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Abstract

The National Institute on Aging (NIA)-sponsored Interventions Testing Program (ITP) has identified a number of dietary drug interventions 
that significantly extend life span, including rapamycin, acarbose, and 17-α estradiol. However, these drugs have diverse downstream targets, 
and their effects on age-associated organ-specific changes are unclear (Nadon NL, Strong R, Miller RA, Harrison DE. NIA Interventions 
Testing Program: investigating putative aging intervention agents in a genetically heterogeneous mouse model. EBioMedicine. 2017;21:3–4. 
doi:10.1016/j.ebiom.2016.11.038). Potential mechanisms by which these drugs extend life could be through their effect on inflammatory 
processes often noted in tissues of aging mice and humans. Our study focuses on the effects of three drugs in the ITP on inflammation in 
gonadal white adipose tissue (gWAT) of HET3 mice—including adiposity, adipose tissue macrophage (ATM) M1/M2 polarization, markers 
of cellular senescence, and endoplasmic reticulum stress. We found that rapamycin led to a 56% increase of CD45+ leukocytes in gWAT, 
where the majority of these are ATMs. Interestingly, rapamycin led to a 217% and 106% increase of M1 (CD45+CD64+CD206−) ATMs in 
females and males, respectively. Our data suggest rapamycin may achieve life-span extension in part through adipose tissue inflammation. 
Additionally, HET3 mice exhibit a spectrum of age-associated changes in the gWAT, but acarbose and 17-α estradiol do not strongly alter 
these phenotypes—suggesting that acarbose and 17- α estradiol may not influence life span through mechanisms involving adipose tissue 
inflammation.
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Human aging is, in part, characterized by the tendency of the body 
to develop a proinflammatory status with advancing age (1–7). 
Chronic inflammation plays an important role in the pathogenesis 
of many age-associated diseases (8–10), such as Alzheimer’s disease, 
atherosclerosis, cardiovascular disease, type II diabetes, and invasive 
cancer. Adipose tissue inflammation is believed to be a major con-
tributor to a range of age-related functional declines (11–13). Effects 
of abnormalities in adipose tissue could in principle be mediated by 
changes in energy storage, lipid metabolism, or production and se-
cretion of adipokines and hormones.

With advancing age in humans and rodents, adipose tissue mass in-
creases through middle and early-old age, and white adipose tissue (WAT) 
redistributes from subcutaneous to intra-abdominal visceral depots (14–
18). WAT also exhibits ectopic lipid infiltration in liver, muscle, and bone 
(17–19)—though rodent models of lipodystrophy are still being devel-
oped and lack data from females (20–22). In gonadal WAT (gWAT), the 
distribution of adipose tissue macrophage (ATM) subsets shift toward 
proinflammatory phenotypes with age (23–25). We have previously 
shown that in gWAT of old (22 months) C57BL/6J male mice, ATMs 
shifted from an anti-inflammatory “M2” phenotype (CD206+) to the 

mailto:ryung@umich.edu?subject=


proinflammatory “M1” (CD206−) phenotype when compared to young 
(6  months) controls (23). This upward shift in M1:M2 ATMs ratio 
was associated with increased levels of proinflammatory chemokines 
and cytokines, including monocyte chemoattractant protein-1 (MCP-
1), tumor necrosis factor alpha (TNFα), and interleukin-6 (IL-6). 
Although the M1/M2 distinction over-simplifies a network of inter-
related cell types of overlapping function, we will, for the purpose of 
discussion, refer to CD45+CD64+CD206− macrophages as “M1s” and 
CD45+CD64+CD206+ macrophages as “M2s” in this report.

Our subsequent studies revealed that endoplasmic reticulum 
(ER) stress plays a significant role in ATM inflammation in aging-
associated obesity. Alleviation of ER stress in old murine-derived 
ATMs blocked secretion of IL-6, TNF-α, and MCP-1, restoring a 
phenotype to that of young ATMs (25,26). Another notable source 
of inflammation in aging adipose tissue is production of inflamma-
tory cytokines by senescent cells, termed senescence-associated secre-
tory phenotype (SASP). Relative to other tissues (brain, liver, colon, 
lung, pancreas, and heart), WAT, along with skeletal muscle and 
the eyes, is a major reservoir for p16Ink4a and senescence-associated 
β-galactosidase (SA-β-Gal) senescent cell accumulation. There is 
some evidence that reduction of p16Ink4a senescent cells may attenuate 
the onset of age-related disorders, at least in a mouse model of pro-
geria (27,28). However, the inflammatory status of the specific aging 
tissues that seem to benefit from the senolytics were unexplored—
necessitating future work to question whether or not the reduction 
of senescent cells directly diminishes adipose tissue inflammation.

These changes in aging adipose tissue collectively contribute to age-
associated adipose tissue dysfunction, which affects health and life span 
(29). Interventions for life-span extension target nutrient-sensing path-
ways that also have significant effects on adipose tissue in lower organ-
isms (30–34). In a few cases, mutations that extend life span in lower 
organisms, such as flies or worms, also lead to life-span extension when 
the mutation is limited to adipose tissue (35,36). Fat-specific insulin re-
ceptor knockout (FIRKO) mice have reduced fat mass, protection from 
age-associated obesity, and mean life span extended by 18% (32). In 
the current study, we hypothesized that Interventions Testing Program 
(ITP) pharmacological interventions, specifically acarbose (ACA), 17-α 
estradiol (17aE2), and rapamycin (Rapa), may extend life by slowing 
or preventing age-related increases in adipose tissue inflammation. 
We measure aspects of adipose tissue composition and function in 
six groups of HET3 mice (young, old, calorie restriction [CR], ACA, 
17aE2, and Rapa), with emphasis on the levels of adipose tissue ER 
stress and the relative proportions of ATM subsets. Additionally, we 
evaluate the effects of age on HET3 mouse adipose tissue and whether 
any of the ITP drugs influence these age-related phenotypes.

