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Simple Summary: Calcidiol (25(OH)D3) has previously been shown to exhibit promising
results concerning the expression of genes linked to decreased inflammatory reactions as
well as increased muscle deposition in broilers. The purpose of the current study was to
identify the impacts of supplemental 25(OH)D3 administered dietarily or by in ovo injection
in conjunction with the in ovo delivery of Marek’s Disease vaccine (MVD), on the expression
of genes in the spleen and pectoralis major (P. major) of 40 days of age Ross 708 broilers.
Although the dietary, rather than the in ovo source of 25(OH)D3, had a greater potency,
when compared to MDV alone, both sources of 25(OH)D3 enhanced the expression of
genes that function in adaptive immunity in both the spleen and P. major. Furthermore,
they also potentiated enzymatic antioxidant activity and muscle deposition. In conclusion,
supplemental 25(OH)D3, delivered either through the diet or by in ovo injection, can be used
to promote the expression of genes involved in the growth and immunity of 40-day-old
broilers that received an MDV vaccination by in ovo injection.

Abstract: Effects of in ovo and dietary sources of calcidiol (25(OH)D3), combined with
Marek’s disease vaccine (MDV), on the expression of genes involved with the antioxidant
activity, muscle deposition, and immunity in the pectoralis major (P. major) muscle and
spleen of 40 d of age (doa) broilers were investigated. The in ovo treatments were as follows:
(1) non-injected; (2) the injection of 50 µL of commercial MDV, (3) MDV + 1.2, or (4) 2.4 µg
of 25(OH)D3. All birds received either a commercial diet containing no supplemental
25(OH)D3 (control) or the same diet supplemented with an additional 69 µg of 25(OH)D3

per kg of feed (Hy-D diet). At 40 doa, the pectoralis major (P. major) muscle and spleen
of 48 birds (six replicates per diet x in ovo treatment combination) were collected. When
compared to un-supplemented commercial diet-fed birds, in birds that were fed the Hy-D
diet, the expression of the TGF-β4 gene in the spleen and P. major muscle, and the GSH-P1,
GSH-P7, SOD2, MyoG, MyoD1, and Pax3 genes in the P. major muscle were up-regulated,
whereas the expression of the IL-1β, IL-8, and CYP24A1 genes in the spleen and P. major
muscle were down-regulated. Nevertheless, birds that received any of the in ovo injection
doses of 25(OH)D3 exhibited a higher expression of the IL-10, TGF-β4, and CYP27B1 genes
in the spleen and P. major muscle. Furthermore, in comparison to the MDV-injected control
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group, the CAT, MyoD1, and Pax3 genes in the P. major muscle were up-regulated, and
the expression of the INF-γ, IL-1β and CYP24A1 genes in the spleen and the IL-8, and
IL-1β genes in the P. major muscle were down-regulated. In conclusion, a significant
improvement in the expression of genes responsible for enzymatic antioxidant activity,
protein synthesis, and inflammatory reactions in 40-day-old broilers occurred in response to
in ovo and dietary supplemental 25(OH)D3, and supplemental 25OHD3 provided via either
route was used to enhance the expression of genes linked to vitamin D activity (CYP27B1,
CYP24A1).

Keywords: calcidiol; immunity; in ovo injection; Marek’s disease vaccine; muscle develop-
ment

1. Introduction
Intensive genetic selection in broilers that took place between 1957 and 2005 has

resulted in a rapid increase in the yield of the pectoralis major (P. major) and pectoralis
minor (P. minor) muscles by approximately 80% and 33%, respectively. Additionally, the
feed conversion ratio (FCR) during that same period of time has decreased annually by
2.55%, which has accounted for a cumulative 50% reduction in the FCR [1]. Although
beneficial breast yield results have been observed over 50 years of commercial quantitative
genetic selection, serious abnormalities have also been observed in breast filets. For instance,
white striping (WS) and woody breast (WB) conditions have been recently observed
in modern broilers [2,3]. Approximately 90% of the P. major in broilers exhibit some
level of WS and WB, which has caused an estimated USD 200 million to USD 1 billion
in economic losses in the US poultry industry [4]. Furthermore, both WS and WB are
commonly not only associated with immune-related cell infiltration, but also to an increase
in oxidative reactions, fibrosis, and lipidosis in muscle tissue [5,6]. Besides physiological
and morphological changes in WB filets, several changes have taken place at molecular
levels. Whole genome sequencing analysis has revealed that genetically regulated metabolic
pathways associated with protein synthesis were down-regulated and that those linked
to inflammation and oxidative or endoplasmic reticulum stresses were upregulated [7,8].
These results indicate that an enhancement of the expression of genes involved in protein
synthesis and reduced oxidative stress can be beneficial in lowering the incidence of WB.

