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Abstract. A genome-wide association study (GWAS) was performed on a resource family consisting of white
and colored chickens for identification of genes related to plumage coloration using the Fixed and random model
Circulating Probability Unification (FarmCPU) package. GWAS identified three chromosomal single-nucleotide
polymorphisms (SNPs), demonstrating the polygenic basis of plumage phenotypes. Herein, retinoic acid-induced
protein 14 (RAI14), a developmentally regulated gene that encodes a protein containing many ankyrin repeats,
was identified as a candidate gene involved in plumage color. In this study, mRNA expression profiles of chicken
RAI14 were determined, indel (insertion–deletion) variants were identified, and their association was analyzed
in white and colored chickens. RA114 mRNA was expressed in all tissues tested (brain, spleen, liver, heart,
oviduct, kidney, lung, pituitary gland, ovary, muscle, feather bulb, and skin). A relatively high RAI14 expression
in white feather bulb compared to colored feather bulb (P<0.01) indicated a potential association with plumage
color. Additionally, statistical analysis revealed that a 4 bp indel genetic variation in RAI14 was associated with
plumage phenotypes (P<0.01). Together, our analysis of the identification of the RAI14 gene will enable us to
understand the genetic mechanisms behind chicken pigmentation.

1 Introduction

Color is an important feature of the majority of living organ-
isms. In poultry, complete white is characterized by a uni-
form, pure white color across all feathers, which is generally
associated with no visible pigment, while colored chickens
are mainly characterized by the distribution of two melanin
pigments: eumelanin (black, gray, and brown colors) and
pheomelanin (reddish-brown colors). Previous studies re-
ported that six nucleotide deletions in the tyrosinase (TYR)
gene is associated with albino white (Tobita-Teramoto et al.,
2000), and Chang reported that retroviral insertion of the
avian leukosis virus in the fourth intron of the TYR gene
was associated with white recessive (Chang et al., 2006). Ge-

netic studies have also shown that mutations in the preme-
lanosome protein (PMEL17) gene have been associated with
dominant white (Kerje et al., 2004), and five mutations in the
solute carrier family 45 member 2 (SLC45A2) have been as-
sociated with the silver color in chicken (Gunnarsson et al.,
2007). Extended black, dark brown, and sex-linked barring
patterns were associated with mutations in the coding region
of the melanocortin receptor 1 (MC1R) gene (Kerje et al.,
2003). The dark brown plumage is caused by a 8.3 kb dele-
tion upstream of SOX10 (Gunnarsson et al., 2011), and sex-
linked barring is controlled by the cyclin-dependent kinase
inhibitor 2A/B (CDKN2A/B) locus (Hellström et al., 2010),
suggesting that nucleotide polymorphism plays a significant
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role in differentiation that underlies plumage color in chick-
ens.

Currently, genome-wide association studies (GWASs)
have a potential role to play in poultry breeding (Xie et al.,
2012; Nie et al., 2016; Pértille et al., 2017). As a result, the
current study integrated a GWAS to estimate the associa-
tion effects of single-nucleotide polymorphisms (SNPs) on
plumage phenotypes using a 600 k SNP marker panel (Kra-
nis et al., 2013). From the GWAS analysis results, signifi-
cant associations were found within chromosome 1 (Chr. 1),
Chr. 7, and Chr. Z. In the present study, we have focused
on the Z chromosome due to strong associations that include
SNP linked to RAI14, a gene involved in plumage coloring.

Chicken RAI14 is an active metabolite of vitamin A in
the retinoid family. Through nuclear receptors, retinoids have
potent effects on cell differentiation, proliferation, and apop-
tosis (Ross et al., 2000), and their pathways have often been
suggested in reviews to contain genetic factors that regulate
gene expression (Blomhoff and Blomhoff, 2006; Bastien and
Rochette-Egly, 2004; McGrane, 2007). RAI14 reacts through
the classical pathway regulated by retinoic acid, where its ex-
pression is induced by all-trans retinoic acid (ATRA). Stud-
ies on human melanocytes to investigate the melanogenic ac-
tivity of ATRA based on spectrophotometric measurement
of melanin content and enzymatic tyrosinase activity have
shown that RA-induced genes are capable of significantly
increasing melanin and tyrosinase contents (Baldea et al.,
2013). To date, chicken RAI14 gene expression profiles and
DNA polymorphisms have remained unexplored. Therefore,
this study examined the tissue expression profiles of the
RAI14 gene, identified a novel 4 bp mutation, and identified
the relationship between the base pair mutation and plumage
phenotype in white and colored chickens. Our findings pro-
vide a basis for further investigation into the underlying
causal mutation and suggest hypotheses for further study.

2 Materials and methods

2.1 Ethics statement

The protocols for all animal experiments were conducted un-
der a project authorization approved by the Scientific Ethics
Committee of the Huazhong Agricultural University with ap-
proval number HZAUCH-2015-005.