Previous studies (37–43) of the ITP drugs have reported on the sex 
differences, extent of life-span extension, and dose-dependent response 
using genetically heterogeneous HET3 mice. In this system, 30% caloric 
or dietary restriction can extend life in female and male mice by 36% 
(44). ACA, which blunts post-prandial glucose spikes, extends male 
life span by 22% and leads to an increase of only 5% in females (42). 
17aE2 does not extend life span of females but extends male life span 
by 19% (42). Rapa, which inhibits the mechanistic target of rapamycin 
(mTOR) kinase, can extend life span in females by 26% and in males 
by 23% at the highest doses tested (37,38,40,45). Further details on 
the National Institute on Aging (NIA) ITP (https://www.nia.nih.gov/
research/dab/interventions-testing-program-itp) are summarized (46).

Materials and Methods

Animals: Breeding and Husbandry Protocol
Genetically heterogeneous UM-HET3 mice were produced via 
a four-way cross between CbyB6F1/J mothers (BALB/cByJ × 

C57BL/6J, JAX #100009) and C3D2F1/J fathers (C3H/J × DBA/2J, 
JAX #100004) at University of Michigan (UM) as previously de-
scribed (47). The mice were housed in pairs per cage from weaning, 
cages were inspected daily, and mice that died were not replaced. 
At 4  months of age, F1 mice from different breeding pairs were 
randomly allocated among five groups: controls, CR, Aca, 17aE2, 
and Rapa treatment groups. These mice were euthanized at age 
22  months, along with a comparison group of young (4  months) 
animals of both sexes.

Control and Experimental Diets
Breeding pairs were fed Purina 5008 chow. Young (4 months) and old 
(22 months) control mice were fed the Purina 5LG6 chow starting at 
weaning. Control and treatment diets were prepared by TestDiet, Inc., 
Purina Mills (Richmond, IN). For CR, mice 4 months of age were 
given an amount of food equal to 90% of the amount consumed by 
mice in the control group for 2 weeks, then limited to 75% for 2 weeks 
and then limited to 60% for the remainder of the experiment (48). 
ACA was purchased from Spectrum Chemical Mfg. Corp. (Gardena, 
CA), and given to the mice at 1,000 ppm (ie, 0.1% by weight of food) 
from 4  months of age. 17aE2 was purchased from Steraloids Inc. 
(Newport, RI) and provided to mice at 14 ppm from 9 months of age. 
Encapsulated Rapa was provided from 4 months of age at 14.7 ppm.

Tissue Extraction: gWAT Stromal Vascular Fraction
gWAT is removed with minimal cuts, weighed, and placed into a 
sterile petri dish containing ice cold dye-free Dulbecco’s modified 
Eagle medium (DMEM) containing 10% fetal bovine serum (FBS) 
(Gibco 21063-029) and 1% penicillin–streptomycin (Gibco 15140-
122). Collagenase (Sigma Life Science, #C6885-1G) is prepared 
in DMEM buffer with a final 10 mg/mL concentration. gWAT fat 
pads were minced, gently passed through 100-μm filter, centrifuged 
(1,500 rpm), and collagenase-digested in an 37 °C incubator for 45 
minutes with rotation. A second rinse-filter step follows. ACK lysis 
(Lonza, #10-548E) is mixed into cell pellets and neutralized at 5 
minutes with ice cold phosphate-buffered saline (PBS). A third rinse-
filter step occurs with cold PBS. Stromal vascular fraction (SVF) cells 
are resuspended in 1 mL of cold PBS and 10 μL is saved for trypan 
blue (Invitrogen) cell counting using the Cell Countess (Invitrogen).

Flow Cytometry Stains
SVF cells extracted from gWAT are washed and resuspended in 
sterile filtered fluorescence-activated cell sorting (FACs) buffer 
(PBS, 0.5% bovine serum albumin [BSA], 0.1% NaN3) and cells 
per sample are pooled together to form the control cells for single 
positive controls (SPCs), Full-minus-one Controls (FMOs), and the 
negative cells. Samples are blocked with anti-mouse CD16/CD32 
(eBioscienceaffymetrix #14-0161) for 1 hour on ice. After rinsing, 
cells are incubated with anti-mouse CD45 (eBioscienceaffymetrix 
#48-0451), CD64 (BD Pharmingen 558455), CD11c 
(eBioscienceaffymetrix #47-0114), CD11b (eBioscienceaffymetrix 
#11-0112), CD206 (eBioscienceaffymetrix #17-2061), and CD31 
(eBioscienceaffymetrix #46-0311) for 1 hour on ice, in foil. Cells 
were fixed with 2% paraformaldehyde (PFA) for 20 minutes on ice 
prior to washing and storing in FACs buffer until analysis. Samples 
were run on a LSRFortessa (University of Michigan Flow Cytometry 
Core) and analyzed on FlowJo version 10.0.0.1.

mRNA Isolation and RT–qPCR
Total RNA was isolated from whole gWAT and inguinal WAT 
(iWAT), homogenized in Qiazol lysis reagent (Qiagen, #1023537), 
and processed through a QIAshredder (Qiagen, #79656) prior 
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to using the RNeasy Lipid Tissue Mini Kit (Qiagen, #1023539) 
in conjunction with a RNase-Free DNase (Qiagen, #79254) di-
gestion step. Reverse transcription and cDNA amplification were 
performed with QuantiTect SYBR Green RT-PCR Kit (Qiagen, 
#1054498) on a real-time R6-6006 Corbett Thermalcycler in 
duplicates, and each sample is normalized to the average expres-
sion of its Gapdh. All primers were obtained from Integrated 
DNA Technologies (IDT) and specific primer sequences are listed 
(Supplementary Table 1).

Statistical Analyses
Two-way analysis of variance (ANOVA) analyses were performed, 
setting factor 1 = sex [female; male], factor 2 = old controls and one 
other group [young controls, CR-, ACA-, 17aE2-, or Rapa-treated 
mice]. Interaction term = Sex term × Treatment term, each reported 
(*p < .05, **p < .01, ***p < .001, ****p < .0001). A post hoc test 
used as a follow-up was Sidak’s multiple comparisons, reporting 
average difference in mean for each sex (*p < .05, **p < .01, ***p 
< .001, ****p < .0001). If interaction or sex effect were insignifi-
cant, sexes were pooled and submitted to normality tests D’Agostino 
and Pearson and Shapiro–Wilks (α =  .05). If normality test passes 
(p ≥ .05), then a Student’s unpaired T-test (abbreviated as “T” in 
Supplementary Table 3) is run and if significant (^p < .05, ^^p < .01, 
^^^p < .001, ^^^^p < .0001), degree of significance and average dif-
ference in mean were reported. If normality test fails (p ≤ .05), then 
a Mann–Whitney (abbreviated as “MW” in Supplementary Table 3) 
test is run, and if significant (#p < .05, ##p < .01, ###p < .001, ####p < 
.0001), degree of significance and average difference in median were 
reported.