The technology of in ovo injection has been used for many decades for the early vacci-
nation of broilers against infectious diseases such as Marek’s disease [9,10]. In addition to
vaccination, various nutrients including vitamins and minerals have been administered
in ovo in order to promote the immunity and growth of commercial broilers [11–14]. The
combined effects of Marek’s disease vaccine (MDV) with the second metabolite of vitamin
D3, calcidiol (25(OH)D3), have been investigated. Fatemi et al. [15] reported that the MDV
can be successfully combined with various doses of 25(OH)D3, ranging from 0.6 to 2.4 µg,
with a minimal death (5%) of MDV-carrying cells. Calcidiol has been previously shown to
exhibit promising results on broiler performance when administered by in ovo injection in a
range between 0.6 and 2.4 µg or through the diet at 69 µg/kg throughout a 42 doa rearing
period. These included positive effects on bone development [16–19], early posthatch
and long-term live performance variables (BW, BWG, FCR) [20–24], breast [21–26] and
leg meat [24] yield, serum IgG and nitric oxide representative inflammatory immune re-
sponses [27–34], serum and intestinal enzymatic (glutathione S-transferase and superoxide
dismutase) and non-enzymatic antioxidant (malonaldehyde) activities [35], and intestinal
histomorphology [25,35,36] when broilers were raised under either commercial or stressful
conditions, such as a coccidial infection. It is suggested that the realized improvements
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in response to 25(OH)D3 are associated with its longer half-life [37,38] as well as a cas-
cade in the expression of genes, which includes an increase in vitamin D receptors (VDR)
and production of the active form of vitamin D3, 1,25-dihydroxyvitamin D3 (1,25-(OH)2-
D3) [26,28,30,39,40]. More recently, as compared to the MDV alone, the in ovo injection of
the MDV in combination with both dietary (69 µg) and in ovo (1.2 and 2.4 µg) sources of
25(OH)D3, has been shown to result in an increase in body weight (BW), BW gain (BWG)
breast and leg meat yield [41], and a decrease in the inflammatory reaction [42] in both
14- and 40-day of age (doa) broilers. In addition, villus height and villus height to crypt
depth were increased, and crypt depth was deceased in those broilers [42] in response to
both 25(OH)D3 sources. The authors suggested that the abovementioned improvements
were due to the stimulation of genes involved in vitamin D3 activity as well as genes linked
to muscle deposition and immunity. However, this hypothesis has not been previously
tested in mature broilers that received the MDV in conjunction with in ovo and dietary
supplemental 25(OH)D3. Therefore, the objective of the current study was to investigate
the change in the expression of genes involved in antioxidant activity, anti-inflammatory
and pro-inflammatory responses, and muscle growth in 40 doa Ross 708 broilers, having re-
ceived an in ovo injection of the MDV along with dietary and in ovo sources of supplemental
25(OH)D3.

2. Materials and Methods
2.1. Experimental Condition

The incubational regime as well as the experimental parameters in this study were
as described by Fatemi et al. [39,41]. At 18 days of incubation (doi), 4 in ovo injection
treatments were applied. These included a 50 µL volume of commercial MDV (control) or
commercial MDV in combination with either 1.2 (MDV + 25(OH)D3-1.2) or 2.4 (MDV +
25(OH)D3-2.4) µg of 25OHD3. A non-injected treatment group was also included as another
control group. All injections were administered using a Zoetis Inovoject m machine (Zoetis
Animal Health, Research Triangle Park, NC, USA). A water-soluble form of 25(OH)D3

(ROVIMIX® Hy-D® 1.25%) was used, which was provided by DSM Nutritional Products
(DSM Nutritional Products Inc. Parsippany, NJ, USA). All injection solutions were freshly
prepared as specified by Fatemi et al. [15,39]. Chicks were pulled from the hatcher and
feather-sexed at 502 h of incubation, or 21 doi. Thirteen male broilers were randomly placed
at a 0.62 m2/bird stocking density in each of 48 floor pens. The birds in 24 of the pens
received a control commercial diet containing 250 IU of vitamin D3 /kg of feed without
any supplemental 25(OH)D3 (control). Birds in the other 24 pens received a control diet
containing an additional 69 µg of 25(OH)D3 /kg of feed (Hy-D diet) throughout 40 doa.
All diets were formulated in accordance with Ross 708 commercial guidelines [43], and the
experimental dietary compositions for the starter (0 to 14 doa), grower (15 to 28 doa), and
finisher (29 to 40 doa) grow out phases were as described by Fatemi et al. [41]. The actual
levels of vitamin D3 and 25(OH)D3 in both the control and Hy-D diets were tested in order
to maintain feed formulation accuracy. Test results showed that there was a maximum
of 10% difference between the calculated and actual values [41]. Forty doa was chosen
for sample collection according to previous studies, showing significant changes in the
immunological, morphological variables [27,28,32,34,42], meat yield [22–26,34,41] and the
presence of WB [23,41] in response to in ovo or dietary 25(OH)D3.

