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Puberty is a transition period where a child transforms to an adult. Puberty can be affected by various genetic factors and
environmental influences. In mammals, the regulation of puberty is enhanced by the hypothalamic-pituitary-gonadal axis (HPG
axis). A number of genes such as GnRH, Kiss1, and GPR54 have been reported as key regulators of puberty onset. In this study,
we have conducted an association study of puberty-related candidate genes in Chinese female population. Gene variations
reported to be related with some traits in a population may not exist in others due to different genetic and ethnic backgrounds,
hence the need for this kind of study. The genotyping of SNPs was based on multiplex PCR and the next-generation sequencing
(NGS) platform of Illumina. We finally performed association study using PLINK software. Our results confirmed that SNPs
rs34787247 in LIN28, rs74795793 and rs9347389 in OCT-1, and rs379202 and rs10491080 in ZEBI genes showed a significant
association with puberty. With the result, it is reasonable to conclude that these genes affect the process of puberty in Shanghai

Chinese female population, yet the mechanism remains to be investigated by further study.

1. Introduction

Puberty is a period of transition where one turns from child-
hood to adulthood, hence achieving reproductive capacity
[1]. This process takes a period of time and involves a num-
ber of events that lead to full activation of reproduction [2].
During this process, secondary sexual characteristics are
developed as a result of preeminent secretion of gonadal ste-
roid hormones [3].

Previous studies have shown various gene mutations that
disrupt the gonadotropin-releasing hormone, which triggers
the onset of puberty [4]. A recent whole-exome sequencing
study on 15 families affected with precocious puberty showed
mutations on MKRN3 gene in 40 members [5]. Studies have
also indicated that MKRN3 can repress puberty onset in mice
[6]. It has also been reported by previous genome-wide asso-
ciation studies that single nucleotide polymorphisms (SNPs)
near LIN 28B changed the age at menarche [7]. Perry et al.
[8] in their GWAs study identified loci which are associated
with menarche on women within 3 imprinted genes.

Various advances in high-throughput technologies have
indicated that SNPs can influence miRNA’s stability and even-
tually their functional ability [9, 10]. With the advance of high-
throughput technology, increasing number of research has
revealed that SNPs have profound influence in miRNA func-
tion, stability, and targeting [11]. In another genome-wide
association analysis of two cohorts, 2 genetic loci were identi-
fied near LIN 28B gene. Genome-wide significant associations
in two cohort analysis were identified for SNPs in two new
genetic loci near LIN28B [12]. Perry et al. [8], in their popu-
lation meta-analysis on eight cohorts, also identified the same
loci near LIN 28B related with age at menarche. Ong et al. [7]
also discovered various SNPs associated with puberty near
LIN 28 gene. In an earlier candidate gene study, associate
FSHB gene has also been associated with age at menarche
in earlier candidate gene [12]. A study by Stolk et al. [13] also
identified SNPs near five candidate genes that showed signif-
icant association with menarche and menopause age.

It could be interesting and of need for future studies to
focus on high-throughput sequencing technology, which
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may be more efficient in functional identifications of genetic
variants and their characterization.

2. Materials and Methods

2.1. Candidate Gene and Variant Selection. In this study, we
selected 12 candidate genes based on already published
research works. In particular, we selected the 12 genes that
have shown significant relationship with puberty as previ-
ously reported by other researchers. Thereafter, specific
genetic variants single nucleotide polymorphisms (SNPs)
were chosen from the known variants based on their linkage
disequilibrium (LD).

2.2. Participant Recruitment. A random population of 2164
females from Shanghai, China, within the age bracket of
14-25 years was used in this study.

2.3. Primer Design. All sequences of the 25 target regions
were downloaded from the National Center for Biotechnol-
ogy Information (NCBI) database (Medha 2010). Specific
PCR primers were designed having both target and universal
sequences and then set on ideal parameters for PCR reaction.
The SNPs and their sequences are shown in Supplementary
Table 1.