Results

Genetically heterogeneous HET3 mice were assigned to either 
young or old controls. CR, ACA, 17aE2, and Rapa treatment began 
at 4 months of age with the exception of 17aE2 mice which were 
placed on 17aE2 treatment diet at 9  months of age (Figure 1A). 
Values reported within text are mean ± SEM. Supplementary Table 
2 contains a concise summary of statistically significant findings. 
Where there are significant sex effects, percent change is reported 
within the text. Occasionally, the follow-up Sidak’s comparisons test 
(for individual sexes) does not reach statistical significance, and these 
cases are denoted as not significant (N.S.) (Supplementary Table 3). 
These trends may be reported to highlight the sex effects and will be 
further explored in discussion. P-values reported for interaction (Sex 
× Treatment), sex, or treatment represent two-way ANOVA results 
and are comprehensively reported in Supplementary Table 3, with 
further details on this table within the statistical methods section. In 
cases where the sex and/or interaction term in the two-way ANOVA 
is insignificant, the mean ± SEM reported represent data pooled 
across sexes.

Life-span Extension Drugs and Adiposity
With age, the changes in rodent and human adipose tissue dis-
tribution and mass lead to an age-associated form of obesity 
(12,16–18). HET3 mice steadily gain weight through middle age, 
and often undergo age-related weight decline beginning at approxi-
mately 18 months of age (40,45). Similar to reports in human aging 
(16,17,49), advanced stages of aging in HET3 mice are characterized 
by a decline in body weight, and this was clearly present in males 
and to a lesser extent in females (42). In this current study, we report 

HET3 mice weights at 22 months of age, a time point that likely re-
flects, on average, a 4-month period of age-related decline in body 
mass. Consistent with previous studies, old control females (34.7 ± 
1.71 g) weigh more than young control females (24.1 ± 0.6 g; p < 
.001), while there are no significant differences in average body mass 
between old (36.0 ± 2.1 g) and young (37.1 ± 1.1 g) control males 
(Figure 1B).

In CR mice, interaction between sex and treatment on body 
mass is significant (p < .01). Old CR females have body masses 
(22.9 ± 0.4  g) similar to their young counterparts and weigh less 
than old control females (34.7 ± 1.7 g; p < .0001) (Figure 1B). The 
age-associated loss of fat in old control males (36.0 ± 2.1 g) may 
be why these mice are statistically indistinct from old CR males 
(33.2  ± 1.5  g) in body mass. Consistent with our previous study 
(42), 17aE2-treated HET3 mice of both sexes have no significant 
body mass differences at 22 months of age. ACA-treated mice also 
do not have changes to body mass when compared to old controls. 
However, we have previously observed that ACA-treated females 

Figure 1.  Interventions Testing Program (ITP) drug interventions differentially 
influence gonadal white adipose tissue (gWAT) and body mass ratio of HET3 
mice. (A) HET3 mice in drug-intervention timeline. All mice were analyzed at 
22 months of age except for young controls which were 4 months of age. (B) 
Total body mass and gWAT mass (one fat pad per mouse) were measured, 
and gWAT-to-body mass ratios were calculated. n = 9–19 per group of mice. 
Error bars are SEM. Two-way analysis of variance (ANOVA), Sidak’s multiple 
comparison’s post hoc test (*p < .05, **p < .01, ***p < .001, ****p < .0001). 
If no sex effect was significant, sexes were pooled for analyses with either 
Student’s unpaired T-test (^p < .05, ^^p < .01, ^^^ p < .001, ^^^^p < .0001) 
or by Mann–Whitney if normality tests failed (#p < .05, ##p < .01, ###p < .001, 
####p < .0001).
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developed smaller body masses than old control females (42), and 
therefore interpretation of this data should take this into account. In 
another study, when Rapa treatment was administered beginning at 
9 months of age, we observed trends of smaller body weights at the 
highest dosage (42 ppm), while moderate dosage (14 ppm) induced 
no significant body weight changes in either sex (40). In this current 
study, we observe that when Rapa treatment is initiated at 4 months 
of age at the moderate dosage, body mass of Rapa-treated female 
and male mice (39.1 ± 1.1 g) is significantly higher than old controls 
(35.2 ± 1.3 g; p < .05) when evaluated at 22 months.

We next compared the masses of gWAT from each mouse 
(Figure 1B). The interaction between age and gender is significant 
for gWAT mass (p < .01), indicating that at 22 months, gWAT fat 
pads are different between the two sexes. Consistent with reported 
aging trends on visceral fat mass gain in humans (17,18) and ro-
dents (14,50), old female mice (2.4  ± 0.4  g) have larger gWAT 
pads than young females (0.7 ± 0.1 g; p < .0001). We observe no 
significant mass difference between young (1.4 ± 0.1 g) and old 
(1.3 ± 0.2 g) male fat pads. Without gWAT measurements at 12 
and 18 months of age, we are unable to conclude whether the age 
trajectory of gWATs mass in males differs from that in females 
or if their age-related decline in total body weight heavily stems 
from gWAT mass loss. There is a significant interaction between 
sex and CR in gWAT mass (p < .05). CR female mice (0.5 ± 0.1 g) 
develop smaller fat pads than old non-CR females (2.4 ± 0.4 g; p < 
.0001), shifting them toward sizes similar to young females (0.7 ± 
0.1 g). ACA- and 17aE2-treated mice have a modest decline in fat 
pad sizes that did not reach statistical significance (Supplementary 
Figure 1). In contrast, Rapa-treated female mice (5.0 ± 0.5 g) have 
a substantial increase in their fat pad masses compared to controls 
(2.4 ± 0.4 g; p < .001), while Rapa-treated male mice (0.5 ± 0.1 g) 
are on average lower than controls (1.3 ± 0.2 g, N.S.). Given this 
difference, interaction between sex and Rapa treatment is highly 
significant (p < .0001).

