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Continuous methionine restriction (MR) is one of only a few dietary interventions known to dramatically
extend mammalian healthspan. For example, continuously methionine-restricted rodents show less age-
related pathology and are up to 45% longer-lived than controls. Intriguingly, MR is feasible for humans,
and a number of studies have suggested thatmethionine-restricted individualsmay receive similar health-
span benefits as rodents. However, long-term adherence to a continuously methionine-restricted diet is
likely to be challenging (or even undesirable) for many individuals. To address this, we previously devel-
oped an intermittent version of MR (IMR) and demonstrated that it confers nearly identical metabolic
health benefits to mice as the continuous intervention, despite having a relatively short interventional
period (i.e., only three days per week). We also observed that female mice undergoing IMR show a more
pronounced amelioration of diet-induced dysglycemia than continuously methionine-restricted counter-
parts, while male mice undergoing IMR retain more lean body mass as compared with continuously
methionine-restricted controls. Prompted by such findings, we sought to determine other ways in which
IMR might compare favorably with continuous MR.
While it is known that continuous MR has deleterious effects on bone in mice, including loss of both tra-
becular and cortical bone, we considered that mice undergoing IMR might retain more bone mass. Here,
we report that, as compared with continuous MR, IMR results in a preservation of both trabecular and
cortical bone, as well as a dramatic reduction in the accumulation of marrow fat. Consistent with such
findings, mechanical testing revealed that the bones of intermittently methionine-restricted mice are
significantly stronger than those of mice subjected to the continuous intervention. Finally, static histo-
morphometric analyses suggest that IMR likely results in more bone mass than that produced by continu-
ous MR, primarily by increasing the number of osteoblasts. Together, our results demonstrate that the
more practicable intermittent form of MR not only confers similar metabolic health benefits to the con-
tinuous intervention but does so without markedly deleterious effects on either the amount or strength of
bone. These data provide further support for the use of IMR in humans.

Introduction

Continuous methionine restriction (MR) is known to confer
improved metabolism and extended healthspan to a variety of
organisms, including mammals. Rats fed a methionine-restricted
diet are up to 45% longer-lived than controls, and the lifespan of
methionine-restricted mice is also improved1–3. In addition to
improving overall survival, MR confers many metabolic health
benefits to rodents, including improved glycemic control,
reduced fat accumulation, protection against hepatosteatosis,
and altered levels of multiple hormones that regulate metabolism
and healthspan1,4–6. Amazingly, the metabolic benefits of MR are
so potent that this intervention totally protects animals against
the diet-induced obesity that typically results from consumption
of a high-fat diet7.

Studies from our lab and others have suggested thatMR is likely
to confer healthspan benefits to humans similar to those observed
for rodents and other organisms8–12. Indeed, the vegan diet is low
in both total protein and free amino acids (including methionine
and cysteine), meaning that MR is feasible for humans13. How-
ever, it is expected that long-term compliance with such a diet
is likely to be challenging. Moreover, there are a few negative
effects of continuous MR that some individuals might seek to
avoid. To address these issues, we recently developed a more
practicable intermittent version of MR (IMR) that features alter-
nating periods of methionine repletion (four days) and methio-
nine restriction (three days). When applied to mice, we found
IMR to be similarly effective to the classical intervention at con-
ferring amultitude of metabolic health benefits, including protec-
tion against both diet-induced obesity and hepatosteatosis, as
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well as changes in the circulating levels of the nutrient-sensing
hormones IGF-1, FGF-21, leptin, and adiponectin14. Although this
study focused on the short-term effects of both continuous and
intermittent MR (and thus did not assess the overall survival of
mice), the fact that IMR reduces the circulating levels of IGF-1
strongly suggests that this intervention will also extend mouse
lifespan. This is because (a) a preponderance of lifespan-extend-
ing dietary interventions are known to decrease IGF-1 signaling
(e.g., calorie restriction, intermittent fasting, the ketogenic diet,
and protein restriction)15–21; (b) dwarf mice with reduced
IGF-1 signaling are long-lived; (c) continuous MR reduces IGF-1
levels, extends lifespan, and fails to further improve the extreme
longevity of dwarf mice1,4,7,22; and (d) transgenic mice with
increased IGF-1 activity show an impaired response to continuous
MR23. When taken together, these results strongly suggest that
continuousMR extends overall survival bymaintaining low circu-
lating IGF-1 levels and, furthermore, that IMRwill share this abil-
ity. However, it is possible that IMR might not extend lifespan
despite its effects on IGF-1. For example, a recent study found that
feeding adult mice (7–12 months old) a methionine-restricted
diet (containing 0.15% methionine) failed to extend their overall
survival24. A possible explanation for this finding might be that
continuous MR at a level of 0.15% methionine does not alter
IGF-1 levels sufficiently in adult animals to produce robust lon-
gevity benefits. Unfortunately, it is not possible to say whether
this is the case, as the authors did not measure circulating levels
of IGF-1. In any case, until the long-term benefits of IMR can be
assessed, it is clear that this novel intervention dramatically
improves the short-term health of mice, but without any appreci-
able deleterious side effects14.

