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Impact statement

High-fat intake and subsequent obesity
are associated with premature onset of
puberty, but the exact neuroendocrine
mechanisms are still unclear. The tran-
scriptional factor p53 has been predicted
to be a central hub of the gene networks
controlling the pubertal onset. Besides,
p53 also plays crucial roles in metabolism.
Here, we explored p53 in the hypothalami
of mice fed a high-fat diet (HFD), which
showed an up-regulated expression.
Besides, we also revealed that overex-
pressed p53 may accelerate hypothalamo-
pituitary-gonadal (HPG) axis activation
partially through the c-Myc/Lin28/let-7
system. These results can deepen our
understanding of the interaction between
metabolic regulation and puberty onset
control, and may shed light on the neuro-
endocrine mechanisms of obesity-related
central precocious puberty.

Abstract

High fat intake is one of the most important reasons of the surging prevalence of childhood
obesity all over the world. Obesity and high fat intake have been revealed to cause prema-
ture activation of hypothalamo-pituitary-gonadal axis and central precocious puberty. The
onset of puberty is controlled by neuroendocrine mechanisms containing overlapping and
interacting gene networks. The latter contains five major transcriptional level hubs, among
which the transcriptional factor p53, a well-established tumor suppressor protein, also
plays a crucial role in obesity and metabolic disorders. In the current study, we repeated
prior observations that high-fat diet advances vaginal opening in rodents and extended
these findings by demonstrating that high-fat diet mice had higher expression of p53 in
hypothalami than mice fed with normal chow. More importantly, in high-fat diet mice,
hypothalamus-specific overexpression of p53 can make vaginal opening much earlier,
while inhibition of p53 expression relatively delayed vaginal opening. The c-Myc and
Lin28b levels increased, while let-7a mRNA levels decreased in the high-fat diet mice.
Overexpression of p53 reduced c-Myc and Lin28b mRNA and protein levels, whereas ele-
vated let-7a mRNA levels in high-fat diet mice. Inhibition of p53 expression by pifithrin-o

elevated c-Myc and Lin28b but reduced let-7a levels in high-fat diet mice. In conclusion, high fat intake can accelerate the onset of
puberty by up-regulation of p53 expression in hypothalamus. Overexpressed p53 may accelerate hypothalamo-pituitary-gonadal
axis activation partially through the c-Myc/Lin28/let-7 system.
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Introduction

Obesity has become one of the major public health concerns
in the 21st century. The prevalence of childhood obesity has
increased worldwide since 1975." In the past 30 years, the
incidence of childhood obesity has increased from less than
5% to approximately 20% in the United States.” In China, a
similar trend of pediatric obesity prevalence was also
observed, from less than 3% in 1985 to 19.2% in 2010.°
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Increased fat intake, other than declined physical activity,
has been considered as one of the most important reasons
contributing to pediatric obesity.*

Previous studies have revealed a crucial role of nutri-
tional status and hormonal cues in pubertal activation
of the hypothalamo-pituitary gonadal (HPG) axis.”®
Epidemiologically, there is a coincidence of trends of child-
hood obesity and early puberty onset worldwide.””
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Premature activation of HPG axis earlier than expected for
the normal population is defined as central precocious
puberty (CPP).” It has been observed that obesity occurs
at a high rate among children with CPP° Besides, in
obese children, the earlier sexual development was found
to be correlated with higher body mass index (BMI). '
Those who develop earlier tend to be more obese, with a
trunk-oriented distribution pattern.’? Thus, obesity and
nutrition excess are associated with early puberty onset,
but the neuroendocrine mechanism underlying this phe-
nomenon has not been fully explored.'***

It has been proposed that the onset of puberty is con-
trolled by neuroendocrine mechanisms containing overlap-
ping and interacting gene networks endowed with
elements of hierarchical and scale-free features."*'> The
five major transcriptional level hubs in the network were
predicted to be CDP/CUTL1, MAF, p53, YY1, and USF2 via
cis-regulatory analysis of shared transcription factor bind-
ing sites. Interestingly, MAF, p53, and YY1 are involved in
obesity and metabolic conditions,'®™® among which p53
has been proved to play a crucial role in obesity and related
metabolic disorders.'®!° Besides, Lin28 /let-7 axis has been
shown to regulate both puberty and weight in a sex-specific
manner.*