To account for body mass differences, we also calculated the fat 
pad to body mass ratio for each mouse (Figure 1B). In congruence 
with the fat pad and body mass analysis, this ratio is significantly 
increased between young (2.6 ± 0.4%) and old (6.2 ± 0.9%; p < 
.0001) females but not between young (3.6 ± 0.2%) and old (3.3 ± 
0.5%) males. CR treatment in female mice (2.0 ± 0.2%) leads to 
smaller fat pad to body ratio than controls (6.2 ± 0.9%; p < .001), 
and ITP drugs ACA and 17aE2 do not affect either sex. In contrast, 
Rapa-treated female mice (12.1 ± 1.0%) have an increase to their 
gWAT-to-body mass ratio compared to controls (6.2 ± 0.9%; p < 
.0001). This indicates that Rapa treatment in females shifts gWAT 
mass away from a younger phenotype and leads to gonadal fat pad 
expansion well beyond the age-related fat mass gain observed in old 
female controls. Interestingly, while Rapa-treated female mice have a 
~95% increase in gWAT-to-body mass ratio, Rapa-treated male mice 
(1.4 ± 0.2%) have a ~58% decrease from old control males’ gWAT-
to-body mass ratio (3.3 ± 0.5%, N.S.).

SVF Density in gWAT Is Altered by Certain ITP Drugs
To study the immune composition of the gWAT, we first separated 
the SVF cells of the gWAT from the adipocyte fraction. We have 
previously reported an increase in gWAT SVF cells in old C57BL/6J 
males (22 months) compared to young males (6 months) (23). Here, 
using HET3 mice, we observe a significant effect of age in the gWAT 
SVF cell numbers in females (p < .05). Old females (4.0  × 106 ± 
0.6 × 106 cells) have significantly higher total SVF count than young 

females (1.3 × 106 ± 0.4 × 106 cells; p < .001) (Figure 2A). CR mice 
(1.4 × 106 ± 0.1 × 106 cells) and 17aE2-treated mice (1.6 × 106 ± 
0.4 × 106 cells) have lower SVF count than old controls (4.0 × 106 
± 0.5 × 106 cells; CR: p < .0001, 17aE2: p < .001). Rapa treatment 
significantly increases total SVF in both sexes (6.6 × 106 ± 1.0 × 106 
cells; p < .05) (Figure 2A). Interestingly, CR- and 17aE2-treated mice 
have trends of shifting the SVF count down while Rapa treatment 
appears to increase these cells in both sexes.

To ask whether the density of SVF cells changes with age or ITP 
drug treatment, we normalized the total SVF cells per gram of gWAT 
mass in individual mice (Figure 2A). The density of gWAT SVF cells 
is sex- and age-dependent (interaction, p < .05). Old females (1.6 × 
106 ± 0.1 × 106 cells/g gWAT) have a significant decrease of gWAT 
SVF cell density compared to young females (2.9 × 106 ± 0.4 × 106 

Figure 2.  Calorie restriction (CR) and rapamycin alter gonadal white adipose 
tissue (gWAT) cell density and CD45+ leukocyte frequencies differently. (A) 
Stromal vascular fraction (SVF) total cell numbers are reported for each 
mouse, separated by sex. n  =  9–19 per group of mice. On the right, SVF 
cell counts are normalized to each mouse’s gWAT mass which provides a 
cell density value as number of cells per 1 g of gWAT. (B) Flow cytometry 
of gWAT leukocytes, endothelial cells, and cells enriched for adipose tissue 
stem cells (ATSCs). n = 9–19 per group of mice. CD45+ leukocyte frequency is 
reported as % singlets, and CD31+ endothelial cells and CD31− ATSC-enriched 
cells are reported as % CD45− cells. Error bars are SEM. Two-way analysis of 
variance (ANOVA), Sidak’s multiple comparison’s post hoc test (*p < .05, **p 
< .01, ***p < .001, ****p < .0001). If no sex effect was significant, sexes were 
pooled for analyses with either Student’s unpaired T-test (^p < .05, ^^p < .01, 
^^^p <.001, ^^^^p < .0001) or by Mann–Whitney if normality test failed (#p < 
.05, ##p < .01, ###p < .001, ####p < .0001).
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cells/g gWAT; p < .01). CR and ITP drugs ACA and 17aE2 do not 
alter SVF density. Rapa-treated males (4.8 × 106 ± 1.2 × 106 cells/g 
gWAT) have significantly increased SVF density compared to control 
males (3.9 × 106 ± 1.1 × 106 cells/g gWAT; p < .001).

gWAT SVF Immune Compartment
The gWAT SVF cells that remain after collagenase digestion contain 
preadipocytes, endothelial cells, immune cells, and other non-fat cells 
(23,51). In humans and rodents, there is some evidence supporting 
the notion that SVF produces more proinflammatory mediators than 
adipocytes (23), which are known to also secrete adipokines and 
also contribute to inflammation (51). In this study, we observe an 
increase of CD45+ leukocytes in the gWAT of old females (49.8 ± 
3.0%) compared to young females (40.4 ± 1.7%; p < .05), and no 
changes were noted between old (45.4 ± 2.5%) and young (46.1 ± 
2.0%) males (Figure 2B). CR affects leukocyte frequency in a sex-
dependent manner (p < .05) and leads to 26% and 38% decreased 
leukocyte frequencies in females (37.1 ± 2.0%; p < .01) and males 
(28.0 ± 1.3%; p < .0001) respectively. ACA and 17aE2 do not alter 
leukocyte frequencies in either sex. When compared to old control 
mice (48.1 ± 2.1%), Rapa-treated mice of both sexes have a sub-
stantial increase in CD45+ leukocytes (75.1  ± 3.5%; p < .0001). 
We next analyze CD45−CD31+ endothelial cell numbers and find 
no overall differences, although old females (25.3 ± 1.6%) have a 
modest increase compared to young cohorts (18.4 ± 1.4%; p < .05). 
CD45−CD31− cells are analyzed as cells enriched for adipose tissue 
stem cells (ATSCs), but it appears none of the ITP drugs alter this 
compartment significantly.