Regarding such side effects, it has been previously demon-
strated that continuous MR limits growth, body size, and the
accumulation of lean muscle mass in rodents1,2,7,25. Consistent
with such findings, continuously methionine-restricted rodents
were found to have reduced bone volume, bone tissue density,
and bone mineral content as compared with control-fed (CF)
animals7,25–27. Not surprisingly, the bones of these animals were
also weaker than those of controls. A possible explanation for the
deleterious effects of continuous MR on bone architecture is
altered osteoblast and osteoclast activity in response to MR-
induced changes in FGF-21 and/or IGF-1 hormone levels. Over-
expression of FGF-21, which is elevated byMR, has been reported
to block cell growth and result in bone loss in mice28. Similarly,
reduced IGF-1 activity is associated with shorter stature and
smaller body sizes in a number of organisms, including rodents29.
While the majority of the above experiments revealing the del-
eterious effects of continuous MR on both growth and bone for-
mation were performed in young, still-developing rodents,
nine-month-old adult male mice also suffered reduced bone min-
eral density and bone mineral content when subjected to this
intervention26. Indeed, such a finding is consistent with the fact
that adults who practice veganism (which, as mentioned above,
can be considered a form of continuous MR) display an increased
incidence of bone fractures as compared with non-vegans, sug-
gesting that the former possess relatively weaker bones30.

Given that we observe an amelioration of growth inhibition in
intermittently methionine-restricted male mice, we considered
the possibility that a transient reversal of FGF-21 and IGF-1
hormone levels during the methionine-replete phase of the IMR
regimenmight allow for relatively unimpaired bone development
as compared with continuous MR. To test this hypothesis, we
compared the long bones of mice that were intermittently

methionine-restricted with those of mice that were either contin-
uously methionine-restricted or maintained continuously on a
methionine-replete control diet. Here, we show that, as compared
with continuous MR, IMR results in both a preservation of bone
mass and a dramatic reduction in the accumulation of marrow fat.
In addition, mechanical testing revealed that the bones of inter-
mittently methionine-restricted mice are significantly stronger
than those of their continuously methionine-restricted counter-
parts. Our results also suggest that IMR likely results inmore bone
mass than that produced by continuous MR by increasing the
number of osteoblasts. Taken together, our findings indicate that
the more practicable IMR intervention is more beneficial to bone
health than continuous MR.

Experimental Procedures
Animal care and feeding

All animal studies were approved by the Institutional Animal
Care and Use Committee of the Orentreich Foundation for the
Advancement of Science, Inc. (Permit Number: 0511MB).
C57BL/6J mice (Stock number 000664) were purchased from
The Jackson Laboratory (Bar Harbor, ME) and housed in a con-
ventional animal facility maintained at 20± 2 °C, 50%± 10% rel-
ative humidity, with a 12/12-hour light/dark photoperiod. Mice
were singly housed, and food andwater were provided ad libitum.
Upon arrival, animals were acclimatized for one week and fed
Purina Lab Chow 5001 (Ralston Purina, Co.; St. Louis, MO).
Mice were then given one of three isocaloric (5.3 kcal/gm)
high-fat diets, comprising 12% kcal protein, 31% kcal carbohy-
drate, and 57% kcal fat (Research Diets; New Brunswick, NJ).
These diets were essentially formulated as follows: (a) 0.86%
methionine (control), (b) 0.12% methionine (methionine-
restricted), and (c) 0%methionine (methionine-free), whichwere
used to subject mice to CF, continuously methionine-restricted,
and intermittently methionine-restricted dietary conditions.
Additional details concerning diet compositions and feeding reg-
imens are presented in Supplementary Table 1 and Figure S3,
respectively. To gain insight into the health of the mice during
the experiment and confirm the specific pathogen-free status of
the animal facility, groups of sentinel mice were exposed to spent
bedding from study animals on aweekly basis. Skin swabs, aswell
as fecal and serological testing of sentinel mice thus exposed,
were performed twice a year for the presence of specific viral
and bacterial pathogens. No evidence of any pathogens was
obtained.

Animal monitoring and tissue collection
Mice were randomly assigned to each diet group such that they

had a similar average body mass (i.e., weight-matched). Body
mass and food consumption were monitored at least once a week
for the duration of the study. Prior to blood collection, animals
were fasted for four hours to establish physiological baselines.
Blood was then obtained from the retro-orbital plexus and col-
lected using EDTA-K2-coated tubes (Milian Dutscher Group;
Geneva, Switzerland), and the resulting plasma was stored at
−80 °C until used for analysis. A portion of each blood samplewas
used for blood glucose determination using an Abbott Freestyle
Lite glucometer and glucose strips (Abbott Diabetes Care, Inc.;
Alameda, CA). At the end of the study, animals were fasted and
bled, as described above, and sacrificed. Inguinal and perigonadal
fat pads, as well as femurs, tibiae, and humeri, were harvested by
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surgical resection and were either weighed or prepared for analy-
ses, as described below.

Tissue preparation
After dissection, the left tibiae and right femurs of mice were

fixed overnight in 70% ethanol and used for micro-computed
tomography (micro-CT) analyses. Following micro-CT, left tibiae
were prepared for histologic analyses using non-decalcified thin
sections (5 μm) stained with toluidine blue. Right tibiae were
fixed in 10% neutral-buffered formalin for 24 hours, rinsed in
water, decalcified in 4% EDTA, and used for bone marrow fat
measurements. Left femurs were wrapped in phosphate-buffered
saline (PBS)-soaked gauze and stored at 4 °C for mechanical test-
ing. Right humeri were stored at −80 °C for RNA isolation and
qRT-PCR.

