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Effects of dietary supplementation 
of creatine on fetal development in gilts at d 60 
and d 90 of gestation
Arianna N. Lopez1, Maddison A. Olivarez1, Claire Stenhouse1,2, Robyn M. Moses1,3, Makenzie G. Newton1, 
Nirvay Sah1,4, Heewon Seo5,6, Joseph Cain5, Carli Lefevre5, Alexandria Ross5, Patrick Ryan7, Jeffrey G. Wiegert1, 
Guoyao Wu1, Gregory A. Johnson5 and Fuller W. Bazer1*   

Abstract 

Background The creatine-creatine kinase-phosphocreatine (Cr-CK-PCr) system maintains intracellular ratios of ATP/
ADP for support of cellular functions and has been characterized at the placental-uterine interface of rodents, pri-
mates, swine and sheep, and thus may support fetal development. This study determined effects of dietary supple-
mentation of creatine (Cr) to gestating gilts on fetal development, the number and ratio of primary and secondary 
muscle fibers, and on protein expression in endometrium and fetal biceps-femoris muscle, respectively in fetal pigs 
on d 60 and d 90 of gestation.

Methods Reproductively mature gilts were synchronized to estrus using Matrix, observed for estrus (d 0), and artifi-
cially inseminated 12 h and 36 h later. Gilts were individually housed and fed 0.86 kg of 14% crude protein diet twice 
daily that meets nutritional requirements for pregnant gilts. Gilts were assigned to either basal diet control (CON) 
group, or Cr supplemented group (provided 30 g Cr monohydrate daily) from d 10 to either d 60 or d 90 of gesta-
tion. Gilts were euthanized and hysterectomized on either d 60 or d 90 of gestation. These protocols were completed 
in two replicates, as gilts were bred in spring and euthanized in summer or bred in fall and euthanized in winter 
(n = 20 gilts/replicate). Litter size, crown-rump length, sex, and fetal weight was recorded. Three female and male 
fetuses closest to mean litter weight were selected to assess effects of treatment on weight of fetal brain, kidney, liver, 
spleen, and biceps-femoris muscle. Data were analyzed to determine effects of treatment, days of gestation, replicate, 
and sex on litter size, fetal measurements, and incidence of intrauterine growth restriction.

Results Dietary Cr supplementation increased fetal brain weight to body weight ratios on d 90 of gestation (P < 0.05) 
and fetal kidney weight to body weight ratios on d 60 of gestation (P < 0.01), while days of gestation had significant 
effect on expression of mitochondrial CK isoform in gilt endometria (P < 0.05).

Conclusions Results suggest that dietary supplementation of Cr in gestating gilts enhanced development of select 
fetal organs and contribute to understanding roles of the Cr-CK-PCr system in pregnancy.
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Introduction
The term intrauterine growth restriction (IUGR) refers 
to impaired growth and development of a mammalian 
embryo, fetus, and/or fetal organs during pregnancy 
[1]. IUGR occurs in 15%–20% of newborn piglets and 
the incidence of IUGR reduces neonatal survival, post-
natal growth, nutrition utilization, and health of piglets 
[1]. IUGR piglets at birth and at 150 days of age also 
have a lower ratio of muscle fibers to connective tissue 
in their bodies [2]. Collectively, these negative impacts 
of IUGR cause severe economic losses in the swine 
industry, therefore it is important to prevent and cor-
rect effects in growing animals [1]. Diagnosis of IUGR is 
based on a determination that a neonate’s birth weight 
is lower than the two standard deviations of mean birth 
weight for breed and gestational age [3]. Both biological 
and environmental factors contribute to IUGR, includ-
ing but not limited to genetics and maternal maturity 
[3]. However, maternal nutrition, placental efficiency, 
and uterine capacity have also been demonstrated to 
affect fetal growth and development [3]. As IUGR has 
severe implications for animal agriculture, the underly-
ing mechanisms for nutritional effects on growth and 
developmental restriction should be investigated to pro-
vide insight for development of strategies to prevent and 
mitigate its occurrence. Alterations to maternal nutrition 
has been heavily studied and may be effective in increas-
ing uniformity among conceptuses (embryo/fetus and 
extra-embryonic/placental membranes) [3, 4], because 
both fetal and maternal metabolic states are vital for a 
successful pregnancy and the overall success of the swine 
industry.

As a lower ratio of muscle fibers to connective tissue 
within fetal bodies has been associated with the inci-
dence of IUGR, appropriate fetal muscle fiber develop-
ment is vital for fetal growth, and postnatal outcomes 
[2]. Myofibers are formed from myoblast (myogenic pre-
cursor cell) fusion into multinucleated myotubes that 
develop into myofibers and later into muscle fibers [5, 6]. 
In swine fetuses, primary muscle fiber formation is com-
plete by d 60 of gestation, and secondary fiber formation 
is complete by d 90 of gestation [7]. Once primary mus-
cle fibers have formed, secondary muscle fibers use the 
primary fibers as a scaffold around which to develop. The 
contractile velocity varies from muscle to muscle and is 
classified as either fast-twitch (glycolytic) or slow-twitch 
(oxidative) fibers [8]. The myosin heavy chains (MyHC) 
that form myofibers are classified as either “fast” twitch 
MyHCIIa, MyHCIIb, and MyHCIIx, or “slow” twitch 
MyHCI [8].