In this study, we hypothesized that p53 has a role in the
advancement of puberty onset induced by metabolic
factors, the mechanism under which is partially through
Lin28/let-7 axis. To test this hypothesis, we examined the
expression levels of p53 and components of Lin28/let-7
axis in the hypothalami of mice fed with high-fat diet
(HFD). Next, we manipulated the hypothalamus-specific
expression levels of p53 in mice, observed the vaginal open-
ing in these mice, and explored the possible underlying
mechanisms via Lin28/let-7 axis.

Materials and methods

Animals

All procedures were approved by the Children’s Hospital
of Soochow University Animal Care and Use Committee.
Female C57BL/6 mice were weaned at age 21 days from
Shanghai Laboratory Animal Center (Shanghai, China).
Upon arrival, all mice were housed 3-4 animals/cage at
constant temperature on a 12L/12D cycle with lights 20
at 0630h, and were randomly assigned to either a normal
chow (10% calories from fat, D12451, Research Diets, New
Brunswick, NK, USA) or a high-fat chow (60% calories from
fat, D12450B Research Diets, New Brunswick, NK, USA))
fed ad libitum from the day of weaning until the end of the
experiment. All the mice are randomly assigned to one of
the five groups, normal control (NC, n=8) which is fed
with normal chow, high-fat diet (HFD, n=8), high-fat
diet with pifithrin-o (Selleck, S$2929) injection (HFD-
pifithrin-o, n=8), high-fat diet with p53 overexpression
(HFD-p53, n=8), and high-fat diet with vacant lentivirus
control (HFD-C, n=8). Mice were weighed each day and
checked for vaginal opening (VO). All the mice were killed
after VO by cervical dislocation. Hypothalami were collect-
ed, weighed, and stored at —80°C until processing.
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Lentiviral vectors, infection, and expression

Lentiviral vectors were designed and constructed to
produce lentiviruses expressing mouse p53 (CL1128_
PDS159-MUS-p53). The p53, prepared via mouse cDNA
library using RT-PCR, were subcloned into Nhe I/ASC I
restriction enzyme site between the CMV promoter and
the IRES-GGFPal sequence of the lentiviral expression
vector, PDS159_pL6.3-CMV-GFPal-IRES-MCS (Novobio,
Shanghai, China). High titer lentiviruses were produced
as described previously.”! Briefly, recombinant lentiviruses
were produced by transient transfection in 293 T cells.
Infectious particles were harvested at 48h after transfec-
tion, filtered through 0.45-um-pore cellulose acetate
filters, concentrated by ultracentrifugation (50,000¢g for
2h), re-dissolved in 1mL sterile DMEM, aliquoted, and
stored at —80°C.

Stereotactic intracranial injections

Injections were performed as previously described.*Three-
week-old C57BL/6 mice were anesthetized with 0.05mL/
kg 1% pentobarbital sodium (Merck KGaA, Germany) and
injected with lentivirus (CL1128_PDS159-MUS-p53 and
vacant control, 5 x 107/mL, 4 uL per mouse) or pifithrin-o
(0.6 ng/pl, 4 L per mouse, Selleck, 52929) at a rate of 1 pL/
min by a stereotaxic instrument (ZH-LanXing B/S, Huibei,
China). Bilateral brain injection coordinates were 1.5 mm
posterior to bregma, 0.3 mm lateral to the midline, and
5.8 mm below the cortical surface, based on a calibration
study that indicated that these coordinates led to the rostral
preoptic area in C57BL/6 strain on our system.” The lenti-
viral vectors or pifithrin-o were delivered using a Hamilton
syringe connected to a motorized nanoinjector.

gRT-PCR

The mRNA levels were detected via qRT-PCR. The expres-
sion of mus B-actin mRNA was used as the internal control.
The RT-PCR was performed by a CFX96TM Real-Time
System (Bio Rad) using fluorescent SYBR Green technology
(CS7561, invitrogen). The PCR conditions were as follows:
cDNA equivalent to 80 ng of total RNA was amplified by
PCR for 40 cycles at an annealing temperature of 60°C. Each
qPCR contained 10 pL chamQ SYBR QPCR master Mix
(Q311-02, vazyme), and a final primer concentration of
200nM. The specificity of the amplification products was
verified by melting curve analysis. Primer sequences used
are listed in Supplemental Table 1.