Blood hormone tests
Enzyme-linked immunosorbent assay kits were obtained com-

mercially and used tomeasure the plasma levels of IGF-1 and FGF-
21 (R&D Systems; Minneapolis, MN). All tests were performed
according to themanufacturers’ recommendations and quantified
using a Molecular Devices SpectraMax M5 Microplate Reader
(Molecular Devices LLC; San Jose, CA). Two technical replicates
were performed for each sample.

Micro-CT
Femurs and tibiae were analyzed by micro-CT using a Scanco

microCT-35 (Scanco Medical; Bruttisellen, Switzerland) at a
maximum voxel size of 10 μm, an integration time of 500 ms,
and an energy of 55 kVp. Renderings of the micro-CT data were
generated with AltaViewer software, version 1.1.2 (Numira
Biosciences; Salt Lake City, UT). Trabecular bone measurements
include bone volume (BV,mm3), total volume (TV,mm3), BV/TV,
connective density (Conn-dens, 1/mm3), trabecular number
(Tb.N, 1/mm), trabecular spacing (Tb.Sp, mm), and trabecular
thickness (Tb.Th, mm). Cortical bone measurements include cort-
ical thickness (Ct.Th, mm), endosteal radius (mm), periosteal
radius (mm), endosteal circumference (mm), periosteal circum-
ference (mm), and polar moment of inertia (pMOI, mm4).

Histomorphometry
Static histomorphometry was performed on left tibiae, as previ-

ously described27. Briefly, microscopic analysis of static parame-
ters was performed using an Olympus microscope and the
Osteomeasure system (Osteometrics; Atlanta, GA). Calculations
of various parameters were based on themethods of Parfitt et al.31.
All parameters were measured on trabecular bone beginning just
under the growth plate in the primary spongiosa, excluding endos-
teal surfaces. The field size was 350 μm, and the area measured
under the growth plate extended to 700 μm,wheremost of the tra-
becular bone is located.

Measurement of marrow fat
Formalin-fixed, decalcified tibiae were stained for neutral lipids

using a 1:1mixture of 2%aqueous osmium tetroxide and 5%potas-
sium dichromate for 48 hours, as previously described27. Bones
were then washed in tap water and imaged by micro-CT in water
with an energy of 55 kVp, an integration time of 500 ms, and a
maximum voxel size of 10 μm (i.e., the “high” resolution setting
on a Scanco microCT-35 instrument). The selection of volumes
of interest (VOIs)was performed so as to facilitate the visualization

and quantitation of marrow fat. The results are presented as volu-
metric measurements, similar to the volumetric bone measure-
ment, bone volume/total volume (BV/TV).

Mechanical testing
Femurs were loaded to failure using four-point bending. Tests

were conducted by loading the femur in the anterior–posterior
orientation, such that the posterior quadrant was subjected to
tensile loads. The widths of the upper and lower supports of the
four-point bending apparatus were 3 and 7 mm, respectively.
Tests were conducted with a deflection rate of 0.05 mm/sec using
a servohydraulic Instron model 8874 testing machine (Instron
Corp.; Norwood, MA). The load and mid-span deflection measure-
ments were acquired at a sampling frequency of 200 Hz. Load
deflection curves were analyzed for stiffness, maximum load,
and total work to fracture. Yield was defined as a 10% reduction in
the secant stiffness relative to the initial tangent stiffness and used
to determine the post-yield deflection, which was defined as the
deflection at failure minus the deflection at yield. Tests were per-
formed at room temperature, and bones were kept moist with PBS.

Bone marrow RNA isolation and qRT-PCR
To assess the relative expression of genes encoding factors

involved in the regulation of osteoblast and osteoclast differentia-
tion and activity, total RNA was harvested from humeral bone
marrow using a modified version of a previously described proto-
col27. Briefly, soft tissue was removed from humeri and RNA was
extracted using RNAzol RT (Molecular Research Center, Inc.;
Cincinnati, OH) and a TissueLyser II bead homogenizer (Qiagen;
Germantown, MD), according to the manufacturers’ recommen-
dations. One-step qRT-PCR was performed utilizing a Quanti-
Nova SYBR Green RT-PCR kit (Qiagen) and a StepOne Plus
Real-Time PCR System (Life Technologies; Carlsbad, CA), with
an initial incubation of 50 °C for 10 min for cDNA synthesis, a
2-min incubation at 95 °C to activate the DNA polymerase,
followed by 40 cycles of 95 °C for 5 sec and 60 °C for 10 sec.
The primer sets used were: Opg 5’-GCCACGCAAAAGTGTGGAAT,
3’-TTTGGTCCCAGGCAAACTGT; Rank 5’-ACGTCAGGCCAAAGG
ACAAA, 3’-GGGCCTACTGCCTAAGTGTG; Runx2 5’-CGCCCC
TCCCTGAACTCT, 3’-TGCCTGCCTGGGATCTGT; and Dmp1 5’-
CGCTGAGGTTTTGACCTTGTG, 3’-TGGTGACCCAGCCAAATCAC.
Relative gene expression levels were determined using the compar-
ative CT (2-ΔΔCT) method32, with hypoxanthine guanine phosphor-
ibosyl transferase (Hprt 5’-CTGGTGAAAAGGACCTCTCGAAG,
3’-CCAGTTTCACTAATGACACAAACG) as the reference gene.