2.4. Two-Round PCR. The PCR reactions used the following
program: 94°C for 15min, 20 cycles of 94°C for 305, 60°C for
1 min, and 72°C for 30s. The PCR products of 2000 samples
were then mixed in a 50ml centrifuge tube after two-round
PCR, and then, the tube was sealed by parafilm and mixed
overnight. This mixture was purified using the TIANgel Midi
Purification Kit (TTANGEN BIOTECH, Beijing, China).

2.5. MiSeq v2 Kit. The Illumina MiSeq kit instructions were
followed using a 2 x 250 bp paired-end sequencing protocol
[14].

2.6. Data Analysis. NGS QC Toolkit v2.3 [15] was used for
raw reads quality filtering. BWA software was used to demul-
tiplex the filtered reads [16]. SAMtools v1.2 [16] was used to
generate pileup file or each sample.

2.7. Basic Statistics and Association Study. PLINK software
[17] was used in performing the basic statistics and associa-
tion studies.

3. Results

3.1. Phenotype Description. We totally measured the age at
menarche and height of 2164 female samples. For the age
of menarche, almost 1800 individuals between 12 and 14
years of age attained the menarche phenotype within this
period. However, just a few individuals appeared to have
the menarche phenotype at the ages of 10, 11, 15, and 16
years. The graphs given in figure 1 a and b represent pheno-
typing information about the different ages of menarche and
heights, respectively. The menarche phenotype is most prev-
alent between the ages of 12 and 14 years, indicating the
highest number of individuals that attained the phenotype.
The authors had no significant value for the association of
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height with puberty. However, when varying heights were
compared with menarche, it was noted that individuals
between the heights of 1.55 and 1.7 meters seemed to have
attained puberty. This is explained by the graphs in
Figures 1(a) and 1(b).

3.2. Candidate Gene and SNP Selection. In this study, we
selected candidate genes depending on the published
research work on various potential candidate genes related
to puberty. In the recent past, a number of genes related to
puberty were identified through association studies and gene
expression analysis. Older studies have identified some tran-
scriptional genes of puberty, which we have used as potential
puberty genes for our research. The candidate genes we
selected are listed in Table 1.

3.3. LD Plot. The LD structures of risk SNPs in CHB pop-
ulation from the data of HapMap phase II release 23 is
shown in Figure 2. The blocks were constructed with Hap-
loview 4.2 [18].

3.4. SNP Selection. The SNP selection summary is shown in
Table 2.

3.5. Basic Statistics of Genotyping Results. In this study, we
genotyped 25 SNPs in 2164 samples totally. The y axis repre-
sents the percentage of genotyping rate while the x axis rep-
resents the SNPs genotyped. The result in Figure 3(a)
shows that 15 SNPs got 100% genotype and the rest 10 SNPs
got a significantly high genotyping rate of above 94%, which
indicates that all the SNPs were positively genotyped.

The result as indicated by the graph in Figure 3(b) shows
that out of 2164 individuals, 1708 had zero missing genotype,
401 individuals had 1 missing genotype, 44 individuals had 2
missing genotypes, and 10 individuals had 3 missing geno-
types. It clearly indicates that nearly all individuals were suc-
cessfully genotyped with just a few missing genotypes, hence
making the result highly efficient for the study.

3.6. Association Result. We tested the HWE for all 25 SNPs
with PLINK software, and none of them achieved signifi-
cance (p <0.05), suggesting the population is HWE. The
SNPs that are associated with puberty at empirical p < 0.05
are represented in Table 2.

Five of the SNPs, rs350115532, rs74795793, rs9347389,
rs379202, and rs10491080, with their related genes, show a
high significance on puberty, due to their high p value. The
associated genotypes and alleles are shown in Table 3.

4. Discussion

This study focuses on whether the 12 selected genes from
already published research works are genetically associated
with puberty using a random female population of Shanghai.
We evaluated 25 SNPs in the 12 selected genes. Our results
show that 5 SNPs have high significant value in relation to
puberty compared with the rest of the SNPs. The 5 SNPs
have been found in the three genes as shown in Table 3.
According to other researchers, the genes have high associa-
tion with puberty in dynamic populations. Consistent with
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FIGURE 1: (a, b) Phenotype description of age and height at menarche.

TaBLE 1: The 12 candidate genes selected based on previous reports
of positive associations with puberty.

