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¢Department of Integrative Biology, University of California, Berkeley, CA, 94720, United States;
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Abstract

Biological rhythms in core body temperature (CBT) provide informative markers of adolescent
development under controlled laboratory conditions. However, it is unknown if these markers

are preserved under more variable, semi-naturalistic conditions, and if CBT may therefore

prove useful in a real-world setting. To evaluate this possibility, we examined fecal steroid
concentrations and CBT rhythms from pre-adolescence (p26) through early adulthood (p76) in
intact male and female Wistar rats under natural light and climate at The Stephen Glickman

Field Station for the Study of Behavior, Ecology and Reproduction. Despite greater environmental
variability, CBT markers of pubertal onset and its rhythmic progression were comparable to those
previously reported in laboratory conditions in female rats and extend actigraphy-based findings in
males. Specifically, sex differences emerged in CBT circadian rhythm (CR) power and amplitude
prior to pubertal onset and persisted into early adulthood, with females exhibiting elevated CBT
and decreased CR power compared to males. Within-day (ultradian rhythm; UR) patterns also
exhibited a pronounced sex difference associated with estrous cyclicity. Pubertal onset, defined
by vaginal opening, preputial separation, and sex steroid concentrations, occurred later than
previously reported under lab conditions for both sexes. Vaginal opening and increased fecal
estradiol concentrations were closely tied to the commencement of 4-day oscillations in CBT and
UR power. By contrast, preputial separation and the first rise in testosterone concentration were
not associated with adolescent changes to CBT rhythms in male rats. Together, males and females
exhibited unique temporal patterning of CBT and sex steroids across pubertal development,

with tractable associations between hormonal concentrations, external development, and temporal
structure in females. The preservation of these features outside the laboratory supports CBT

as a strong candidate for translational pubertal monitoring under semi-naturalistic conditions in
females.
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Introduction

Biological rhythms in core body temperature (CBT) change markedly across adolescent
development in rodents, enabling unobtrusive monitoring of this trajectory in a laboratory
setting(Grant et al., 2021; Hagenauer et al., 2011; Zuloaga et al., 2009). Biological rhythms
are coupled across physiological systems(Goh et al., 2019; Grant et al., 2020, 2018;
Mohawk et al., 2012) at multiple timescales, including within-a-day (ultradian rhythms;
URs)(Bourguignon, 1988), daily (circadian rhythms; CRs)(Garcia et al., 2001; MacKinnon
etal., 1978), and multi-day ovulatory cycles in females (ovulatory rhythms; ORs)(Vidal,
2017). By uncovering consistent patterns of CBT across adolescent development, this
measure could provide a convenient, unobtrusive method to monitor pubertal development
in field and laboratory research and, given the widespread use of wearable devices, may
provide clinically-relevant diagnostic information(Bhavani et al., 2019; Grant et al., 2020;
Smarr et al., 2020) Although the value of identifying these rhythmic features across
development features is evident, whether environmental variability masks the patterns
identified under controlled laboratory conditions requires empirical investigation.

Rhythmicity serves numerous functions, including coordination of reproductive
development(Albertsson-Wikland et al., 1997; Ankarberg and Norjavaara, 1999; Hagenauer
etal., 2011; Norjavaara et al., 1996) and synchronization of internal systems to variation

in the environment(Daan and Slopsema, 1978; Hoogenboom et al., 1984; Lewis and Curtis,
2016). We recently applied chronic CBT monitoring to examine rhythmic patterns during
female adolescent development in rats under controlled laboratory conditions(Grant et

al., 2021). Building on previous analyses of locomotor activity(Hagenauer et al., 2011;
Joutsiniemi et al., 1991), this strategy revealed predictable features of CBT across female
adolescent development that were coordinated with well-established temperature modulating
effects of estrogen(Williams et al., 2010) and progesterone(Buxton and Atkinson, 1948).
Whether real-world environmental variability masks the patterns of CBT that we observed
under controlled laboratory conditions was examined in the present study in rats housed
under semi-naturalistic conditions.