Statistical analyses
Data were analyzed using the software package Prism 8

(GraphPad Software; La Jolla, CA). For longitudinal analyses of
circulating analyte measurements, we performed an ordinary
two-way ANOVA. For terminal analyses of all other measure-
ments, we performed ordinary one-way ANOVA. Post hoc testing
of ANOVA results was performed using Fisher’s least significant
difference tests and a family-wise significance level of 0.05
(95% confidence interval). In a separate analysis, multiple com-
parisons testing of ANOVA results was performed using the Tukey
method for statistical hypothesis testing and a family-wise signifi-
cance level of 0.05 (95% confidence interval). The results of the
latter analyses are presented in Supplementary File 1. Where
appropriate, statistically significant differences are indicated, as
follows: *, p< 0.05; **, p< 0.01; ***, p< 0.001; ****, p< 0.0001.
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Results
Both intermittent and continuous MR confer
metabolic health benefits to mice

To test the effect, if any, of IMR on the bones of mice, we fed
nine-week-old wild-type male C57BL/6J mice the following diets
for a period of eight weeks: (a) continuous control diet (CF),
(b) continuous methionine-restricted diet (MR), and (c) intermit-
tent methionine-restricted diet (IMR). Nine weeks of age was
selected because essentially all previous studies that reported del-
eterious effects of continuous MR on bone formation were per-
formed on young animals7,25–27, although one of these studies
also reported similar impairment for older adult male mice26.
As in our previous study characterizing the effects of IMR14,
the animal diets were formulated in a high-fat context (57% kcal
from fat) in order to approximate the human Western diet. All
diets were isocaloric and provided ad libitum. The IMR regimen
was characterized by four days of the methionine-replete control
diet, followed by three days of a diet devoid of methionine.
The time-integrated concentrations of methionine in the diets
were 0.86% (CF), 0.12% (MR), and 0.49% (IMR), respectively.
As is standard for such experiments, none of the diets contained
cysteine, thereby making methionine the sole dietary sulfur-
containing amino acid. To confirm that the continuous and inter-
mittent MR regimens were similarly effective to what we
observed previously14, we performed longitudinal measurements
of bodymass (Fig. 1A) and food consumption (Fig. 1B), as well as
determinations of inguinal and perigonadal adiposity at the end
of the feeding period (Fig. 1C,D). We also assessed the ability of
continuous and intermittent MR to rescue diet-induced dysglyce-
mia (Fig. 1E), as well as the effects of these interventions on the
levels of the nutrient-sensing hormones FGF-21 and IGF-1
(Fig. 1F,G). As expected, we observed that continuous and

intermittent MR robustly protected animals against both diet-
induced weight gain (Fig. 1A) and the accumulation of inguinal
and perigonadal fat (Fig. 1C,D). The latter is true even when the
lesser overall weight of these animals is taken into consideration
(Fig. S1). We also observed that both continuous and intermittent
MR protected mice against dysglycemia, maintaining low fasting
glucose levels (Fig. 1E). Interestingly, as we observed previously
for female mice subjected to these interventions for 18 weeks,
IMRwasmore effective than the classical intervention atmaintain-
ing low fasting glucose levels (61 vs. 83 mg/dl). That said, both
interventions similarly elevated the plasma levels of the methio-
nine-responsive hepatokine FGF-21 and maintained low circulat-
ing levels of IGF-1 (Fig. 1F,G). To confirm that these effects
were due solely to MR rather than a combined effect of MR and
any putative contribution from calorie restriction (should animals
find the diets to be unpalatable), we compared the rate of food con-
sumption for all three dietary regimens (Fig. 1B, Fig. S2).
Consumption of the IMR regimen was at least equivalent to that
of the control diet; consistentwith previous studies, mice subjected
to continuous MR consumed their food at an even greater rate.
Indeed, these observations held true whether food consumption
was considered in absolute terms or normalized to body mass
(Fig. 1B, Fig. S2). It is thus clear that intermittently methionine-
restricted mice were not calorie-restricted. Together, the above
experiments confirmed that, as expected, both continuous and
intermittentMRwere effective at conferringmetabolic health ben-
efits to the current cohort of mice.

IMR preserves more trabecular bone than
continuous MR

To assess the amount and quality of bone present in the long
bones of mice fed the various diets, animals were sacrificed at