Western blot

The protein levels were detected via WB. The expression of
GAPDH and B-acting was used as the internal controls. In
brief, proteins (40 1g each) from tissue homogenate were
subjected to gel electrophoresis on SDS-polyacrylamide
gel, and separated proteins were transferred onto nitrocel-
lulose membranes and probed with rabbit antiserum
against c-Myc (ab32072, abcam), Lin28b (ab191881,
abcam), p53 (#32532, cell signaling technology), GAPDH
(bsm-0978M, Bioss, Beijing, China), and p-acting
(bs-0061R, Bioss, Beijing, China). Subsequently, membranes
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were incubated with goat anti rabbit secondary antibody
(BV-58008, Biovol Biotech, Shanghai, China) and signals
were detected using an enhanced chemiluminescence
Western blotting substrate kit (Pierce Rockford, IL, USA).

Statistical analysis

Each experiment was repeated at least three times and data
were expressed as mean £ SD. Statistical analyses were per-
formed by SPSS 22.0. The Mann-Whitney U test was
applied to check the data distribution. One-way ANOVA
was used to compare data from more than two groups,
followed by post hoc Tukey test. P <0.05 was considered
significant.

Results

Effect of hypothalamus-specific overexpression and
inhibition of p53 on puberty onset of high-fat diet mice

As shown in Figure 1, the weight and body length were not
different among all mice groups throughout the study. All
mice fed with HFD were significantly younger at VO than
mice fed with normal chow. VO was significantly delayed
in the HFD-pifithrin-o mice compared to the NC, HFD, and
HFD-C mice. More importantly, VO was significantly
advanced in the HFD-p53 mice compared to the NC,
HFD, and HFD-C mice. The VO age of HFD-C mice was
similar to that of HFD mice.

Effect of hypothalamus-specific overexpression and
inhibition of p53 on c-Myc/Lin28/let-7 system in the
hypothalami of high-fat diet mice

The effect of hypothalamus-specific overexpression and
inhibition of p53 on gene expression levels were measured
by qRT-PCR (Figure 2) and Western blot (Figure 3). The
mRNA and protein levels of p53 were significantly elevated
in the hypothalami of HFD-fed mice compared to the NC
mice. The c-Myc and Lin28b levels were also higher in the
HFD group than those in the NC group. Overexpression of
p53 significantly decreased c-Myc and Lin28b mRNA and
protein levels in the HFD-p53 mice compared to NC, HFD,
and HFD-C mice. On the other hand, inhibition of p53
expression by pifithrin-a significantly elevated ¢-Myc and
Lin28b levels in the HFD-pifithrin-o mice compared to NC,
HEFD, and HFD-C mice. The let-7a mRNA levels were sig-
nificantly lower in HFD-fed mice compared to those in mice
fed with normal chow. Overexpression of p53 significantly
elevated let-7a mRNA levels in the HFD-p53 group com-
pared to NC, HFD, and HFD-C groups.

Discussion

In the present study, we repeated prior observations that
HEFD advances VO in rodents and extended these findings
by demonstrating that mice fed with HFD had higher
expression levels of p53 in the hypothalami compared to
NC mice. More importantly, in the HFD mice,
hypothalamus-specific overexpression of p53 induced ear-
lier VO, while inhibition of p53 expression delayed VO.
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Figure 1. (a) Body weight and (b) body length were not different among groups.
(c) Vaginal opening (VO) was advanced in high-fat diet (HFD)-fed mice compared
to mice fed with normal chow. Besides, overexpression of p53 further advanced
VO in HFD mice, while inhibition of p53 by pifithrin-« delayed VO. Results are
expressed as mean+SD; *P < 0.05 versus NC; #P < 0.05 versus HFD; 1P < 0.05
versus HFD-pifithrin-c.

