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Abstract: Background: 3-Alanine is a sport supplement with increasing popularity due to its con-
sistent ability to improve physical performance, with the downside of requiring several weeks of
supplementation as imposed to the maximum daily and single dose tolerated without side effects
(i.e., paresthesia). To date, the only alternative to overcome this problem has been use of a sustained-
release tablet, while powders are the most commonly used format to deliver several grams of amino
acids in a single dose. In this study we assessed the bioavailability, pharmacokinetics and paresthesia
effect of 3-alanine after administration in a novel controlled-released powder blend (test) versus a
sustained-release tablet (reference). Methods: Twelve subjects (25.6 £ 3.2 y, 50% female) participated
in a randomized, single-blind, crossover study. Each participant was administered orally the test
(B-alanine 8 g, L-histidine 300 mg, carnosine 100 mg) or the reference product (10 tablets to reach
[-alanine 8 g, Zinc 20 mg) with a 1-week washout period. 3-Alanine plasma concentrations (0-8 h)
were determined by LC-MS/MS and model-independent pharmacokinetic analysis was carried
out. Paresthesia intensity was evaluated using a Visual Analog Score (VAS) and the categorical
Intensity Sensory Score (ISS). Results: The Cyiax and AUC(_ increased 1.6- and 2.1-fold (both
p < 0.001) in the test product, respectively, which yielded 2.1-fold higher bioavailability; K, decreased
in the test (0.0199 + 0.0107 min 1) versus the reference (0.0299 + 0.0121 min—!) product (p = 0.0834)
as well as V/F and Cl/F (both p < 0.001); MRTj_, s increased in the test (143 £ 19 min) versus
reference (128 & 16 min) formulation (p = 0.0449); t; /, remained similar (test: 63.5 & 8.7 min, ref-
erence: 68.9 £ 9.8 min). Paresthesia Epjax increased 1.7-fold using the VAS (p = 0.086) and the ISS
(p = 0.009). AUEC increased 1.9-fold with the VAS (p = 0.107) and the ISS (p = 0.019) reflecting scale
intrinsic differences. Pharmacokinetic-pharmacodynamic analysis showed a clockwise hysteresis
loop without prediction ability between Cyjax, AUCy— and Epjax or AUEC. No side effects were
reported (except paresthesia). Conclusions: The novel controlled-release powder blend shows 100%
higher bioavailability of 3-alanine, opening a new paradigm that shifts from chronic to short or
mid-term supplementation strategies to increase carnosine stores in sports nutrition.
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1. Background

-Alanine is a sports supplement with increasing relevance due to its ability to im-
prove physical performance in several mixed sports and exercise tests by trained and
untrained individuals [1-7]. It increases the muscle stores of the intracellular dipeptide
carnosine [1,8,9], and it is the rate limiting amino acid in its synthesis when binded with
L-histidine. It contains an imidazole ring that exerts physiological properties [10-13] in-
cluding the main mechanism responsible for improving physical performance: a high
proton buffer capacity [14,15] initiated in the lower physiological range which precedes
other intramuscular buffer systems, acting at the earlier stages of exercise [16-18]. Com-
pared to other buffer systems, the reported capacity of the non-bicarbonate carnosine
system is small [19,20], but the maximum capacity of muscle to store carnosine remains
unknown [21], which means that total performance gains by (3-alanine supplementation
can be greater than what we currently know. Chronic supplementation is conditioned by
paresthesia, a harmless sensory side effect of itching [22-25] that limits the maximum single
dose tolerable [26] and therefore the maximum daily dose feasible, consequently prolong-
ing treatment time. Thus, long supplementation studies to observe both its performance
benefits and to ascertain carnosine store limits are required [27-30].