Figure 1. Both intermittentmethionine restriction (IMR) and continuousMRconfermetabolic health benefits tomice.Comparisons over time of
average values are shown for (A) total body mass and (B) food consumption for control-fed (CF; black circles), continuously methionine-restricted (MR;
red squares), and intermittently methionine-restricted (IMR; blue triangles) mice. Also shown are average values at the conclusion of the experiment
(eight weeks) for the mass of (C) inguinal and (D) perigonadal fat pads. In addition, average values for the circulating levels of (E) fasting glucose,
(F) plasma FGF-21, and (G) plasma IGF-1 are also depicted. For panels (E)–(G), IMR values were obtained following a period of methionine-restricted
feeding. For all panels, error bars denote (SEM). For panels (C)–(G), statistically significant differences are either indicated (*, p< 0.05; ****, p < 0.0001)
or absent (ns). N = 8 for all groups.
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the end of the feeding period (eight weeks), and their tibiae and
femurs were surgically resected and processed for subsequent
analyses. In order to measure the microarchitecture of trabecular
bone, tibiae and femurs were analyzed by micro-CT. From the
resulting images (examples of which are shown in Fig. 2), it is
apparent that continuous MR produces a loss of trabecular bone
mass as compared with the control diet. In contrast, trabecular
bonemass appears to be relatively unaffected by IMR.Quantitation
of such images revealed that, in tibiae, trabecular bone volume,
connective density, trabecular number, and trabecular thickness
were all reduced by continuous MR (25%, 15%, 13%, and 5%,
respectively; Fig. 3A–D). Consistent with these effects, we found
that this intervention increased trabecular spacing (20%; Fig. 3E).
Interestingly, and as hypothesized, we observed that IMR resulted
in a marked amelioration of all of the aforementioned deleterious
effects on tibial trabecular bone. For trabecular bone volume and
connective density, values for animals undergoing IMR did not
differ from those of controls (Fig. 3A,B). For trabecular number,
thickness, and spacing, all values were significantly improved as
compared with those of mice undergoing continuous MR
(Fig. 3C–E). Surprisingly, IMR resulted in an average trabecular
thickness that was improved even as compared with that of
control-fed animals (6%; Fig. 3D).

Regarding the maintenance of trabecular bone in femurs, con-
tinuousMR also had negative effects on bone volume and connec-
tive density (35% and 25%; Fig. 3F,G), as well as trabecular
number and thickness (14% and 10%; Fig. 3H,I). As expected,
these effects were associated with an increase in trabecular spac-
ing (20%; Fig. 3J). Similar to the results for tibiae, IMR resulted in
a dramatic amelioration of trabecular bone loss in femurs, main-
taining connective density and trabecular thickness at levels
equivalent to those of controls (Fig. 3G,I). For all other measure-
ments, values were improved as compared with those of contin-
uously methionine-restricted mice (Fig. 3F,H,J). Taken together,
these results clearly demonstrate that, in contrast to their contin-
uously methionine-restricted counterparts, mice undergoing IMR
experience very little trabecular bone loss, if any.

IMR preserves more cortical bone than
continuous MR

Given that cortical bone, like trabecular bone, is known to be
lost in animals undergoing continuous MR25–27, we made use
of micro-CT to image cortical bone in the long bones of mice.
Representative images are shown (Fig. 4) that demonstrate the
qualitative effects of the diets on cortical (as well as trabecular)
bone. These images reveal that continuousMRnegatively impacts
cortical bone mass as compared with the control diet. They also
confirm the loss of trabecular bone that is similarly caused by

continuous MR, as described above (Figs. 2, 3). In contrast, these
images show a clear preservation of both cortical and trabecular
bone as a result of IMR (Fig. 4).

Quantitation of such images revealed that, as compared with
control values, cortical thickness, periosteal radius, periosteal
circumference, and polar moment of inertia were all reduced in
the tibiae of animals undergoing continuous MR (9%, 7%, 7%,
and 22%, respectively; Fig. 5A,C,E,F). Indeed, these findings are
consistent with those of previous studies25–27. No differences
were observed for endosteal measurements (Fig. 5B,D).
Interestingly, IMR resulted in a preservation of cortical bone in
tibiae, producing an average cortical thickness not only greater
than that of continuously methionine-restricted mice (11%;
Fig. 5A), but essentially the same as that of controls. For all other
measurements, there were no significant differences between
continuous and IMR (Fig. 5B–F).

With respect to cortical bone measurements, results in femurs
were broadly similar to those in tibiae. Compared with control
feeding, continuousMR reduced both cortical thickness and polar
moment of inertia (18% and 18%, respectively; Fig. 5G,L). It is
interesting to note that there was a lesser effect of diet on endos-
teal and periostealmeasurements in femurs than in tibiae, with all
three dietary regimens resulting in essentially the same values
(Fig. 5H–K). Nevertheless, IMR resulted in a greater average
cortical thickness as compared with that of continuously
methionine-restricted animals (11%; Fig. 5G). Overall, these
results demonstrate that IMR preserves more cortical bone than
continuous intervention.

IMR results in both improved osteoid formation and
bone resorption

To further examine the physiological changes occurring in the
bones of mice fed the various dietary regimens, we performed
static histomorphometric analyses of tibiae. These analyses were
critical in that they allowed us to explore the effects of continuous
and intermittent MR not only on the formation of bone-precursor
osteoid but also on the cell populations involved in the production
and turnover of bone. Consistent with the micro-CT results
described above, we observed that bone volume (BV/TV (%))
was negatively affected by continuous MR (53%), but preserved
by IMR (Fig. 6A). Identical effects were observed for osteoid vol-
ume (OV/TV (%)), trabecular thickness, and osteoid thickness,
with these attributes being reduced dramatically in the bones
of continuously methionine-restricted mice (57%, 28%, and
32%, respectively), but maintained at control levels by IMR
(Fig. 6B–D). Consistent with its negative effects on bone mass,
continuous MR resulted in bones with not only fewer osteoblasts
(which produce bone) than controls (44%; Fig. 6E), but alsomore