2.2. Gene Expression Analysis

At 40 doa, 6 replicate birds in each of 8 treatment groups (2 dietary × 4 in ovo treat-
ments; 48 total) were selected and individually weighed. From the same bird, approximately
5 to 10 g of the medial apex of the P. major and complete spleen were collected. All tissues
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were frozen in cryogenic tubes in liquid nitrogen and then stored at −80 ◦C until RNA
isolation. RNA isolation and purification were performed using the method described by
Fatemi et al. [28]. The house-keeping genes for this study were glyceraldehyde-3-phosphate
dehydrogenase (GAPDH) and 10 other target genes functioning in vitamin D3 activity
[1α-hydroxylase (CYP27B1), 24-hydroxylase (CYP24A1), and VDR], innate immunity [toll
like receptor (TLR)-3, TLR-7, and TLR-21], pro-inflammatory response [interferon (INF)-α,
INF-β, and INF-γ, interleukins (IL)-8, IL-10, and IL-1β], anti-inflammatory response [IL-10,
chicken transforming growth factor-beta 4 (TGF-β4)], antioxidant capacity [catalase (CAT),
glutathione S-transferase-P1 (GSH-P1), glutathione S-transferase-P2 (GSH-P2), superoxide
dismutase-1 (SOD1), and superoxide dismutase-2 (SOD2)], muscle development [paired
box domain 3 (Pax3), myogenin (MyoG), myogenic regulatory transcription factor 4 (Mrf4),
and myogenic differentiation proteins (MyoD1)]. The forward and reverse primers have
been described by Fatemi et al. [40], Karpala et al. [44], Gimeno et al. [45], Tang et al. [46],
and Yin et al. [47]. The immunity as well as vitamin D3 activity genes were identified
in the spleen tissue, while antioxidant activity, anti-inflammatory and pro-inflammatory
responses, muscle development, and vitamin D activity were determined in the P. major.
Real time PCR reactions took place in duplicate in a total volume of 20 µL, which contained
2 µL of cDNA, 0.6 µL of forward and reverse primers (10 µM) for each gene, 6.8 µL of
double distilled water (ddH2O), and 5 µL of SYBR Green premix. Melting curve analysis
and target gene normalization were performed in accordance with the procedure described
by Fatemi et al. [40]. A comparative 2−∆∆CT method was used to calculate fold-change
differences in target gene expression relative to the endogenous control.

2.3. Statistical Analysis

A randomized block was the statistical experimental design, and the experimental
unit was floor pen. One bird from each of the 4 in ovo treatments within each of 6 replicate
pens per dietary treatment (2 dietary × 4 in ovo treatments × 6 pens; 48 total) were
used. The normal distribution of the data was performed using the Shapiro–Wilk test at
α = 0.05 for all endogenous and target genes, and all genes were observed to be normally
distributed. All gene expression data were analyzed as a 2-way analysis of variance with a
4 × 2 factorial arrangement of treatments (4 in ovo injection and 2 dietary treatments) in
order to obtain both significant main and interaction treatment effects. The abovementioned
data were analyzed using SAS 9.4© [48] with a general linear mixed models’ procedure
(PROC GLIMMIX), and p ≤ 0.05 was set for treatment differences. Noteworthy trends were
set at p < 0.06. Fisher’s protected LSD was used for treatment means separations [49] in
order to realize more notable treatment differences.

3. Results
3.1. Immunity

There were no significant interactive treatment effects for immunity-related genes in
either the spleen and P. major. However, in the spleen, the INF-γ (p = 0.001) and IL-1β

(p = 0.001) genes were down-regulated in birds that were injected with any of the 25OHD3

doses when compared to the non-injected or MDV alone-injected control treatment groups.
Additionally, the expression of the IL-1β (p = 0.042) and IL-8 (p = 0.021) genes decreased
and that of the IL-10 (p = 0.003) and TGF-β4 (p = 0.001) genes increased in birds fed
Hy-D rather than commercial diets. Furthermore, the IL-10 (p = 0.003) and TGF-β4
(p = 0.009) genes were up-regulated in the MDV+25(OH)D3-2.4 treatment group as com-
pared to both control treatment groups, while the expression of those genes was lower in the
MDV alone treatment group than those belonging to the MDV + 25(OH)D3-1.2 treatment
group (Table 1). In the P. major, broilers fed Hy-D-fed diets exhibited a lower expression
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of the IL-1β gene (p < 0.001) and a higher expression of the TGF-β4 gene (p < 0.001) in
comparison to broilers that were fed commercial diets. Additionally, when compared to
either control treatment group, down-regulation of the IL-1β (p = 0.001) and IL-8 (p = 0.008)
genes was observed in birds that belonged to any treatment groups containing 25(OH)D3.
Furthermore, compared to the non-injected treatment group, upregulation of the TGF-β4
gene (p = 0.05) was observed in the MDV + 25(OH)D3-1.2 treatment group (Table 2).

Table 1. Influence of non-injected; Marek’s disease vaccine (MDV)-injected; and MDV treatments
containing various doses of calcidiol [25(OH)D3]; and diets supplemented with or without 25(OH)D3

on the fold change expression of immune-related genes in the spleen of broilers at 40 days of age (doa).