This was mainly solved through a sustained-release tablet that increased the daily
dose without enhancing the intensity of paresthesia [31], but to date, no other galenic for-
mulation has been developed to enable larger acute doses which would permit adherence
to shorter supplementation protocols with higher daily amounts. Amino acids in sports
nutrition supplements are usually in powder form, providing several grams of active
ingredients in a single dose, with the practical advantage of avoiding ingestion of several
tablets [32,33]. The main problem with (3-alanine in pure powder form is that it elicits
paresthesia even at low doses due to high peak consequence of its fast absorption [26,31],
Thus, a modified-release formulation might represent an alternative to avoid its fast ab-
sorption preventing the appearance of the high peak and may allow the administration
of larger daily amounts. Galenic modification of powder sport supplements represent a
novelty which applies pharmaceutical technology advances to potentially improve some
characteristics. According to a mathematical model with slow-release tablets [34], total
muscle carnosine increases are (linearly) dependent on daily (-alanine dose, not only
to raise daily muscle carnosine synthesis, but also to maintaining high carnosine stores
subject to a constant decay. If this outcome is reproduced at higher doses as some evidence
suggests [35], higher daily doses can result in either shorter supplementation protocols, or
higher carnosine stores over time. Furthermore, recent studies have focused on optimal
dosing schedules and individualized pharmacokinetic response using protocols which
adjust acute intake based on anthropometric features such as weight [36,37] which requires
a -alanine powder retaining its controlled-release properties (tablet’s sustained-release
features may be voided when its physical integrity is compromised—i.e., broken in smaller
units [38]). Additionally, the controlled-release powder blend contains L-histidine, which
availability in the muscle may be compromised with chronic supplementation [39], and
carnosine as an additional donor of both 3-alanine and L-histidine after hydrolysis [40,41].

In this study we assess the pharmacokinetics, bioavailability and paresthesia effects of
(-alanine at isomolar doses in physically active healthy volunteers after the oral administra-
tion of commonly employed slow-release tablets and a novel controlled-release formulation
in a crossover study. The aim was to study the pharmacokinetic profile and paresthesia
dynamics of a modified-release $-alanine powder as a novel alternative formulation for
sport users.

2. Methods
2.1. Study Design and Participants

A single-blind, cross-over, randomized pharmacokinetic study to compare a novel
controlled-release product versus a marketed slow release tablet reference formulation of
(-alanine was designed. Participants were a representative sample of the target population
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of the products and provided written informed consent prior to the commencement of the
study. The inclusion criteria were: (a) healthy adults aged 1840 years old; (b) engaged in
physical activity at least three times a week. The exclusion criteria were: (a) current or past
history of a serious clinical pathology; (b) supplementation with 3-alanine products in the
past; (c) hyper-beta-alaninemia; (d) changes to the diet or exercise routine during the study.
We recruited a total of twelve subjects.

Dose selection was aimed to provide the highest amount of (3-alanine in a single
dose without eliciting paresthesia, reducing the number of intakes per day, which would
be expected to improve compliance and adherence in chronic supplementation [42]. A
previous intravenous infusion study of 9.16 £ 0.78 g at a mean rate of 60.6 £+ 5.7 mg/min
during 150 min (3.6 g/h and 39.7% of the total amount per hour) of 3 alanine elicited
mild transient paresthesia, which disappeared for all subjects after the infusion was com-
pleted [43]. Therefore, we should aim to keep below this limit. A previous in vitro release
assay test on the test product was performed and showed an estimated release rate of
16.68% per hour during a total of 6 h [44]. Thus, we estimated that an 8 g dose would yield
approximately 1.33 g per hour (approximately half the amount compared to the previously
mentioned study [43]), which may result in similar or unperceived paresthesia within the
expected intersubject variability [24].

Ethics approval and consent to participate: Ethical approval was granted by the
institutional research ethics committee of the Catholic University of Murcia (No. CE021902)
and was performed in accordance with the ethical standards as laid down in the 1964
Declaration of Helsinki and its later amendments.