Adipose Tissue Macrophages
ATMs play a considerable role in adipose tissue inflammation (23). 
Many studies of ATMs in mice have used CD11b and F4/80, and 
both of these markers also identify subsets of dendritic cells (DCs) 
and eosinophils. In an effort to disentangle these overlaps, the 
Immunological Genome Project identified a core murine macrophage 
marker, FcγR1 (CD64) (52). It has been shown that the CD45+CD64+ 
combination is specific for ATMs not only in C57BL/6J male mice 
gWAT but also in human omental and subcutaneous adipose tissues 
(53). In our data, there is no effect of aging on CD45+CD64+ ATM 
frequencies in either sex (Figure 3)—similar to what we have previ-
ously reported in young (6 months) and old (22 months) C57BL/6J 
male mice (23). CR mice of both sexes (51.0 ± 1.9%) have a signifi-
cant increase in ATM frequency compared to controls (40.5 ± 2.4%; 
p < .01). Neither ACA nor 17aE2 alters the frequency of total ATMs. 
There is a sex difference with Rapa treatment effects on total ATM 
frequency (p < .05). Rapa-treated females (51.4 ± 4.4%) have a 33% 
increase in ATM frequency compared to old females (38.6 ± 3.2%; 
p < .05), whereas Rapa-treated males (67.3 ± 4.3%) have a 55% in-
crease compared to old males (43.5 ± 3.8%; p < .001). Rapa signifi-
cantly increases the proportion of CD64+ cells sufficient to account 
for the increase in total CD45+ cells in mice treated with this drug 
(Figure 3A; Supplementary Figure 1A). We observe a sex- and age-
dependent (interaction p < .05) decrease of CD45+CD64−CD11c+ 
DCs in old males (14.9 ± 0.6%) compared to young males (28.6 ± 
2.9%; p < .0001) (Figure 3B). Of the three ITP drugs we tested, only 
Rapa (6.4 ± 1.3%) alters these DCs in males, shrinking this popula-
tion by 57% when compared with old controls (p < .001).

In aged mice, ATMs shift toward M1-polarized “proinflammatory” 
macrophages, away from M2-polarized “anti-inflammatory” macro-
phages (23). We observe a significant sex difference in the age-associated 

ATM phenotypic switch in HET3 mice (Figure 3C; Supplementary 
Table 3). These sex effects are present in both CD45+CD64+CD206− 
“M1” ATM frequencies (p < .0001) and CD45+CD64+CD206+ “M2” 
ATM frequencies (p < .0001). CR yields significant and modest sex 
effects on M1 and M2 ATM frequencies (p < .05 and p < .05) as well.

M1 Adipose Tissue Macrophages
Old females (24.0 ± 4.8%) have a 103% increase in M1 ATMs com-
pared to young females (11.8 ± 2.1%, N.S.), and old males (43.4 ± 
8.8%) have an 11% increase of M1 ATMs compared to young males 
(39.0 ± 3.5%, N.S.) (Figure 3C). M1 ATMs in CR females (11.2 ± 
4.2%) decreases by 53% compared to old females (N.S.), and CR 
male mice (16.7 ± 4.5%) have a 62% decrease in M1 ATMs com-
pared to old males (p < .01). ACA- and 17aE2-treated mice have M1/
M2 shifts similar to CR, though Sidak’s multiple comparisons do 

Figure 3.  Life-span extension drugs affect adipose tissue macrophage 
polarization. Flow cytometry of gonadal white adipose tissue (gWAT). (A) 
CD64+ macrophages reported as % CD45+ cells and (B) CD11c+ dendritic cells 
reported as % CD45+CD64− cells. n = 9–19 per group and sex. (C) Representative 
flow panel, n = 2 per group and sex. Gates: (y-axis) singlets > CD45+ > CD64+ > 
CD11b+ and CD206+ (x-axis). “M1” (CD206−) and “M2” (CD206+) macrophages 
reported as % CD45+CD64+CD11b+ cells. Error bars are SEM. Two-way analysis 
of variance (ANOVA), Sidak’s multiple comparison’s post hoc test (*p < .05, 
**p < .01, ***p < .001, ****p < .0001). If no sex effect was significant, sexes 
were pooled for analyses with either Student’s unpaired T-test (^p < .05, ^^p 
< .01, ^^^p < .001, ^^^^p < .0001) or by Mann–Whitney if normality test failed 
(#p < .05, ##p < .01, ###p < .001, ####p < .0001).
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not identify any significant drug effects in either sex (Supplementary 
Table 3). In contrast, Rapa treatment leads to substantial increases 
to M1 macrophages in both sexes (Figure 3C) and modest sex dif-
ferences in M1/M2 ATMs (p < .05; Supplementary Table 3). Rapa-
treated females (76.1 ± 5.3%) have a 217% increase of M1-polarized 
ATMs compared to old controls (p < .0001), and similarly, but to a 
lesser extent, Rapa-treated males (89.2 ± 3.9%) have a 106% in-
crease in their M1 ATM population (p < .0001).

M2 Adipose Tissue Macrophages
Naturally, the shifts in M1 polarization (CD206− ATMs) are ac-
companied by a proportional switch in M2 polarization (CD206+ 
ATMs) in these mice (Figure 3C). Old females (70.0 ± 5.0%) have 
a 17% decrease of M2 ATMs compared to young females (83.8 ± 
2.5%; N.S.), whereas old males (50.5 ± 8.8%) have an 8% decrease 
of M2 ATMs compared to young males (54.7 ± 3.6%; N.S.). CR 
increases M2 ATMs 20% compared to old females (83.8 ± 5.3%; 
N.S.) and 55% M2 ATMs compared to old males (78.4 ± 5.0%; 
p < .01). Compared to old controls, Rapa-treated females (18.1 ± 
4.6%) have a 74% decrease of M2-polarized ATMs (p < .0001), 
and Rapa-treated males (7.5 ± 3.2%) have an 85% decrease to their 
M1 ATM population (p < .0001). In addition, Rapa-treated mice 
have a 24% and 37% decrease in frequency of non-macrophage and 
non-DC leukocytes (T and B lymphocytes, eosinophils, etc.) that 
were CD45+CD64−CD11c− in females (p < .05) and males (p < .05), 
respectively (Supplementary Figure 1B).