2.2 Experimental birds and sample collection

Commercial chickens were obtained from the poultry farm
of Huadu Yukou Poultry Industry Co. Ltd, Beijing, China.
Briefly, one rooster with black plumage was mated with one
Yukou Brown I hen to generate the F1 (filial 1) individuals.
Using the parental and F1 individuals, two different F1 inter-
cross (F2) and one backcross populations were designed to
be segregated. More than 1000 individuals were generated,
and a total of 384 individuals were selected for genome-wide

association study. The phenotype score system is based on
the proportion of white (i.e., completely white) and colored
(i.e., brown and black) chickens. According to the phenotype
score, 384 chickens were divided into two basic phenotypes:
white and colored. In total, 125 individuals were classified as
representatives of the white group and the remaining chick-
ens as the colored group.

2.3 Discovery of functional genes via genome-wide
association study

Genomic DNA of 384 chickens was extracted from the
blood samples using the TIANamp Blood DNA Kit (Tiangen
Biotech Co. Ltd., Beijing, China). The purity and concentra-
tion of genomic DNA were measured using a NanoVue spec-
trophotometer (Harvard Bioscience, Inc, USA). DNA quality
and concentration of each sample were calculated, and equal
amounts of DNA were sent to a commercial genotyping com-
pany (Shanghai Bohao Biotechnology Co., Ltd., Shanghai,
China) using a 600 k Affymetrix® Axiom® HD genotyping
array (Kranis et al., 2013). In order to increase the accuracy
of the GWAS analysis, PLINK software was used to apply
strict quality control criteria including (1) animal call rate
>95 % and call frequency>95 %; (2) minor allele frequency
(MAF) threshold set at 0.03; and (3) SNPs that strongly de-
viated from Hardy–Weinberg equilibrium (P<10−6) (Pur-
cell et al., 2007). Overall, the qualified chickens (371) and
SNPs (436 861) were retained for further statistical analy-
ses. For population structure, a stratification approach was
used using a mixed model that included fixed effects (overall
mean and covariates) and random effects (SNP effect, indi-
vidual effect, and residual errors), as implemented in Farm-
CPU software (Liu et al., 2016a). In the current study, all
chickens were raised in the same individual cages; therefore,
only the first principal component was used as a covariate to
account for population structure in the analysis. Furthermore,
based on the location of the phenotype-associated SNPs,
the candidate gene regions were thus determined upstream
and downstream of the associated SNPs (100 kb). There-
fore, candidate genes were been searched for within these
defined regions using Ensembl from BioMart (Kinsella et
al., 2011). The National Center for Biotechnology Informa-
tion (NCBI) database (https://www.ncbi.nlm.nih.gov/gene/,
last access: 13 July 2020) was used to search for gene anno-
tations and functions in chickens and related animals.

2.4 Validation experiment

2.4.1 RNA extraction, cDNA synthesis, and RT-PCR
assay

Total RNA was extracted from white and colored feather
bulbs (Fig. 1) using TRIzol reagent (Invitrogen, CA, USA)
according to the manufacturer instructions with some mod-
ifications. The RNA quality and quantity were rated by
260 nm to 280 nm and 260 nm to 230 nm ratios using a
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Figure 1. Examples of plumage in chicken: (a1) and (a2) are white;
(b1) and (b2) are colored. Red arrows indicate feather bulbs.

NanoDrop 2000 spectrophotometer (Thermo Scientific™
ND2000USCAN, Waltham, MA USA). According to the
NanoDrop measurements, all RNA samples with optical den-
sity (OD) 260/280 ratio of 1.9–2.0 and OD 260/230 ratio of
>1.8 were reverse transcribed to cDNA using PrimeScript™
RT reagent kit (Takara Biotechnology Co. Ltd.) according to
manufacturer recommendations. The 25 µL qPCR reaction
contained 12.5 µL 2× SYBR qPCR mix (Aidlab Biotech-
nologies Co., Ltd., China), 0.5 µL (10 µM) of each primer,
and 1 µL cDNA (Adeyinka et al., 2017). Polymerase chain
reaction (PCR) amplification was carried out using a Bio-
Rad Laboratories, Inc. device at 95 ◦C for 2 min, followed
by 40 cycles at 95 ◦C for 10 s and 60 ◦C for 15 s. The qPCR
amplifications were conducted using an independent set of
10 biological and 3 technical replicates per sample. Rela-
tive quantification of RAI14 gene expression was evaluated
by the 2−11Ct methods (Livak and Schmittgen, 2001) us-
ing the chicken beta-actin as a reference gene. Data were
subjected to statistical analysis using GraphPad Prism 5 soft-
ware (Motulsky, 2007). P<0.05 was considered the thresh-
old of statistical significance. Next, we examine RAI14 ex-
pression in different tissues: 2 µg total RNA from 12 tissues
including brain, spleen, liver, heart, oviduct, kidney, lung,
pituitary gland, ovary, muscle, feather bulb, and skin were
digested with RNase-free DNase I (Cat #RRO47A China)
to eliminate genomic DNA. The isolated RNA was used for
first-strand cDNA synthesis with PrimeScript™ RT reagent
kit (Cat #RRO47B) in 20 µL reactions, as indicated by the
manufacturers. RT-PCR was employed to examine RAI14 tis-
sue expression using RNAs from different tissues (includ-