2.2. Test and Reference Formulation: Composition

Subjects were randomly assigned to a group for the crossover sequence (Epidat 4.2,
2016) and were administered orally 3-alanine 8 g, L-histidine 300 mg, carnosine 100 mg
as a controlled-release powder blend test formulation (BETAFOR3MAX®, Martinez Nieto
S.A., Cartagena, Spain) or a slow release tablet reference formulation (Etixx Sports NV,
Merelbeke, Belgium). We discarded the pure 3-alanine powder as a feasible reference
product, as it may elicit unnecessary severe side effects at these doses due to its potential
fast absorption [26]. The test product was a controlled-release powder blend formulation,
which contained 8 g of 3-alanine, 300 mg of L-histidine and 100 mg of carnosine per dose.
The modified-release property was obtained by a specific manufacture process not utilized
before in the field of sports supplements in powder formulas. L-Histidine was added to
help maintain carnosine synthesis in view of chronic (3-alanine periods in which L-histidine
availability in muscle may be compromised [39]. Carnosine was included as an additional
donor of (3-alanine and L-histidine after hydrolysis either before reaching the plasma by
cytosolic carnosinase (CN2) [45,46] or once in the plasma by serum carnosinase [40,41].
The reference product was a slow release tablet which required 10 tablets to reach 8 g of
-alanine and 20 mg Zinc.

2.3. Test and Reference Formulations: B-Alanine Content Verification

Both products were tested to verify their 3-alanine content by HLPC with the fol-
lowing procedure: A 4-level calibration curve prepared with pure 3-alanine as reference
(P01090, Cambridge Commodities Ltd., Ely, UK) with known purity (99.6%, batch number
201704043) at different concentrations (10, 20, 50 and 100 ppm) was performed. Correlation
12 > 0.990 was required to validate the calibration curve after regression analysis by the
method of least squares. Additionally, verification after quantification of a known quantity
prepared in a solution with the reference standard, must be within 90-110% of this quantity.
A sample containing one single dose of each product—10 slow-release tablets, and the
amount containing 8 g 3-alanine of the controlled-release powder—were weighed in a
precision weight scale (Mettler Toledo AT261, Marshall Scientific LLC, Hampton, NH,
USA) for content quantification. Samples were diluted in deionized water and derivatized
after mixing with reagents for 15 min at 40 °C, further buffered with phosphate. After-
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wards, 10 pL of sample was analyzed by HPLC in a Agilent Technology 1200 series system
with a5 pm, 4.6 x 150 mm C18 column (Zorbax Eclipse Plus, Agilent Technologies Inc.,
Marshfield, MA, USA) and a UV-VIS detector set at 360 nm, flow rate 1 mL/min at 20 °C
with a mobile phase of phosphate buffer (pH = 6) and acetonitrile using a gradient elution
(t, %B: (0; 10), (10; 25), (15; 50), (19; 50), (20; 10) and (26; 10)). The assay complied with the
validation criteria of the Association of Official Analytical Chemists (AOAC), Standard
Method Performance Requirements (SMPRs) for Identification and Quantitation of Free
Alpha Amino Acids in Dietary Ingredients and Supplements [47].

2.4. Study Procedures, Sample Collection and Processing

The reference and the test formulations were provided in a container without any
labeling. Subjects were isolated from researchers and participants to avoid interference in
their answers. Furthermore, to preserve investigator’s blinding during the trial as well as
the posterior data handling, a staff member not involved in the research activities checked
that the product was consumed and that the questionnaires were completed. The products
were administered in a single oral dose after overnight fasting and water was allowed ad
libitum. Five hours into the study, a standardized vegan meal free from (-alanine and
L-histidine foods were provided. It included fresh salads, grilled vegetables (cooked and
dressed with vegetable oils), egg-free mayonnaise, dried spices and fruit. Subjects were
prohibited any different food or drink except water. A 1-week washout period was kept
between the two crossover phases.

Blood samples (10 mL) were collected from the antecubital vein at 0 (pre-dose baseline),
30, 60, 90, 120, 150, 180, 210, 240, 300, 360, 420 and 480 min in tripotassium EDTA tubes,
centrifuged (4500 rpm, 5 min, 4 °C) the supernatant separated, kept frozen at —20 °C until
-alanine determination by LC-MS/MS liquid chromatography-tandem mass spectrometry
(Clinical Analysis Laboratory, Centro medico Virgen de la Caridad, Cartagena, Spain).