In addition to introducing more “noise’, exposure to the greater spectro-temporal variability
of natural light, temperature, humidity, and enriched sensory complexity of the natural
environment(Joyce et al., 2020; Stothard et al., 2017) may affect pubertal timing and tempo.
Although a great deal of research has focused on extreme environments (e.g., polar(Steiger
et al., 2013)), temperate environments may reveal differences from laboratory-derived
features. Mice and rats exposed to longer or variable day lengths, for example, exhibit
delayed external markers of pubertal onset(Lafaille et al., 2015), more variable activity
rhythms(Kim and Harrington, 2008; Meijer et al., 2010), and have altered weight gain
trajectories(Brown-Douglas et al., 2004). In contrast, male Siberian hamsters (Phodopus
sungorus) advance puberty in long day lengths(Park et al., 2003) to maximize reproductive
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success prior to winter. These changes suggest species-specific decoupling of maturation
mechanisms that are coordinated under laboratory conditions and may decouple temperature
features from sexual maturation under natural conditions(Silva and Dominguez, 2020).
Additionally, animals raised in semi-naturalistic environments exhibit elevated steroid
hormone concentrations(Woodruff et al., 2013, 2010), suggesting that the hormonal milieu
influencing the adolescent trajectory may alter temperature rhythms relative to laboratory-
based studies.

To assess the potential impact of these factors on CBT rhythmicity during adolescence,

we examined reproductive hormones and CBT patterns in a semi-naturalistic setting at The
Stephen Glickman Field Station (FS) for the Study of Behavior, Ecology and Reproduction,
which is an intermediate between laboratory and field conditions. This environment provides
shelters open to natural changes in light, humidity, and temperature while providing a
social partner and standard laboratory housing and food. We hypothesized that the FS
environment would result in higher and more variable sex steroid concentrations(Woodruff
etal., 2013, 2010) and pubertal timing onset compared to previous reports in the laboratory
environment(Grant et al., 2021). We also speculated that these changes would be mirrored
in temperature CR and UR patterns, and amplitude. Finally, we anticipated that reported
features of adolescence would occur in males as well as females, with the exception of the
emergence of patterns associated with the ovulatory cycle, and that males may exhibit sex
difference of elevated ultradian power and decreased temperature, as previously reported
(Zuloaga et al., 2009), compared to females.

Materials and Methods

Animals.

Male and female Wistar rats were purchased at 250 g and 300 g, respectively, from Charles
River (Charles River, Wilmington, MA). Animals were bred at the FS and weaned at
postnatal day 21 (p21). Weanlings were housed in same-sex pairs to minimize social
isolation stress known to affect pubertal development(Bakshi and Geyer, 1999; Boggiano

et al., 2008) in standard translucent propylene (96 x 54 x 40 cm) rodent cages, and provided
ad libitum access to food and water, wood chips for floor cover, bedding material, and chew
‘toys’ during the study. Animals were gently handled daily before weighing to minimize
stress. To prevent mixing of feces collected, cage mates were separated by a flexible
stainless-steel lattice that permitted aural, scent, and touch interaction between siblings.

A total of 16 animals were included in the study (n=8 per sex), with 16 same-sex individuals
as social, littermate partners. The experiment was conducted in rooms with natural light
(light intensity during the mean photo- and scotophases were 677 + 254 and 2.65 + 0.40 lux,
respectively), outdoor ambient temperatures ranging from average lows of 14.4 + 0.60° C

to average highs of 22.6 + 0.34° C, and air circulation from August 9 to September 29,
2019, at the FS at the University of California, Berkeley. The outdoor enclosures were open
to natural changes in light, humidity, and temperature through wire mesh grating on one side
of the structure, while the other three walls of the structure were enclosed. All procedures
were approved by the Institutional Animal Care and Use Committee of the University of
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California, Berkeley and conformed to the principles in the Guide for the Care and Use of
Laboratory Animals, 8t ed.

Core Body Temperature Data Collection.

Data were gathered with G2 E-Mitter implants that chronically record CBT (Starr

Life Sciences Co., Oakmont, PA). At weaning, G2 E-Mitters were implanted in the
intraperitoneal cavity under isoflurane anesthesia, with analgesia achieved by subcutaneous
injections of 0.03 mg/kg buprenorphine (Hospira, Lake Forest, IL) in saline. Buprenorphine
was administered every 12 h for 2 days following surgery. E-Mitters were sutured to the
ventral muscle wall to maintain consistent core temperature measurements. Recordings
began immediately, but data collected for the first 5 days post-surgery were not included

in analyses to allow for post-surgical recovery. Recordings were continuous and stored in
1-min bins.

Fecal Sample Collection.