Symbol CHR Start-end References
LIN28A 1 26,737,269-26,756,219
ZNF131 5 43,121,642-43,175,823
PITX1 5 134,363,424-134,369,964
COL11A2 6 31,626,992-33,193,009
RXRB 6 33,161,362-33,168,473
SLC22A1 6 160,121,789-160,159,201
HIBADH 7 27,525,440-27,663,001
ZEB1 10 31,608,101-31,818,742
MESD11 17 76,736,565-76,803,805
USF2 19 35,759,896-35,770,718
SIX5 19 46,268,043-46,272,497
E2F1 20 32,263,292-32,274,210

our findings, a GWAS study has reported SNPs that altered
age at menarche near LIN 28B [7]. Similarly, Zambelli et al.
[19] identified Oct-1 isoforms within human and mice spe-
cies. ZEB1 gene has been directly linked to puberty regula-
tion on a transcriptional level by stimulating GnRH gene
related with puberty onset [20].

The genes that showed significant association with
puberty in this study, LIN28, Oct-1, SLC22A1, and ZEBI,
have been reported to be involved in various important bio-
logical pathways, such as development, tumorigenicity,
immune response, gene expression, and endocrine pathway.
It has been discovered that Lin 28 gene has the ability as a
heterochronic gene, which plays a crucial role in develop-
ment [21].

Researchers have also discovered that Lin 28 is associated
with embryonic maturation, but its expression has less
impact in adults [22]. Oct-1 has been reported to be a coacti-
vator in S phase, a selective recruitment process of G2B pro-
moter which is essential in S phase H2B transcription (Lei
et al. 2003). As an essential transcription factor, Oct-1 is

widely expressed in various isoforms of Oct-1 in both
adults and embryonic tissues of humans and mice [19].
Oct-1 has also been related with regulation of target gene
expression and various biological processes in humans
and mice [23]. Evidence shows that targeted gene expression
can be controlled by extracellular signals which regulate Oct-
1 binding properties on DNA like phosphorylation [24], O-
GLcNAcylation [25], and ubiquitylation [26]. In the study,
ZEBI repressed GnRH together with other gene encoding
transcription factors that commonly promote GnRH expres-
sion. ZEB1 encodes to the promoter of the kisspeptin recep-
tor GPR54 through its binding site, hence stimulating the
nuclear translocation of OTX2, a transcription factor that
promotes GnRH expression [20].

The genes selected in this study have already been
reported to have been associated with puberty in different
populations. However, in this particular study, we are inter-
ested in knowing whether the reported genes are also associ-
ated with puberty in the Shanghai female population due to
different alleles, populations, or distinct environments.

Out of our 25 selected SNPs, we genotypically identified 5
SNPs (rs350115532, rs74795793, rs9347389, rs379202, and
rs10491080) associated with puberty. These SNPs were
found in three genes: LIN28, Oct-1, and ZEB1. These find-
ings confirm with other findings reported on these genes
having an association with puberty despite different popula-
tions. For example, it is recorded that Lin 28 Tg female mice
shows a delayed virginal opening and first estrous. There is
also a decrease in uterus and ovarian weights. Additionally,
the time for the first litter was delayed [27]. Moreover, it
has been discovered that Lin 28 can be differentially
expressed in both primates and mouse spermatogonia [28].
With all the given evidences, we can conclude that Lin
28/Let-7 system has a profound role in development and
puberty onset. However, the metabolic homeostasis of the
whole process needs further analysis. Tommiska et al. [29]
described that Lin 28-related genes (Lin 28 and Lin 28b) have
protein-encoding properties which eventually bind RNA tar-
get pairing of zinc finger motifs.



4 International Journal of Genomics

LD Value
0

36405 bp

CHB: ZNF131 CHB: SLC22A1

Missing W MAF
. Tag SNP # nsSNP

FIGURE 2: Linkage disequilibrium patterns for SNPs showing close association with high-risk haplotype.

TaBLE 2: The 25 tag SNPs selected showing the genes associated with puberty.