Treatment N 7 TLR-3 1 TLR-7 1 TLR-21 1 INF-α 1 INF-β 1 INF-γ 1 IL-1β 1 IL-8 1 IL-10 1 TGF-β4 1

In ovo injection
Non-injected 2 12 1.4 1.3 1.9 1.9 2.9 4.1 a 1.1 a 1.9 1.1 bc 1.3 bc

MDV 3 12 1.1 1.3 1.8 1.5 2.2 4.4 a 1.1 a 1.4 0.9 c 1.1 c

MDV + 25OHD3-1.2 4 12 0.7 1.0 1.8 1.8 2.2 1.7 b 0.5 b 0.7 1.7 ab 1.9 ab

MDV + 25OHD3-2.4 5 12 0.8 1.4 1.2 1.4 2.5 1.0 b 0.4 b 0.9 2.1 a 2.1 a

SEM 0.30 0.59 5.1 0.55 0.71 0.86 0.20 0.61 0.34 0.31
Diet

Commercial 24 1.1 1.5 2.0 1.9 2.5 2.9 0.9 a 1.8 a 1.1 b 1.2 b

Hy-D 6 24 1.0 1.0 1.4 1.4 2.5 2.1 0.6 b 0.7 b 1.8 a 2.0 a

SEM 0.21 0.43 0.36 0.39 0.50 0.51 0.14 0.44 0.24 0.22

p-value

In ovo 0.104 0.945 0.552 0.785 0.675 0.001 0.001 0.219 0.003 0.009
Diet 0.681 0.256 0.117 0.187 0.979 0.545 0.042 0.021 0.003 0.001
In ovo x Diet 0.691 0.298 0.724 0.706 0.174 0.358 0.455 0.897 0.435 0.618

a–c Treatment means within the same column within effect with no common superscripts are significantly different
(p ≤ 0.05). 1 Toll-like receptor-3; toll-like receptor-7; toll-like receptor-21; interferon-α; interferon-β; interferon-γ;
interleukin-1β; interleukin-8; interleukin-10; and transforming growth factor-beta 4; 2 Embryos that were not
injected with a solution. 3 Embryos injected with the commercial diluent in conjunction with Marek’s disease
vaccine (MDV; turkey herpesvirus) at 18 d of incubation (doi). 4 Embryos injected with MDV containing 1.2 µg of
25OHD3 at 18 doi. 5 Embryos injected with MDV containing 2.4 µg of 25OHD3 at 18 doi. 6 A diet supplemented
with 2760 IU/kg 25OHD3 throughout the rearing period. 7 Number of replications per treatment.

Table 2. Influence of noninjected; Marek’s disease vaccine (MDV)-injected; and MDV treatments
containing various doses of calcidiol [25(OH)D3], and diets supplemented with or without 25(OH)D3

on the fold change expression of immune-related genes in the pectoralis major muscle of broilers at
40 days of age (doa).

Treatment N 7 INF-γ 1 IL-1β 1 IL-8 1 TGF-β4 1

In ovo injection
Non-injected 2 12 2.1 1.4 a 1.4 a 0.9
MDV 3 12 1.8 1.6 a 1.2 a 1.1
MDV + 25OHD3-1.2 4 12 1.1 0.8 b 0.6 b 1.6
MDV + 25OHD3-2.4 5 12 0.9 0.6 b 0.5 b 1.8
SEM 0.61 0.26 0.29 0.26

Diet
Commercial 24 1.5 1.6 a 1.1 a 0.6 b

Hy-D 6 24 1.4 0.7 b 0.7 b 2.0 a

SEM 0.43 0.17 0.21 0.26

p-value

In ovo 0.152 0.001 0.008 0.050
Diet 0.737 <0.001 0.119 <0.001
In ovo x Diet 0.916 0.116 0.276 0.276

a–b Treatment means within the same column within effect with no common superscripts are significantly different
(p ≤ 0.05). 1 Interferon-γ; interleukin-1β; interleukin-8; and interleukin-10. 2 Embryos that were not injected with
a solution. 3 Embryos injected with the commercial diluent in conjunction with Marek’s disease vaccine (MDV;
turkey herpesvirus) at 18 d of incubation (doi). 4 Embryos injected with MDV containing 1.2 µg of 25OHD3 at
18 doi. 5 Embryos injected with MDV containing 2.4 µg of 25OHD3 at 18 doi. 6 A diet supplemented with 2760
IU/kg 25OHD3 throughout the rearing period. 7 Number of replications per treatment.



Animals 2025, 15, 10 6 of 15

3.2. Antioxidant Activity

Similar to the immunity-related genes, only the main treatment effects were significant
for antioxidant activity-related genes in the P. major. In comparison to unsupplemented
commercial diets, the expressions of the SOD2 (p = 0.001), GSH-P1 (p = 0.001), and GSH-P2
(p = 0.024) genes were up-regulated in response to the feeding of supplemental Hy-D
diets. In addition, birds that received any dose of in ovo-injected 25(OH)D3 exhibited
a higher expression of the CAT (p = 0.049) gene in comparison to those birds that be-
longed to either the non-injected or MDV-injected treatment groups. Furthermore, the
expression of the SOD2 gene tended (p = 0.059) to be higher in birds that belonged to the
MDV + 25(OH)D3-2.1 treatment group relative to those in the non-injected and MDV-
injected treatment groups (Table 3).

Table 3. Influence of noninjected; Marek’s disease vaccine (MDV)-injected; and MDV treatments
containing various doses of calcidiol [25(OH)D3], and diets supplemented with or without 25(OH)D3

on the fold change expression of antioxidant activity-related genes in the pectoralis major muscle of
broilers at 40 days of age (doa).