The creatine-creatine kinase-phosphocreatine (Cr-
CK-PCr) system has vital roles in skeletal muscle as it 
maintains intracellular ratios of ATP/ADP for support 

of multiple cellular functions in tissues with high and 
fluctuating demands for ATP [9]. The Cr-CK-PCr sys-
tem rapidly regenerates ATP as creatine kinase (CK) and 
its isoforms such as brain-type creatine kinase (CKB), 
muscle-type creatine kinase (CKM), and mitochondrial 
creatine kinases 1 and 2 (CKMT1/CKMT2) reversibly 
convert Cr and creatine phosphate (PCr), which then 
donates a phosphate group to adenosine diphosphate 
(ADP) to regenerate ATP [9]. Muscle contractions cannot 
occur when CK is inhibited, thus emphasizing the impor-
tance of the Cr-CK-PCr system in supporting muscle 
function [10]. Postnatally, Cr synthesis begins primarily 
in the kidneys, with arginine and glycine being converted 
into guanidinoacetate (GA) via arginine-glycine amidi-
notransferase (AGAT) [11]. GA is then released from the 
kidneys into the vasculature and transported into cells 
of the liver and possibly other organs for methylation by 
guanidinoacetate-N-methyltransferase (GAMT) into Cr. 
Subsequently, Cr is released into the vasculature, and a 
specific Cr transporter, solute carrier family 6 member 
8 (SLC6A8), mediates transport of Cr into target cells 
[12]. The postnatal Cr synthesis pathway is outlined in 
Fig. 1. As the Cr-CK-PCr system’s ATP buffering capac-
ity is important for muscle cell function, it may also be 
involved in fetal muscle development. A previous study 
reported that the formation of secondary muscle fibers 
may be highly susceptible to external influences, such as 
nutrition, in fetal piglets [13]. As the fetus depends upon 
the maternal plane of nutrition for proper growth, it also 
depends on maternal supplies of Cr while developing 
[14]. It has been reported that Cr may aid in maintain-
ing ionic balance and promote muscle protein synthesis, 
it may hold important roles in fetal muscle fiber develop-
ment [14]. This study tested the hypothesis that dietary 
supplementation of Cr to gestating gilts may improve 
fetal development via enhancing the Cr-CK-PCr system’s 
roles in fetal and maternal tissues. Thus, we determined 
the effects of dietary supplementation of Cr to gestating 
gilts on fetal growth and development including primary 
and secondary skeletal muscle fiber development in fetal 
pigs at d 60 and d 90 of gestation.

Materials and methods
Experimental animals and sample collection
All experimental procedures followed the Guide for the 
Care and Use of Agriculture Animals in Research and 
Teaching and were approved by the Institutional Ani-
mal Care and Use Committee of Texas A&M University. 
Sexually mature gilts that had experienced at least two 
estrous cycles of normal duration were synchronized to 
estrus using Matrix (Altrenogest; Merck, Rahway, NJ, 
USA), a synthetic progestin. Matrix was administered 
(6 mL) top dressed on feed once daily for 14 d. Gilts were 
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observed for onset of estrus behavior (standing heat) 
twice daily following removal of Matrix supplementa-
tion. Once onset of estrus was detected (designated d 0), 
the gilts were artificially inseminated 12 h and 36 h later. 
All gilts were individually housed from d 9 of gestation 
and fed 0.86 kg corn- and soybean-based diet containing 
14% crude protein twice daily (1.72 kg diet/d). The com-
position of the basal diet is given in Table 1. Gilts were 
assigned randomly to either control (CON) or creatine 
(Cr) treatment groups and to be euthanized on either d 
60 or d 90 of gestation. A daily dietary supplement of 30 g 
Cr monohydrate (Pure Bulk, Roseburg, OR; 15  g twice 
daily) was provided to pregnant gilts assigned to the Cr 
treatment group from d 10 of gestation to either d 60 or d 
90 of gestation. The dosage of 30 g Cr monohydrate daily 
was selected based on a dose-dependent study reveal-
ing that doses ranging from 25 to 50 g Cr monohydrate 
administered daily to Duroc and Landrace pigs increased 
the concentrations of Cr in plasma [15]. Gilts were fed 
their assigned treatment diets until either d 60 or d 90 
of gestation as the maximum number of primary muscle 
fibers is established by d 60, and the maximum number 
of secondary muscle fibers is established by d 90 of gesta-
tion. On either d 60 or 90 of gestation, a blood sample 
was collected from gilts prior to euthanasia and hyster-
ectomy. A blood sample was collected from gilts into 

Fig. 1 Pathway for synthesis of creatine (Cr). Synthesis of guanidinoacetate (GA) by arginine:glycine amidinotransferase (AGAT) from arginine 
(Arg) and glycine (Gly) occurs in the kidney and GA is transported to the cells of the liver via solute carriers Cr transporter 2 (SLC16A12) and GAT2 
(SLC6A13). In the cells of the liver, GA is converted to creatine (Cr) by guanidinoacetate-N methyltransferase (GAMT) and Cr is transported to target 
tissues/cells by SLC6A8. The liver of pigs has a low activity of Cr kinase and thus releases most Cr to the blood. In extrahepatic tissues and cells, Cr 
is converted to creatine phosphate [also known as phosphocreatine (PCr)] by isoforms of creatine kinase (CK) for the regeneration of adenosine 
triphosphate (ATP) from adenosine diphosphate (ADP). Created with BioRe nder. com

Table 1 Nutrient levels of the basal  dieta

a The dietary ingredients (%, as-fed basis) are as follows: corn grain, 79.85; 
soybean meal (48% crude protein), 15.0; monocalcium phosphate, 2.0; 
potassium chloride, 0.8; ground limestone, 1.0; soybean oil, 0.55; salt mix, 0.4
b The vitamin premix provided the following (mg/kg of the basal diet): retinyl 
acetate, 9.0; cholecalciferol, 0.055; D-α-tocopheryl acetate, 71; menadione 
sodium bisulfate, 2.0; choline, 1,230; riboflavin, 9.5; niacin, 73; pantothenic acid, 
38; vitamin  B12, 0.045; biotin, 0.26; vitamin  B6, 8.8; and thiamine, 5.0
c The mineral premix provided the following (mg/kg of the basal diet): 
manganese: 50; iron, 253; copper, 25; cobalt, 0.17; iodine, 0.68; zinc, 198; 
selenium, 0.30

Nutrient Content in diet

Crude protein, % 14.0

Metabolizable energy, MJ/kg 14.3

Lysine, % 0.63

Crude fat, % 3.0

Crude fiber, % 4.0

Calcium, % 0.90

Total phosphorous, % 0.78

Sodium, % 0.18

Chlorine, % 0.68

Potassium, % 1.0

Vitamin premix, %b 0.30

Mineral premix, %c 0.10

http://BioRender.com
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6  mL BD vacutainer tubes (Fisher Scientific, Waltham, 
MA, USA), then were centrifuged (Eppendorf centrifuge 
5920R Hamburg, Germany) at 5 °C for 18 min at 2,600 × g 
and plasma was harvested and stored at −20 °C.