Gene SNP CHR Position (bp) Height Menarfh‘e:alue Menarche (height)
LIN28A rs35015532 1 26752129 0.4226 0.1778 0.1801
LIN28A rs34787247 1 26755073 0.06595 0.01336 0.01276
ZNF131 rs80346823 5 43132933 0.2305 0.3686 0.3738
ZNF131 rs782984 5 43172896 0.7196 0.1408 0.1401
PITX1 rs474853 5 134365091 0.5585 0.2348 0.2329
COLI1A2 rs1050673 6 33161661 0.1699 0.996 0.9945
RXRB rs2076310 6 33166034 0.5161 0.2925 0.2952
RXRB rs117559113 6 33166554 0.8753 0.2214 0.222
SLC22A1 rs1867351 6 160543123 0.8205 0.05056 0.05016
SLC22A1 rs74795793 6 160551101 0.05233 0.007146 0.007602
SLC22A1 rs683369 6 160551204 0.7578 0.6387 0.6369
SLC22A1 rs9347389 6 160575146 0.3908 0.01304 0.01332
HIBADH rs961723 7 27657973 0.2278 0.4564 0.4492
HIBADH 187778454 7 27663276 0.6273 0.2351 0.2335
HIBADH rs74563110 7 27664814 0.7674 0.1152 0.1158
ZEB1 rs379202 10 31686438 0.5259 0.007294 0.00718
ZEB1 rs10491080 10 31747097 0.7655 0.00693 0.006886
MFSD11 rs3744061 17 74733403 0.7158 0.8719 0.8744
USE2 rs10419959 19 35764705 0.5707 0.2577 0.2601
USE2 rs2284148 19 35765424 0.927 0.478 0.4776
USE2 rs916145 19 35767884 0.4795 0.4065 0.4023
USF2 rs77320927 19 35769378 0.02798 0.0667 0.06406
SIX5 rs2341097 19 46268902 0.3892 0.3635 0.3674
E2F1 rs2071056 20 32265513 0.01422 0.342 0.3306
E2F1 rs3213145 20 32273567 0.984 0.3596 0.3596

ZEBI gene has been reported to be encoding the pro-  transcription factor that promotes GnRH expression [20].
moter of the kisspeptin receptor GPR54 through its binding ~ Since GnRH expression is known to be the key stimulator
site, hence stimulating the nuclear translocation of OTX2,a  of the reproduction process, ZEB1 gene has been directly
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TaBLE 3: The associated genotypes and alleles.

CHR SNP Al (minor allele) A2 (major allele) MAF
134787247 A G 0.13355
rs74795793 C T 0.03642

rs9347389 T C 0.06449

10 rs379202 A G 0.2097

10 rs10491080 G A 0.248

linked to puberty regulation on a transcriptional level. Oct-1
gene is reported to have the ability to regulate a variety of
gene expression which also affects puberty and developmen-
tal processes [30].

While in our study we give a substantial contribution to
genetic association of the given genes with puberty, we have
a limitation whereby we relied on one particular Shanghai
sample. We look forward to doing a similar study using var-
ious sample populations for more affirmation of the results.

5. Conclusion

In conclusion, we establish an association data which agrees
with other reported researchers on the association of the
three genes, LIN 28, OCT1, and ZEB1, with puberty using a
specific Shanghai population. These three genes can be
potential candidate genes for future studies on puberty and
its mechanisms.

Data Availability

The candidate genes’ data supporting this analysis are from
previously reported studies which have been cited. The par-
ticipants’ data was obtained from random female population
of Shanghai.

Conflicts of Interest

The authors declare that there is no conflict of interest
regarding the research reported.

Acknowledgments

Due acknowledgements go to all authors who gave a recom-
mendable contribution to this work. This work was supported
by grants from the National Natural Science Foundation of
China (no. 31371257) and the Key Project of Science and
Technology Commission of Shanghai Municipality (no.
14140900502).

Supplementary Materials

Table 1: the 25 SNPs and their respective sequences.
(Supplementary Materials)

References

[1] Z.'e. Hochberg and J. Belsky, “Evo-devo of human adolescence:
beyond disease models of early puberty,” BMC Medicine,
vol. 11, no. 1, 2013.


http://downloads.hindawi.com/journals/ijg/2020/1426761.f1.docx

(2]

(10]

(11]

(12]

(13]

(14]

[15]

(16]

(17]

M. K. Holder and J. D. Blaustein, “Puberty and adolescence as
a time of vulnerability to stressors that alter neurobehavioral
processes,” Frontiers in Neuroendocrinology, vol. 35, no. 1,
pp. 89-110, 2014.