Figure 2. Manhattan and quantile–quantile plots for the three loci
identified across the chicken genome. (a) The negative log10 P val-
ues of SNPs transformed from a genome-wide scan were plotted
against positions on the chromosomes under FarmCPU models. The
three significant associated SNPs surpassed the Bonferroni thresh-
old (horizontal gray lines) for the plumage trait using the FarmCPU
method. (b) The quantile–quantile (QQ) plot assessed the negative
base 10 logarithms of the P value observed on the Y axis, and the
X axis is the expected negative base 10 logarithms of the P val-
ues under the assumption that the P values follow a uniform [0, 1]
distribution.

ing brain, spleen, liver, heart, oviduct, kidney, lung, pituitary
gland, ovary, muscle, feather bulb, and skin). RT-PCR was
performed in a 25 µL reaction which contained 12.5 µL 2×
SYBR qPCR mix (Aidlab Biotechnologies Co., Ltd., China),
0.5 µL (10 µM) of each primer, and 1 µL cDNA. The reac-
tion conditions comprised an initial denaturation at 94 ◦C for
3 min, followed by 32 cycles of 94 ◦C for 30 s, annealing at
60 ◦C for 20 s, 72 ◦C for 20 s, and a final extension at 72 ◦C
for 5 min. Beta-actin gene was used as a control gene. The
primer pairs used in this study are shown in Table 1.

2.4.2 Sequencing, indel identification, and genotyping

Chicken genomic DNA was extracted from blood samples
using a standard phenol–chloroform methods (Sambrook and
Russell, 2006). The quality and quantity of all DNA samples
were measured with 1 % agarose gel electrophoresis and a
NanoDrop™ ND-2000c spectrophotometer (Thermo Scien-
tific, Inc.). DNA samples of 30 chickens were selected ran-
domly to construct a DNA pool with equal DNA concentra-
tion of 50 ng µL−1 for each of white and colored phenotypes.
An indel (insertion–deletion) mutation was identified using
pairs of primers based on the chicken RAI14 gene (GenBank
accession no. NC_006127.4). The primer sequences used for
detecting indel mutation are listed in Table 1. PCR amplifi-
cations were performed in a 25 µL volume containing 50 ng
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Table 1. Primers used for indel locus detection and expression analysis.

Primer (NC_006127.4) Primer sequence (5′–3′) Length (bp) Function

RAI14-X1, X2, X3, X4-F GGAACGTCAGATTGTCACAG 152 qPCR
RAI14-X1, X2, X3, X4-R GAATGGTGATCCTGAGAAAGT

RAI14-X5-F GACGACGACGACGACCACGA 225 qPCR
RAI14-X5-R ACTTTCTCAGGATCACCATT

RAI14-X7-F TTGCAAGTGATGTAGGCGT 187 qPCR
RAI14-X7-R ACTTTCTCAGGATCACCATT

RAI14-X8-F CACCACCACCACCACCGGAG 204 RT-PCR & qPCR
RAI14-X8-F ACTTTCTCAGGATCACCATT

Beta-Actin-F GAGAGAGAAATTGTGCGTGA 212 qPCR
Beta-Actin-R ATGATGGAGTTGAAGGTAGT

RAI14-NC_006127.4-4bp-1F GCTCATTCTTGCAGGAGAGG 1710 Indel detection
RAI14-NC_006127.4-4bp-1R AATGACAAATGTGCTCGGAC

RAI14-NC_006127.4-4bp-2F TACCAGTTATTTAAATGAGA 95 Indel genotyping
RAI14-NC_006127.4-4bp-2R AAGTGCAGTTAGTTGAATAG

pooled DNA, 2.5 µL of 10× PCR buffer, 5 mM of dNTPs,
10 pmol of forward and reverse primer, 0.625 U Taq DNA
polymerase (Takara Biotechnology Co. Ltd.), and double-
distilled water (ddH2O). The reactions were performed under
the following conditions: an initial pre-denaturing at 95 ◦C
for 5 min; 35 cycles of 95 ◦C (20 s), 55–60 ◦C (20 s), and
72 ◦C (20 s); and a final step at 72 ◦C for 5 min. The PCR
products were sequenced directly with an ABI3730xl DNA
analyzer (Applied Biosystems), and indel discovery was con-
ducted by the Chromas software (version 2.3.1) and DNA-
MAN (version 6.0). The PAGE-based (Polyacrylamide gel
electrophoresis) genotyping assay was utilized for genotyp-
ing of the 4 bp indel in 57 white and 52 colored individu-
als. A 20 bp DNA ladder (Dye Plus, code no. 3420A) was
used for the gel electrophoresis. The acrylamide gel was
cast on washed plates with 1.5 mm spacer. The annealed
PCR products (primers listed in Table 1) were resolved by
electrophoresis in non-denaturing polyacrylamide gels con-
taining 30 % acrylamide–bisacrylamide (29 : 1, w/w), 1×
tris–borate–EDTA (TBE), ammonium persulfate, and tetram-
ethylethylenediamine (TEMED). After 8 h of electrophoresis
at 80 V and 200 mA, polyacrylamide gel was immersed in
a sodium hydroxide+ sodium carbonate anhydrous solution
for 10 min and silver nitrate reagent solution for 7–8 min be-
fore visualization.