ER stress responses in gWAT contribute to adipose tissue inflam-
mation in aging. To determine if ITP drugs modify adipose tissue ER 
stress, we evaluated mRNA for Bip, Atf4, and Chop (Figure 4A). 
Old control mice of both sexes (1.8 ± 0.4 AU) have increased Chop 
compared to young controls (1.2 ± 0.3 AU; p < .01). CR improves 
ER stress responses in old HET3 mice: Chop is significantly reduced 
in both sexes (0.7  ± 0.1 AU; p < .0001). CR mice of both sexes 
(1.1 ± 0.1 AU) also have significantly decreased Atf4 compared to 
old controls (2.2 ± 0.2 AU; p < .001). ITP drugs ACA and 17aE2 
do not appear to affect life-span extension through ER stress in the 
adipose tissue. Whereas, Rapa-treated females (3.5 ± 0.5 AU) have 
an increase in Bip compared to old females (2.3 ± 0.5 AU; p < .05), 
and Rapa-treated mice (3.2 ± 0.5 AU) also have an increase in Atf4 
compared to old controls (p < .05). Overall, we conclude that ITP 
drugs we tested do not alter ER stress in gWAT, with the possible 
exception of Rapa treatment.

It has been postulated that age-related declines in browning and 
beiging adipose tissue activity in humans (54) and rodents (55,56) 
are contributing factors to age-related adiposity. To test if (i) old 
HET3 mice have an effect of age on gWAT thermogenic factors and 
whether or not (ii) any ITP drugs modulated them, we measured 
mRNA of beige or “brite” (browning of WAT) markers in unstimu-
lated whole gWAT normalized to Gapdh mRNA (Figure 4B). We 
measure thermoregulatory factors that both brown and beige adi-
pocytes express mitochondrial uncoupling protein 1 (Ucp1) and 
brown fat cell-enriched protein Cidea. We also measure CD137, a 
beige-selective marker (56) and zinc finger protein PR domain con-
taining 16 (Prdm16) which is crucial for browning of WAT (57). CR 
leads to decreased CD137 in both females and males (0.7 ± 0.1 AU) 
compared to old controls (1.7 ± 0.3 AU; p < .001). Rapa leads to in-
creased CD137 expression (Rapa: 2.8 ± 0.3 AU, old: 1.7 ± 0.3 AU; p 
< .05). Old females (1.9 ± 0.3 AU) have higher Prdm16 than young 
females (0.9 ± 0.1 AU; p < .01), and old males (3.0 ± 0.6 AU) also 
have higher Prdm16 than young males (1.8 ± 0.3 AU; p < .05). CR 

decreases Prdm16 in females (CR: 0.3 ± 0.1 AU, old: 1.9 ± 0.3 AU; 
p < .001) and males (CR: 1.2 ± 0.2 AU, old: 3.0 ± 0.2; p < .01). In 
males, there were no significant changes in Ucp1 and Cidea expres-
sion in gWAT. In females, compared to old controls’ expression of 
Ucp1 (5.2 ± 2.4 AU) and Cidea (3.7 ± 1.4 AU), CR decreases Ucp1 
(0.2 ± 0.1 AU; p < .05) and Cidea (1.0 ± 0.2 AU; p < .05) expres-
sion. Interestingly, 17aE2-treated females similarly have significant 
decreases in Ucp1 (0.17 ± 0.1 AU; p < .05) and Cidea (0.2 ± 0.1 
AU; p < .01). ACA-treated females also have a significant decrease 
in Cidea (1.0 ± 0.3 AU; p < .05). The ITP drugs we tested appear to 
moderately affect a few of these thermogenic markers in gWAT at 
basal states (not cold challenged).

We measure proinflammatory chemo- and cytokine mRNA to 
assess adipose tissue inflammation in the HET3 mice (Figure 4C). 
Consistent with literature and the trends in our M1:M2 macrophage 
data, old female mice have increased adipose tissue inflammation 
compared to young controls. Old females express significantly higher 
Mcp1 (1.7 ± 0.3 AU), Tnfa (2.6 ± 0.6 AU), and Il6 (2.4 ± 0.6 AU) than 
young females (Mcp1 0.5 ± 0.1 AU, p < .01; Tnfa 0.6 ± 0.1 AU, p < 

Figure 4.  Expression of (A) endoplasmic reticulum (ER) stress genes (Bip, 
Chop, and Atf4); (B) brite markers (Cd137, Prdm16, Ucp1, and Cidea); and 
(C) proinflammatory chemokine and cytokines (Mcp1, Tnfα, and Il6) in 
gonadal white adipose tissue (gWAT). Error bars are SEM. Two-way analysis 
of variance (ANOVA), Sidak’s multiple comparison’s post hoc test (*p < .05, 
**p < .01, ***p < .001, ****p < .0001). If no sex effect was significant, sexes 
were pooled. Student’s unpaired T-test (^p < .05, ^^p < .01, ^^^p < .001, 
^^^^p < .0001) or by Mann–Whitney if normality test failed (#p < .05, ##p < .01, 
###p < .001, ####p < .0001). n = 9–19 per group and sex and each sample was 
normalized to Gapdh.
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.001; Il6 0.9 ± 0.1 AU, p < .01). In contrast, young males (3.2 ± 0.4 
AU) express higher Mcp1 than old controls (1.7 ± 0.2 AU, p < .01). 
In congruence with our M1:M2 macrophage data, CR decreases and 
Rapa increases adipose tissue inflammation in old mice of both sexes 
(Figure 4C). CR mice express significantly decreased Mcp1 (0.7 ± 0.1 
AU), Tnfa (0.8 ± 0.1 AU), and Il6 (0.5 ± 0.1 AU) compared to old 
controls (Mcp1 1.7 ± 0.2 AU, p < .0001; Tnfa 3.0 ± 0.4 AU, p < 
.0001; Il6 1.9 ± 0.4 AU, p < .0001). As expected from the significant 
increase of M1 ATMs in Rapa mice (Figure 3C), Rapa mice of both 
sexes also express significantly increased Mcp1 (7.5 ± 0.9 AU) and 
Tnfa (0.8 ± 0.1 AU) compared to old controls (Mcp1 1.7 ± 0.2 AU, p 
< .0001; Tnfa 3.0 ± 0.4 AU, p < .001). In addition, Rapa males (4.6 ± 
1.0 AU) express higher Il6 than old males (1.2 ± 0.1 AU, p < .01).