A. Leonardi, M. Cofini, D. Rigante et al., “The effect of bisphe-
nol A on puberty: a critical review of the medical literature,”
International Journal of Environmental Research and Public
Health, vol. 14, no. 9, p. 1044, 2017.

R. P. Millar, Z.-L. Lu, A. J. Pawson, C. A. Flanagan, K. Morgan,
and S. R. Maudsley, “Gonadotropin-releasing hormone
receptors,” Endocrine Reviews, vol. 25, no. 2, pp. 235-275,
2004.

A. P. Abreu, D. B. Macedo, V. N. Brito, U. B. Kaiser, and A. C.
Latronico, “A new pathway in the control of the initiation of
puberty: the MKRN3 gene,” Journal of Molecular Endocrinol-
ogy, vol. 54, no. 3, pp. R131-R139, 2015.

A. P. Abreu, A. Dauber, D. B. Macedo et al., “Central preco-
cious puberty caused by mutations in the imprinted gene
MKRNS3,” The New England Journal of Medicine, vol. 368,
no. 26, pp. 2467-2475, 2013.

K. K. Ong, C. E. Elks, S. Li et al., “Genetic variation in LIN28B
is associated with the timing of puberty,” Nature Genetics,
vol. 41, no. 6, pp. 729-733, 2009.

J. R. B. Perry, A. Murray, F. R. Day, and K. K. Ong, “Molecular
insights into the aetiology of female reproductive ageing,”
Nature Reviews Endocrinology, vol. 11, no. 12, pp. 725-734,
2015.

J. R. Bertino, D. Banerjee, and P. J. Mishra, “Pharmacoge-
nomics of microRNA: a miRSNP towards individualized
therapy,” Pharmacogenomics, vol. 8, no. 12, pp. 1625-1627,
2007.

P. J. Mishra, P. J. Mishra, D. Banerjee, and J. R. Bertino,
“MiRSNPs or MiRpolymorphisms, new players in microRNA
mediated regulation of the cell: introducing microRNA
pharmacogenomics,” Cell Cycle, vol. 7, no. 7, pp. 853-858,
2014.

D. Baek, J. Villen, C. Shin, F. D. Camargo, S. P. Gygi, and D. P.
Bartel, “The impact of microRNAs on protein output,” Nature,
vol. 455, no. 7209, pp. 64-71, 2008.

C. He, P. Kraft, D. I. Chasman et al., “A large-scale candidate
gene association study of age at menarche and age at natural
menopause,” Human Genetics, vol. 128, no. 5, pp. 515-527,
2010.

L. Stolk, J. R. B. Perry, D. I. Chasman et al.,, “Meta-analyses
identify 13 loci associated with age at menopause and highlight
DNA repair and immune pathways,” Nature Genetics, vol. 44,
no. 3, pp. 260-268, 2012.

J. W. Breinholt and A. Y. Kawahara, “Phylotranscriptomics:
saturated third codon positions radically influence the estima-
tion of trees based on next-gen data,” Genome Biology and
Evolution, vol. 5, no. 11, pp. 2082-2092, 2013.

R. K. Patel and M. Jain, “NGS QC toolKkit: a toolkit for quality
control of next generation sequencing data,” PLoS ONE, vol. 7,
no. 2, article e30619, 2012.

H. Li and R. Durbin, “Fast and accurate short read alignment
with Burrows-Wheeler transform,” Bioinformatics, vol. 25,
no. 14, pp. 1754-1760, 2009.

S. Purcell, B. Neale, K. Todd-Brown et al., “PLINK: a tool set
for whole-genome association and population-based linkage

analyses,” American Journal of Human Genetics, vol. 81,
no. 3, pp. 559-575, 2007.