Figure 2. Imaging of trabecular bone by micro-computed tomography (micro-CT). Representative images are shown depicting trabecular bone in
femurs harvested from control-fed, continuously methionine-restricted (MR), and intermittently methionine-restricted (IMR) mice at the conclusion of
the experiment (eight weeks). Bars denote 200 μm.
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osteoclasts (which degrade bone) (60%; Fig. 6F). However, the
effect of IMR on these cell populations is strikingly different.
We observed that IMR increased the number of osteoblasts
in tibiae, with average values being far greater than those of
continuously methionine-restricted animals (288%; Fig. 6E).
Interestingly, this value also reflected a 61% increase in osteo-
blast number as compared with that of control-fed animals
(Fig. 6E). We were also surprised to observe an increase in the
number of osteoclasts in the bones of intermittently methionine-
restricted mice (87%; Fig. 6F). Although IMR increases osteoclas-
togenesis, bone mass is maintained in animals undergoing this
intervention. Our results indicate that this is achieved through
a concomitant increase in the number of osteoblasts.

IMR alters the expression of factors that regulate
bone structure

Regarding the molecular mechanisms by which IMR confers a
relative preservation of bone mass, we considered the possibility
that recurrent periods of methionine repletion (four days per
week) might produce a reversal of MR-dependent changes in
the expression of factors involved in osteoblast and osteoclast
differentiation and activity, and consequently, bone develop-
ment. For example, we previously found that continuous MR
decreases expression of Runx2, Dmp1, Opg, and Rank in bone
marrow harvested from continuously methionine-restricted
mice27, likely explaining the observed changes in osteoblast
and osteoclast numbers. To gain insight into the mechanisms
underlying the relative benefits of IMR, we performed similar
experiments assessing the levels of these transcripts in humeral
bone marrow harvested from mice subjected to control-feeding,
continuous MR, and IMR. Consistent with our previous results,
we found that continuousMR reduced the levels ofRunx2 as com-
pared with control-feeding (52%; Fig. 7). Although the relative
expression levels for Opg, Rank, and Dmp1 in continuously
methionine-restricted animals were also lower than those of
control-fed animals (25%, 7%, and 57%, respectively), these
differences were not statistically significant. In contrast, the rel-
ative levels of all four transcripts were greater for mice under-
going IMR. In the case of Opg and Rank, transcript abundance
was greater (87% and 84%, respectively) than for mice under-
going continuousMR. ForRunx2 andDmp1, the relative increases
in expression were 16% and 136%, respectively, although these
differences were not statistically significant. It is important to
note that the bone marrow samples used for these analyses
were harvested after a three-day period of methionine-deficient
feeding. Thus, it is possible that changes that trend upward in
intermittently methionine-restricted animals (i.e., Runx2 and
Dmp1) might be found to be significantly higher after a period
of methionine-replete feeding. In any case, it is clear that the
overall expression pattern of factors influencing osteoblast and
osteoclast differentiation and function differs in intermittently
methionine-restricted animals as compared with continuously
methionine-restricted counterparts.

IMR prevents bone marrow adipogenesis
Bone marrow adipogenesis increases with age33,34 and is asso-

ciated with reduced osteoblast activity and weaker bones35.
Previous studies have demonstrated that continuous MR fails to
prevent the accumulation of marrow fat and, in some cases, even
exacerbates it27. To test the effects of continuousMRon bonemar-
row adipogenesis, tibiaewere decalcified, stainedwith osmium to

Figure 3. IMR preserves trabecular bone. Average values at the conclu-
sion of the experiment (eight weeks) are shown for (A,F) trabecular bone
volume/total volume (BV/TV), (B,G) connective density, (C,H) trabecular
number (Tb. N), (D,I) trabecular thickness (Tb. Th), and (E,J) trabecular
spacing (Tb. Sp). Values were determined by micro-CT analyses of
tibiae (panels (A)–(E)) and femurs (panels (F)–(J)), respectively. Bars
denote SEM. Statistically significant differences are either indicated
(*, p< 0.05; **, p < 0.01; ***, p< 0.001; ****, p< 0.0001) or absent
(ns). N= 8 for all groups.
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detect marrow fat, and imaged using micro-CT. The relative
amounts ofmarrow fatweremeasured in four regions, termed “vol-
umes of interest” (VOIs). These regions correspond to the

epiphyseal (VOI1), metaphyseal (VOI2), metaphysis (VOI3), and
diaphysis (VOI4) of the long bone and are indicated diagrammati-
cally (Fig. 8A). With the exception of the VOI4 region, continuous

Figure 4. Imaging of cortical and trabecular bone by micro-CT. Representative images are shown depicting both cortical and trabecular bone in
femurs harvested from control-fed, continuously methionine-restricted (MR), and intermittently methionine-restricted (IMR) mice at the conclusion
of the experiment (eight weeks). Bars denote 1 mm.