Treatment N 7 SOD1 1 SOD2 1 GSH-P1 1 GSH-P7 1 CAT 1

In ovo injection
Non-injected 2 12 1.4 1.0 1.6 1.7 1.0 b

MDV 3 12 1.0 1.1 1.3 1.1 0.9 b

MDV + 25OHD3-1.2 4 12 1.5 2.1 a 1.4 2.2 2.1 a

MDV + 25OHD3-2.4 5 12 1.6 1.5 ab 1.5 2.0 2.4 a

SEM 0.68 0.44 0.56 0.72 0.47
Diet

Commercial 24 1.1 0.8 b 0.7 b 0.9 b 1.2
Hy-D 6 24 1.7 2.0 a 2.2 a 2.6 a 1.8
SEM 0.48 0.31 0.40 0.82 0.41

p-value

In ovo 0.840 0.059 0.914 0.727 0.049
Diet 0.235 0.001 0.001 0.024 0.098
In ovo x Diet 0.428 0.432 0.714 0.574 0.994

a,b Treatment means within the same column within effect with no common superscripts are significantly different
(p ≤ 0.05). 1 Superoxide dismutase-1; superoxide dismutase-2; glutathione S-transferase-P1; glutathione S-
transferase-P2; and catalase. 2 Embryos that were not injected with a solution. 3 Embryos injected with the
commercial diluent in conjunction with Marek’s disease vaccine (MDV; turkey herpesvirus) at 18 d of incubation
(doi). 4 Embryos injected with MDV containing 1.2 µg of 25OHD3 at 18 doi. 5 Embryos injected with MDV
containing 2.4 µg of 25OHD3 at 18 doi. 6 A diet supplemented with 2760 IU/kg 25OHD3 throughout the rearing
period. 7 Number of replications per treatment.

3.3. Muscle Development

The MYF 4 gene, which is linked to muscle deposition, was not affected by the in
ovo or dietary treatments. However, as compared to the feeding of the unsupplemented
commercial diet, up-regulation of the MyoD1 (p = 0.006), MyoG (p < 0.001), and Pax3
(p = 0.013) genes occurred in response to the feeding of the supplemental Hy-D diet.
Furthermore, when compared to the non-injected or MDV-injected treatments, increases in
the expressions of the MyoD1 (p = 0.006) and Pax3 (p = 0.013) genes were observed in birds
that belonged to MDV + 25(OH)D3-1.2 and MDV + 25(OH)D3-2.4 treatments (Table 4).
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Table 4. Influence of noninjected; Marek’s disease vaccine (MDV)-injected; and MDV treatments
containing various doses of calcidiol [25(OH)D3], and diets supplemented with or without 25(OH)D3

on the fold change expression of muscle deposition-related genes in the pectoralis major muscle of
broilers at 40 days of age (doa).

Treatment N 7 MyoD1 1 MyoG 1 Pax3 1 Mrf-4 1

In ovo injection
Non-injected 2 12 0.7 b 1.0 0.7 b 1.0
MDV 3 12 0.8 b 0.9 0.7 b 1.4
MDV + 25OHD3-1.2 4 12 1.6 a 1.7 2.8 a 1.4
MDV + 25OHD3-2.4 5 12 1.7 a 1.4 2.2 a 1.1
SEM 0.16 0.34 0.59 0.47

Diet
Commercial 24 0.9 b 0.6 b 0.8 b 1.0
Hy-D 6 24 1.5 a 1.9 a 2.3 a 1.4
SEM 0.22 0.25 0.44 0.33

p-value

In ovo 0.003 0.084 0.028 0.751
Diet 0.006 <0.001 0.013 0.209
In ovo x Diet 0.389 0.167 0.151 0.847

a–b Treatment means within the same column within effect with no common superscripts are significantly different
(p ≤ 0.05). 1 Myogenic differentiation proteins; myogenin; paired box domain 3; and myogenic regulatory
transcription factor 4. 2 Embryos that were not injected with a solution. 3 Embryos injected with the commercial
diluent in conjunction with Marek’s disease vaccine (MDV; turkey herpesvirus) at 18 d of incubation (doi).
4 Embryos injected with MDV containing 1.2 µg of 25OHD3 at 18 doi. 5 Embryos injected with MDV containing
2.4 µg of 25OHD3 at 18 doi. 6 A diet supplemented with 2760 IU/kg 25OHD3 throughout the rearing period.
7 Number of replications per treatment.

3.4. Vitamin D Activity

The results for the vitamin D activity-related genes are presented in Table 5. There was
a significant interactive effect between the in ovo and dietary treatments for the CYP27B1
(p = 0.010) gene in the spleen. In birds fed Hy-D diets, a higher expression of the CYP27B1
gene was observed when they received an in ovo injection of 1.2 µg of 25(OH)D3 in com-
parison to those that received any of the other in ovo injection treatments. Also, in birds
fed Hy-D diets, the in ovo injection of 2.4 µg of 25(OH)D3 up-regulated expressions of the
CYP27B1 gene in comparison to those that belonged to the non-injected treatment group.
However, in birds fed the unsupplemented commercial diet, there was no significant dif-
ference among in ovo injection treatments. Additionally, in birds fed the Hy-D diet, the
splenic expression of the CYP27B1 gene was significantly higher when they received the
MDV + 25(OH)D3-1.2 in ovo treatment rather than the other in ovo treatments. In the P.
major, the expression of the CYP27B1 gene was significantly (p = 0.050) greater in birds
that were fed the Hy-D diet and was significantly (p < 0.001) greater in those that were
in ovo-injected with either dose of 25(OH)D3 when compared to those that belonged to
the non-injected and MDV-injected treatment groups. In both the spleen and P. major,
feeding of the Hy-D diet rather than the commercial diet reduced the expression of the
CYP24A1 gene. Furthermore, splenic expression of the CYP24A1 gene was greater in birds
belonging to the 25(OH)D3 in ovo-injected treatment group than in those in both control
treatment groups, and a higher expression of the CYP24A1 gene was observed in birds be-
longing to the non-injected treatment group in comparison to those in the 25(OH)D3-1.2 and
MDV + 25(OH)D3-2.4 treatment groups (Table 5).
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Table 5. Influence of noninjected; Marek’s disease vaccine (MDV)-injected; and MDV treatments
containing various doses of calcidiol [25(OH)D3], and diets supplemented with or without 25(OH)D3