Moreover, the puberty regulation effect of p53 in the HDF
mice may be partially through Lin28/let-7 system.

The crucial and final step responsible for initiation of
endocrine manifestations of puberty is pulsatile secretion
of GnRH from hypothalamus, which is regulated by coor-
dinated changes of neuronal and glial networks associated
with GnRH neurons.?* These changes include increase of
excitatory inputs from neuronal and glial networks to the
GnRH neuronal network, and a reduction of transsynaptic
inhibitory tone.”” The stimulatory control of puberty is
mainly induced by glutamatergic neurons, kisspeptin,
and a glial component that uses growth factors and small
molecules for cell-cell signaling, while the transsynaptic
inhibition is produced by GABAergic and opiatergic neu-
rons as well as RFamide-related peptide (RFRP)."” The
molecular mechanisms that provide encompassing
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Figure 2. The mRNA expression levels of p53 and components of Lin28/let-7 axis in hypothalami of mice. Results are expressed as mean+SD; *P < 0.05 versus NC;
#P < 0.05 versus HFD; TP < 0.05 versus HFD-pifithrin-o; P < 0.05 versus HFD-p53.
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Figure 3. The protein expression levels of p53 and components of Lin28/let-7 axis in hypothalamic of mice. Results are expressed as mean+SD; *P < 0.05 versus NC;
#P < 0.05 versus HFD; 1P < 0.05 versus HFD-pifithrin-«; P < 0.05 versus HFD-p53.

coordination to this cellular network are not known, but a
hierarchically arranged and functionally connected gene
network has been postulated via high-throughput
approaches and computational methods.'>* In this gene
network, there are central “hubs,” which are robustly inter-
connected and direct the flow of information throughout
the entire network, and subordinate “nodes,” which locate
at different hierarchical positions of the network.

The transcriptional factor p53 was proposed as a central
hub of the gene network controlling puberty. p53 is a well-
established tumor suppressor protein which exert its
tumor-suppressive influence via transactivating over 200
different target genes.”* Accumulating evidence has
revealed that p53 plays a crucial role in obesity and meta-
bolic disorders. The genome-wide association studies

(GWASs) have shown that the most common p53 single
nucleotide polymorphism (SNP) P72R (rs1042522) is asso-
ciated significantly with increased BMI in humans.”’
Animal studies have also confirmed that R72 mice devel-
oped significantly increased fat accumulation and impaired
insulin sensitivity.'® Besides, increased p53 gene expression
had been revealed in adipose tissue and endothelial cells of
HFD-induced obese mice,?® whereas HFD mice with endo-
thelial cell-specific p53 deficiency showed improvement of
insulin sensitivity and less fat accumulation.?” In our study,
we observed higher p53 levels in the hypothalami of HFD
mice compared to those of controls, supporting the impact
of p53 on the early puberty onset of HFD mice. More impor-
tantly, overexpression of p53 further advanced puberty,
while inhibition of p53 expression delayed puberty in



70 Experimental Biology and Medicine Volume 246 January 2021

HFD mice. These results suggested that p53 is an important
regulator of metabolic control of puberty onset.

Lin28/let-7 axis has been proposed as a subordinate node
of the gene network controlling puberty onset. This axis
was first identified in C. elegans, regulating the timing of
larval development.30 In mammals, two Lin28-related
genes, named Lin28a and Lin28b, have been reported.
Both proteins have been shown to bind to the terminal
loops of precursors of let-7 family of miRNAs, inhibiting
their maturation.® The potential impact of Lin28b on
pubertal regulation has been revealed by a series of
GWAS studies.*>*® The expression levels of Lin28b and c-
Muyc declined, while the levels of lef-7a elevated, at puberty
in the hypothalami of both male and female rats.>* Besides,
Lin28/let-7 axis has been reported to have a potential central
role in metabolism regulation. Overexpression of Lin28b
promotes an insulin-sensitized state that resists HFD-
induced diabetes. In our study, we found higher expression
levels of c-Myc and Lin28b, as well as lower let-7a levels in
the hypothalami of HFD mice. The elevation of c-Myc and
Lin28b levels may be a self-protective measure to compen-
sate the negative effects of HFD on the glucose metabolism.
Moreover, overexpression of p53 drastically inhibited
c-Myc and Lin28b levels, whereas inhibition of p53 expres-
sion elevated c-Myc and Lin28b levels in the hypothalami of
HFD mice. These results further suggested that the roles of
p53 in metabolic control of puberty are partially through
Lin28/let-7 axis.