Fecal E2 (fE2) concentrations in females, and fecal testosterone (fT) concentrations in
males, were assessed across puberty from feces generated over 24 h periods. Feces provide
a more representative sample of average daily hormone concentrations than do blood
samples(Auer et al., 2020; Harper and Austad, 2000; Millspaugh and Washburn, 2003;
Touma et al., 2004; Woodruff et al., 2010) and are non-invasively generated, thereby
reducing stress associated with high-frequency, longitudinal blood collection. Samples were
collected in small, airtight bags in the early mornings from p25 to p37 (pre puberty and first
estrous cycle), p45 to p51 (mid puberty), and p55 to p65 (late puberty to early adulthood)

in females, and every 3 days in males from p25 to p74. Samples soiled with urine were
discarded and all other boli generated over each 24-h segment were combined. Within 1 h of
collection samples were stored at —20° C until preprocessing for the ELISA assay. Sample
collection took ~ 1 min per animal. One female’s samples were frequently soiled with urine
and were therefore not included in analyses of 12 out of 24 of collected timepoints.

Samples were processed according to manufacturer’s instructions (Arbor Assays, Ann
Arbor, ML.). Briefly, samples were placed in a tin weigh boat and heated at 65°C for

90 minutes, until completely dry. Dry samples were ground to a fine powder in a coffee
grinder, which was wiped down with ethanol and dried between samples to avoid cross
contamination. Powder was weighed into 0.2 mg aliquots and added to 2 mL test tubes. For
hormone extraction, 1.8mL of 100% ethanol was added to each test tube, and tubes were
shaken vigorously for 30 minutes. Tubes were then centrifuged at 5,000 RPM for 15 minutes
at 4°C. Supernatant was moved to a new tube and evaporated under 65°C until dry (~ 90
minutes). Sample residue was reconstituted in 100uL of 100% ethanol. 25uL of this solution
was diluted for use in the assay and remaining sample was diluted and stored.

Hormone Assessment.

A commercially available fE2 enzyme-linked immunosorbent assay (ELISA) kit was used
to quantify E2 in fecal samples (Arbor Assays, Ann Arbor, MI). These assays have been
previously published in species ranging from rats and mice(Asimes et al., 2018; Auer

et al., 2020; Kalliokoski et al., 2015; Lv et al., 2020; Mathew et al., 2017; Steadman,
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2019; Steadman et al., 2019), to wolves(Franklin et al., 2020), to humans(Righetti et al.,
2020). ELISAs were conducted according to the manufacturer’s instructions. To ensure
each sample contained < 5% alcohol, 25uL of concentrate were vortexed in 475uL Assay
Buffer. All samples were run in duplicate, and an inter-assay control was run with each
plate. Sensitivity for the estradiol assay was 39.6 pg/mL and the limit of detection was 26.5
pg/mL. Sensitivity for the testosterone assay was 9.92 pg/mL and the limit of detection was
30.6 pg/mL. Fecal testosterone intra-assay coefficient of variation (C.V.) was 9.35% and
inter-assay C.V. was 10.5%. Fecal estradiol intra-assay CV was 5.0% and inter-assay CV
was 5.54%.

Data Availability and Analysis.

All code and data used in this paper are available at A.G.’s and L.K.’s
Github(azuredominique, 2021; Kriegsfeld-Lab, 2021. Code was written in MATLAB 2020b
and 2021a with Wavelet Transform (WT) code modified from the Jlab toolbox and from

Dr. Tanya Leise(Leise, 2015, 2013). Briefly, data were imported to MATLAB at 1-minute
resolution. Any data points outside + 3 standard deviations were set to the median value

of the prior hour, and any points showing near instantaneous change, as defined by local
abs(derivative) > 10° as an arbitrary cutoff, were also set to the median value of the previous
hour. Small data interrupts resulting from intermittent data pulls (<10 minutes) were linearly
interpolated. Continuous data from p26 to p74 were divided into three equal-length phases:
pre to mid puberty (p26 to p41), mid to late puberty (p42 to p58), and late puberty to early
adulthood (p59 to p74).

Wavelet Analyses and Statistics of CBT Data.