on the fold change expression of vitamin D activity-related genes in the pectoralis major muscle and
spleen of broilers at 40 days of age (doa).

Treatment N 7 CYP27B1 1 CYP24A1 1 VDR 1

Breast

In ovo injection
Non-injected 2 12 0.8 b 1.8 a 1.0

MDV 3 12 0.9 b 1.2 ab 1.5
MDV + 25OHD3-1.2 4 12 1.9 a 0.9 b 1.3
MDV + 25OHD3-2.4 5 12 2.2 a 0.7 b 1.4

SEM 0.40 0.34 0.66
Diet

Commercial 24 1.1 b 1.5 a 1.0
Hy-D 6 24 1.8 a 0.8 b 1.6

SEM 0.33 0.24 0.46

p-value

In ovo 0.050 0.017 0.897
Diet <0.001 0.012 0.160

In ovo x Diet 0.114 0.433 0.534

Spleen

In ovo injection
Non-injected 12 0.7 1.8 a 1.1

MDV 12 1.0 2.2 a 1.2
MDV + 25OHD3-1.2 12 1.8 0.7 b 1.2
MDV + 25OHD3-2.4 12 1.6 0.8 b 1.1

SEM 0.32 0.39 0.25
Diet

Commercial 24 1.1 1.8 a 1.2
Hy-D 24 1.4 1.0 b 1.1
SEM 0.23 0.28 0.18

Diet x in ovo injection
Commercial * Non-injected 6 0.9 bc 2.6 1.4

Commercial * MDV 6 1.0 bc 2.9 1.3
Commercial * MDV +

25OHD3-1.2 6 10 bc 0.5 1.0

Commercial * MDV +
25OHD3-2.4 6 1.7 ab 1.0 1.0

Hy-D * Non-injected 6 0.5 c 1.1 0.7
Hy-D * MDV 6 1.1 bc 1.5 1.1

Hy-D * MDV + 25OHD3-1.2 6 2.6 a 0.9 1.5
Hy-D * MDV + 25OHD3-2.4 6 1.5 b 0.6 1.1

SEM 0.36 0.58 0.35
In ovo p-value

Diet 0.005 0.001 0.852
In ovo x Diet 0.283 0.010 0.685
In ovo x Diet 0.010 0.065 0.124

a–c Treatment means within the same column within effect with no common superscripts are significantly different
(p ≤ 0.05). 11α-hydroxylase; 24-hydroxylase; and vitamin D receptor. 2 Embryos that were not injected with a
solution. 3 Embryos injected with the commercial diluent in conjunction with the Marek’s disease vaccine (MDV;
turkey herpesvirus) at 18 d of incubation (doi). 4 Embryos injected with the MDV containing 1.2 µg of 25OHD3 at
18 doi. 5 Embryos injected with the MDV containing 2.4 µg of 25OHD3 at 18 doi. 6 A diet supplemented with
2760 IU/kg 25OHD3 throughout the rearing period. 7 Number of replications per treatment.

4. Discussion
The results of the current study showed that there were no changes in the expressions

of genes linked to the innate immune (TLR-3, TLR-7, and TLR-21) response of 40-day-old
broilers. The innate immunity-related genes tested in this study are elicited in the first
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line of detection and subsequent defense against infectious viruses [50], bacteria [51], and
protozoa [28]. An increase in the expression of the TLR family of genes in primary or
secondary immune tissues can be an indication of enteritic pathogenic infections [52]. No
viral or bacterial infection was detected in the live and dead birds between 0 and 40 doa
in the companion study in which similar in ovo and dietary treatments were used [41].
Other immune-related genes were categorized into two types. Pro-inflammatory response
genes [IL-1β, IL-8, and INF-γ] were the first type categorized, and then anti-inflammatory
response-type genes [IL-10 and TGF-β4] were secondarily categorized. In the current study,
the administration of dietary and in ovo sources of 25(OH)D3 in combination with the in
ovo administration of the MDV, increased the expression of anti-inflammatory response
genes and decreased the expression of pro-inflammatory response genes in the breast filets
and spleens of broilers. Similar results were also reported in the companion study when an
improvement in anti-inflammatory and pro-inflammatory response genes were observed
in 1.2 and 2.4 µg of in ovo or at 69 µg/kg dietary of 25(OH)D3 combined with in ovo MDV.