In conclusion, the transcriptional factor p53 is a central
hub of the gene network controlling puberty. Our study
suggests that p53 might be a crucial mediator between
metabolic alterations and pubertal regulation, and this
potential effect of p53 is partially through c-Myc/Lin28/
let-7 system.

Authors’ contributions: TC coordinated the project, TC and
CC wrote the manuscript, HW, XC, RX, FW, HS, LC, CC, and
TC performed the experiment and analyzed the data.

DECLARATION OF CONFLICTING INTERESTS

The author(s) declared no potential conflicts of interest with
respect to the research, authorship, and/or publication of this
article.

FUNDING

The author(s) disclosed receipt of the following financial sup-
port for the research, authorship, and/or publication of this
article: This study was supported by the National Natural
Science Foundation of China (project code 81700793) and a
Suzhou Personnel Planning Project (project code
GSWS2019051) awarded to Dr Ting Chen.

SUPPLEMENTAL MATERIAL
Supplemental material for this article is available online.
ORCID iD

Ting Chen (@ https:/ / orcid.org/0000-0003-0179-3586

REFERENCES

10.

11.

12.

13.

14.

15.

16.

17.

. NCD Risk Factor Collaboration. Worldwide trends in body-mass index,

underweight, overweight, and obesity from 1975 to 2016: a pooled
analysis of 2416 population-based measurement studies in 1289 mil-
lion children, adolescents, and adults. Lancet 2017;390:2627-42

. Ogden CL, Carroll MD, Lawman HG, Fryar CD, Kruszon-Moran D, Kit

BK, Flegal KM. Trends in obesity prevalence among children and ado-
lescents in the United States, 1988-1994 through 2013-2014. JAMA
315:2292-9 2016

. Wang Y, Wang L, Qu W. New national data show alarming increase in

obesity and noncommunicable chronic diseases in China. Eur | Clin
Nutr 2016;71:149-50

. Adair LS, Gordon-Larsen P, Du SF, Zhang B, Popkin BM. The emer-

gence of cardiometabolic disease risk in Chinese children and adults:
consequences of changes in diet, physical activity and obesity. Obes Rev
2014;15:49-59

. Frisch RE, McArthur JW. Menstrual cycles: fatness as a determinant of

minimum weight for height necessary for their maintenance or onset.
Science 1974;185:949-51

. Wade GN, Schneider JE. Metabolic fuels and reproduction in female

mammals. Neurosci Biobehav Rev 1992;16:235-72

. Jaruratanasirikul S, Chanpong A, Tassanakijpanich N, Sriplung H.

Declining age of puberty of school girls in Southern Thailand. World |
Pediatr 2014;10:256-61

. Rubin C, Maisonet M, Kieszak S, Monteilh C, Holmes A, Flanders D,

Heron J, Golding J, McGeehin M, Marcus M. Timing of maturation and
predictors of menarche in girls enrolled in a contemporary British
cohort. Paediatr Perinat Epidemiol 2009;23:492-504

. Chen C, Zhang Y, Sun W, Chen Y, Jiang Y, Song Y, Lin Q, Zhu L, Zhu Q,

Wang X, Liu S, Jiang F. Investigating the relationship between preco-
cious puberty and obesity: a cross-sectional study in shanghai, China.
BM] Open 2017,7:e014004

Teilmann G, Pedersen CB, Jensen TK, Skakkebeek NE, Juul A.
Prevalence and incidence of precocious pubertal development in
Denmark: an epidemiologic study based on national registries.
Pediatrics 2005;116:1323-8

Palmert MR, Mansfield MJ, Crowley WF, Jr, Crigler JF, Jr, Crawford JD,
Boepple PA. Is obesity an outcome of gonadotropin-releasing hormone
agonist administration? Analysis of growth and body composition in
110 patients with Central precocious puberty. | Clin Endocrinol Metab
1999;84:4480-8