Briefly, Wavelet Transformation (WT) was used to generate a power estimate, representing
amplitude and stability of oscillation at a given periodicity, within a signal at each moment
in time. Whereas Fourier transforms allow transformation of a signal into frequency space
without temporal position (i.e., using sine wave components with infinite length), wavelets
are constructed with amplitude diminishing to 0 in both directions from center. This property
permits frequency strength calculation at a given position. In the present analyses we use a
Morse wavelet with a low number of oscillations (defined by g=5and y=3, the frequencies
of the two waves superimposed to create the wavelefLilly and Olhede, 2012)), similar to
wavelets used in many circadian and ultradian applications(Grant et al., 2020; Leise, 2015,
2013; Lilly and Olhede, 2012; Smarr et al., 2017, 2016). Additional values of g (3-8)

and y (2-5) did not alter the findings. As WTSs exhibit artifacts at the edges of the data
being transformed, only the WT of the second through the second to last days of data were
analyzed further, from p26 to p74. Periods of 1 to 39 h were assessed. For quantification

of spectral differences, WT spectra were isolated in bands; circadian periodicity power was
defined as the max power per minute within the 23 to 25 h band; ultradian periodicity power
was defined as the max power per minute in the 1 to 3 h band. The latter band was chosen
because this band corresponded with the daily ultradian peak power observed in ultradian
rhythms across physiological systems in rats(de Kloet and Sarabdjitsingh, 2008; Grant et al.,
2018; Kottler et al., 1989; Sanchez-Alavez et al., 2010).

J Biol Rhythms. Author manuscript; available in PMC 2022 August 01.
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For statistical comparisons of any two groups, Mann Whitney U (MW) rank sum tests were
used to avoid assumptions of normality for any distribution. Non-parametric Kruskal-Wallis
tests were used instead of ANOVAs for the same reason; for all Kruskal-Wallis tests, y? and
pvalues are listed in the text. All relevant comparisons have the same r/group, and thus the
same degrees of freedom. Mann Kendall (MK) tests were used to assess trends over time

in wavelet power (Figure 2) and linear CBT (Figure 4) over three equally sized temporal
windows, described above. For short term (< 3 days of data) statistical comparisons, 1 data
point per 4 hours was used (approximately once per ultradian cycle); for longer term (>3
days of data) statistical comparisons, 1 data point per day was used. Dunn’s test was used for
multiple comparisons, and Friedman’s tests were utilized in cases of multiple measurements
per individual. Circadian power, visualized in Figure 2A-D was smoothed with a 24 h
window using the MATLAB function “movmean”. Violin plots, which are similar to box
plots with probability density of finding different values represented by width(Violin Plots
101, 2021), were calculated using the MATLAB function “violin” and used to visualize both
circadian power (Figure 2J) and linear CBT (Figure 4E-G). Median daily circadian power
regressed against each day’s fE2 for each individual using a mixed effects linear regression
(MATLAB function “fitime”). Individuals were treated as random effects, and fE2/fT and
median daily CR power treated as fixed effects (Figure 2G-H).

Estradiol and Testosterone Analysis and Statistics.

Fecal estradiol and testosterone concentrations by day of life were averaged across animals
by group and plotted with shaded mean + S.E.M (Figure 1A, C). Additionally, in females,
data were plotted using a 4-day window for each cycle of life over which fecal samples
were collected. As individual estrous cycles are not all aligned in time (e.g., one animal
may begin puberty on p33, another on p35), samples were assessed in 4-day blocks,
aligned with the highest value in a collection period (e.g., mid puberty) falling on the

third day displayed (Figure 1B). Specifically, during each block, fE2 rose over 3 subsequent
days with a decrease on the fourth. For example, if animal 1 began puberty on p30 and
exhibited a 4-day window peak of fE2 on p33, then that animal’s “first cycle” would be
displayed and averaged into a group representation of first cycle as p31, p32, p33, p34.
This strategy enabled group assessment of a pre-pubertal 4-day window, as well as an
early, mid, and late pubertal cycle, and an early adulthood cycle for Intact and Intact + C
animals. The day of fE2 or fT rise was defined as the first day fE2 or fT concentration

rose > 2 standard deviations above its starting prepubertal value. Relationship to vaginal
opening, and preputial separation, are described in Figure 1D and Supplemental Figure 1.
Group differences in fE2 area under the curve by cycle were assessed using the MATLAB
function “trapz” and Kruskal Wallis (KW) tests with Dunn’s post hoc correction. Hormone
differences by day of life were assessed using Friedman’s test. In order to further assess
commencement and stability of estrous cycling after first rise in fE2, metrics were divided
into 4 day blocks, with each day labelled 1,2,3, and 4: repeating for subsequent cycle
lengths. Groups for statistical comparison were constructed from all data corresponding to
1’s, 2’s, 3’s and 4’s. Friedman’s tests with Dunn’s corrections were used to determine if
values associated with each day of cycle (e.g., all day 1°s) varied statistically from other
days of the cycle by group.

