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Simple Summary: We demonstrated previously that supplementation of glutamine (Gln) at 2.0% of
dry matter intake (DMI) increased the rate at which dairy calves achieved >1.0 kg/d starter feed
intake (SFI) during weaning. Because GIn supplements at <1.0% of DMI or branched-chain amino
acid (BCAA) supplements have been shown to improve the performance of weaning piglets, we
examined the effects of a lower dose of GIn (8.0 g/d equivalent to 1% of DMI) alone or in combination
with BCAA supplementations on SFI and average daily gain (ADG) in this study. Amino acids did not
affect SFI or ADG during the supplementations but decreased post-weaning SFI in an additive manner
even though the ADG was not affected. The blood analysis on the last day of supplementations
revealed a possibility for the Gln and BCAA supplementations to suppress SFI through leptin and
serotonin secreted by the gastrointestinal tract.

Abstract: The study objective was to examine the effects of supplementing Gln and BCAA on the
SFI and ADG of weaning dairy calves. Holstein heifer calves (11 calves /treatment) at 35 d of age
were assigned to: (1) no amino acids (CTL), (2) GIn (8.0 g/d) alone (GLN), or (3) GIn (8.0 g/d) and
BCAA (GLNB; 17.0, 10.0, and 11.0 g/d leucine, isoleucine, and valine, respectively) supplementations
in whole milk during a stepdown weaning scheme. Calves were weaned completely once they
achieved >1.0 kg/d SFI. Neither GLN nor GLNB affected SFI or ADG in the first week during
weaning. The GLNB decreased SFI compared to CTL, but the SFI was similar between CTL and
GLN in the remainder of the weaning scheme. All calves were weaned at 50 d of age. The SFI
of GLNB was lower than that of GLN, and the SFI of both GLN and GLNB were lower than CTL
post-weaning. The decreased SFI did not alter ADG during weaning or post-weaning. The GLNB
tended to have higher plasma leptin and lower plasma serotonin concentrations compared to CTL.
Glutamine and BCAA seem to affect the SFI of calves by modulating the secretions of endocrine cells
in the gastrointestinal tract.

Keywords: branched-chain amino acids; dairy calves; glutamine; starter feed intake

1. Introduction

Recent surveys indicate that most dairy producers in the U.S. wean calves at 9 weeks
of age [1,2]. Weaning at an earlier age is profitable as the cost of raising pre-weaned calves
is notably higher than that of weaned calves (USD 6.50 vs. USD 3.00/calf daily, [3,4]). Early
weaning schemes should not, however, entail severe decreases in nutrient intake as this
could exacerbate weaning stresses [5,6]. Weaning from a high milk volume (>8.0 kg/d)
is particularly challenging as calves experience a prolonged lag in achieving the desired
SFI post-weaning [7-9]. Hence, stepdown weaning schemes are proposed to encourage
satisfactory SFI at weaning (0.9 to 1.4 kg/d) [10,11]. Eckert et al. [12] employed a stepdown
weaning scheme where the milk replacer allowance was restricted (8.0 to 4.0 L/d) at 35d,
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and calves were weaned completely at 42 d, regardless of SFI. In that scheme, calves had
lower ADG during weaning as well as post-weaning compared to calves that were weaned
14 d later. Wickramasinghe et al. [13] employed a similar scheme but avoided the post-
weaning growth slump by delaying complete weaning until calves achieved a 1.0 kg/d SFL
Moreover, Wickramasinghe et al. [13] demonstrated that supplementing GIn (2.0% of DMI)
increased ADG during weaning and helped calves achieve the 1.0 kg/d SFI earlier than
calves that were not supplemented with GIn.

Despite the general acceptance as a non-essential amino acid (NEAA), GIn can be
conditionally essential as endogenous GIn production becomes inadequate in times of
stress and illness [14]. Glutamine is a predominant energy substrate of enterocytes, and
GlIn deficiency exacerbates the weaning-induced damage to the intestinal barrier function
and absorptive capacity of the small intestine [14,15]. Wickramasinghe et al. [13] showed
that supplementation of Gln alleviated the damage to the paracellular permeability of
intestinal epithelium of calves undergoing weaning at 35 d of age. The authors speculated
that offering some volume of whole milk until calves consumed >1.0 kg/d SFI led to
a successful recovery from early weaning without negatively affecting SFI and ADG
post-weaning. This speculation is reasonable because milk is rich in various bioactive
compounds and functional amino acids such as GIn and BCAA that could mitigate the
adverse effects of weaning stresses [16,17].

