolic effects following short-term exposure of different high-fat
diets in male and female mice, Endocr. J. 61 (5) (2014) 457-470.

1.D. Bloor, M.E. Symonds, Sexual dimorphism in white and brown adipose tissue
with obesity and inflammation, Horm. Behav. 66 (1) (2014) 95-103.

G. Mantovani, A. Maccio, C. Madeddu, R. Serpe, E. Massa, M. Dessi, F. Panzone, P.
Contu, Randomized phase III clinical trial of five different arms of treatment in
332 patients with cancer cachexia, Oncologist 15 (2010) 200-211.

A. Ruzzo, V. Catalano, E. Canestrari, E. Giacomini, D. Santini, G. Tonini, B. Vincenzi, G.
Fiorentini, M. Magnani, F. Graziano, Genetic modulation of the interleukin 6 (IL-6)
system in patients with advanced gastric cancer: a background for an alternative
target therapy, BMC Cancer 14 (2014).

[57]

[58]

[59]

[60]

[61]

[62]

[63]

[64

[65]

[66]

825

J.A. Carson, K.A. Baltgalvis, Interleukin-6 as a key regulator of muscle mass during
cachexia, Exerc. Sport Sci. Rev. 38 (2010) 168-176.

V. Syed, G. Ulinski, S.C. Mok, S.-M. Ho, Reproductive hormone-induced STAT3-
mediated interleukin-6 action in normal and malignant human ovarian surface ep-
ithelial cells, J. Natl. Cancer Inst. 94 (2002) 617-629.

C.-W. Lo, M.-W. Chen, M. Hsiao, S. Wang, C.-A. Chen, S.-M. Hsiao, ].-S. Chang, T.-C.
Lai, S. Rose-John, M.-L. Kuo, L.-H. Wei, IL-6 trans-signaling in formation and progres-
sion of malignant ascites in ovarian cancer, Cancer Res. 71 (2011) 424-434,

M.L. Batista Jr., M. Olivan, P.S.M. Alcantara, R. Sandoval, S.B. Peres, R.X. Neves, R.
Silverio, L.F. Maximiano, J.P. Otoch, M. Seelaender, Adipose tissue-derived factors
as potential biomarkers in cachectic cancer patients, Cytokine 61 (2013) 532-539.
C.Klein, T. Wusefeld, U. Assmus, T. Roskams, S. Rose-John, M. Muller, M.P. Manns, M.
Ernst, C. Trautwein, The IL-6-gp130-STAT3 pathway in hepatocytes triggers liver
protection in T cell-mediated liver injury, J. Clin. Investig. 115 (2005) 860-869.
U.H. Weidle, S. Klostermann, D. Eggle, A. Kruger, Interleukin 6/Interleukin 6 receptor
interaction and its role as a therapeutic target for treatment of cachexia and cancer,
Cancer Genomics Proteomics 7 (2010) 287-302.

Y. Li, M.-F. Han, W.-N. Li, A.-C. Shi, Y.-Y. Zhang, H.-Y. Wang, F.-X. Wang, L. Li, T. Wu, L.
Ding, T. Chen, W.-M. Yan, X.-P. Luo, Q. Ning, SOCS3 expression correlates with sever-
ity of inflammation in mouse hepatitis virus strain 3-induced acute liver failure and
HBV-ACLF, J. Huazhong Univ. Sci. Technol. 34 (2014) 348-353.

X. Liu, B.A. Croker, LK. Campbell, SJ. Gauci, W.S. Alexander, B.A. Tonkin, N.C. Walsh,
E.M. Linossi, S.E. Nicholson, K.E. Lawlor, .P. Wicks, Suppressor of cytokine signaling-
3 regulates gp130 cytokine-induced signaling to limit chondrocyte responses during
inflammatory arthritis, Arthritis Rheum. 66 (9) (2014) 2391-2402.

G.E. White, A. Cotterill, M.R. Addley, EJ. Soilleux, D.R. Greaves, Suppressor of cyto-
kine signaling protein SOCS3 expression is increased at sites of acute and chronic in-
flammation, J. Mol. Histol. 42 (2011) 137-151.

Y. Wang, A.H. van Boxel-Dezaire, HJ. Cheon, ]. Yang, G.R. Stark, STAT3 activation in
response to IL-6 is prolonged by the binding of the IL-6 receptor to EGF receptor,
Proc. Natl. Acad. Sci. 110 (2013) 16975-16980.


http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0235
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0235
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0235
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0235
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0240
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0240
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0240
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0245
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0245
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0250
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0250
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0250
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0250
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0255
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0255
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0255
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0260
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0260
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0260
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0355
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0355
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0355
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0360
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0360
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0275
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0275
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0275
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0280
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0280
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0280
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0280
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0285
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0285
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0290
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0290
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0290
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0295
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0295
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0295
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0300
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0300
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0300
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0305
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0305
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0305
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0310
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0310
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0310
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0315
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0315
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0315
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0315
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0365
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0365
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0365
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0365
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0325
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0325
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0325
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0330
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0330
http://refhub.elsevier.com/S0925-4439(14)00409-8/rf0330

	Sex differences in the relationship of IL-�6 signaling to cancer cachexia progression
	1. Introduction
	2. Methods
	2.1. Animals
	2.2. Procedures
	2.3. IL-6 overexpression by electroporation
	2.4. RNA isolation and RT-PCR
	2.5. Western blotting
	2.6. Grip strength measurement
	2.7. Fasting glucose
	2.8. IL-6 enzyme-linked immunosorbent assay
	2.9. IL-6R enzyme-linked immunosorbent assay
	2.10. Intestinal polyp quantification
	2.11. Statistical analysis

	3. Results
	3.1. Differential cachexia progression in male and female ApcMin/+ mice (Experiment 1)
	3.2. Progression of cachexia in female ApcMin/+ mice (Experiment 1)
	3.3. Muscle Il-6 signaling-associated mRNA expression in male and female ApcMin/+ mice (Experiment 1)
	3.4. Muscle IL-6 signaling-associated protein expression in male and female ApcMin/+ mice (Experiment 1)
	3.5. Effect of IL-6 overexpression on cachexia initiation in ApcMin/+ females (Experiment 2)
	3.6. Effect of IL-6 overexpression on cachexia progression in ApcMin/+ females (Experiment 3)

	4. Discussion
	Acknowledgments
	References