Accumulation of Senescent Cells in iWAT
Senescent cells accumulate in aging adipose tissue, particularly in the 
iWAT, and they are thought to play a role in determining life span and 
healthspan (27,28). We measured p16, p21, and p53 in the iWATs of 
HET3 mice (Figure 5) to assess if there is an effect of age on the ac-
cumulation of these senescent cells in these genetically heterogeneous 
mice. Both p16 and p21 are cell cycle inhibitors, and p53 is a primary 
tumor-suppressor pathway; these are important for the regulation of 
certain senescent states of cells (58–61). Consistent with literature 
(27,28,62), we observe an age-associated increase on senescent cell 
marker expression in iWAT of females (Figure 5). Old female mice 
have age-dependent increases of p16 (young: 0.5 ± 0.1 AU, old: 2.5 ± 
0.2 AU; p < .0001) and p53 (young: 1.2 ± 0.2 AU, old: 2.2 ± 0.2 AU; 
p < .0001). Both old females and males (2.3 ± 0.4 AU) have an age-
dependent increase of p21 when compared to young controls (1.3 ± 
0.1 AU; p < .05). CR female mice (0.5 ± 0.1 AU) have significantly 
decreased p16 compared to old females (p < .0001), and CR females 
also have decreased p53 (CR: 0.6 ± 0.2 AU, old: 2.2 ± 0.2 AU; p < 
.0001), and CR mice of both sexes (0.7 ± 0.1 AU) also have decreased 
p21 compared to old controls (2.3 ± 0.4 AU; p < .0001) (Figure 5).

Discussion

The ITP within the NIA is designed to identify treatments with the 
potential of life-span extension and delaying disease and dysfunc-
tion in mice. The three drugs we elected to test in this study, Rapa, 
ACA, and 17aE2, have all been shown to extend life span in mice. 
ACA and 17aE2 primarily benefit males, whereas Rapa extends life 
span in both sexes. These three drugs have been shown to affect a 
multitude of health outcomes in HET3 mice (39,40,42,43,45,63–
65). However, the underlying mechanisms and organ-specific effects 
remain to be fully explored. How ITP drugs influence the aging pro-
cesses and whether the different drugs influence life span through the 
same or different mechanisms are unclear.

CR is the classic approach that increases life span in healthy 
mice and has been regarded as the standard intervention for mam-
malian life-span extension. CR increases life span of HET3 mice 
by 32%–47% (44). Though not sufficient to completely explain 
CR-associated life-span extension, it has been posited that CR may 
influence life span through the loss of fat mass (30). Of note, the 
three ITP drugs we tested, Rapa, ACA, and 17aE2, have been as-
sociated with different metabolic outcomes in HET3 mice (40,66). 
However, very little is known about the effects of these drugs on adi-
pose tissue. Given the important role of adipose tissue inflammation 
on age-related diseases, we hypothesized that these drugs’ effect on 
adipose tissue inflammation could be an important mechanism in 
life-span extension.

ATMs are the major contributors to inflammation and meta-
bolic dysfunction in diet-induced obesity (67–69). In age-related 
adiposity and metabolic syndrome, gWAT undergoes phenotypic 
switching from anti-inflammatory “M2” toward proinflammatory 
“M1” macrophage polarization (23). Our current data suggest old 
control HET3 mice have the greatest variability in the macrophage 
subset proportions, and this may be a limitation for our interpret-
ation on the effect of age and individual treatment effect on these 
immune phenotypes. In this study, both ACA and 17aE2 treatments 
cause a trend toward increased M2 polarization in old male mice, 
although the results do not reach statistical significance. This is con-
sistent with studies that have shown improved metabolic responses 
in male HET3 mice treated with ACA and 17aE2 (66). In CR 
males, there is significantly greater M2 polarization than non-CR 
old males, and while this trend was also present in females, it did 
not reach statistical significance. When we assessed the gWAT for 
proinflammatory chemokine and cytokine mRNA expression, we 
observe that CR leads to uniformly decreased Mcp1, Tnfα, and Il6 
in both sexes. These findings align with the association of CR to 
improved metabolic responses (40). In contrast, long-term dietary 
Rapa fed to HET3 mice leads to significant M1 ATM polarization in 
the gWAT along with significant increases in mRNA of Mcp1, Tnfα, 
and Il6. We also observe that the increase in CD45+ leukocytes in 
the adipose tissue of Rapa-treated mice is due to an increase in total 
macrophages (CD45+CD64+).

Chronic Rapa treatment has been shown to induce differential 
outcomes of metabolic function; this has been suggested to be a re-
flection of different factors used in studies such as genotype, dose, 
length, and method of administration (70). Rapa induces glucose 
intolerance in rats (71) and C57BL6/J mice (70,72), as well as young 
and old HET3 mice (39). Interestingly, in contrast to C57BL6/J mice, 
insulin sensitivity remains largely unaffected in both young and old 
HET3 mice (39). It has been demonstrated that in vitro Rapa treat-
ment induces a switch from M2 to M1 polarization and nearly elim-
inates CD206+ expression in primary human macrophages (73). 

Figure 5.  Effect of aging on inguinal white adipose tissue (iWAT) 
accumulation of senescent cells. Expression of senescence marker genes 
(p16, p21, and p53) in iWAT of HET3 mice. n = 9–19 per group per sex. Each 
sample was normalized to Gapdh. Error bars are SEM. Two-way analysis of 
variance (ANOVA), Sidak’s multiple comparison’s post hoc test (*p < .05, **p 
< .01, ***p < .001, ****p < .0001). If no sex effect was significant, sexes were 
pooled for analyses with either Student’s unpaired T-test (^p < .05, ^^p < .01, 
^^^p < .001, ^^^^p < .0001) or by Mann–Whitney if normality test failed (#p < 
.05, ##p < .01, ###p < .001, ####p < .0001).