The experimental protocols were completed in two 
replicates (n = 20 gilts/replicate). The first replicate was 
completed beginning with gilts synchronized to estrus 
with Matrix starting on April 4, 2023, and inseminated 
artificially beginning on April 23, 2023 following onset of 
estrus (designated d 0). We had two replicates of 20 gilts 
each because we did not have facilities to manage more 
than 20 gilts per replicate. One replicate was conducted 
in the Fall and one replicate was conducted in the Sum-
mer. The randomly assigned treatment diets were started 
on d 10 of gestation for each gilt. The first replicate of 
gilts began with treatment diets on May 2, 2023 and 
euthanized in either June or July 2023, respectively on 
either d 60 or 90 of gestation. The second replicate began 
with gilts synchronized to estrus starting on September 
21, 2023, and inseminated beginning on October 9, 2023 
following onset of estrus (designated d 0). The seasons 
in which these replicates were completed were selected 
with aims to avoid heat stress on the gestating gilts. The 
randomly assigned treatment diets were started on d 10 
of gestation for each gilt. The second replicate began on 
October 19, 2023, and gilts were euthanized in either 
December 2023 or January 2024, respectively on either 
d 60 or 90 of gestation. Therefore, there were four treat-
ment groups: CON d 60, Cr d 60, CON d 90, and Cr d 90 
(n = 5 gilts/treatment/day of gestation/replicate).

Data including number of corpora lutea (CL), number 
of live, dead, and mummified fetuses, and total litter size 
were recorded. Samples of endometrium were dissected 
and frozen in liquid nitrogen for analyses using Western 
blotting to determine the expression of candidate pro-
teins of interest. Fetal crown-rump length (CRL) and 
body weight were recorded to assess effects of treatment 
on fetal development and litter weight. Based on mean 
body weight within each litter, three male and three 
female fetuses closest to the mean litter weight were 
selected and blood samples collected in 6-mL BD vacu-
tainer blood collection tubes (Fisher Scientific, Waltham, 
MA, USA) from the umbilical cord. Blood samples were 
centrifuged (Eppendorf centrifuge 5920R Hamburg, Ger-
many) at 5  °C for 18  min at 2,600 × g and plasma har-
vested and stored at −20 °C. From the selected male and 
female fetuses, organ weight of brain, kidney, liver, spleen 
and biceps-femoris muscle of the right hind-limb was 
recorded to assess effects of treatment on fetal develop-
ment. Also, from the selected male and female fetuses, 
the biceps-femoris muscle dissected from the right hind-
limb was fixed in 4% paraformaldehyde and paraffin-
embedded, while the biceps-femoris muscle from the 

left hind-limb was frozen in optical cutting temperature 
(OCT) for muscle fiber type analyses using immunofluo-
rescence analyses, as well as snap frozen in liquid nitro-
gen for analyses using Western blotting.

Fetal organ weight, body weight, crown‑rump length (CRL) 
comparisons
For each organ, the ratio of organ weight to body weight 
was compared across treatments. Treatment effects on 
fetal body weight and CRL were determined. Each fetus 
was evaluated for IUGR and classified as IUGR if body 
weight was at least 2 standard deviations below mean 
fetal weight for breed and gestational age [3]. The inci-
dence of IUGR was assessed to determine effects of die-
tary treatment and litter size.

Western blot analyses
Western blot analyses were performed on protein extracts 
from frozen endometria and fetal biceps-femoris mus-
cle samples from gilts in the first replicate of this study 
to detect candidate proteins of interest. Biceps-femoris 
muscle (300–500 mg) was homogenized in a buffer con-
sisting of 60 mmol/L Tris, 0.5 mol/L  Na3VO4, 10% glyc-
erol, 10% SDS, and protease inhibitor cocktail (Roche, 
Basel, Switzerland). The protein lysate was transferred to 
a 1.5-mL tube and centrifuged for 15 min at 14,000 × g at 
4  °C. The supernatant was transferred to a 1.5-mL tube 
and protein content quantified using the Bradford pro-
tein assay as per the manufacturer’s instructions (Bio-
Rad, Hercules, CA, USA). Western blot analyses were 
completed as previously described [16, 17]. Equal 
amounts of protein (20  μg) were loaded onto a 4%–20% 
Mini-PROTEAN TGX Precast Protein Stain-Free Gel 
(Bio-Rad), and separated at 120 V for 1 d. Following elec-
trophoresis, proteins were exposed to Trans UV light for 
1 min. Proteins were then transferred to a nitrocellulose 
membrane (Trans-Blot Turbo, Bio-Rad) for 30  min at 
25  V followed by blocking in 5% fat-free milk prepared 
in 20 mmol/L Tris, 150 mmol/L NaCl, pH 7.5, and 0.1% 
Tween-20 (TBST) for 1  d. The membrane was incu-
bated overnight at 4  °C with a primary antibody diluted 
in 2% fat-free milk in TBST. Primary antibodies utilized 
were: rabbit polyclonal antibody CKMT1A (15346-1-
AP, Protein Tech, Rosemont, IL, USA) at a 1:500 dilution; 
CKMT2 (ab121450,  Abcam, Cambridge, UK) at a 1:500 
dilution; CKMM (ab151465,  Abcam) at a 1:500 dilution; 
CKB (ab92452,  Abcam) at a 1:500 dilution; and GAMT 
(ab126736,  Abcam) at 1:500 dilution. Subsequently, the 
membrane was washed in TBST (3 times for 10 min each), 
then was incubated in secondary antibody at 1:5,000 dilu-
tion in 2% fat-free milk in TBST; horseradish peroxidase 
conjugated anti-rabbit  (Cell Signaling, Danvers, MA, 
USA) for 1 d followed by washing in TBST (3 times for 
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10  min each) and the membrane was imaged under UV 
light (302  nm) using a ChemiDoc XRS + Quantity One 
software (Bio-Rad) to obtain the Stain-Free total protein 
image as previously described [18]. The membrane was 
then incubated with SuperSignal West Dura Extended 
Duration Substrate (ThermoFisher Scientific, Waltham, 
MA, USA) for 5 min and then imaged using a ChemiDoc 
EQ system and Quantity One software (Bio-Rad). The 
intensity of protein bands was quantified using Image J 
software (v1.53, National Institutes of Health) [19].