The BCAA, including isoleucine (Ile), leucine (Leu), and valine (Val) are essential
amino acids (EAA) that must be obtained through diet, as the body cannot synthesize them
in adequate quantities. Besides being the building blocks for protein synthesis, BCAA serve
as cellular signals. They stimulate protein synthesis and cell proliferation and play critical
roles in the growth and development of young calves [17,18]. The BCAA could limit growth
during weaning as serum BCAA concentrations decreased more rapidly in calves with
positive ADG during weaning than calves with no ADG during weaning [13]. Ren et al. [19]
demonstrated that supplementing a low-protein diet with BCAA increased feed intake and
the ADG of weaning piglets, which could be positively correlated with the future growth
performances [20]. Overall, the supplementation of each GIn and BCAA seems to help
young animals cope with weaning stresses as reflected in enhanced growth and feed intake
at weaning, which can have a positive impact on post-weaning performances. In the present
study, we hypothesized that the supplementation of BCAA with GIn would enhance the
SFI and ADG of weaning calves compared to the supplementation of GIn alone. The study
objective was to examine the effects of supplementing GIn alone or in combination with
BCAA on SFI, ADG, and the blood metabolites of dairy heifer calves undergoing stepdown
weaning from a high milk volume at an early age. The roles of dietary protein and amino
acids in calves are poorly understood. Because GIn and BCAA are the most abundant
amino acids in milk protein, this study could improve the understanding of the roles of
milk protein in regulating SFI and the growth of dairy calves.

2. Materials and Methods
2.1. Animals and Treatments

All experimental procedures were approved by the Animal Care and Use Committee
at Iowa State University, Ames, IA, USA (IACUC# 19-172). The experiment was conducted
at the Dairy Research and Teaching Farm at Iowa State University (Ames, 1A, USA).
Thirty-three Holstein heifer calves that were born and raised in the Iowa State University
Dairy Teaching and Research Farm were enrolled in the experiment. All calves were
bottle-fed at least 3.80 kg of thawed colostrum within the first 4 h of life. Colostrum was
collected from cows at the farm, pooled, aliquoted, and frozen in plastic bags (Dairy Tech
Inc., Greeley, CO, USA). Calves were bottle-fed with 6.0 kg/d of pasteurized whole milk
(2.0 kg at each of 0600, 1400, and 2200 h feeding) until 14 d of age. From d 14 onward,
the milk volume was increased to 9.0 kg/d (3.0 kg per feeding) until 35 d of age. After
blocking for dam’s parity and birth-week, the 33 calves (28 d of age) were assigned to
3 treatments (11 calves per treatment; n = 11), involving a stepdown weaning scheme,
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where the milk allowance was restricted to 3.0 kg/d at 35 d of age, and calves were weaned
completely once they achieved >1.0 kg/d SFI over two consecutive days. The treatments
were: (1) no amino acid supplementation (CTL), (2) supplementation of Gln alone (GLN),
and (3) supplementation of Gln and BCAA (GLNB) in milk that was offered to individual
calves. In this paper, the terms “pre-weaning”, “during weaning”, and “post-weaning’
describe the week immediately before initiating weaning on 35 d, the period from 36 d to
the completion of weaning, and the period after the completion of weaning, respectively.
Amino acid (AA) supplements were fed in milk over the last 3 d pre-weaning and in the
first week during weaning (33 to 42 d of age). The GIn supplementation was 8.0 g/d, which
was predicted to be equivalent to 1.0% of the DMI (milk solid and starter dry matter) of
calves [13]. The 1.0% supplementation was chosen as GIn has been shown to improve the
weaning performances of piglets with supplementations <1.0% of dry feed intake. The
BCAA supplements (L-leucine (17.0 g/d), L-isoleucine (10.0 g/d), and L-valine (11.0 g/d))
were determined to be equivalent to the amounts and the ratio of Leu, Ile, and Val in milk
protein [21] in the 6.0 kg of cow milk that was removed from the diet with the initiation
of weaning. Therefore, the prospective effects can be related to BCAA in milk protein
(e.g., leucine: isoleucine: valine). The free AA in powdered form were dissolved in milk
(3.0 kg) by shaking the bottles thoroughly for about 10 s before offering to the calves
at 2200 h feeding. All calves were housed in individual pens bedded with straw (floor
area = 1.2 m x 1.8 m). All calves had access to ad libitum amounts of drinking water
and a texturized calf starter with whole corn grain (Vita Plus Corp., Madison, WI, USA)
throughout the study. An ad libitum starter intake was maintained by offering 10% more
starter that was relative to the intake from the previous day. Starter feed samples collected
weekly were composited within every month, and the composited samples were analyzed
for dry matter (DM), ether extract, acid detergent fiber (ADF), crude protein (CP) [22], and
neutral detergent fiber (NDF) [23] at Cumberland Valley Analytical Services (Waynesboro,
PA, USA). According to analysis results, the calf starter contained 89.2% DM and 24.0, 3.9,
20.2, and 12.8% of CP, crude fat, NDF, and ADE, respectively.

7

2.2. Measurements and Sample Collection

The body weight (BW), hip height, body length, and hip width of individual calves
were measured weekly by the same person immediately before evening (2200 h) feeding.
The weights of the milk, calf starter, and drinking water that were offered and leftover (kg)
were recorded daily. The blood (8.0 mL/tube) was collected with jugular venipuncture
(18-gauge 1 inch (2.54 cm) long needles) into two vacutainer tubes (Becton, Dickinson and
Company, Franklin Lakes, NJ, USA); one tube contained K;EDTA and the other had no
anticoagulant, and the samples were taken on 35 d and 42 d before evening feeding (2200 h).
The serum and plasma were separated by centrifuging at 2000x g at 4 °C for 20 min and
stored at —20 °C until analyses were performed.