(18]

(19]

[20]

(21]

(22]

(23]

(24]

[25]

(26]

(27]

(28]

(29]

(30]

International Journal of Genomics

J. C. Barrett, B. Fry, J. Maller, and M. J. Daly, “Haploview: anal-
ysis and visualization of LD and haplotype maps,” Bioinfor-
matics, vol. 21, no. 2, pp- 263-265, 2005.

F. Zambelli, G. Pavesi, C. Gissi, D. S. Horner, and G. Pesole,
“Assessment of orthologous splicing isoforms in human and
mouse orthologous genes,” BMC Genomics, vol. 11, no. 1,
p. 534, 2010.

A. Messina, F. Langlet, K. Chachlaki et al., “A microRNA
switch regulates the rise in hypothalamic GnRH production
before puberty,” Nature Neuroscience, vol. 19, no. 6, pp. 835-
844, 2016.

N. Shyh-Chang and G. Q. Daley, “Lin28: primal regulator of
growth and metabolism in stem cells,” Cell Stem Cell, vol. 12,
no. 4, pp. 395-406, 2013.

J. E. Thornton and R. I. Gregory, “How does Lin28 let-7 con-
trol development and disease?,” Trends in Cell Biology,
vol. 22, no. 9, pp. 474-482, 2012.

Y. Tan, S. Ooi, and L. Wang, “Immunogenicity and tumorige-
nicity of pluripotent stem cells and their derivatives: genetic
and epigenetic perspectives,” Current Stem Cell Research &
Therapy, vol. 9, no. 1, pp. 63-72, 2014.

J. Yang, M. M. Miller-Immergliick, K. Seipel et al., “Both Oct-
1 and Oct-2A contain domains which can activate the ubiqui-
tously expressed U2 snRNA genes,” The EMBO Journal,
vol. 10, no. 8, pp- 2291-2296, 1991.

J. Kang, M. Gemberling, M. Nakamura et al., “A general mech-
anism for transcription regulation by Octl and Oct4 in
response to genotoxic and oxidative stress,” Genes ¢» Develop-
ment, vol. 23, no. 2, pp. 208-222, 2009.

D. E. Wright, C.-Y. Wang, and C.-F. Kao, “Flickin’ the ubiqui-
tin switch: the role of H2B ubiquitylation in development,”
Epigenetics, vol. 6, no. 10, pp. 1165-1175, 2014.

S. Sangiao-Alvarellos, M. Manfredi-Lozano, F. Ruiz-Pino
et al,, “Changes in hypothalamic expression of the Lin28/-
let-7 system and related microRNAs during postnatal matu-
ration and after experimental manipulations of puberty,”
Endocrinology, vol. 154, no. 2, pp. 942-955, 2013.

M. D. Griswold and J. M. Oatley, “Concise review: defining
characteristics of mammalian spermatogenic stem cells,” Stem
Cells, vol. 31, no. 1, pp. 8-11, 2013.

J. Tommiska, K. Sgrensen, L. Aksglaede et al, “LIN28B,
LIN28A, KISS1, and KISSIR in idiopathic central precocious
puberty,” BMC Research Notes, vol. 4, p. 363, 2011.

E. V. Pankratova, A. G. Stepchenko, T. Portseva, V. A. Mogila,
and S. G. Georgieva, “Different N-terminal isoforms of Oct-1
control expression of distinct sets of genes and their high levels
in Namalwa Burkitt’s lymphoma cells affect a wide range of
cellular processes,” Nucleic Acids Research, vol. 44, no. 19,
pp. 9218-9230, 2016.



	Association Study of Puberty-Related Candidate Genes in Chinese Female Population
	1. Introduction
	2. Materials and Methods
	2.1. Candidate Gene and Variant Selection
	2.2. Participant Recruitment
	2.3. Primer Design
	2.4. Two-Round PCR
	2.5. MiSeq v2 Kit
	2.6. Data Analysis
	2.7. Basic Statistics and Association Study

	3. Results
	3.1. Phenotype Description
	3.2. Candidate Gene and SNP Selection
	3.3. LD Plot
	3.4. SNP Selection
	3.5. Basic Statistics of Genotyping Results
	3.6. Association Result

	4. Discussion
	5. Conclusion
	Data Availability
	Conflicts of Interest
	Acknowledgments
	Supplementary Materials