Figure 5. IMRpreserves cortical bone.Average values at the conclusion of the experiment (eightweeks) are shown for (A,G) cortical thickness (Ct. Th),
(B,H) endosteal radius, (C,I) periosteal radius, (D,J) endosteal circumference, (E,K) periosteal circumference, and (F,L) polarmoment of inertia (pMOI).
Values were determined by micro-CT analyses of tibiae (panels (A)–(F)) and femurs (panels (G)–(L)), respectively. Bars denote SEM. Statistically sig-
nificant differences are either indicated (*, p< 0.05; **, p< 0.01; ****, p< 0.0001) or absent (ns). N= 8 for all groups.
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MR fails to reduce the high levels of marrow fat present in tibiae
(Fig. 8B–D). In stark contrast, IMR results in a dramatic inhibition
ofmarrow adipogenesis in tibiae, with all four VOI regions possess-
ing massively reduced levels of marrow fat as compared with con-
trols (64%, 70%, 67%, and 88%, respectively; Fig. 8B–E). Thus,
these results clearly demonstrate that, of the two interventions,
only IMR is effective at preventing bone marrow adipogenesis.

IMR results in stronger bones than continuous MR
Given that IMR both preserves more bone mass (trabecular and

cortical) and reduces the accumulation ofmarrow fat as compared

with continuous MR, it would be expected that the bones of inter-
mittently methionine-restricted animals would be stronger than
those of their continuously methionine-restricted counterparts.
To test this prediction, four-point bending tests were performed
on the femurs of mice fed the control diet as well as animals fed
the continuous and intermittent regimens. The stiffness, max load,
and total work performed were all found to be significantly
reduced by continuous MR (33%, 36%, and 37%, respectively;
Fig. 9A–C). Although the average post-yield deflection of bones
was also determined, this value was not altered by either MR regi-
men (Fig. 9D). As predicted, IMR improved both the max load and

Figure 6. IMR results in both improved osteoid formation and bone resorption. Average values at the conclusion of the experiment (eight weeks)
are shown for (A) trabecular bone volume/total volume (BV/TV; %), (B) osteoid volume/total volume (OV/TV; %), (C) trabecular thickness (Tb. Th),
(D) osteoid thickness (OTh), (E) number of osteoblasts/total area (NOb/TAR), and (F) number of osteoclasts/total area (NOc/TAR). Measurements were
obtained by static histomorphometric analyses of tibiae. Bars denote SEM. Statistically significant differences are either indicated (*, p< 0.05; **,
p < 0.01; ***, p< 0.001; ****, p < 0.0001) or absent (ns). N = 8 for all groups.

Figure 7. Relative expression of factors involved in the differentiation and activity of osteoblasts and osteoclasts. Average relative expression is
shown for genes encoding factors that regulate the differentiation and activity of osteoclasts (Opg and Rank) and osteoblasts (Runx2 and Dmp1). Values
represent the relative abundance of these transcripts in humeral bone marrow at the conclusion of the experiment (eight weeks) for animals fed the
indicated diets. Bars denote SEM. Statistically significant differences are indicated (*, p< 0.05). N= 8 for all groups.
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total work performed relative to continuous MR (31% and 54%,
respectively; Fig. 9B,C). Although IMR did not improve the stiff-
ness of femurs, the total work performed was actually equivalent
to that of bones from control-fed animals (Fig. 9A,C). Taken
together, these findings confirm that the long bones of intermit-
tently methionine-restricted mice are stronger than those of their
continuously methionine-restricted counterparts.

Discussion

Although the benefits of continuous MR to mammalian health-
span are well documented1–3, we previously developed a more
practicable version of this intervention to help translate the
health benefits of MR to humans14. Not only does IMR have a
much shorter interventional period than continuous MR (three
vs. seven days per week), but it is arguably superior in other ways
as well. For example, while we have often observed that continu-
ous MR fails to rescue the high fasting glucose levels that charac-
terize femalemice maintained on a high-fat diet14,36, IMR rescues
all aspects of diet-induced dysglycemia in both males and
females14. In addition, while continuous MR is known to inhibit
overall growth and the development of lean body mass, we have
observed a trend toward the preservation ofmusculoskeletal mass
in intermittently methionine-restricted male mice. As a result, we
considered the possibility that IMR might not have the same del-
eterious effects on bone formation as continuousMR. As the latter
intervention has increasingly become the subject of clinical trials
aimed at translating the metabolic health benefits of MR to

humans, the reduced bone density and strength observed for ani-
mals (and people) subjected to long-term continuousMR are clear
causes for concern. However, if mice undergoing IMRwere found
to preserve more bone mass and retain stronger bones than their
continuously methionine-restricted counterparts, then such find-
ings would represent yet additional evidence that IMR is likely to
produce better health outcomes for human subjects than the
classical intervention.