2.2.1. Haptoglobin Analysis

Serum haptoglobin (HPT) concentrations on 35 and 42 d were measured using a
commercial kit (Life Diagnostics Inc., West Chester, PA, USA, catalog# HAPT-11) following
the manufacturer’s protocol. Briefly, serum samples were diluted (1:50) first with the
diluent of the kit. The diluted samples and the standards (100 puL) were transferred in
duplicate to a 96-well plate and then incubated on an orbital shaker (150 rpm) at room
temperature for 45 min. Then, 100 pL of a horseradish peroxidase conjugate was added to
each well and incubated on the orbital shaker (150 rpm) at room temperature for 45 min.
Tetramethylbenzidine substrate (100 uL) was dispensed to each well, and the plate was
incubated on the orbital shaker (150 rpm) at room temperature for 20 min. After adding
the stop solution (100 uL) to each well, the optical density was read at 450 nm by using
an Eon microplate spectrophotometer (BioTek Instruments, Inc., Winooski, VT, USA). The
samples were reanalyzed if the coefficient of variation (CV) across duplicates was >20%.
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The intra-assay CV was <10% for 90% of the samples, and the inter-assay CV was 2.0%.
The detection limit of this assay was 4.0 ng/mL.

2.2.2. Leptin Analysis

The plasma leptin (LPN) concentration was measured on 42 d with an ELISA kit
of mouse leptin (~90% homology with bovine leptin, [24]) following the manufacturer’s
(MilliporeSigma, Burlington, MA, USA, catalog# RAB0334) protocol. Briefly, the plasma
samples were diluted (1:5) and transferred (100 pL) in duplicate to a 96-well plate that was
incubated on an orbital shaker (150 rpm) at 4 °C overnight. The detection antibody (100 pL)
was added to each well and incubated again on the shaker (150 rpm) at room temperature
for 1 h. The streptavidin solution (100 uL) was added to each well. After 45 min of
incubation (150 rpm) at room temperature, tetramethylbenzidine (100 uL) was dispensed
into each well. The plates were incubated on the shaker (150 rpm) at room temperature
for 30 min. After adding the stop solution to each well (50 uL), the optical density was
read at 450 nm using an Eon microplate spectrophotometer (BioTek Instruments, Inc.).
The intra-assay CV of 60% of the samples was <10%, and the rest had a CV of <20%. The
detection limit of the assay was 4.0 pg/mL.

2.2.3. Serotonin Analysis

The plasma serotonin (STN) concentration was measured on 42 d using a commercial
kit (Beckman Coulter, Brea, CA, USA, catalog# IM1749) according to the manufacturer’s
protocol. Briefly, the plasma samples were diluted (1:200) and transferred into tubes con-
taining acylating reagent. After adding acylation buffer (50 uL), the tubes were incubated
at room temperature in the dark for 30 min. The samples (20 pL) were then transferred in
duplicate to a 96-well plate. After adding serotonin-acetylcholinesterase conjugate (200 pL)
into each well, the plate was incubated at room temperature for 3 h. After adding 200 uL
of the substrate into each well the plate was incubated again at room temperature for
20 min. The stop solution (50 uL) was added and the optical density was read at 405 nm
using an Eon microplate spectrophotometer (BioTek Instruments, Inc.). The samples were
reanalyzed if the CV across duplicates was >20%. The intra-assay CV of 90% of the samples
was <10%, and the rest had CV <20%, while the inter-assay CV was 12%. The detection
limit of the assay was 0.58 nmol /L.

2.2.4. Analyses of Amino Acids and other Metabolites

Concentrations of serum metabolites, including AA, glucose, beta-hydroxybutyrate
(BHB), and urea on 35 and 42 d were determined with GC-MS at the W. M. Keck
Metabolomics Research Laboratory at Iowa State University (Ames, 1A, USA). Briefly,
ribitol (10 pL from 1 mg/mL stock) was added to 100 pL of each serum sample as an
internal standard for polar compounds. On the other hand, 10 puL of nonadecanoic acid
(1 mg/mL) was added to the same serum sample as an internal standard for nonpolar
compounds. After adding 0.9 mL of methanol (8:2 MeOH:H,0), the serum samples for
both polar and nonpolar compound analyses were incubated for 10 min on ice, followed
by a 10-min sonication in an ice-cold water bath. The samples were centrifuged for 7 min
at4 °C and 13,000x g, and 500 pL of the supernatant was transferred into GC-MS vials
and dried in a SpeedVac concentrator (Savant SpeedVac SPD120 Vacuum Concentrator,
Thermo Fisher Scientific, Waltham, MA, USA) overnight. Next, 50 uL of methoxyamine
hydrochloride (20 mg/mL) were added, and samples were incubated at 30 °C for 1.5 h.
Trimethylsilylation was performed by incubating samples with 70 uL of bis-trimethyl silyl
trifluoroacetamide containing 1% trimethylchlorosilane for 30 min at 60 °C. The GC-MS
analyses were performed on 1.0 pL of the sample by using an Agilent 690N GC that was
coupled to a mass selective detector (model 5975, Agilent Technologies, Santa Clara, CA,
USA). The column used was 5% phenyl methyl siloxane with a 30 m x 250 pm x 0.25 pm
film thickness (Agilent 190915-433, Agilent Technologies). The oven temperature was
increased first from 50 to 245 °C at a rate of 5 °C/min and then to 320 °C at a rate of
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20 °C/ min. Helium was used as a carrier gas at a 1.2 mL/min initial flow rate. The quan-
tifications were performed by using electron ionization at 70 eV by setting the source and
quadrupole temperatures at 230 °C and 150 °C, respectively. The mass data were collected
from m/z 50 to m/z 800. An Agilent Enhanced ChemStation version D.02.00.275 was used
for the identification of compounds. Peak detection and deconvolution were performed
using AMDIS software. The peaks were identified by comparing them to the spectra and
retention index data in NIST17/Wiley11 libraries. The abundance of compounds was
quantified by integrating the corresponding peak areas that were relative to the area of the
internal standards.