J Biol Rhythms. Author manuscript; available in PMC 2022 August 01.
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Results

High Frequency Fecal Estradiol and Testosterone Enable Monitoring of Pubertal
Progression Under Semi-naturalistic Conditions.

In females, fecal estradiol (fE2) increased after p35 (XZ: 9.80, p=0.001), and exhibited
periodic days of elevated fE2 thereafter (p=0.03 for days 3 versus day 1 after pubertal onset;
Figure 1A-B). In males, fecal testosterone (fT) increased after p45 (XZ: 9.60, p=0.002;
Figure 1B). The relationship between canonical external signs of pubertal onset and fE2/fT
rise was dependent on sex: fE2 rose 2 standard deviations prior to vaginal opening in most
females (Figure 1D, top), whereas fT rose 2 standard deviations 1 to 2 weeks after preputial
separation in males (Figure 1D, bottom). Weight trajectories for males and females were
typical (Supplemental Figure 2).

Sex Differences in Circadian Power are Present from Pre-Adolescence through Adulthood.

CR, but not UR power rose across early adolescence in both sexes (CR power upward trend
p=0.009, 0.0012 for females and males, respectively; UR power p=0.148, 0.243for both
females and males, respectively; Figure 2A-C). Males maintained statistically significantly
higher CR power from pre adolescence to mid adolescence and in early adulthood (y%=
8.00, 3.78, 16.53; p=0.005, 0.052, 4.79*107° for pre to mid adolescence, mid to late
adolescence, and late adolescence to early adulthood, respectively; Figure 2D-F). CR power
was positively correlated with fE2 in adolescent females (p=0.04, 7=0.08, A/C = —264;
Figure 2G), whereas adolescent males did not exhibit a significant correlation between CR
power and fE2 (p=0.07, °=0.09, A/C= -132; Figure 2H). This pattern was not present prior
to pubertal onset, defined by vaginal opening or preputial separation, in either sex (p=0.54,
p=0.89 for females and males, respectively; Figure 2G—H, insets).

CBT and Ultradian Power Exhibited Sex-Specific Changes.

CBT exhibited an approximately 4-day periodic fluctuation in females, but not males,
commencing with the rise in fE2 and vaginal opening (/1/2:11.5, 1.3, p=0.005 and p=0.198
for females and males, respectively; Figure 3A-B). UR power exhibited a comparable
4-day pattern in females (;(2:8.75,,0:0.034) but not males ()(2:3.25, p=0.169) (Figure 3A-
B). An FFT of male and female CBT and UR power corroborated these observations;
females exhibited statistically greater A.U.C. for 4-to-5-day periodicity of CBT modulation
(;(2:11.29, p=8*10~4 for sex difference in A.U.C. of 4-to-5-day temperature FFT; Figure
3C) and UR modulation (;(2:9.28, p=0.002 for sex difference in A.U.C. of 4-to-5-day

UR Power FFT; UR alignment shown in Figure 3D). Additionally, females exhibited a
statistically significant upward trend in temperature from pre to mid adolescence (p=1*107°
to p=0.02; mean p=0.004), and a significant downward trend in body temperature from

mid to late adolescence (p=0.019) (Figure 4A, 4C). Conversely, males did not exhibit a
statistical trend in temperature from early to mid (p=0.07) or from mid to late adolescence
(0=0.12) (Figure 4B-C). Violin plots of temperatures across adolescence indicated that
females exhibited elevated temperatures compared to males for the entire period of study
(¥%= 25.37, 33.84, 25.52; p=9.75*10"7, 5.97*1079, 4.37*10 for pre to mid adolescence,
mid to late adolescence, and late adolescence to early adulthood, respectively; Figure 3A-B,
Figure 4D-F).