2.5. Paresthesia Questionnaires

Paresthesia was assessed concomitantly after each blood sample collection using
perceptual ratings questionnaires [31] presented always in the same sequence without
allowing the subjects to browse back for revision. Paresthesia intensity was assessed with
two scale types. The Visual Analogue Score (VAS) consists of a horizontal, continuous
10 cm line with ending vertical marks labeled “no unusual sensation” and “most intense
sensation imaginable”. The subject draws a mark at the distance most fitting with their
perception intensity and the output is the segment length from the low end. The Intensity
of Sensation Score (ISS) features a discrete category-ratio scale which allows non-linear
intensity perception changes with 9 categories ranged from “absent” (1) to “unbearable”
(9) with in-between levels: low (2-3), moderate (4-6) and intense (7-8). The subject would
tick the best fitting category. Lastly, the subjects were interviewed to identify additional
adverse effects.

2.6. Pharmacokinetic Data Analysis

Individual non-compartmental pharmacokinetic parameters were calculated using
Phoenix® 8.2 (Certara USA, Inc., Princeton, NJ, USA). The maximum {3-alanine plasma
concentration (Cpax) and time to Cyax (Tmax) were obtained from the pharmacokinetic
profiles; the elimination rate constant (k) was calculated by log-linear regression of the
concentration—-time data in the terminal slope; the elimination half-life (t; /») was In2/kel;
the area under the curve up to the last concentration (AUCy_,,5t) Was calculated using the
method of the trapezoids, the extrapolated AUC (AUC 51— 00) Was Ciagt/ Kep (Clast is the last
concentration) and total exposure (AUCy_, ) was the addition of both areas. The mean
residence time MRT(_, 1,5t and MRTy_;« were calculated as AUMC_ 146t/ AUC_s 105t and
AUMC)— 00/ AUC)— o, respectively, where AUMC is the area under the first moment of
the curve. Oral clearance (CL/F) was calculated as D/ AUC(_, where D is the dose and F
is the bioavailability; the apparent volume of distribution at steady-state (Vss/F) was MRT
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x CL/F. Relative bioavailability was the test to reference AUC(_,« ratio. The absorption
rate constant Ka was calculated with the equation MRT = MAT + MIT, where MAT is the
mean absorption time or 1/K, and MIT is the mean input time or 1/kg, assuming no
change of k¢ between oral and intravenous routes. Similarly, the maximum effect (Epax),
time to Epiax (TEpmax), and area under the effect curve (AUEC) were calculated from the
response—time curve.

Pharmacokinetic parameters comparison, crossover sequence and period effects eval-
uation between the test and the reference outcomes were analyzed using the Wilcoxon test
or t-test checking for equality of the variances (Phoenix 8.2). In addition, power calculation
was performed for all comparisons of key pharmacokinetic parameters between both arms
of the study (AUC, Cmax, V/F and Cl/F). They are reported together with the p-values.

3. Results

Twelve subjects (50% female) were recruited and eleven completed the study (a male
subject did not show up on the second occasion). The subjects were 25.6 + 3.2 years
old (range: 24-32 y), weighted 68.1 + 8.0 kg (50.3-83 kg), had a height of 1.74 & 0.10 m
(1.51-1.83 m) height and a lean mass of 52.1 = 9.0 kg (38.1-67.6 kg). No side effects were
reported except the expected paresthesia.

3.1. Pharmacokinetic Analysis

The plasma concentration—time profiles of 3-alanine after administration of either
the sustained-release tablet or the controlled-release powder blend are shown in Figure 1,
and their non-compartmental pharmacokinetic parameters listed in Table 1 and shown
in Figure 2. Statistical differences were found in Cyax, AUC, V/E, CL/F and MRT. The
Cmax, AUC)— a5t and AUCy_, o were 1.6-, 2.1- and 2.1-fold higher in the test product
and their extrapolated AUC were 1.7% and 2.2%, respectively. This yielded a 2.1-fold
-alanine bioavailability increase of the novel formulation. The K; was 1.5-fold higher in
the sustained-release tablet but did not reach statistical differences, and V/F and CL/F
decreased 0.38 and 0.41-times in the controlled-release powder blend, parallel to the higher
F. Lastly, the MRT(_,e and the MRTj_;, « were 12% and 8% higher, respectively, in the test
formulation, although only the MRT)_, 1,5 Was statistically significant (p = 0.0449).