2.4.3 Genetic parameters and association analysis

The genotype and allele frequencies of the 4 bp indel in
RAI14 were calculated using the SHEsis program (http:
//analysis.bio-x.cn, last access: 13 July 2020) (Li et al.,
2009). Methods developed by Nei and Roychoudhury (1974)
were used to calculate population genetic diversity in-

dices, including homozygosity (Ho) and heterozygosity (He;
Ho+He= 1), where He and Ho are measures of genetic
variation of a population. The chi-square (χ2) test was
used to evaluate the Hardy–Weinberg equilibrium (HWE)
(Pouresmaeili et al., 2013). The statistical significance level
was set at P<0.05. For each genotype, association analysis
was carried out using a linear model implemented in SAS
(SAS v. 9.2, SAS Institute Inc., Cary, NC, USA). Briefly, the
linear model can be generally specified as

Yijkl = µ+Bi +Gj +Ak + eijkl, (1)

where Yijkl is the individual observation for a trait,µ is popu-
lation mean,Bi is the effect of breed,Gj is the effect of geno-
type, Ak is the effect of age, and eijkl is random error. Differ-
ences in means were considered significant at P<0.05. The
least square means (LS means) were estimated with standard
errors for different genotypes and plumage traits. Age, breed,
and genotypes were considered fixed effects, and plumage
traits were dependent variables. The SAS PROC TTEST pro-
cedures (SAS v. 9.2, SAS Institute Inc., Cary, NC, USA)
were used to test the differences in the LS means between
genotypes.

3 Results

3.1 Identification of candidate genes for plumage trait

As a result of a GWAS conducted for white and colored
chickens using FarmCPU methods (Liu et al., 2016b), three
quantitative trait loci (QTLs) at a genome-wide signifi-
cant level were found to be associated with the plumage
traits (Fig. 2). We also identified three significant associ-
ated SNPs, including rs75377751:A > G, rs77034318:T > G
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Figure 3. Expression of RAI14 mRNA detected in feather bulbs and
different tissues. (a) RAI14 mRNA expression profiles in different
tissues by RT-PCR. Lengths of the PCR products (RAI14: 204 bp;
beta-actin: 212 bp) (−), no cDNA samples are marked in the figure;
M represent molecular weight (MW): 2000 bp. (b) Expression of
RAI14 mRNA in the feather bulb by qPCR. All samples were nor-
malized by beta-actin. Each bar represents the relative expression
level of the RAI14 gene mRNA. Error bars represent standard error
of the mean (SE). X1, X2, X3, X4, X5, X7, and X8 denote RAI14
mRNA isoforms. ∗ represents significant at p<0.05 and ∗∗ repre-
sents significant at p<0.01, based on assuming unequal variances
and Student’s t test.

and rs77188285:T > G that surpassed the Bonferroni thresh-
old (p<10−8) (Fig. 2 and Table 2). All SNPs had a
MAF of above 20 %. The strongest associated SNP had
a P value of 3.31× 10−29. Among the three significantly
associated SNPs (rs75377751:A > G, rs77034318:T > G and
rs77188285:T > G) located on Chr. 1, Chr. 7, and Chr. Z
(Table 2), SNP rs75377751:A > G was found to be located
directly within the QTL region defined in previous studies
and stated to be responsible for the white trait in chicken
(Sato et al., 2007). Next, the chicken genome assembly
(Gallus_gallus-5.0; GCA_000002315.3) was used to identify
candidate genes within the defined regions for the associ-
ated SNPs. All three associated SNPs had hits directly on
candidate genes, including TYR (Sato et al., 2007), RAI14,
and glycosyltransferase-like domain-containing protein 1

(GTDC1) (Table 2). Nevertheless, there is a possibility for
the discovery of candidate genes around these related SNPs
with expanded knowledge of gene function.

3.2 Profile of chicken RAI14 in feather bulb and various
tissues

Investigation of the general tissue expression of RAI14 was
explored by RT-PCR, using beta-actin as an internal control.
RAI14 was expressed in all 12 tissues, with the highest level
in brain, spleen, oviduct, kidney, lung, muscle, feather bulb,
and skin, while its expression in liver, heart, pituitary gland,
and ovary was relatively weak (Fig. 3a). We further observed
RAI14 expression in feather bulb by qPCR. As shown in
Fig. 3b, the expression levels of RAI14 mRNA isoforms (X1,
X2, X3, X4, X5, X7, and X8) were significantly higher in
white than in colored chickens. According to these findings,
white and colored chickens differed significantly at P<0.01
and P<0.05 levels. Previous experiments with chick reti-
nal pigment epithelial cells indicated that retinoic acid in-
hibits cell proliferation and induces melanin synthesis (Kishi
et al., 2001). Together, these results indicate that RAI14 has
a potentially important function to play in plumage coloring.
Next, to explore possible DNA markers that account for this
variability in expression, we concentrated on the detection of
polymorphisms in RAI14.

3.3 Genetic variation of RAI14 gene in white and
colored chicken

More than 4 kb upstream of the RAI14 gene sequence was
analyzed. These analyses identified a number of potential
candidate mutations, among which a 4 bp candidate indel
was detected by DNA sequencing (NC_006127.4, Chr. Z:
10 457 847–10 457 850). The 4 bp indel (AAGT) was geno-
typed for subsequent association study in 57 white and
52 colored chickens. The PCR products used in the study
showed the sequence diagrams of the novel 4 bp indel
(Fig. 4).