J Biol Rhythms. Author manuscript; available in PMC 2022 August 01.
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Discussion and Conclusions

The present findings reveal that CBT features measured in a semi-naturalistic environment
can be used to monitor adolescent development, with features persisting in the presence of
additional variability of sex steroid concentrations and environmental factors. Adolescent
trends in CBT and CBT rhythmicity observed in the present study were akin to those of
females and males examined in the laboratory(Grant et al., 2021; Kittrell and Satinoff, 1986)
with notable sex differences. Males and females exhibited differential trends and amplitude
in CR and UR power, with the most prominent being the rapid onset of ovulatory CBT
rhythms in females following the early pubertal rise in fE2 and vaginal opening. CR power
increased from pre to mid puberty in both sexes, with females exhibiting higher pubertal
CBT and lower CR power than males. Despite the observation of higher and more variable
fE2 compared to lab-reported values, females retained a statistically significant correlation
between fE2 and CR power after pubertal onset(Grant et al., 2021). In contrast to the
coordinated patterns in fE2 and CBT in females, coordinated changes in CBT structure and
testosterone were not observed in males. Although the present study does not fully mimic
conditions of the natural environment (e.g., foraging for food, burrows, broad interactions
with conspecifics), the findings affirm that CBT and CBT rhythmicity remain informative
in variable environments, particularly in females, and support the potential for using CBT
outside of the laboratory environment and across species.

The similarity among the trajectories of circadian power in males and females is intriguing
given that, consistent with previous findings, fT rose much later in males than did fE2

in females(Hagenauer et al., 2011; MacKinnon et al., 1978; Sengupta, 2013). Because

the rise in fT was temporally decoupled from rhythmic metrics and preputial separation,

a sex-steroid-independent change might drive development of male CBT rhythmicity.

This finding was unexpected as androgen receptors are highly expressed in male SCN
core(lwahana et al., 2008) and testosterone is necessary for the maintenance of typical
circadian CBT and activity rhythms in adulthood(Butler et al., 2012; Karatsoreos et al.,
2011; Morin and Cummings, 1981; Zuloaga et al., 2009). Numerous other hormonal and
behavioral factors have been proposed to influence the timing of circadian consolidation
of male activity and temperature, including melatonin(Cavallo, 1993; Rivest et al., 1986),
growth hormone(Dunger et al., 1991; Grant et al., 2018), time since weaning(Joutsiniemi
et al., 1991), and social interaction(Castro and Andrade, 2005). Additionally, there are
previous reports of increased time taken for circadian consolidation of activity in males
(e.g., (Cambras and Diez-Noguera, 1988; Diez-Noguera and Cambras, 1990), and of female-
specific ties between estradiol and circadian period/consolidation(Alvord et al., 2021;
Blattner and Mahoney, 2013; Morin et al., 1977; Takahashi and Menaker, 1980; Thomas
and Armstrong, 1989; Wollnik and Dohler, 1986).

As indicated previously, males and females integrate numerous cues to trigger the onset of
puberty and circadian consolidation, and estradiol contributes to coupling these processes
in females(Weinert, 2005). The present results corroborate a female-specific relationship
among body temperature, UR and CR development, and estradiol that exists at least from
around the time of pubertal onset. Furthermore, despite some remarkable similarities in
adolescent circadian, ultradian, and CBT trajectories between the sexes, the presence of

J Biol Rhythms. Author manuscript; available in PMC 2022 August 01.
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elevated CBT (which persists into adulthood(Zuloaga et al., 2009)) and reduced circadian
power in females, suggests that continuous-temperature-based diagnostic algorithms should
take sex into account during training and validation. Although it would be fruitful to explore
the phase relationship between sunrise/sunset across puberty under semi-natural conditions
as performed in previous laboratory studies (Hagenauer et al., 2011), because individuals
progress through puberty at different rates, day length is not the same across individuals

at different stages of development in the present study. Larger cohorts, where puberty is
synchronized among animals under naturalistic conditions, will help to uncover specific
relationships among steroidal hormone trajectories, pubertal stage, and circadian phase
under naturalistic conditions.