Adair LS, Gordon-Larsen P. Maturational timing and overweight prev-
alence in US adolescent girls. Am | Public Health 2001;91:642-4
Bratberg GH, Nilsen TIL, Holmen TL, Vatten L]. Early sexual matura-
tion, Central adiposity and subsequent overweight in late adolescence.
A four-year follow-up of 1605 adolescent Norwegian boys and girls: the
young HUNT study. BMC Public Health 2007;7:1-7

van Lenthe FJ, Kemper HC, van Mechelen W, Post GB, Twisk JW,
Welten DC, Snel J. Biological maturation and the distribution of sub-
cutaneous fat from adolescence into adulthood: the Amsterdam growth
and health study. Int ] Obes Relat Metab Disord 1996,20:121-9

Ojeda SR, Dubay C, Lomniczi A, Kaidar G, Matagne V, Sandau US,
Dissen GA. Gene networks and the neuroendocrine regulation of
puberty. Mol Cell Endocrinol 2010;324:3-11

Meyre D, Delplanque J, Chevre J-C, Lecoeur C, Lobbens S, Gallina S,
Durand E, Vatin V, Degraeve F, Proenca C, Gaget S, Korner A, Kovacs P,
Kiess W, Tichet ], Marre M, Hartikainen A-L, Horber F, Potoczna N,
Hercberg S, Levy-Marchal C, Pattou F, Heude B, Tauber M, McCarthy
MI, Blakemore AIF, Montpetit A, Polychronakos C, Weill J, Coin L]M,
Asher J, Elliott P, Jarvelin M-R, Visvikis-Siest S, Balkau B, Sladek R,
Balding D, Walley A, Dina C, Froguel P. Genome-wide association
study for early-onset and morbid adult obesity identifies three new
risk loci in European populations. Nat Genet 2009;41:157-9

LuY, Ma Z, Zhang Z, Xiong X, Wang X, Zhang H, Shi G, Xia X, Ning G,
Li X. Yin yang 1 promotes hepatic steatosis through repression of far-
nesoid X receptor in obese mice. Gut 2014;63:170-8


https://orcid.org/0000-0003-0179-3586
https://orcid.org/0000-0003-0179-3586

Chen et al.

Overexpression of p53 accelerates puberty in HFD mice

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

. Kung C-P, Leu JI-J, Basu S, Khaku S, Anokye-Danso F, Liu Q, George

DL, Ahima RS, Murphy ME. The P72R polymorphism of p53 predis-
poses to obesity and metabolic dysfunction. Cell Rep 2016;14:2413-25
Molchadsky A, Ezra O, Amendola PG, Krantz D, Kogan-Sakin I,
Buganim Y, Rivlin N, Goldfinger N, Folgiero V, Falcioni R, Sarig R,
Rotter V. p53 is required for brown adipogenic differentiation and
has a protective role against diet-induced obesity. Cell Death Differ
2013;20:774-83

Corre C, Shinoda G, Zhu H, Cousminer DL, Crossman C, Bellissimo C,
Goldenberg A, Daley GQ, Palmert MR. Sex-specific regulation of
weight and puberty by the Lin28/let-7 axis. | Endocrinol
2016;228:179-91

Li J, Shen N, Bai GP, Huang XS. MiR-365a-3p suppresses proliferation
and invasion of hep-2 cells through targeting ten-eleven translocation 1
(TET1). Neoplasma 2018;65:730-5

Yoon H, Enquist LW, Dulac C. Olfactory inputs to hypothalamic neu-
rons controlling reproduction and fertility. Cell 2005;123:669-82
Herbison AE, De Tassigny XDA, Doran ], Colledge WH. Distribution
and postnatal development of Gpr54 gene expression in mouse brain
and  gonadotropin-releasing hormone Endocrinology
2010;151:312-21

Ojeda SR, Lomniczi A, Mastronardi C, Heger S, Roth C, Parent A-S,
Matagne V, Mungenast AE. Minireview: the neuroendocrine regulation

neurons.