Muscle fiber type analyses
To quantify the primary and secondary fetal skeletal mus-
cle fibers, immunofluorescence was performed on fetal 
biceps-femoris muscle samples from the first replicate of 
this study [20]. Briefly, biceps-femoris sections were cut 
at 8  μm thickness at −20  °C using a Leica CM1520 cry-
ostat (Leica Biosystems, Wetzlar, Germany) and adhered 
to Superfrost Plus microscope slides (Fisher Scientific, 
Hampton, NH, USA). Muscle sections were allowed to air 
dry for 1 h, fixed in acetone at −20 °C for 10 min, and then 
washed in 1 × PBS (phosphate buffered saline). Blocking 
of non-specific binding sites was accomplished by incuba-
tion in 10% normal goat serum (ThermoFisher Scientific, 
Waltham, MA, USA) for 15 min at room temperature, and 
then washed in 1 × PBS. Biceps-femoris sections were incu-
bated overnight at 4 °C with primary antibodies at a 1:500 
dilution for myosin heavy chain Type 1 (BA-D5-s, DSHB, 
Iowa City, IA, USA) to determine primary muscle fib-
ers, and myosin heavy chain Type IIa (SC-71-s,  DSHB) 
to determine secondary muscle fibers. Following washing 
for 15  min in 1 × PBS, samples were incubated at room 
temperature (25  °C) for 1 d with secondary antibodies at 
a 1:200 dilution of goat-anti mouse IgG2b secondary anti-
body Alexa Fluor 633 (A-21146, ThermoFisher, Waltham 
MA, USA) and goat anti-mouse IgG1 Cross-Absorbed 
Secondary Antibody Alexa Fluor 488 (A-21121,  Ther-
moFisher). After washing 15  min in 1 × PBS, slides were 
air-dried for 15 min, and cover slips affixed with Invitrogen 
Prolong Gold anti-fade reagent (P10144,  ThermoFisher). 
Images were captured using a Nikon Eclipse microscope 
and NIS-Elements AR 4.30.02 64-bit Software (Nikon 
Instruments Inc., Melville, NY, USA) with a 20×/0.45 NA 
objective lens. For each fetal biceps-femoris muscle sam-
ple, five non-overlapping images were taken for counting 
primary and secondary muscle fibers using ImageJ 1.54 g 
Java software (National Institutes of Health, Bethesda, 
MD, USA). The counting of muscle fibers was conducted 
by one individual who was blind to treatment groups. The 
mean values of primary and secondary muscle fibers from 
5 non-overlapping images for each fetus was then com-
pared to determine effects of treatment.

Statistical analyses
All statistical analyses were performed using the JMP 
Pro software version 15.0 (SAS Institute Inc., Cary, NC, 
USA), and statistical significance was declared at P ≤ 0.05. 
The distribution of data was assessed for normality via a 
goodness-of-fit test. Data that did not follow a Gaussian 
distribution were log transformed and checked for nor-
mality again. If data were normally distributed, one-way 
ANOVA for mean comparisons were made. If data were 
not normally distributed, a nonparametric Wilcoxon/
Kruskal–Wallis test was used for mean comparisons. The 
effects of treatment and litter size on occurrence of IUGR 
was assessed through a fit-model least squares regression 
test. Statistical analyses were performed to determine 
the effects of treatment on fetal organ development, fetal 
body weight and CRL, and IUGR occurrence. As this 
study included two replicates (n = 20 gilts/replicate; n = 5 
gilts/treatment/day of gestation/replicate), statistical 
analyses were completed to determine effects of day and 
season on fetal development and litter weight.

Results
This study included four treatment groups of (n = 9 gilts 
CON d 60, n = 10 gilts Cr d 60, n = 9 gilts CON d 90, 
and n = 10 gilts Cr d 90 of gestation) that yielded 225 
fetuses total (n = 52 CON d 60 fetuses, n = 60 Cr d 60 
fetuses, n = 54 CON d 90 fetuses, and n = 59 Cr d 90 
fetuses). The pregnancy rates for gilts in the summer 
and fall replicates of 86% and 90%, respectively, were 
not different. There was no significant treatment effect 
on litter size or litter weight (P > 0.05), and results for 
treatment groups, litter size, and litter weight are sum-
marized in Table 2. The total incidence of IUGR within 
each treatment group was calculated and results are 
summarized in Fig.  2. There were 4 occurrences of 
IUGR in the CON d 60 treatment group, 3 occurrences 
in the Cr d 60 treatment group, 6 occurrences in the 
CON d 90 treatment group, and 6 occurrences within 
the Cr d 90 treatment group. Statistical analyses of 

Table 2 Summary of data for treatment groups including both 
replicates

Item Treatment groups

CON Day 60 Cr Day 60 CON Day 90 Cr Day 90

Sample size, n 9 10 9 10

Mean litter 
size, n

11±3.2 13±2.7 14±1.7 13±2.3

Mean number 
of corpora 
lutea, n

14±2.9 14±2.3 16±2.4 15±2.3

Mean litter 
weight, g

134.2±11.9 129.5±16.8 618.2±71.2 629.1±84.2
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occurrences of IUGR detected no effects of treatment 
or litter size (P > 0.05).

Effects of Cr supplementation on fetal development
Fetuses from Cr supplemented gilts had a greater brain 
weight to body weight ratio than fetuses from CON 
gilts on d 90 of gestation (P < 0.05; Fig.  3A). Fetuses 
from Cr supplemented gilts had greater kidney weight 
to body weight ratios in comparison to fetuses from 
CON gilts on d 60 of gestation (P < 0.05; Fig. 3B). There 
were no significant effects of treatment on the ratios of 
spleen, liver, and fetal biceps-femoris weight to body 
weight (P > 0.05); however, mean weigh of fetuses, as 
well as weight of kidney, liver, and biceps-femoris were 
greater for fetuses in the fall replicate than the sum-
mer replicate on d 60 of gestation (P < 0.0001; Fig.  4). 
Mean spleen and liver weight for fetuses was greater 
(P < 0.001) in the summer than fall replicate on d 90 
of gestation shown in Fig.  4. There was no significant 
effect of treatment on litter size, fetal CRL or fetal body 
weight (P > 0.05).