Pro-inflammatory response genes are a group of genes that mainly stimulate the
recruitment of adaptive immune-related cells to the site of an inflection, lead to the de-
struction of infectious organisms and infected host cells, and produce specific antibodies
against various types of pathogens [53,54]. On the other hand, anti-inflammatory re-
sponse genes suppress immune reactions by reducing the production of active immune
cells that subsequently result in a decrease in acute and chronic inflammation [54–57]. It
is worth mentioning that an increase in an inflammatory response is not always unfa-
vorable. Particular pro-inflammatory responses that are linked to humoral immunity or
anti-body production [INF-α and INF-β] have been shown to be quickly elevated after
vaccination [58–60] or during the first week of life when the immune system of chicks is un-
derdeveloped [61,62]. In addition, although rapid inflammatory and immune cell responses
are beneficial in reducing an individual’s exposure to enteric pathogens, chronic inflamma-
tory reactions can be detrimental [31–34]. A chronic immune reaction can negatively affect
growth [23,24,28,29,40–42], muscle deposition [23,24,28,29,40–42], and oxidative stress resis-
tance [63] in broilers. When both dietary (69 µg/kg feed) [32,34] and in ovo (2.4 µg) [28,39,40]
sources of 25(OH)D3 were individually administered in normal or coccidiosis-infected
poultry species, positive effects have been observed on the expressions of anti-inflammatory
(IL-1β) and pro-inflammatory response (IL-10 and TGF-β4) genes. An improvement in
inflammatory response gene expression in response to 25(OH)D3 sources has been shown
to be positively correlated with intestinal histomorphology, growth performance, and
meat yield variables [23,24,27,31–33,39,40]. The improvement in immunity-related genes
in response to 25(OH)D3 is correlated with an increase in CYP27B1 and a decrease in
CYP24A1 expression [27,39,40]. In this study, the up-regulation of the CYP27B1 gene and
down-regulation of the CYP24A1 gene were observed in breast muscle in response to both
25(OH)D3 sources may be the reason for the effective modulation of the inflammatory
response genes. Therefore, both 25(OH)D3 sources can be used to lower inflammatory
reactions and improve chronic immunity in the breast muscle and spleen tissues of ma-
ture broilers.

Hydrogen peroxide (H2O2) can damage cellular components, resulting in the pro-
duction of neutral molecules. However, the catabolism of H2O2 is facilitated by redox
active metal ions such as cooper (Cu), iron (Fe), and manganese (Mn) in association with
antioxidant enzymes including CAT, glutathione S-transferase (GSH), and glutathione
peroxidase (GPx) [64]. In the chicken, SOD in conjunction with Cu, Fe, and Zn has been
shown to increase free radical detoxification by converting superoxide radicals into oxygen
and H2O2 [65,66] that can subsequently be decomposed into water by the action of CAT
and GPx [65–69]. It is well demonstrated that the expression of SOD and GSH families and
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CAT genes are down-regulated in WB filets, indicating an increase in oxidative reactivity
as the result of a suppression in antioxidant capacity [66–69]. Furthermore, significantly
higher reactive oxygen species in association with a lower antioxidant defense system have
been observed in WB filets [70,71]. In addition, a strong association has been observed
between oxidative stress or the suppression of non-enzymatic and enzymatic activities with
an increase in pro-inflammatory response genes, which leads to an increase in systemic
chronic inflammation [72]. In this study, the aforementioned genes were up-regulated by
either dietary or in ovo 25(OH)D3 sources. In particular, the positive effects resulting from
the use of 69 µg of supplemental dietary 25(OH)D3 indicates that these sources can be used
to lower negative effects in WB filets due to oxidative reactions. However, further research
is needed to determine the precise relationship between dietary or in ovo 25(OH)D3 sources
with enzymatic antioxidant capacities in WB filets.