2.3. Calculations and Statistical Analysis

The sample size was determined with a power analysis (power = 0.80 and « = 0.05) to
capture the increase in the average SFI of calves undergoing the present weaning scheme
from 0.55 [13] to 1.0 kg/d [10,11] given that the standard deviation of SFI was 0.36 kg/d [13].
Treatment effects on the responses of interest were determined by using the following
statistical model:

Yijkim = 1+ Ti + Pj + R + Wy + (T X P)jj + Cim+ €jjkam,

where Yjjm = the response variable of interest; p = the overall mean of the response;
T; = the fixed effect of the ith treatment (i = CTL, GLN, and GLNB); P; = the fixed effect of
the jth period (j = pre-weaning, during weaning, and post-weaning); Ry = the fixed effect of
the kth parity of the dam (k = primiparous and multiparous); W = the fixed effect of the lth
weekborn (1=1,2,3, ..., 8); (T x P); = the fixed effect of the interaction between the ith
treatment and jth period; Ci = the random effect of the mth calf; and ey, = the random
error assumed to be independent and identically distributed from a normal distribution
with a mean of 0 and a variance of 6 (~N (0, I6?)). In the SFI and drinking water intake
analyses, the post-weaning period was defined including the daily observations of 14 d
immediately following complete weaning. Using this method, every calf had the same
number of daily observations for that period. When the SFI and drinking water intake
were analyzed, pre-weaning SFI (29 to 32 d) was used as a covariate in the model. When
the growth performances were analyzed, the model included the baseline BW (28 d of
age) as a covariate. All analyses were performed by using the MIXED procedure of SAS
(version 9.4, SAS Institute Inc., Cary, NC, USA). The REPEATED option and the compound
symmetry variance—covariance structure were used in all analyses except that of weaning
age, ADG: SFI at 70 d, LPN, and STN. The treatment effects on those variables were tested
excluding the fixed effect of period and treatment x period interaction from the model as a
single calf provided only one observation. The least squares means were compared using
the Tukey—Kramer adjustment test. The p-value for the overall treatment effect within
a given period was obtained by using the SLICE option. Additionally, the orthogonal
contrasts of CTL vs. GLN + GLNB and GLN vs. GLNB were performed for the SFI and
growth responses. The significant differences and tendencies were declared at p < 0.05,
and 0.05 < p < 0.10, respectively.

3. Results
3.1. Intake and Growth

Treatment effects on SFI, drinking water intake, and the growth performance in pre-
weaning, during weaning, and post-weaning periods are shown in Table 1. The treatment
x period interaction affected both starter feed and drinking water intake (p < 0.01, data
not shown) and ADG (p = 0.05). Data did not support such an interaction on BW and
body frame measurements (p > 0.10, data not shown). The contrasts were not significant
(p > 0.14), except for the GLN vs. GLNB (p = 0.02) of ADG during the first week of weaning,
and CTL vs. GLN+GLNB (p < 0.01) and GLN vs. GLNB (p = 0.03) of SFI post-weaning
(data not shown).
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Table 1. Performance of dairy heifer calves undergoing a stepdown weaning scheme with AA
supplementations (n = 11).

Treatment !

Variable SEM p-Value
CTL GLN GLNB
Baseline BW (28 d), kg 57.3 57.8 57.7 0.4 0.32
Pre-weaning (33 to 35 d)

Starter feed intake, kg/d 0.08 0.06 0.14 0.08 0.74
Drinking water intake, kg/d 2.62 2.02 2.47 0.42 0.59
Body measurements (35 d) 2

BW, kg 62.6 63.2 64.4 1.9 0.81
HH, cm 86.3 86.5 87.4 0.7 0.48
HW, cm 22.3 221 22.6 0.3 0.54
BL, cm 80.1 79.8 81.0 1.1 0.73
ADG, kg/d 0.86 0.83 0.88 0.10 0.92

During weaning (36 d to complete weaning)
The first week (36 to 42 d of age)

Starter feed intake, kg/d 0.46 0.38 0.45 0.04 0.42
Drinking water intake, kg/d 5.282 4.85 432" 0.19 <0.01
BW (42 d), kg 64.0 64.0 66.4 1.9 0.62
ADG, kg/d 0.18 0.09 0.32 0.1 0.26