In this study, we report that, as compared with continuous MR,
IMR preserves both trabecular and cortical bone in tibiae and
femurs. In addition, unlike continuous MR, the intermittent inter-
vention is very effective at preventing the accumulation of marrow
fat. As would be expected, given the observed preservation of bone
mass and inhibition of marrow adipogenesis, direct mechanical
testing of femurs demonstrated that IMR results in measurably
stronger bones than continuous MR. Regarding the mechanism
by which such benefits are engendered, static histomorphometric
analyses revealed an elevated number of osteoblasts in the femurs
of intermittently methionine-restricted mice, as well as a concomi-
tant increase in both the osteoid volume and thickness. This is in
contrast to the results for bones from continuously methionine-
restricted animals, which show a reduction in osteoblast number
as compared with controls. The latter finding is consistent with
the results of our previous study, wherein deleterious changes in
the bone microarchitecture of continuously methionine-restricted
mice were found to involve altered miRNA and Runx2 expression,
leading to changes in the activity of osteoblast precursors27.
Indeed, an independent study reported that continuous MR alters

Figure 8. IMR prevents bone marrow adipogenesis. (A) Positioning of the volumes of interest (VOIs) in a representative micro-CT image of an
osmium-stained tibia from a control-fed mouse at the conclusion of the experiment (eight weeks; light blue, bone; gray scale, marrow fat). Average
values are shown for the proportions of marrow fat present in the tibiae of mice fed the indicated diets. Values are for fat located in the (B) epiphyseal
(VOI1), (C)metaphyseal (VOI2), (D)metaphysis (VOI3), and (E) diaphysis (VOI4). For panel (A), bar denotes 1mm. For panels (B)–(D), bars denote SEM.
Statistically significant differences are either indicated (*, p< 0.05; **, p< 0.01; ****, p < 0.0001) or absent (ns). N = 8 for all groups.
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the expression of Runx2 in a number of settings26. Combined with
an observed increase in the average number of osteoclasts, the
decrease in osteoblast number that we observe suggests that the
bone loss resulting from continuous MR is due to both decreased
bone formation and increased bone resorption. However, unlike
the continuous intervention, IMR elevates both osteoblast and
osteoclast cell numbers. While the latter observation is somewhat
surprising, itmay be that any increase in the rate of bone resorption
in these animals is offset by an even greater rate of bone formation.
Should this be the case, intermittently methionine-restricted mice
would be expected to maintain significant amounts of high-quality
bone, with bones also becoming stronger and more robust over
time. Suggestive of such a possibility, we find that the increase
in osteoblast number (60.37/mm2; Fig. 4E) is twice as great
as the increase in osteoclast number (30.66/mm2; Fig. 6F). How-
ever, given that the regulation of osteoblast/osteoclast activity is
more complex than mere cell numbers, future experiments will
be necessary to definitively determine whether the bones of inter-
mittently methionine-restricted mice do, in fact, become stronger
the longer that animals are on the diet. Relatedly, a weakness of
this study is that the effects of the various dietary interventions
on bone formation were tested only in young, still-developing
mice. In future studies, it will be informative to test whether
IMR is similarly effective at sparing adult animals the bone loss that
is engendered by continuous MR.

As discussed above, bone marrow expression of Runx2 is
reduced by continuous MR (Fig. 7)27. Given that RUNX2
controls the differentiation and maturation of osteogenic

precursors, this decrease likely contributes to the reduced osteo-
blast number observed in the bones of continuously methionine-
restrictedmice (Fig. 6E). Similarly, our 2017 study also reported
that continuous MR decreases the expression of Dmp1, a gene
involved in the regulation of both osteoblast differentiation
and bone mineralization. We have also found that continuous
MR reduces the expression of Opg, which encodes a decoy pro-
tein that inhibits osteoclast differentiation through the RANK
pathway. Collectively, these effects likely explain the observed
changes in the number of both osteoblasts (44% less than con-
trols) and osteoclasts (60% more than controls) caused by con-
tinuous MR (Fig. 6E,F). In contrast, the bones of animals
undergoing IMR show a different pattern of expression for such
genes. In the case of Runx2 and Dmp1, expression of these genes
trend higher for intermittently methionine-restricted mice than
their continuouslymethionine-restricted counterparts, although
we did not find these differences to be statistically significant.
However, we observed much more robust effects for Opg and
Rank, with IMR dramatically increasing the levels of these tran-
scripts as compared with continuous MR (87% and 84%, respec-
tively; Fig. 7). Although OPG functions as a decoy for the RANK
receptor, it may be that increased expression of RANK is more
than sufficient to promote osteoclastogenesis through this path-
way, thereby resulting in the increased number of osteoclasts
observed for animals undergoing IMR. In any case, it is probable
that reduced expression of Runx2, Dmp1, Opg, and Rank under-
lies the altered osteoblast and osteoclast numbers observed in ani-
mals undergoing continuousMR,which in turn results in bone loss.
In contrast, the levels of these transcripts are either maintained or
elevated for animals undergoing IMR, beneficially altering the
number and activity of osteoblasts and osteoclasts, thereby pre-
serving bone. Regardless of the specific mechanisms at play, it is
clear from our results that IMR is a much kinder intervention for
bones than continuous MR. Indeed, this finding is consistent with
a previous study suggesting that continuous low-level methionine
intake can be less than ideal with respect to multiple physiological
outcomes37.When taken togetherwith its more practicable nature,
robust metabolic health benefits, and reduced undesirable side
effects, the relative benefits of IMR to bone bolster the argument
that this intervention is not only a superior alternative to classical
MR but an ideal candidate strategy for improving human health-
span. It is possible that IMR might even be used to provide meta-
bolic health benefits for older individuals who are at risk of
developing osteoporosis and/or sarcopenia, whereas continuous
MR would likely promote or exacerbate these conditions. We look
forward to future clinical studies that will determine whether (and
to what extent) IMR produces similar healthspan benefits for
humans as it does for rodents.
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