Journals of Gerontology: BIOLOGICAL SCIENCES, 2020, Vol. 75, No. 1� 95



A study has previously shown that short-term (30 days, gavage at 
2 mg/kg/d) Rapa in C57BL/6J male mice in conjunction with diet-
induced obesity (30 days of 60% high fat diet) significantly increased 
M1 macrophage polarization. Furthermore, inflammatory cytokine 
expression in epididymal adipose tissue increased in the absence of 
Rapa-induced fat mass changes (74). Our data are consistent with 
this—Rapa treatment in HET3 mice of both sexes strongly polar-
izes ATMs toward M1, and this was accompanied by increased 
proinflammatory expression of Mcp1, Tnfα, and Il6 in Rapa-treated 
animals. We crucially observe that both sexes exhibited an increase 
in adipose tissue inflammation despite the body mass differences be-
tween Rapa-treated female and male HET3 mice. This strongly sug-
gests that these proinflammatory changes, which could be attributed 
to fat mass gain, are not solely dependent on the Rapa-associated fat 
mass increases observed in the females of this current study. Given 
the known association between the proinflammatory “M1” macro-
phage and insulin resistance in diet-induced obesity (75), these data 
suggest that both acute and chronic Rapa treatments promote adi-
pose tissue inflammation in part through rapid and dramatic induc-
tion of M1 polarization in ATMs.

When we assayed WATs for ER stress response genes (Bip, Chop, 
Atf4), beige/browning markers (Cd137, Prdm16, Ucp1, Cidea), and 
senescent cell markers (p16, p21, p53), we find that the three ITP 
drugs we tested (Rapa, ACA, and 17aE2) did not substantially affect 
these aging adipose tissue phenotypes. As expected, CR mice show 
delay in the effects of normal aging on these markers in adipose tissue. 
We previously reported that old C57BL/6J male mice have increased 
gWAT ER stress responses when challenged with thapsigargin ex 
vivo, leading to enhanced release of proinflammatory cytokines and 
chemokines in SVF cells and ATMs. In vivo, we reduced the secre-
tion of these proinflammatory factors from the gWAT SVF with a 
chemical chaperone (25,26). In the current study, we find that Chop 
mRNA levels are increased in old controls while CR mice have re-
duced Chop and Atf4. In contrast to the CR mice, Rapa-treated fe-
males have an increase in Bip and Atf4 (in males as well) mRNA. 
While limited to only assessment of mRNA, our data suggest that 
the three ITP drugs we tested may not facilitate life-span extension 
through alterations on ER stress responses in aging adipose tissue. 
Additionally, while there are sex differences in gWAT browning and 
beiging marker expression of Prdm16, Ucp1, and Cidea, we did not 
detect a strong effect of age in the HET3 mice with exception to 
Prdm16 in both sexes.

Senescent cells accumulate in the iWAT to what appears to be a 
greater extent than gWAT (27,28), and they are thought to increase 
with age and play a role in determining life span and healthspan. We 
find that consistent with published literature (27,28), we detected 
higher number of senescent cells p16, p21, or p53 in old HET3 mice 
iWAT. Consistent with a study of 17aE2 effects on C57BL6/J epi-
didymal adipose tissue (42), we found no changes to the senescent 
markers in male HET3 iWAT. As expected, CR mice of both sexes 
have significantly lower senescent cell accumulation in iWAT. While 
there is some evidence that Rapa can reduce or suppress senescence 
positivity in vitro with young (2–3 months) Nrf2 KO mouse fibro-
blasts (76), none of the three ITP drugs we tested alter the mRNA 
expression of senescent markers in the HET3 mice. Due to tissue 
limitations in this study, we could not further explore the extent to 
which these drugs may have affected browning/beiging capacities, 
senescent cell burdens, and ER stress of these mice. Future studies 
should employ a secondary challenge such as cold exposure to fully 
assess brite effects, and β-galactosidase staining of whole WAT may 
better characterize these ITP drugs’ effect on senescent cell burden.

An important limitation of our study is that we were only able 
to assay the old HET3 mice at the 22-month time point. Male 
HET3 mice are shorter lived than their female counterparts, and 
weight loss is often seen in male HET3 mice beginning at ap-
proximately 18 months of age (40,41,45). In contrast, old female 
HET3 mice often maintain weight until the final few weeks of life 
(40,41,45). Consistent with published data, we found that aging 
has an important effect on adipose tissue inflammation in HET3 fe-
males, and the changes in the old male mice were less pronounced. 
This difference between female and male data may therefore also 
reflect survival effects of the cohort. We mentioned that ACA-
treated animals in this study do not appear to exhibit the weight 
loss induced by ACA in a previous study (42). This previous study 
reported mice pooled from three ITP sites, and also includes site-
specific data. Importantly, HET3 mice housed at UM appear to 
generate slightly smaller animals compared to other two ITP sites. 
In conjunction with weight loss in males prior to death, any ACA-
associated weight loss would be difficult to discern at the 22-month 
time point in this current study for males. In contrast, we did not 
expect ACA-treated females to exhibit no weight loss differences. 
Weight loss has been deemed an unlikely life-span mechanism of 
ACA (42), because females experience greater weight loss than 
males and yet ACA extends female life span by 5% and males by 
20%. This sexual dimorphic response to ACA has been attributed 
to the male-specific improvements of glucose tolerance and hep-
atic mTORC2 activity that are either absent or minimal in females 
(66). While the ACA-associated weight loss remains unexplained, 
an interesting recent report (77) demonstrates that ACA acts in a 
diet-dependent manner to affect murine gut microbial community 
structure. The discrepancies in weight loss in these mice may pos-
sibly reflect differences in microbiota between the different housing 
facilities during the previous study. In this current study, we did 
not determine if microbiota-diet interactions may have affected the 
weight loss in these mice, but futures studies should take this into 
consideration for ACA and other ITP drugs that may affect micro-
biota or interact with diet as a mechanism of action.

In summary, we found that CR and Rapa treatments influence 
aging adipose tissue inflammation differently. These observations 
add support to the notion that CR and Rapa treatments confer 
life-span extension in distinct ways (40). Our data also show 
ACA and 17aE2 generally did not influence any aspects of adi-
pose tissue biology that we examined. Overall, this study indicates 
that of the three ITP drugs examined, only Rapa treatment af-
fects adipose tissue inflammation, possibly exacerbating it, in both 
sexes of HET3 mice. Additional studies will be needed to deter-
mine whether or not these Rapa-associated ATM changes directly 
contribute to life-span extension. Future studies of adipose tissue 
biology of aging should also take into account sex differences in 
age-related adiposity changes.

Supplementary Material

Supplementary data are available at The Journals of Gerontology, 
Series A: Biological Sciences and Medical Sciences online.
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