If the features described here have analogous counterparts in teen populations as suggested
previously (e.g., Batinga et al., 2015; Pronina et al., 2015), and has recently been shown

for continuous temperature for female LH surge anticipation(Grant et al., 2020; Webster
and Smarr, 2020), and pregnancy(Grant et al., 2021); then this approach can be applied

to develop powerful tools to further understand key developmental events. At present,
children in developed nations begin puberty at an earlier age than in past decades, attributed
to body fat and stress-related factors(Bellis et al., 2006, p. 12; Chittwar et al., 2012;
Delemarre-van de Waal et al., 2002; Herbison, 2016; Parent et al., 2003). Additionally,
these children are subject to widely varying temporal disruptions in the form of light at
night(Casper and Gladanac, 2014; Jain Gupta and Khare, 2020; Smarr and Schirmer, 2018),
late meals(Jain Gupta and Khare, 2020), and female hormonal contraceptives(Apter, 2018).
Despite the need for monitoring the effects and interactions of these variables on pubertal
health, clinicians are equipped with relatively low temporal resolution tools for pubertal
staging and diagnosis(Elchuri and Momen, 2020; Klein et al., 2017; Lauffer et al., 2020),
and rhythmic stability throughout adolescent development is not considered by families or
pediatricians(Owens and Weiss, 2017).

Together, non-invasive sex steroid measurement and chronic observation of CBT rhythms
and amplitude represent promising metrics for the detection of pubertal onset and
monitoring of the developmental trajectory in both sexes under semi-naturalistic conditions.
Future work is needed to determine the extent to which such features are extant and
coordinated with markers of puberty in humans, but the present findings in rats suggest

the feasibility of such an approach.

Supplementary Material
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Figure 1. High Frequency M easurement of Fecal Estradiol and Testosterone Enables M onitoring
of Estrous Cycle Emergence and Pubertal Progression in Semi-naturalistic Conditions.

Group mean (x+ S.E.M.) of female fecal estradiol (blue, A) and male (red, C) fecal
testosterone. Fecal testosterone (fT) by day of life differed significantly after p45 (C),
whereas the commencement of the ovulatory cycle contributed to variability of female fecal
estradiol (A,B). * Letters signify Kruskal Wallis group differences of fT values over the
bracketed time region. Group mean and S.E.M. of female (light blue, B). Fecal estradiol
adopts a four-day cycle that stabilizes from early to late puberty, with levels elevated
significantly (p=0.001) by late adolescence. * Indicates significantly elevated fE2 levels in
cycle as compared to pre-pubertal state. Fecal estradiol rose 2 standard deviations prior to
vaginal opening in most females (D, top), but fecal testosterone rose 2 standard deviations
~1 to 2 weeks after preputial separation in males (D, bottom). Gray, shaded regions of the
figure are time points at which fecal samples were not collected.

J Biol Rhythms. Author manuscript; available in PMC 2022 August 01.

4

Pre-Puberty Early Puberty Mid Puberty  Late Puberty



1duosnuepy Joyiny 1duosnuely Joyiny 1duosnuey Joyiny

1duosnuely Joyiny

Grant et al.

Male Wvlt Power Female Wvlt Power

Wvlt Power

‘ CR, but not UR, Power Rises Across Adolescence

Page 16

Males Exhibit Higher CR Power than
Females During Adolescence

i B * Female D. Pre-to-Mid Adolescence (p26 to p41)
s 2
1
0.5 1
o i s : : : :
26 30 34 38 42 46 50 54 58 62 66 70 74 0
= E.
¥ °;’ Mid-to-Late Adolescence (p42 to p57)
1 Male [} 2
. /_H % 5.
; : <
0.5 § 1
T e o e i SR R s 2 L_)
s z 0
26 30 34 38 42 46 50 54 58 62 66 70 74 F
Late Adolescence to Early Adulthood (p58 to
- Female Male 2 »
! 1 ,
0.5
e e 89122 e e A = Ao S S et S SIS IV s SR e 0
0" - - .
26 30 34 38 42 46 50 54 58 62 66 70 74 Female Male
Day of Life
CR Power is Tied to Estradiol Concentration After Pubertal Onset
G. )
5 O8[ Pubertal Females Pre-pubertal Pubertal Males Pre-pubertal
2 o7 ® g 2
5 n.s. " 5. R2=0.002,
< ° o 05 i,c S 0511 2 % ox n.s. 05 gy AIC=-711
o« 06 ° ° 2o § = e =0.89
o o o $2 8¢ o p=054 < 06 p=0.
= s ° * % 0 g % 5000 10000
8 - o e® 0 5000 10000 T .
c . . o e @ ® a o4 0.
L]
2 03 t..‘-' < * .° 8 o3 . '.o:ﬂ oo ‘
: Rt 2R
S o2 » S o2 ° ®
= oo ®e .
0.1 0.1 e ® ] 3 ®
R?= 0.08, AIC =-264, p=0.04 R?=0.09 ,AIC=-132, p=0.07
0
0 2000 4000 6000 8000 10000 0 2000 4000 6000 8000 10000
Female fE2 (pg/mL) Male fT (pg/mL)

Figure 2. Adolescence Exagger ates Sex Differencesin Circadian Power and its Correlation to Sex

Steroids.