3.4 Associations between indel variations and plumage
traits

The genetic parameters associated with the RAI14 indel locus
were determined (Table 3); the results indicated that insertion
allele “I” (0.923) of the 4 bp indel was often seen than dele-
tion allele “D” (0.077) in the colored chickens. For the white
chickens, the 4 bp indel frequency of the I allele was lower
(0.237), and for the D allele it was higher (0.763), Table 3. In
addition, the chi-square test showed that the frequency of the
4 bp indel genotype was in accordance with HWE (P>0.05)
in colored chickens. However, the 4 bp indel did not agree
with HWE (P<0.05; Table 3) in white chickens. Next, the
associations between the RAI14 4 bp indel locus and plumage
trait were investigated. The findings showed that there was
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Figure 4. Sequence chromatograms of genomic regions harboring the indel. Red highlighted portion indicates insertion–deletion in the white
and colored animals.

Table 2. Location, frequency, and P values of significantly associated SNPs from the genome-wide association study.

SNP (position) Chr. MAF P value Candidate gene (position)

rs75377751 (187920668) 1 0.245283 3.31× 10−29 TYR (187920666. . . 187970514)
rs77034318 (33305561) 7 0.309973 1.12× 10−9 GTDC1 (33270007. . . 33450697)
rs77188285 (10474311) Z 0.474394 1.74× 10−19 RAI14 (10453674. . . 10546697)

The location is indicated by the position of the chromosome and base pair. The frequency is indicated by the MAF (minor allele
frequency).

a relationship between the 4 bp indel and the plumage trait
(P<0.0001; Table 3).

4 Discussion

In order to explore the genetic basis of variation in plumage
phenotypes, we reported GWAS in an F2 population consist-
ing of white and colored chickens. Due to the small sam-
ple size and population structure, strict analyzes were used
to control stratification using FarmCPU models (Liu et al.,
2016b). Finally, a total of three QTLs with three underly-
ing SNPs were found to be significantly associated with the
plumage phenotypes on Chr. 1, Chr. 7, and Chr. Z. We per-
formed candidate gene searches within the QTL regions, and
one of the identified candidate genes was supported by QTL
studies on white plumage (TYR locus, Chr. 1), although the
previous studies measured white trait differently and in dif-
ferent breeds (Sato et al., 2007). The overlap of one of our
candidate genes for white plumage in chicken also provided
hints that genes related to white trait may be shared across
species. Meanwhile, we found no direct evidence linking
GTDC1 gene on Chr. 7 to tyrosinase enzymatic activity.

Interestingly, on Chr. Z, we found a new candidate gene
(RAI14 locus); previous studies have shown that retinoic
acid-induced genes inhibit growth and enhance the differ-
entiation of melanoma cells in vitro (Huang et al., 2003).
Retinoic acid (RA) is a morphogen derived from retinol (vi-

tamin A) that plays a vital role in cell growth, differentiation,
and organogenesis (Kam et al., 2012), indicating that RAI14
may be a key regulator of biological functions in chicken de-
velopment and pigment cell differentiation. Therefore, to de-
termine the role of the RAI14 gene in plumage coloring, we
identified the regulatory variants affecting RAI14 gene ex-
pression in order to better understand the mechanisms that
regulate the chicken pigment system. In addition, there are no
previous reports of RAI14 chicken tissue expression profiles.
The relationship between RAI14 gene variants and plumage
traits in the white and colored populations required further
investigation.

First, we determined the tissue expression profiles of the
chicken RAI14 gene, and the results showed widespread dis-
tribution of RAI14 in the brain, spleen, liver, heart, oviduct,
kidney, lung, pituitary gland, ovary, muscle, feather bulb, and
skin; these results suggested that RAI14 has a broad and sig-
nificant function in various tissues. We further determined its
expression patterns in the white and colored chicken feather
bulb. Interestingly, our results showed that RAI14 expression
levels in white chickens were higher when compared to col-
ored chickens (P<0.05 and P<0.01), suggesting RAI14 may
be associated with plumage variation. In addition, previous
reports indicated that the RAI14 gene regulates retinal pig-
ment epithelium, which provides nutrients to photoreceptor
cells and contains melanin pigments that absorb excess light
radiation (Kutty et al., 2001). Together, these data indicated
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Table 3. Genetic parameters and association analysis of the 4 bp indel of the RAI14 gene.

Frequencies Genetic parameters

Indel locus Genotypes Alleles Ho He HWE (P value*) Association p valuec

4 bp (n= 52)a II (44, 0.846) 0.923 (I) 0.858 0.142 0.361 (0.548) 2.20× 10−16

ID (8, 0.154) 0.077 (D)
DD (0, 0.000)

4 bp (n= 57)b II (8, 0.140) 0.237 (I) 0.639 0.362 12.386 (0.0004)
ID (11, 0.193) 0.763 (D)
DD (38, 0.667)

a colored; b white; HWE: Hardy–Weinberg equilibrium; Ho: homozygosity; He: heterozygosity; c HWE p values were computed using the
chi-square test.