Effects of Cr supplementation on fetal muscle fiber 
development
Primary and secondary fetal skeletal muscle fibers were 
identified and quantified in fetal biceps-femoris samples 
from replicate 1 using immunofluorescence for locali-
zation of MyHCI (primary skeletal muscle fibers) and 

MyHCIIa (secondary skeletal muscle fibers). Muscle 
fiber typing analyses of primary and secondary fetal mus-
cle fibers are represented in Fig.  5. There was no effect 
of treatment (P > 0.05) on primary or secondary mus-
cle fiber counts for fetuses from d 60 and d 90 of gesta-
tion. Muscle fiber typing results demonstrated that by d 
60 of gestation primary skeletal muscle fibers were fully 
formed and by d 90 of gestation secondary skeletal mus-
cle fibers are fully formed.

Effects of Cr supplementation on expression of candidate 
proteins in endometria and fetal muscle
Expression of key enzymes of the Cr-CK-PCr sys-
tem was determined for endometrial and fetal biceps-
femoris muscle using Western blotting to determine 
effects of dietary Cr supplementation in gilts. These 
candidate proteins were GAMT, CKB, CKM, CKMT1, 
and CKMT2. Results of quantification of GAMT, CKB, 
CKM, CKMT1, and CKMT2 in endometria revealed 
no effects of treatment (P > 0.05). However, there was 
an effect of day of gestation with endometrial samples 
from d 90 of gestation having greater expression of 
CKMT1 protein in comparison to endometrial sam-
ples from d 60 of gestation (P < 0.0001). There were 
no treatment effects on expression of GAMT, CKB, 
CKMT2, and CKM proteins in fetal biceps-femoris 
muscle (P > 0.05). CKMT1 was not detectable in fetal 
biceps-femoris muscle. These results are shown in 

Fig. 2 Summary of occurrences of intrauterine growth restriction (IUGR) of fetuses across treatment groups and days of gestation. Values are 
mean ± SD (n = 9 gilts CON d 60, n = 10 gilts Cr d 60, n = 9 gilts CON d 90, and n = 10 gilts Cr d 90; N = 225 fetuses). There were 4 occurrences of IUGR 
in the CON d 60 treatment group, 3 occurrences in the Cr d 90 treatment group, 6 occurrences in the CON d 90 treatment group, and 6 occurrences 
within the Cr d 90 treatment group. Statistical analyses of occurrences of IUGR detected no effect of treatment (P > 0.05)
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Fig.  6. Representative total protein gels demonstrating 
consistent loading of gilt endometria and fetal biceps-
femoris samples are shown in Fig. S1.

Discussion
The important physiological roles of the Cr-CK-PCr sys-
tem, specifically its ATP buffering capacity, have been 
clearly demonstrated in mammalian skeletal and cardiac 
muscles, brain, within the uterine-placental interface, 
conceptus, and spermatozoa, as these tissues/cells have 
high and fluctuating ATP demands [9, 21]. Within the 
body, Cr released by the liver and pancreas is transported 
to target tissues such as skeletal muscles, brain, and tes-
tes, and 95% of Cr is found in skeletal muscles [9]. The 
Cr-CK-PCr system has been investigated rigorously in 
muscle tissues due to its important roles in both skeletal 
and cardiac muscle functions [22, 23]. As the Cr-CK-PCr 
system is crucial for muscle functions, Cr supplementa-
tion during exercise promotes greater gains in strength, 
fat-free mass, and athletic performance during high 
intensity exercise tasks [24]. A study of dietary supple-
mentation of 5 g Cr monohydrate given four to six times 
daily to adult humans resulted in an increase in total Cr 
content in the quadriceps femoris muscle, which empha-
sizes the roles for the Cr-CK-PCr system in muscle func-
tion [25]. Therefore, analyses of total Cr content in the 
fetal biceps-femoris muscle may reflect a similar result, 
although no treatment effect was revealed in the number 
or ratio of primary and secondary muscle fibers.

Besides skeletal muscles, the Cr-CK-PCr system 
is important for proper brain functions as the brain 

accounts for a substantial proportion (e.g., about 20% in 
adult humans) of whole-body energy expenditure [26]. 
Within the central nervous system (CNS), both AGAT 
and GAMT are expressed and the brain may be able to 
synthesize Cr [27]. The expression of CK in both adult 
and developing human brains suggests that the Cr-CK-
PCr system has important roles in CNS functions [28]. 
Results of the present study indicated a significant effect 
of Cr supplementation to gilts to increase the ratio of 
brain weight to body weight on d 90 of gestation, in com-
parison to fetuses from CON gilts, emphasizing the con-
cept that the Cr-CK-PCr system has critical roles in fetal 
brain development.

The presence of the Cr-CK-PCr system and its roles 
during gestation have been reported for the female 
reproductive tracts of humans, mice, sheep, pigs, and 
rodents [11, 21, 29–32]. The evidence of an active Cr-
CK-PCr system in uterine tissues and changes in expres-
sion of its components during pregnancy underscores 
the importance of its ATP buffering capacity in support-
ing a successful pregnancy [21, 32]. This study revealed 
that expression of the CK isoform, CKMT1, changes 
during gestation in swine endometria with significantly 
greater expression on d 90 than d 60 of gestation. A pre-
vious study in sheep identified CKMT1 mRNA by PCR 
and localized CKMT1 protein to the endometrial LE and 
GE of pregnant sheep [11]. As the LE is instrumental in 
hemotrophic support of the developing fetus, and the GE 
is essential for histotrophic support of the fetus in both 
sheep and pigs [33, 34].