Circadian, but not ultradian, power rises across early adolescence in both sexes (A-C).
Linear plots of group mean (+ S.E.M.) of CBT circadian (solid) and ultradian (dashed)
power in females (blue, A), and males (red, B), overlaid in 2C. * Indicates significant trend
over time for the bracketed time (p=0.009, 0.0012 for females and males, respectively).
Phase of adolescence cutoffs (early to mid, mid to late, and late to adult) are indicated

by breaks in the colored x-axis at p42 and p58. Violin plots of circadian power illustrate
that males maintain significantly (letter indicates group difference) higher circadian power
than females from early in life (D-F) (y-= 8.00, 3.78, 16.53; p=0.005, 0.052, 4.79%107° for
pre to mid adolescence, mid to late adolescence, and late adolescence to early adulthood,
respectively). Scatters plots of fE2 (G) and fT (H) by median daily circadian power in
females and males, respectively, illustrate a female-specific positive correlation (p=0.04,
r2=0.08, A/C= —264). This correlation is not present prior to pubertal onset (G,H, insets).
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Figure 3. 4-Day Patterns of Temperature and Ultradian Power Track Ovulatory Cycles of After

Pubertal Onset.

Linear plots of smoothed temperature illustrate estrous cycles which onset in time with
markers of puberty, vaginal opening and rise in fecal estradiol in all individual females (A);
and preputial separation and rise in fecal testosterone in males (B). Dots indicate day of
vaginal opening (blue) or preputial separation (red). Letter “e” indicates day of first rise in
fE2> 2 standard deviations above the mean, whereas letter “t” indicates day of first rise in
fT> 2 standard deviations above the mean. Fast Fourier Transform (FFT) of temperatures

of females and males centered on 4-to-5 day periodicities indicate females (blue) exhibit a
significant peak compared to males (red) (C, p=8*10-4). Mean (+ S.E.M.) of CBT ultradian
power aligned among individuals with reference to first fE2 exhibits onset of 4-to-5 day
modulation among females approximately 1 week after fE2 rise (D).
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D. PretoMidAdolescence (p26to p41)

38.2
% i 3 Femal
emaie
378 /\ /\ 385
37.6 38 *
74 M - %
3721 — e e ) . ‘
28 30 32 34 36 38 40 42 44 46 48 50 52 54 56 58 60 62 64 66 68 70 72 74
. B Mid to Late Adolescence (p42 to p57)
38 Male | —~
O s
378 E
38
376 2 *
2
37.4 N/\/—\,/\/\,\/v_\—_-/\ o 375 % *-
Q
37.2¢ T e Al 1 37
28 30 32 34 36 38 40 42 44 46 48 50 52 54 56 58 60 62 64 66 68 70 72 74 }2

Late Adolescence to Early Adulthood (p58 to p73)

-38.2 :
o . :
= o o o [ Female l 5
[ MAAR
e s Male 38
376 e .
374 375 % !
= A o
28 30 32 34 36 38 40 42 44 46 48 50 52 54 56 58 60 62 64 66 68 70 72 74
Day of Life Female Male

Figure 4. Adolescence is Associated with Sex-Dependent CBT Trendsand Levels.
CBT Linear group means (= S.E.M.) in females (blue, A), and males (red, B). * Indicates

statistically significant MK trend during the bracketed time period. Phase of adolescence
cutoffs (pre to mid, mid to late, and late to adult) are indicated by breaks in the colored
x-axis at p42 and p58. Females exhibit a statistically significant upward trend in body
temperature from pre to mid adolescence (A-C) (p=0.004), and a downward trend in body
temperature from mid to late adolescence (A) (p=0.019). Violin plots of female and male
temperatures across adolescence indicate that females exhibit wider ranging (* in D-F
indicates significant difference) and elevated temperatures compared to males (C, zoomed
inset; D-F) (y%= 25.37, 33.84, 25.52; p=9.75*107, 5.97*107°, 4.37*1077 for pre to mid
adolescence, mid to late adolescence, and late adolescence to early adulthood, respectively).
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