The remainder of the days
Starter feed intake, kg/d 0.892 0.73ab 0.68 P 0.04 <0.01
Drinking water intake, kg/d 4992 4.57 2 4.13P 0.19 0.02

Body measurements (49 d)
BW, kg 69.8 68.1 70.3 2.1 0.74
HH, cm 89.6 90.0 90.5 0.7 0.70
HW, cm 229 232 23.2 0.3 0.74
BL, cm 83.7 84.8 85.3 13 0.69
Age at complete weaning 50.2 50.6 49.9 2.0 0.90

Post-weaning
First 14 d post-weaning
Starter feed intake, kg/d 2212 201P 1.82¢ 0.03 <0.01
Drinking water intake, kg/d 9.524 9.52% 7.84° 0.16 <0.01
At 70 d of age
BW, kg 91.8 88.9 89.4 1.8 0.48
HH, cm 94.3 95.1 94.3 0.7 0.70
HW, cm 24.8 24.8 24.5 0.3 0.73
BL, cm 90.1 90.0 90.5 1.1 0.95
63to70d

ADG, kg/d 0.77 0.92 1.08 0.07 0.08
ADG: SFI 2 0.29° 0.36 2 0502 0.07 0.02

1 CTL=no AA supplementation; GLN = supplementation of GIn (8.0 g/d or ~1.0% of dry matter intake); and
GLNB = supplementation of GIn with BCAA (GIn=8.0g/d, Leu=17.0g/d, Ile = 10.0 g/d, and Val = 11.0 g/d).
2 BW = body weight; HH = hip height; HW = hip width; and BL = body length. " Least squares means with
different superscripts indicate significant difference (p < 0.05). The bold and non-italic denote the major periods,
while bold and italic denote times within major periods.

3.1.1. Pre-Weaning

Regardless of treatments, the calves consumed a negligible amount of starter feed
(0.08 £ 0.08 kg/d, Table 1 and Figure 1A) but drank 2.40 kg/d water from buckets (Table 1
and Figure 1B). All calves had similar BW (63.4 kg, p = 0.81, Figure 1C), body frame
measurements (p > 0.48, Table 1), and ADG (0.85 kg/d, p = 0.92, Table 1) pre-weaning.
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Figure 1. Weekly (Wk) mean (+ SEM) starter feed intake (A), drinking water intake (B) and body
weight (C) of calves undergoing a stepdown weaning scheme without AA supplementation (CTL),
and with GIn alone (GLN) or GIn and branched-chain amino acid (GLNB) supplementations (1 = 11)
as treatments (Trt). PW = the initiation of stepdown weaning by restricting the milk allowance from
9.0 to 3.0 kg/d at 35 d of age, CW = complete weaning as starter intake approached 1.0 kg/d.

3.1.2. During Weaning

Once weaning was initiated by restricting the milk volume, SFl increased (p < 0.01), but
calves had a similar SFI across the treatments in the first week during weaning (0.43 kg/d,
p = 0.42). Drinking water intake also increased with the milk volume restriction (4.82 vs.
2.37 kg/d, p < 0.01). The drinking water intake of GLNB was lower than that of CTL in the
first week during weaning (4.32 vs. 5.28 kg/d, p = 0.05). The CTL and GLN had similar
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(p = 0.48) but negligible ADG, whereas GLNB had a 0.32 kg/d ADG that was greater than
that of GLN (GLN vs. GLNB contrast, p = 0.02) in the first week during weaning. Once the
AA supplementation ceased on 42 d, all calves increased further SFI (p < 0.01). The CTL and
GLN had a similar SFI (p = 0.15), whereas the SFI of GLNB was lower than that of CTL (0.68
vs. 0.89 kg/d, p = 0.03) in the remainder of the days during weaning. All calves achieved
>1.0 kg/d SFI and were thus weaned completely at a similar age of 50 d (p = 0.90). Despite
the SFI increase, the drinking water intake of the rest of the days remained unchanged
from that of the first week during weaning (4.82 vs. 4.54 kg/d, p = 0.23). The GLNB drank
less water compared to CTL in the remainder of the days during weaning (p < 0.01). All
calves had a similar ADG in the rest of the days (p = 0.27), which was higher than that
in the first week during weaning (p < 0.01). Moreover, the BW (69.4 kg) and body frame
measurements recorded at 49 d, which was close to the weaning age, were similar between
treatments (p > 0.60, Table 1).

3.1.3. Post Weaning

The GLNB had lower a SFI compared to CTL (19%, p < 0.01) in the first 14 d post-
weaning (Table 1). Moreover, the SFI of GLN was lower than that of CTL (9%, p < 0.01) and
higher than that of GLNB (10%, p < 0.01), suggesting the additive but negative effects of
GLN and BCAA supplementations during weaning on the SFI post-weaning (Figure 1A).
The drinking water intake of CTL and GLN were similar (p = 0.99) but greater than that of
GLNB (p < 0.01) post-weaning. The difference in drinking water intake between CTL and
GLNB seemed to increase with time post-weaning (Figure 1B). The BW and body frame
measurements were similar between treatments at 70 d of age (p > 0.40). The GLNB tended
to have a higher ADG (1.08 vs. 0.77, p = 0.08) and had a higher ADG: SFI (0.50 vs. 0.29,
p <0.01) in the last week (63 to 70 d of age) compared to CTL.