Fig. 3 Brain weight to body weight ratios (A) and kidney weight to body weight ratios (B) among treatment groups. Values are mean ± SEM 
(N = 225 fetuses; n = 52 CON d 60 fetuses, n = 60 Cr d 60 fetuses, n = 54 CON d 90 fetuses, and n = 59 Cr d 90 fetuses). Fetuses from creatine 
supplemented gilts had heavier brain weight to body weight ratios than those from CON treated gilts on d 90 of gestation (P < 0.05). Fetuses 
from creatine supplemented gilts had greater kidney weight to body weight ratios as compared to those for fetuses from CON gilts on d 60 
of gestation (P < 0.01)
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The expression of isoform CKMT1 has been shown 
to correlate with the oxidative capacity of muscle and 
its expression is greater in cardiac muscle than in fast-
twitch skeletal muscle [9]. This may explain why CKMT1 
was not detected in the fetal biceps-femoris muscle [9]. 
Expression of CKMT2 protein in endometria was not 
affected by day of gestation, but CKMT2 is known to 
be co-expressed with CKM in muscle and, in this study, 
there was stable expression of CKMT2 even though 
CKMT1 protein expression was absent in these samples 
of muscle [35]. During pregnancy, the uterine environ-
ment may impact fetal development and the occurrence 
of IUGR. This concept of the fetus’s environment impact-
ing fetal development was demonstrated as mean weight 
of the fetal body, kidney, liver, and biceps-femoris were 

greater in the fall replicate than summer replicate on d 
60 of gestation. In contrast, mean spleen and liver weight 
from fetuses was greater in the summer replicate than fall 
replicate on d 90 of gestation. These results support the 
concept that environmental factors such as heat stress 
and season impact fetal development [3, 4].

As the Cr-CK-PCr system has been identified in 
reproductive and developing fetal tissues, it may have 
important roles in fetal growth and development 
through impacting the uterine environment. Also, 
although there was no effect of treatment on the inci-
dence of IUGR in this study, maternal under-nutrition 
nutrition leading to fetal under-nutrition results in 
impaired fetal growth [36]. Therefore, the concept of 
fetal programing through maternal nutrition and its 

Fig. 4 Seasonal effects on mean weight of fetal organs. Values are mean ± SEM (N = 225 fetuses; n = 52 CON d 60 fetuses, n = 60 Cr d 60 fetuses, 
n = 54 CON d 90 fetuses, and n = 59 Cr d 90 fetuses). Mean weight of fetuses, as well as weight of kidney, liver, and biceps-femoris were greater 
for the fall replicate (replicate 2) than the summer replicate (replicate 1) on d 60 of gestation (P < 0.0001). Mean spleen and liver weight for fetuses 
was greater (P < 0.001) in the summer (replicate 1) than the fall (replicate 2) on d 90 of gestation
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impacts on the uterine environment may be a method 
of preventing IUGR in swine. The instance of IUGR in 
fetuses leads to fetal adaptations in skeletal muscle as 
evidenced by a decrease in the proportion of oxidative 
muscle fibers and impairment of myoblasts in skeletal 
muscle fibers [37]. As skeletal muscle is important for 
overall fetal development, understanding the roles of 
the Cr-CK-PCr system in developing skeletal muscle 
is vital and may lead to new methods of prevention of 
IUGR in swine. This study demonstrated expression of 
candidate proteins GAMT, CKM, CKB, and CKMT2 in 
the fetal bicep-femoris tissue, which emphasizes that 
the Cr-CK-PCr system is important for proper devel-
opment of skeletal muscle. A previous study indicated 
that dietary supplementation of Cr in gilts during the 
last week of gestation reduced the incidence of piglets 
with low birth weight and improved myelination of the 
brain in piglets [38]. Therefore, Cr supplementation 
and components of the Cr-CK-PCr system may have 
important preventative and therapeutic roles in fetal 
growth and development.

Conclusions
The hypothesis of this study was that dietary Cr sup-
plementation for gestating gilts would enhance fetal 
development, reduce the occurrence of IUGR, and 
increase numbers of primary and secondary muscle 
fibers in fetal skeletal muscle. This study also evalu-
ated the impacts of season as results from the two rep-
licates demonstrated that environmental factors such 
as season and heat stress had impacts on fetal growth 
and organ development. This was demonstrated as 
mean weight of fetuses and weight of kidney, liver, and 
biceps-femoris were greater for the fall than summer 
replicate on d 60 of gestation. Further, spleen and liver 
weight from fetuses was greater in the summer repli-
cate than fall replicate on d 90 of gestation. Western 
blot analyses indicated that major components of the 
Cr-CK-PCr system are expressed in both endometria 
and fetal biceps-femoris muscle, confirming that the 
Cr-CK-PCr system is important for fetal development. 
There was an effect of day of gestation on CKMT1 
expression in endometria with values on d 90 of gesta-
tion being greater than those on d 60 of gestation. This 

Fig. 5 Immunofluorescence localization of MyHCI to detect primary skeletal muscle fibers and MyHCIIa to detect secondary skeletal muscle fibers. 
Biceps-femoris sections from replicate 1 were incubated overnight at 4 °C with primary antibodies at a 1:500 dilution for myosin heavy chain Type 
1 to determine primary muscle fibers, and myosin heavy chain Type IIa to determine secondary muscle fibers. Five non-overlapping images were 
taken, then primary and secondary muscle fibers were counted blind to treatment by one individual. There was no significant (P > 0.05) treatment 
effect on primary or secondary muscle fiber counts for fetuses from either d 60 or d 90 of gestation. Values are mean ± SEM (n = 24 CON d 60 
fetuses, n = 30 Cr d 60 fetuses, n = 24 CON d 90 fetuses, n = 28 Cr d 90 fetuses)
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result emphasizes the importance of the Cr-CK-PCr 
system in late gestation. This study also demonstrated 
that fetuses from Cr supplemented gilts had a greater 
brain weight to body weight ratio on d 90 of gestation, 
in comparison to fetuses from CON treated gilts, and 
that fetuses from Cr supplemented gilts had greater 
kidney weight to body weight ratios in comparison to 
fetuses from CON treated gilts on d 60 of gestation. 
These results provided further evidence that the Cr-
CK-PCr system has important roles in the develop-
ment of the fetal brain and kidney. Collectively, these 
results identified the presence of the Cr-CK-PCr system 
in endometria of gilts and fetal skeletal muscle during 
gestation and indicated that dietary supplementation of 
Cr for gestating gilts affects development of brain and 
kidney during fetal development. Further investiga-
tions into how dietary Cr supplementation for pregnant 
gilts affects concentrations of circulating Cr and PCr in 
fetuses, as well as the expression of genes related to the 
Cr-CK-PCr system may reveal the underlying mecha-
nisms of how the Cr-CK-PCr system impacts fetal 
development.
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polyclonal antibody CKMT1A (15346-1-AP, Protein Tech, Rosemont, IL, USA), CKMT2 (ab121450, Abcam, Cambridge, UK); CKMM (ab151465, Abcam); 
CKB (ab92452, Abcam); and GAMT (ab126736, Abcam), and all primary antibodies used at 1:500 dilution. Results of quantification of GAMT, 
CKB, CKM, CKMT1, and CKMT2 in endometria revealed no effects of treatment (P > 0.05). However, there was an effect of day of gestation 
with endometrial samples from d 90 of gestation having greater expression of CKMT1 than for samples from d 60 of gestation (P < 0.0001), 
values are mean ± SEM (n = 4 CON d 60 gilts, n = 5 Cr d 60 gilts, n = 4 gilts CON d 90 gilts, and n = 5 Cr d 90 gilts). There were no treatment 
effects on the expression of GAMT, CKB, CKMT2, and CKM proteins in fetal biceps-femoris muscle (P > 0.05). CKMT1 was not detectable in fetal 
biceps-femoris muscle (n = 1 CON d 60 fetuses, n = 1 Cr d 60 fetuses, n = 16 gilts CON d 90 fetuses, and n = 20 Cr d 90 fetuses)