Figure 5. Bioinformatics predicts transcription factor binding sites
on the 4 bp indel sequences. One potential transcriptional factor
FOXC1 (Forkhead box C1) appears only at insertion sequence. Red
highlights the FOXC1 factor binding site sequence.

that the RAI14 gene could play an important role in pigmen-
tation.

DNA sequence analysis of white and colored chickens re-
vealed genetic variants of RAI14, including a 4 bp indel, and
statistical analysis showed that the 4 bp locus was in HWE
(P>0.05) in colored chickens (Table 3). In addition, there
was a significant association between the 4 bp indel vari-
ations and the plumage color (Table 3). Previous investi-
gations, however, have shown that retinoic acid-stimulated
genes are capable of regulating the transcription of a num-
ber of genes by their ability to bind specific nuclear recep-
tors, i.e., retinoic acid receptors and retinoid X receptors (Gu-
das, 1994a; Hofmann, 1994), indicating that the RAI14 gene
variant is capable of transcribing and regulating hundreds of
genes by mediating their effect and binding to specific DNA
sequences (Gudas, 1994b). The transcription factor binding
site to the 4 bp indel was therefore predicted using the JAS-
PAR database, version 2014 (http://jaspar2014.genereg.net/,
last access: 13 July 2020). Depending on the transcrip-
tion factor binding site prediction results, Forkhead box C1
(FOXC1), a transcription factor, may be bound in the pres-
ence of insertion of 4 bp nucleotides (Fig. 5). This discovery
made it possible for FOXC1 to influence chicken pigmen-
tation. However, FOXC1 is a DNA-binding transcriptional
factor that plays a role in a wide range of cellular and devel-
opmental processes (Saleem et al., 2004; Berry et al., 2002);
of course, the question of whether the RAI14 4 bp indel influ-

ences plumage phenotype by linking it to the FOXC1 locus
needs further study.

5 Conclusions

In conclusion, we identified three chromosomal SNPs that
were significantly associated with plumage coloration by
a GWAS. The novel candidate gene RAI14 mRNA was
expressed in all tissues tested (brain, spleen, liver, heart,
oviduct, kidney, lung, pituitary gland, ovary, muscle, feather
bulb, and skin), and the expression levels in the feather bulbs
were significantly different between white and colored chick-
ens. A novel 4 bp indel in the RAI14 promoter region was
also identified as a candidate mutation related to the plumage
phenotype. These findings would provide valuable resources
for future studies to improve understanding of the genetic ar-
chitecture of plumage coloring and, eventually, to improve
marker-assisted selection (MAS) in chicken breeding.

Data availability. The data sets are available upon request from
the corresponding author.

Author contributions. AAA and LY performed most of the ex-
periments; SL, HY, and HL conceived the study and participated in
its design and coordination; XL, CF, and AAA collected and ana-
lyzed data; and AAA drafted and prepared the article. All authors
read and approved the final article.

Competing interests. The authors declare that they have no con-
flict of interest.

Financial support. This research has been supported by the Na-
tional Natural Science Foundation of China (grant no. 31772585),
the Fundamental Research Funds for the Central Universities (grant
nos. 0900202930 and 2662015BQ024), and the National Key Train-
ing project (grant no. 2014GKXM057).

https://doi.org/10.5194/aab-63-231-2020 Arch. Anim. Breed., 63, 231–239, 2020

http://jaspar2014.genereg.net/


238 A. A. Adetula et al.: RAI14 in the blood feather regulates chicken pigmentation

Review statement. This paper was edited by Steffen Maak and
reviewed by two anonymous referees.

References

Adeyinka, A. A., Niu, L., Fang, C., Babatunde, B., and
Xu, X.: GBP6: differential expression in pulmonary alveolar
macrophages under PRRSV infection and association with blood
parameters of its missense mutation, S. Afr. J. Anim. Sci., 47,
626–634, 2017.

Baldea, I., Costin, G.-E., Shellman, Y., Kechris, K., Olteanu, E.
D., Filip, A., Cosgarea, M. R., Norris, D. A., and Birlea, S. A.:
Biphasic pro-melanogenic and pro-apoptotic effects of all-trans-
retinoic acid (ATRA) on human melanocytes: Time-course study,
J. Dermatol. Sci., 72, 168–176, 2013.

Bastien, J. and Rochette-Egly, C.: Nuclear retinoid receptors and
the transcription of retinoid-target genes, Gene, 328, 1–16,
https://doi.org/10.1016/j.gene.2003.12.005, 2004.

Berry, F. B., Saleem, R. A., and Walter, M. A.: FOXC1 transcrip-
tional regulation is mediated by N-and C-terminal activation do-
mains and contains a phosphorylated transcriptional inhibitory
domain, J. Biol. Chem., 277, 10292–10297, 2002.

Blomhoff, R. and Blomhoff, H. K.: Overview of retinoid
metabolism and function, J. Neurobiol., 66, 606–630,
https://doi.org/10.1002/neu.20242, 2006.