3.2. Metabolites, Haptoglobin, Serotonin, and Leptin Concentrations in the Blood

The serum AA, glucose, BHB, and urea concentrations that were measured on 1 d
before (pre-weaning) and 7 d after the initiation of weaning (during weaning) are presented
in Table 2. There were no treatment x time effects on any of those metabolites except
Ala (p = 0.06), the concentration of which was lower in GLNB compared to GLN during
weaning (p = 0.04), while GLN and GLNB had similar Ala concentrations pre-weaning
(p = 0.57). Supplementation of GIn alone or with BCAA did not change serum GIn + Glu
concentrations (p > 0.94). However, Gln + Glu tended to increase (36%) during weaning
compared to pre-weaning concentrations (p = 0.08). The serum BHB concentration of GLN
decreased compared to that of CTL (p < 0.01) but was similar to that of GLNB (p = 0.23) dur-
ing weaning. Nonetheless, the serum BHB concentration was higher (65%) during weaning
compared to the pre-weaning concentration (p < 0.01). The serum glucose concentration
decreased (6.35 to 5.57 mmol/L, p < 0.01), whereas the serum urea concentration increased
(0.59 to 0.68 mmol/L, p = 0.02) during weaning compared to pre-weaning concentrations.
The GLN or GLNB did not affect serum glucose or urea concentrations during weaning
or pre-weaning (p > 0.20, Table 2). Serum HPT concentrations were not different between
treatments (p = 0.52, Table 2) but tended to increase (0.65 to 0.86 pg/mL, p = 0.07) during
weaning as opposed to the pre-weaning concentration. Plasma LPN and STN concentra-
tions that were measured at the end of AA supplementation are presented in Figure 2A,B,
respectively. The plasma LPN concentrations were similar between CTL and GLN (p = 0.58,
Figure 2A). Plasma LPN tended to increase over CTL (p = 0.07, Figure 2A) in response to
GLNB (Figure 2A). The GLN did not affect the plasma STN concentration relative to CTL
(p = 0.87, Figure 2B), whereas GLNB decreased the STN relative to CTL (p = 0.04) and
tended to decrease it relative to GLN (p = 0.06, Figure 2B).
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Table 2. Serum metabolite concentrations of dairy heifer calves undergoing a stepdown weaning
scheme without AA supplementations (CTL) or with GIn (GLN) or GIn and branched-chain amino
acid (GLNB) supplementations (n = 11).

Metabolite Pre-Weaning ! During Weaning > SEM p-Value
CTL GLN GLNB CTL GLN GLNB Trt Period Trt X Period
Essential AA, umol/L
Met 0.4 0.5 0.8 0.5 0.4 0.7 0.2 0.27 0.96 0.64
Lys 12.9 17.5 9.6 17.4 11.8 10.4 3.1 0.15 0.95 0.12
Ile 28.9 29.9 36.6 39.0 374 449 3.9 0.13 <0.01 0.87
Leu 43.8 443 45.8 425 38.9 42.6 5.0 0.83 0.30 0.86
Val 78.7 86.6 88.8 83.7 81.0 94.9 8.9 0.38 0.75 0.65
Phe 2.9 44 4.7 5.0 49 5.5 1.0 047 0.10 0.59
Thr 225 27.0 23.3 24.5 249 22.0 29 0.43 0.79 0.59
Total BCAA 151.1 159.7 172.1 164.8 158.1 182.9 15.3 0.18 0.49 0.99
GIn + Glu 11.0 12.2 15.0 17.6 17.8 16.4 49 0.95 0.08 0.67
Gly 67.2 713 73.2 87.5 102.7 98.6 10.0 0.45 <0.01 0.78
Ala 35.0 41.7 38.1 38.9 42.8 29.6 5.5 0.32 0.58 0.06
Ser 30.8 29.1 29.9 33.1 33.1 28.3 3.9 0.71 0.54 0.64
Asp 0.4 0.2 0.3 0.2 0.3 0.3 0.1 0.85 0.65 0.29
Pro 30.9 34.8 31.0 16.8 28.0 18.5 5.7 0.25 0.01 0.70
Tyr 9.3 14.8 18.2 10.2 11.4 16.2 5.1 0.27 0.66 0.85
Glucose, mmol/L 5.959 6.430 6.631 5.206 5.707 5.794 0.419 0.20 <0.01 0.98
BHB, mmol /L 0.026 0.022 0.029 0.049 2 0.037° 0.042 2 0.004 0.03 <0.01 0.18
Urea, mmol /L 0.556 ° 0.605% 06122 06332 06882 07172 0.061 0.38 0.02 0.95
Haptoglobin, pg/mL 0.75 0.58 0.63 0.95 0.81 0.82 0.19 0.52 0.07 0.98

Plasma Leptin, pg/mL
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in a row indicate significantly different (p < 0.05) means in each period separately.
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Figure 2. Plasma leptin (A) and serotonin (B) concentrations of weaning calves (n = 11) on the last
day (42 d of age) of supplementing GIn (GLN) or GIn with BCAA (GLNB) compared to weaning
without an AA supplementation (CTL). *® Least squares means with different superscripts indicate
significant difference (p < 0.05).