https://doi.org/10.1186/s40104-025-01166-0
https://doi.org/10.1186/s40104-025-01166-0


Page 11 of 12Lopez et al. Journal of Animal Science and Biotechnology           (2025) 16:31  

Acknowledgements
The contributions of graduate students, staff, and faculty of Texas A&M Univer-
sity are gratefully acknowledged.

Authors’ contributions
The animal experimentation was planned and executed by ANL, MAO, CS, 
RMM, MGN, NS, HS, JC, CL, AR, JGW, GW, GAJ, and FWB. Sample analyses were 
performed by ANL, PR, and CS. Data interpretation was performed by ANL. The 
first draft of the manuscript was written by ANL and FWB and edited by MAO, 
CS, RMM, MGN, NS, HS, JC, CL, AR, PR, JGW, GW and GAJ.

Funding
This project was supported by Agriculture and Food Research Initiative 
Competitive Grant no. 2022–67015-36376 from the USDA National Institute of 
Food and Agriculture.

Data availability
The datasets used and/or analyzed during the current study are presented 
and available from the corresponding author upon reasonable request.

Declarations

Ethics approval and consent to participate
All experimental procedures followed the Guide for the Care and Use of 
Agriculture Animals in Research and Teaching and were approved by the 
Institutional Animal Care and Use Committee of Prairie View A&M University.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Department of Animal Science, Texas A&M University, College Station, TX 
77843, USA. 2 Department of Animal Science, Pennsylvania State University, 
University Park, PA 16802, USA. 3 Department of Obstetrics and Gynecology, 
University of Nebraska Medical Center, Omaha, NE 68198, USA. 4 Department 
of Pathology, University of California-San Diego, San Diego, CA 92093, USA. 
5 Department of Veterinary Integrative Biosciences, Texas A&M University, 
College Station, TX 77843, USA. 6 Department of Animal and Avian Sciences, 
University of Maryland, College Park, MD 20742, USA. 7 Department of Kinesiol-
ogy, Texas A&M University, College Station, TX 77843, USA. 

Received: 18 September 2024   Accepted: 15 January 2025

References
 1. Xiong L, You J, Zhang W, Zhu Q, Blachier F, Yin Y, et al. Intrauterine growth 

restriction alters growth performance, plasma hormones, and small 
intestinal microbial communities in growing-finishing pigs. J Anim Sci 
Biotechnol. 2020;11:86.

 2. Alvarenga ALN, Chiarini-Garcia H, Cardeal PC, Moreira LP, Foxcroft GR, 
Fontes DO, et al. Intra-uterine growth retardation affects birthweight 
and postnatal development in pigs, impairing muscle accretion, 
duodenal mucosa morphology and carcass traits. Reprod Fertil Dev. 
2013;25:387–95.

 3. Wang J, Feng C, Liu T, Shi M, Wu G, Bazer FW. Physiological alterations 
associated with intrauterine growth restriction in fetal pigs: causes and 
insights for nutritional optimization. Mol Reprod Dev. 2017;84:897–904.

 4. Wu G, Bazer FW, Cudd TA, Meininger CJ, Spencer TE. Maternal nutrition 
and fetal development. J Nutr. 2004;134:2169–72.

 5. Chal J, Pourquié O. Making muscle: skeletal myogenesis in vivo and 
in vitro. Development. 2017;144:2104–22.

 6. Picard B, Lefaucheur L, Berri C, Duclos MJ. Muscle fiber ontogenesis in 
farm animal species. Reprod Nutr Dev. 2002;42:415–31.

 7. Lefaucheur L, Edom F, Ecolan P, Butler-Browne GS. Pattern of muscle fiber 
type formation in the pig. Dev Dyn. 1995;203:27–41.

 8. Agarwal M, Sharma A, Kumar P, Kumar A, Bharadwaj A, Saini M, et al. 
Myosin heavy chain-embryonic regulates skeletal muscle differentiation 
during mammalian development. Development. 2020;147:dev184507.

 9. Wyss M, Kaddurah-Daouk R. Creatine and creatinine metabolism. Physiol 
Rev. 2000;80:1107–213.

 10. Guimarães-Ferreira L. Role of the phosphocreatine system on energetic 
homeostasis in skeletal and cardiac muscles. Einstein. 2014;12:126–31.

 11. Sah N, Stenhouse C, Halloran KM, Moses RM, Seo H, Burghardt RC, et al. 
Creatine metabolism at the uterine–conceptus interface during early 
gestation in sheep. Biol Reprod. 2022;107:1528–39.

 12. Takahashi M, Kishimoto H, Shirasaka Y, Inoue K. Functional characteriza-
tion of monocarboxylate transporter 12 (SLC16A12/MCT12) as a facilita-
tive creatine transporter. Drug Metab Pharmacokinet. 2020;35:281–7.