of puberty: is the time ripe for a systems biology approach?
Endocrinology 2006,147:1166-74

Lomniczi A, Wright H, Castellano JM, Sonmez K, Ojeda SR. A system
biology approach to identify regulatory pathways underlying the neu-
roendocrine control of female puberty in rats and nonhuman primates.
Horm Behav 2013;64:175-86

Levine AJ, Oren M. The first 30 years of p53: growing ever more com-
plex. Nat Rev Cancer 2009;9:749-58

Speliotes EK, Willer CJ, Berndt SI, Monda KL, Thorleifsson G, Jackson
AU, Allen HL, Lindgren CM, Magi R, Randall JC. Association analyses
of 249,796 individuals reveal 18 new loci associated with body mass
index. Nat Genet 2010;42:937-48

Ortega FJ, Moreno-Navarrete JM, Mayas D, Serino M, Rodriguez-
Hermosa JI, Ricart W, Luche E, Burcelin R, Tinahones FJ, Friihbeck G,
Mingrone G, Fernandez-Real JM. Inflammation and insulin resistance

29.

30.

31.

32.

33.

34.

exert dual effects on adipose tissue tumor protein 53 expression. Int |
Obes 2013;38:737-45

Yokoyama M, Okada S, Nakagomi A, Moriya ], Shimizu I, Nojima A,
Yoshida Y, Ichimiya H, Kamimura N, Kobayashi Y, Ohta S, Fruttiger M,
Lozano G, Minamino T. Inhibition of endothelial p53 improves meta-
bolic abnormalities related to dietary obesity. Cell Rep 2014;7:1691-703
Pasquinelli AE, Reinhart BJ, Slack F, Martindale MQ, Kuroda MI,
Maller B, Hayward DC, Ball EE, Degnan B, Miiller P, Spring J,
Srinivasan A, Fishman M, Finnerty ], Corbo J, Levine M, Leahy P,
Davidson E, Ruvkun G. Conservation of the sequence and temporal
expression of let-7 heterochronic regulatory RNA. Nature 2000;408:86-9
Viswanathan SR, Daley GQ. Lin28: a MicroRNA regulator with a macro
role. Cell 2010;140:445-9

Ong KK, Elks CE, Li S, Zhao JH, Luan ], Andersen LB, Bingham SA,
Brage S, Smith GD, Ekelund U, Gillson CJ, Glaser B, Golding J, Hardy
R, Khaw K-T, Kuh D, Luben R, Marcus M, McGeehin MA, Ness AR,
Northstone K, Ring SM, Rubin C, Sims MA, Song K, Strachan DP,
Vollenweider P, Waeber G, Waterworth DM, Wong A, Deloukas P,
Barroso I, Mooser V, Loos RJ, Wareham NJ. Genetic variation in
LIN28B is associated with the timing of puberty. Nat Genet
2009;41:72933

Perry JRB, Stolk L, Franceschini N, Lunetta KL, Zhai G, McArdle PF,
Smith AV, Aspelund T, Bandinelli S, Boerwinkle E, Cherkas L,
Eiriksdottir G, Estrada K, Ferrucci L, Folsom AR, Garcia M,
Gudnason V, Hofman A, Karasik D, Kiel DP, Launer L], van Meurs ],
Nalls MA, Rivadeneira F, Shuldiner AR, Singleton A, Soranzo N,
Tanaka T, Visser JA, Weedon MN, Wilson SG, Zhuang V, Streeten EA,
Harris TB, Murray A, Spector TD, Demerath EW, Uitterlinden AG,
Murabito JM. Meta-analysis of genome-wide association data identifies
two loci influencing age at menarche. Nat Genet 2009;41:648-50
Sangiao-Alvarellos S, Manfredi-Lozano M, Ruiz-Pino F, Navarro VM,
Sanchez-Garrido MA, Leon S, Diéguez C, Cordido F, Matagne V, Dissen
GA. Changes in hypothalamic expression of the Lin28/let-7 system and
related microRNAs during postnatal maturation and after experimen-
tal manipulations of puberty. Endocrinology 2013;154:942-55

(Received June 6, 2020, Accepted September 2, 2020)