Chang, C.-M., Coville, J.-L., Coquerelle, G., Gourichon, D., Oul-
mouden, A., and Tixier-Boichard, M.: Complete association be-
tween a retroviral insertion in the tyrosinase gene and the reces-
sive white mutation in chickens, Bmc Genomics, 7, 19 pp., 2006.

Gudas, L. J.: Cellular biology and biochemistry of the retinoids, The
Retinoids, 443–520, 1994a.

Gudas, L. J.: Retinoids and vertebrate development, J. Biol. Chem.,
269, 15399–15402, 1994b.

Gunnarsson, U., Hellström, A. R., Tixier-Boichard, M., Minvielle,
F., Bed’Hom, B., Ito, S. i., Jensen, P., Rattink, A., Vereijken, A.,
and Andersson, L.: Mutations in SLC45A2 cause plumage color
variation in chicken and Japanese quail, Genetics, 175, 867–877,
2007.

Gunnarsson, U., Kerje, S., Bed’hom, B., Sahlqvist, A. S., Ekwall,
O., Tixier-Boichard, M., Kämpe, O., and Andersson, L.: The
Dark brown plumage color in chickens is caused by an 8.3-kb
deletion upstream of SOX10, Pigm. Cell Melanoma R., 24, 268–
274, 2011.

Hellström, A. R., Sundström, E., Gunnarsson, U., Bed’Hom, B.,
Tixier-Boichard, M., Honaker, C. F., Sahlqvist, A. S., Jensen, P.,
Kämpe, O., and Siegel, P. B.: Sex-linked barring in chickens is
controlled by the CDKN2A/B tumour suppressor locus, Pigm.
Cell Melanoma R., 23, 521–530, 2010.

Hofmann, C. and Eichele, G.: Retinoids in development. In: Sporn
M, Roberts AB, Goodman M, editors. The retinoids, biology,
chemistry and medicine, 2nd Edn., New York, Plenum Press,
387–441, 1994.

Huang, Y., Boskovic, G., and Niles, R. M.: Retinoic acid-induced
AP-1 transcriptional activity regulates B16 mouse melanoma
growth inhibition and differentiation, J. Cell Physiol., 194, 162–
170, 2003.

Kam, R. K. T., Deng, Y., Chen, Y., and Zhao, H.: Retinoic acid
synthesis and functions in early embryonic development, Cell
Biosci., 2, 11 pp., 2012.

Kerje, S., Lind, J., Schütz, K., Jensen, P., and Andersson, L.:
Melanocortin 1-receptor (MC1R) mutations are associated with
plumage colour in chicken, Anim. Genet., 34, 241–248, 2003.

Kerje, S., Sharma, P., Gunnarsson, U., Kim, H., Bagchi, S.,
Fredriksson, R., Schütz, K., Jensen, P., Von Heijne, G., and Oki-
moto, R.: The Dominant white, Dun and Smoky color variants in
chicken are associated with insertion/deletion polymorphisms in
the PMEL17 gene, Genetics, 168, 1507–1518, 2004.

Kinsella, R. J., Kähäri, A., Haider, S., Zamora, J., Proc-
tor, G., Spudich, G., Almeida-King, J., Staines, D.,
Derwent, P., and Kerhornou, A.: Ensembl BioMarts: a
hub for data retrieval across taxonomic space, Database,
https://doi.org/10.1093/database/bar030, 2011.

Kishi, H., Kuroda, E., Mishima, H. K., and Yamashita, U.: Role
of TGF-β in the retinoic acid-induced inhibition of proliferation
and melanin synthesis in chick retinal pigment epithelial cells in
vitro, Cell Biol. Int., 25, 1125–1129, 2001.

Kranis, A., Gheyas, A. A., Boschiero, C., Turner, F., Yu, L., Smith,
S., Talbot, R., Pirani, A., Brew, F., and Kaiser, P.: Development
of a high density 600K SNP genotyping array for chicken, Bmc
Genomics, 14, 59 pp., 2013.

Kutty, R. K., Kutty, G., Samuel, W., Duncan, T., Bridges, C. C.,
El-Sherbeeny, A., Nagineni, C. N., Smith, S. B., and Wiggert,
B.: Molecular Characterization and Developmental Expression
ofNORPEG, a Novel Gene Induced by Retinoic Acid, J. Biol.
Chem., 276, 2831–2840, 2001.

Li, Z., Zhang, Z., He, Z., Tang, W., Li, T., Zeng, Z., He, L., and Shi,
Y.: A partition-ligation-combination-subdivision EM algorithm
for haplotype inference with multiallelic markers: update of the
SHEsis, Cell Res., 19, 519–523, 2009.

Liu, X., Huang, M., Fan, B., Buckler, E. S., and Zhang, Z.: Iter-
ative Usage of Fixed and Random Effect Models for Powerful
and Efficient Genome-Wide Association Studies, Plos Genet, 12,
e1005767, https://doi.org/10.1371/journal.pgen.1005767, 2016a.

Liu, X. L., Huang, M., Fan, B., Buckler, E. S., and Zhang, Z. W.: It-
erative Usage of Fixed and Random Effect Models for Powerful
and Efficient Genome-Wide Association Studies, Plos Genetics,
12, e1005767, https://doi.org/10.1371/journal.pgen.1005767,
2016b.