 13. Wigmore PMC, Stickland NC. Muscle development in large and small pig 
fetuses. J Anat. 1983;137:235.

 14. Dickinson H, Ellery S, Ireland Z, LaRosa D, Snow R, Walker DW. Creatine 
supplementation during pregnancy: Summary of experimental studies 
suggesting a treatment to improve fetal and neonatal morbidity and 
reduce mortality in high-risk human pregnancy. BMC Pregnancy Child-
birth. 2014;14:150.

 15. Young JF, Bertram HC, Theil PK, Petersen AGD, Poulsen KA, Rasmussen M, 
et al. In vitro and in vivo studies of creatine monohydrate supplementa-
tion to Duroc and Landrace pigs. Meat Sci. 2007;76:342–51.

 16. Landers RSM, Padmanabhan V, Cardoso RC. Developmental program-
ming: gestational testosterone excess disrupts LH secretion in the female 
sheep fetus. Reprod Biol Endocrinol. 2020;18:106.

 17. Sah N, Stenhouse C, Halloran KM, Moses RM, Seo H, Burghardt RC, et al. 
Inhibition of SHMT2 mRNA translation increases embryonic mortality in 
sheep. Biol Reprod. 2022;107:1279–95.

 18. Maloy A, Alexander S, Andreas A, Nyunoya T, Chandra D. Stain-free total-
protein normalization enhances the reproducibility of Western blot data. 
Anal Biochem. 2022;654:114840.

 19. Gallo-Oller G, Ordoñez R, Dotor J. A new background subtraction method 
for Western blot densitometry band quantification through image analy-
sis software. J Immunol Methods. 2018;457:1–5.

 20. Lawler JM, Garcia-Villatoro EL, Guzzoni V, Hord JM, Botchlett R, Holly D, 
et al. Effect of combined fish oil & Curcumin on murine skeletal muscle 
morphology and stress response proteins during mechanical unloading. 
Nutr Res. 2019;65:17–28.

 21. Lefevre CM, Cain JW, Kramer AC, Seo H, Lopez AN, Sah N, et al. Evidence 
for metabolism of creatine by the conceptus, placenta, and uterus for 
production of ATP during conceptus development in pigs. Biol Reprod. 
2024;111:694–707.

 22. Balestrino M. Role of creatine in the heart: health and disease. Nutrients. 
2021;13:1215.

 23. Gualano B, Artioli GG, Poortmans JR, Lancha Junior AH. Explor-
ing the therapeutic role of creatine supplementation. Amino Acids. 
2010;38:31–44.

 24. Kreider RB. Effects of creatine supplementation on performance and 
training adaptations. Mol Cell Biochem. 2003;244:89–94.

 25. Harris RC, Soderlund K, Hultman E. Elevation of creatine in resting and 
exercised muscle of normal subjects by creatine supplementation. Clin 
Sci. 1992;83:367–74.

 26. Joncquel-Chevalier Curt M, Voicu PM, Fontaine M, Dessein AF, Porchet 
N, Mention-Mulliez K, et al. Creatine biosynthesis and transport in health 
and disease. Biochimie. 2015;119:146–65.

 27. Braissant O. Creatine and guanidinoacetate transport at blood-brain and 
blood-cerebrospinal fluid barriers. J Inherit Metab Dis. 2012;35:655–64.

 28. Andres RH, Ducray AD, Schlattner U, Wallimann T, Widmer HR. Functions 
and effects of creatine in the central nervous system. Brain Res Bull. 
2008;76:329–43.

 29. Iyengar MR, Chung, Iyengar WL, Chen HY, Brinster RL, Bornslaeger E, et al. 
Expression of creatine kinase lsoenzyme during oogenesis and embryo-
genesis in the mouse. Dev Biol. 1983;96:263–8.

 30. Gautheron D, Born GVR. Creatine, phosphocreatine and adenosin-
etriphosphate in the rat uterus; influence of some hormones and of 
freezing on these fractions. Biochim Biophys Acta. 1958;27:580–3.

 31. Dawson MJ, Wray S. The effects of pregnancy and parturition on 
phosphorus metabolites in rat uterus studied by 31P nuclear magnetic 
resonance. J Physiol. 1985;368:19–31.



Page 12 of 12Lopez et al. Journal of Animal Science and Biotechnology           (2025) 16:31 

 32. Muccini AM, Tran NT, De Guingand DL, Philip M, Della Gatta PA, Galinsky 
R, et al. Creatine metabolism in female reproduction, pregnancy and 
newborn health. Nutrients. 2021;2021:490.

 33. Bazer FW, Johnson GA. Pig blastocyst-uterine interactions. Differentiation. 
2014;87:52–62.

 34. Johnson GA, Bazer FW, Seo H. The early stages of implantation and 
placentation in the pig. Adv Anat Embryol Cell Biol. 2021;234:61–89.

 35. Schlattner U, Kay L, Tokarska-Schlattner M. Mitochondrial proteolipid 
complexes of creatine kinase. Subcell Biochem. 2018;87:365–408.

 36. Lin G, Wang X, Wu G, Feng C, Zhou H, Li D, et al. Improving amino acid 
nutrition to prevent intrauterine growth restriction in mammals. Amino 
Acids. 2014;46:1605–23.

 37. Yates DT, MacKo AR, Nearing M, Chen X, Rhoads RP, Limesand SW. Devel-
opmental programming in response to intrauterine growth restriction 
impairs myoblast function and skeletal muscle metabolism. J Pregnancy. 
2012;2012:631038.

 38. Vallet JL, Miles JR, Rempel LA. Effect of creatine supplementation during 
the last week of gestation on birth intervals, stillbirth, and preweaning 
mortality in pigs. J Anim Sci. 2013;91:2122–32.


	Effects of dietary supplementation of creatine on fetal development in gilts at d 60 and d 90 of gestation
	Abstract 
	Background 
	Methods 
	Results 
	Conclusions 

	Introduction
	Materials and methods
	Experimental animals and sample collection
	Fetal organ weight, body weight, crown-rump length (CRL) comparisons
	Western blot analyses
	Muscle fiber type analyses
	Statistical analyses

	Results
	Effects of Cr supplementation on fetal development
	Effects of Cr supplementation on fetal muscle fiber development
	Effects of Cr supplementation on expression of candidate proteins in endometria and fetal muscle

	Discussion
	Conclusions
	Acknowledgements
	References