4. Discussion

Glutamine and BCAA are involved in physiological mechanisms regulating food
intake and growth and are referred to as functional amino acids [16]. Although BCAA and
GIn are abundant in milk protein [25], their impact on the feed intake and growth of calves
is poorly understood. Wickramasinghe et al. [13] demonstrated that supplementing GIn
(2.0% of DM) helped calves to achieve >1.0 kg/d SFI earlier than calves without Gln even
though the ADG was unaffected during weaning. The data on BCAA supplementations for
weaning calves are hard to find, but BCAA supplementations have improved the ADG of
weaning piglets [19]. Therefore, in the present study, the BCAA representatives of leucine:
isoleucine: valine of milk protein were supplemented in addition to GIn to enhance the
SFI and ADG of weaning calves. The calves underwent stepdown weaning from a high
milk volume, and about 30% of pre-weaning dairy calves in the U.S. consume high milk
or milk replacer volumes [1]. However, the GIn dose was decreased (2.0 to 1.0% of DMI)
from the previous study [13] as GIn supplementations at <1.0% of DMI have been shown
to improve the ADG and feed intake of weaning piglets [26] and weaning calves [27].
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The present study results attest that calves who were offered high milk volumes
consumed a negligible amount of starter feed pre-weaning. On the other hand, they
consumed 2.4 kg/d of free water, highlighting the importance of unlimited access to
drinking water despite being fed high milk volumes [28]. Similar to what has been observed
previously [13], the milk restriction halted growth in the first week during weaning. Other
than the nutrient restriction, nutrient repartitioning to support other functions than growth
could partly account for the growth impairment at the onset of weaning. In support,
the increased serum HPT suggests an increased energy partitioning towards an immune
activation [29-31]. Nevertheless, similar serum HPT concentrations among treatments do
not corroborate an involvement of GIn or BCAA in modulating such immune activation
during weaning. Serum GIn + Glu concentrations not responding to GLN or GLNB were
consistent with Wang et al. [27] who reported unchanged serum GIn and Glu concentrations
of weaning dairy calves in response to oral Gln supplementations up to even 4.0% of DML
Similar to the present study, Wang et al. [27] measured the concentrations about 24 h after
feeding AA. Li et al. [32] demonstrated that serum BCAA of Holstein calves (28 d of age)
exhibited the postprandial peak 6 h after feeding BCAA, and those concentrations returned
to baseline concentrations that were similar to the concentration in control calves 18 h after
feeding. The decreased serum BHB of GLN vs. CTL could be more of a result of a decline
in fatty acid mobilization from adipose tissues [33,34] than a volatile fatty acid production
decline in the rumen because the SFI of GLN and CTL were similar in the first week during
weaning. Drinking water intake: SFI in the first week during weaning was nearly two
times higher than that in the remainder of days during weaning (11:1 vs. 6:1). The higher
water intake relative to SFI could be a result of the SFI surge that could increase ruminal
and blood osmolality at the onset of weaning [35,36]. On the other hand, the lower (18%)
drinking water intake of GLNB vs. CTL, despite similar SFI, postulates the involvement
of other mechanisms. Perhaps the increased drinking water intake was also a behavioral
response to weaning stresses [37], and GLNB lowered those stresses compared to CTL.

Contrary to our previous study [13] where Gln-supplemented calves achieved
>1.0 kg/d SFI three days earlier, GLN did not affect the SFI during weaning or wean-
ing age in the present study. Lowering the GIn dose from 2.0 to 1.0% of DMI (14.0 to
8.0 g/d) might partly explain this discrepancy. However, Wang et al. [27] reported the
increased SFI of weaning calves fed Gln at 1.0% of DMI, which was equivalent to 14.0 to
18.0 g/d. It is not clear whether the efficacy is related to the actual amount (g/d) or the
rate at which Gln is fed (per DMI or BW). Moreover, Wang et al. [27] supplemented GIn to
starter feed, whereas we supplemented it to pasteurized whole milk that contained free
GIn (not determined) and highly digestible proteins that yield more GIn than the proteins
in starter feed. The CTL being yet to be able to provide a considerable amount of Gln might
have hampered the likelihood of seeing an impact with the 8.0 g/d or 1.0% of DMI dose of
GIn in the present study. Furthermore, the calves in Wang et al. [27] were weaned abruptly
from an 8.0 L/d of milk replacer (12.5%, w/v) as opposed to stepdown weaning in the
present study. Some literature also suggests that Gln supplementations could be more
effective in immune-challenged animals than in healthy animals [38]. Perhaps the present
calves had a better health status and underwent a lower degree of stress at weaning than
the calves in Wang et al. [27] and the calves in our previous study [13]. In support, the
present calves had a higher pre-weaning ADG than that of the previous calves (0.86 vs.
0.46 kg/d). Similar factors could also influence the efficacy of BCAA supplementations in
calves. For instance, BCAA infusions improved the feed intake and nitrogen retention of
beef steers that were challenged with bacterial lipopolysaccharides (LPS) in Loest et al. [39].
The BCAA infusions had no impact on the performances of steers without LPS in that study.