Livak, K. J. and Schmittgen, T. D.: Analysis of relative gene ex-
pression data using real-time quantitative PCR and the 2-11CT
method, methods, Methods, San Diego, California, 25, 402–408,
2001.

McGrane, M. M.: Vitamin A regulation of gene expression: molec-
ular mechanism of a prototype gene, J. Nutr. Biochem., 18, 497–
508, https://doi.org/10.1016/j.jnutbio.2006.10.006, 2007.

Motulsky, H.: In GraphPad Prism 5: Statistics Guide, GraphPad
Software Inc. Press, 31, 39–42, 2007.

Nei, M. and Roychoudhury, A. K.: Sampling variances of heterozy-
gosity and genetic distance, Genetics, 76, 379–390, 1974.

Nie, C. S., Zhang, Z. B., Zheng, J. X., Sun, H. Y., Ning, Z. H., Xu,
G. Y., Yang, N., and Qu, L. J.: Genome-wide association study
revealed genomic regions related to white/red earlobe color trait
in the Rhode Island Red chickens, Bmc Genet, 17, 1–7, 2016.

Pértille, F., Moreira, G. C. M., Zanella, R., da Silva Nunes, J. d. R.,
Boschiero, C., Rovadoscki, G. A., Mourão, G. B., Ledur, M. C.,
and Coutinho, L. L.: Genome-wide association study for perfor-
mance traits in chickens using genotype by sequencing approach,

Arch. Anim. Breed., 63, 231–239, 2020 https://doi.org/10.5194/aab-63-231-2020

https://doi.org/10.1016/j.gene.2003.12.005
https://doi.org/10.1002/neu.20242
https://doi.org/10.1093/database/bar030
https://doi.org/10.1371/journal.pgen.1005767
https://doi.org/10.1371/journal.pgen.1005767
https://doi.org/10.1016/j.jnutbio.2006.10.006


A. A. Adetula et al.: RAI14 in the blood feather regulates chicken pigmentation 239

Sci. Rep.-UK, 7, 41748, https://doi.org/10.1038/srep41748,
2017.

Pouresmaeili, F., Jamshidi, J., Azargashb, E., and Samangouee, S.:
Association between vitamin D receptor gene BsmI polymor-
phism and bone mineral density in a population of 146 Iranian
women, Cell J., 15, 75 pp., 2013.

Purcell, S., Neale, B., Todd-Brown, K., Thomas, L., Ferreira, M. A.,
Bender, D., Maller, J., Sklar, P., De Bakker, P. I., and Daly, M. J.:
PLINK: a tool set for whole-genome association and population-
based linkage analyses, The American journal of human genet-
ics, 81, 559–575, 2007.

Ross, S. A., McCaffery, P. J., Drager, U. C., and De Luca, L. M.:
Retinoids in embryonal development, Physiol. Rev., 80, 1021–
1054, 2000.

Saleem, R., Banerjee-Basu, S., Murphy, T., Baxevanis, A., and Wal-
ter, M.: Essential structural and functional determinants within
the forkhead domain of FOXC1, Nucl. Acid. Res., 32, 4182–
4193, 2004.

Sambrook, J. and Russell, D. W.: The condensed protocols from
molecular cloning: a laboratory manual, Sirsi, 2006.

Sato, S., Otake, T., Suzuki, C., Saburi, J., and Kobayashi,
E.: Mapping of the recessive white locus and analysis of
the tyrosinase gene in chickens, Poult. Sci., 86, 2126–2133,
https://doi.org/10.1093/ps/86.10.2126, 2007.

Tobita-Teramoto, T., Jang, G., Kino, K., Salter, D., Brumbaugh, J.,
and Akiyama, T.: Autosomal albino chicken mutation (ca/ca)
deletes hexanucleotide (-1GACTGG817) at a copper-binding
site of the tyrosinase gene, Poult. Sci., 79, 46–50, 2000.

Xie, L., Luo, C., Zhang, C., Zhang, R., Tang, J., Nie, Q.,
Ma, L., Hu, X., Li, N., and Da, Y.: Genome-wide asso-
ciation study identified a narrow chromosome 1 region as-
sociated with chicken growth traits, Plos One, 7, e30910,
https://doi.org/10.1371/journal.pone.0030910, 2012.

https://doi.org/10.5194/aab-63-231-2020 Arch. Anim. Breed., 63, 231–239, 2020

https://doi.org/10.1038/srep41748
https://doi.org/10.1093/ps/86.10.2126
https://doi.org/10.1371/journal.pone.0030910

	Abstract
	Introduction
	Materials and methods
	Ethics statement
	Experimental birds and sample collection
	Discovery of functional genes via genome-wide association study
	Validation experiment
	RNA extraction, cDNA synthesis, and RT-PCR assay
	Sequencing, indel identification, and genotyping
	Genetic parameters and association analysis


	Results
	Identification of candidate genes for plumage trait
	Profile of chicken RAI14 in feather bulb and various tissues
	Genetic variation of RAI14 gene in white and colored chicken
	Associations between indel variations and plumage traits

	Discussion
	Conclusions
	Data availability
	Author contributions
	Competing interests
	Financial support
	Review statement
	References