Major genes that are associated with the stimulation of muscle fiber synthesis include
MyoD1, MyoG, Mrf4, and myogenic factor 5 (Myf5) in both prenatal [73] and postnatal
periods [40,74,75]. In particular, the stimulation of muscle fiber synthesis by these genes has
been observed during those periods when various vitamin D sources were administrated
by in ovo or dietary supplementation. Chicken myoblast proliferation has been shown to be
modulated by the Myf5 and MyoD genes [76,77], while the onset of muscle differentiation
is mediated by the MyoG gene through its role in cell lineage specification during myogene-
sis [76,78]. Also, a decrease in the expression of the MyoD1 and Myf5 genes was reported
when the CYP24A1 expression was up-regulated, resulting in the inhibition of myogenesis
during early chicken embryo development [73]. Not only are the aforementioned genes
involved in muscle development, but their increased expression has also been shown to
be significantly correlated with the BW and breast and leg meat yield of broilers. Genxi
et al. [79] reported that higher P. major muscle mass, BW, and BWG were observed in
broilers when the expression of the MyoG and Myf5 genes were up-regulated. These
results indicate that the crucial role of chicken myogenic regulatory factor (MRF) genes is
in not only the muscle deposition but also the overall post-hatch performance of broilers.
Furthermore, posthatch muscle fiber proliferation and repair are directly linked to MRF
gene activity and the quantity and size of satellite cells (SCs) [80]. It is well documented
that an increase in the number and size of SCs results in an increase in breast meat yield
in association with an increase in protein synthesis [22]. These relationships have been
observed to be associated with the expression of paired box domain (PAX) genes such
as Pax3 and Pax7 [81]. In addition, increased SC-derived myoblast proliferation has been
observed when Pax3 gene expression was up-regulated [82,83]. Moreover, a positive linear
correlation between MyoD1 and MyoG gene activity during SC proliferation has been noted
in poultry [84]. An increase in the rate of protein synthesis and Pax3 and Pax7 gene ex-
pression, leading to an increase in SC size and number, were observed in Ross 308 broilers
at 42 doa in response to 69 µg of dietary 25(OH)D3/kg of feed [22]. More recently, in a
companion study conducted by Fatemi et al. [40], improvements in live performance and
meat yield were reported when the expressions of MyoD1, MyoG, and Myf4 (MRF genes)
as well as Pax3 (an SC-related gene) were up-regulated in 14 doa broilers that were fed
commercial diets supplemented with 69 µg of 25(OH)D3/kg of feed. Similar results were
observed in this study, indicating that both 25(OH)D3 sources are capable of increasing the
rates of SC cell proliferation and muscle deposition. However, further research is needed
to determine possible morphological changes in the muscle fibers of boilers that received
either25(OH)D3 source in conjunction with the in ovo administration of the MDV.

An enhancement in the expression of genes involved in vitamin D activity could be a
logical basis for improvements in the antioxidant activity-, immunity-, and growth-related
responses of broilers to either source of 25(OH)D3. Vitamin D3 undergoes 2 hydroxylation
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steps to become an active hormone. The first hydroxylation takes place in the hepatic
cell where vitamin D3 is converted to 25(OH)D3 by 25-hydroxylase enzyme. It is then
subsequently converted to the active hormone, 1,25-dihydroxycholecalciferol [1,25(OH)2

D3], by the CYP27B1 enzyme in renal cells [85]. However, 25(OH)D3 can also be converted
to the inactive form of vitamin D3, 24,25-dihydroxycholecalciferol [24,25(OH)2 D3], by the
action of the CYP24A1 enzyme [85,86]. In the chicken, the CYP27B1 and CYP24A1 genes
are highly expressed in the kidney, intestine, leg and breast muscle, and immune cells [87],
and their expressions have been further found in low amounts in bone tissue [88]. All
the functions of vitamin D3 are conducted by 24,25(OH)2. Therefore, it is responsible for
the increase in the expression of the CYP27B1 and the decrease in the expression of the
CYP24A1 genes attributed to the two vitamin D3 sources used in this study. In broilers
subjected to a coccidial infection for 2 weeks, increases in their BW, breast meat yield, and
anti-inflammatory response genes (IL-10 and TGF-β4), and reductions in an inflammatory
indicator (α-1-acid glycoprotein) and pro-inflammatory gene (IL-6) in their serum were
reported when they were injected with 2.4 µg of 25(OH)D3 [28]. When compared to
non-injected and diluent-injected control groups in the same report, the expression of the
CYP27B1 gene was up-regulated while the expression of the CYP24A1 gene tended to be
lower [28]. Furthermore, when compared to a non-injected control group, an enhancement
in splenic gene expression linked to innate and humoral immunity was reported in MDV
in ovo-injected hatchlings that were concomitantly in ovo-injected with either 1.2 or 2.4 µg
of 25(OH)D3. This result was observed to be associated with a higher expression of
the CYP27B1 gene and a lower expression of the CYP24A1 gene [42]. More recently,
an up-regulated expression of the CYP27B1 gene and a down-regulated expression of
the CYP24A1 gene were associated with enhancements of skeletal muscle development-,
antioxidant activity-, and immunity-related genes in the P. major and splenic tissue of
14 doa broilers [40]. An increase in protein synthesis and breast meat yield in association
with the enhancement of vitamin D3 activity-related genes in response to supplemental
dietary 25(OH)D3 has been previously reported [26,89]. These findings demonstrate that
the promising positive results for various physiological functions in response to in ovo and
dietary sources of 25(OH)D3 may be due to an enhancement in the expression of genes
linked to the activation and inactivation of 1,25(OH)2D3.

5. Conclusions
In conclusion, these findings revealed that both sources of 25(OH)D3, in particular

the dietary source of 25(OH)D3, promoted the expression of genes associated with the
antioxidant defense, muscle synthesis, and immune systems of mature Ross 708 broilers.
This improvement was found to be linked to the increased activity of vitamin D3 genes in
tissues where CYP27B1 converts 25(OH)D3 to the active form of vitamin D. A decrease in
the activity of the CYP24A1 gene, which converts 25(OH)D3 to the inactive form of vitamin
D, may result in an increase in the functionality of both 25(OH)D3 sources in spleen and
breast tissue. Therefore, it is recommended that 25(OH)D3 be administered either by in ovo
injection at a dose ranging between 1.2 and 2.4 µg, or by delivering 69 µg of supplemental
25(OH)D3/kg of feed in order to stimulate the expression of genes linked to skeletal muscle
synthesis as well as immunity in broilers having received the MDV by in ovo injection.
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