The literature does not support the negative and seemingly additive effects of GIn and
BCAA supplementations during weaning on the SFI post-weaning. Contrary to the present
results, GIn supplements <1.0% of DMI during weaning improved the post-weaning
feed intake of piglets in Duttlinger et al. [26]. Moreover, Gln supplementation during
weaning did not decrease SFI in the previous study [13]. One might speculate that essential
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nutrients such as BCAA could negate the appetite stimuli if the supplementation exceeds
the requirement. The present weaning scheme may represent such a scenario, as the
ADG depression likely lowered the requirement. However, the paradox is that GLN and
GLNB decreased SFI, not during the AA supplementation, but post-supplementation,
suggesting a sustained impact on feed intake regulation. The involvement of AA in feed
intake regulation has been described previously [40]. Tian et al. [41] observed that BCAA
supplementations to a low-protein diet increased or decreased feed intake, and those
effects were dose-dependent. They reported that BCAA regulated feed intake through
intestinal and hypothalamic AA receptors. Amino acid sensing by these receptors can
stimulate the intestinal endocrine cells to release a variety of hormones that are secreted by
endocrine cells in the gastrointestinal tract, such as STN and LPN [42—-44]. The literature
suggests further that STN and LPN can integrate short-term nutritional signals into a long-
term regulation of food intake [45]. Although other tissues also produce those hormones,
gastrointestinal secretions seem to contribute more to plasma STN and LPN in calves than
in mature cattle [46]. Therefore, STN and LPN concentrations in blood that was drawn on
the last day of AA supplementations were determined to explain those paradoxical results
of SFI.

In this study, plasma LPN and STN tended to increase and decreased in response to
GLNB, respectively, and had a negative relationship with each other (r = —0.37, p = 0.05,
data not shown). The present plasma STN concentrations (600 to 1200 ng/mL) were lower
than previously reported concentrations in the serum or whole blood (2000 to 4000 ng/mL)
of calves [47,48]. This is not surprising as the majority of circulating STN is stored in the
platelets [49]. The origin of plasma STN is the enterochromaffin cells of the gastrointestinal
tract mucosa that produce STN by using tryptophan. Serotonin in the blood, known as
peripheral STN accounts for over 95% of the total STN in the body. The balance is produced
in the brain and is known as central STN [50-52]. The central STN is known well for its ap-
petite suppression effect, whereas some data suggest an appetite-enhancing role for plasma
STN. For instance, Goodarzi et al. [53] demonstrated a feed intake drop when plasma
STN receptors were blocked in pigs. Moreover, the plasma STN and feed intake of pigs
decreased in response to Leu supplementation, while central STN concentration remained
unchanged compared to the control in Wessels et al. [54]. Those authors speculated that Leu
likely decreased plasma STN by impairing the tryptophan uptake to enterochromaffin cells.
The present results support a notion that such mechanisms may have a sustained impact
on STN synthesis and thus feed intake. Contrary to peripheral STN, LPN can cross the
blood-brain barrier and reach the hypothalamus, where it exerts its appetite-suppressing
effects [55,56]. The data supporting the associations of GIn or BCAA supplementations
with plasma LPN are sparse. Noaman [57] demonstrated, however, that intravenous STN
injection decreased plasma LPN in rats corroborating the negative relationship between
plasma STN and LPN. A comprehensive analysis with more longitudinal samples to de-
termine both the hypothalamic and gastrointestinal factors involving feed intake control
would provide better insight into how the AA supplementations elicited a sustained and
negative impact on the SFI of calves. Such an analysis can also assist in understanding the
role of free or protein-bound AA in milk or milk replacer in the SFI control of suckling
calves. Future experiments accounting for GIn + Glu in milk, and the immune status and
stress intensity of animals would provide better insight into the dose-effect of exogenous
Gln in weaning calves. Furthermore, experiments designed to test the effects of not only
total but also individual BCAA supplementations can provide a refined understanding of
BCAA's role in the feed intake control of calves.

5. Conclusions

In the present weaning scheme beginning at 35 d of age, Holstein dairy heifer calves
fed a high milk volume (9.0 kg/d) were weaned with >1.0 kg/d SFI and about 70 kg
BW at 50 d of age. The milk restriction (from 9.0 to 3.0 kg/d) negated the ADG in the
first week during weaning (35 to 42 d of age). Glutamine supplementation at 8.0 g/d
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(1.0% of DMI) in the first week during weaning (35 to 42 d) did not affect SFI or ADG
compared to CTL during weaning. Adding BCAA (38.0 g/d) with leucine: isoleucine:
valine similar to that found in milk protein to the GIn supplementation did not affect
SFI but tended to increase ADG (0.09 to 0.31 kg/d) compared to GLN in the first week
during weaning. The supplementation of GIn and BCAA decreased the SFI after the
supplementation was ceased during weaning, and the SFI declines prevailed post-weaning
even though ADG was not affected. The GIn and BCAA supplementations tended to
increase plasma LPN and decreased plasma STN concentrations that were measured on
the last day of AA supplementations. Further investigations on the involvement of AA in
feed intake control would expand the current understanding of the relationships between
the nutrient composition of milk or milk replacers and the SFI of dairy calves.
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