1500 T

— —e—Powder
<
> —o—Tablet
3 1000 +
5]
c
o
(&)
2
£ 500 +
1]
w
(<=
0 ¢ } } f —
0 100 200 300 400 500
Time (min)

Figure 1. Plasma pharmacokinetic profile of 3-alanine after the oral administration of 89.7 mMol to
healthy volunteers. () controlled-release powder blend formulation, (O) sustained-release tablet.
Symbols represents Mean =+ SD.
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Table 1. Non-compartmental pharmacokinetic parameters of the test and reference formulations.

Parameter (Units) Powder Blend Tablet p-Value (Power)
ke (1/min) 0.0111 =+ 0.002 0.0103 = 0.0020 0.2850 (0.19)
t; /5 (min) 63.5 + 8.7 68.9 + 9.8 0.1994 (0.27)
Tymax (min) 90 + 13 82 + 14 0.2767 (0.28)
K, (min~1) 0.0199 £ 0.0107 0.0299 £+ 0.0121 0.0834 (0.49)
Cumax (umol/L) 1072 + 276 672 + 192 0.0045 (0.86)
AUCq_, 15t (min-pumol/L) 157,058 + 34,097 76,314 + 27,838 <0.0001 (0.96)
AUC(_; e (min-pumol/L) 159,557 = 34,708 77,965 = 28,275 <0.0001 (0.96)
V/E (L) 542 £15.5 142.0 £ 60.9 0.0004 (0.91)
Cl/F (L/min) 0.587 £ 0.128 1.417 £ 0.498 <0.0001 (0.94)
MRTy_, |t (min) 143 + 19 128 + 16 0.0449 (0.51)
MRTp_; o (min) 150 = 20 138 + 18 0.1373 (0.31)

Data are presented as mean & SD. 1 = 11, statistical differences were accepted when p < 0.05.
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Figure 2. Individual distribution (O) of the main pharmacokinetic parameters obtained by non-compartmental techniques

and their mean (A) and SD.

3.2. Pharmacodynamic Analysis

Because paresthesia is the limiting side effect of 3-alanine dosing schemes, we eval-
uated it with VAS and the ISS scales. The intensity time course after the administration
of each formulation is shown in Figure 3 and the pharmacodynamic parameters listed in
Table 2. With the VAS scale, Epax was 4.95 &+ 2.32 AU (arbitrary units) and 2.94 + 2.90 AU
in the test versus the reference product, respectively (p = 0.0864). The AUEC was 1.9-fold



Pharmaceutics 2021, 13, 1517

7 of 16

higher with the test product (not significant). The ISS scale identified statistical differences
between both formulations: Epyjax and AUEC were 1.7 and 1.9-fold greater in the test
product, respectively, and displayed lower variability (Table 2).

. A-VAS 6 A B-1SS
6 4 5
5 - 2
2 4 Powder § —o— Powder
> — 3 -
7 31 O~ Tablet Z —o—Tablet
g z
e 24 g 2
1 4 1A
0 C T —C T ™—O—r—0O"
0 100 200 300 400 500 0% T TV T o
Time (min) 0 100 200 300 400 500
Time (min)
5 -
] A-VAS 5 - B- ISS
—&—Powder —8— Powder
4 -
—O—Tablet 4 —O— Tablet
=) —
<3 23]
=3 z
2 %]
g 2 CICJ 2 1
E £
1 1
0 0T » T T T " 0 A T T T
0 200 400 600 800 1000 0 200 400 600 800 1000

B-Alanine concentration (uUM/L))

B-Alanine concentration (uM/L))

Figure 3. Mean effect intensity time profile (upper panels) and hysteresis plots (lower panels) obtained with the Visual

Analog Score (A) and the Intensity of Sensation Score (B) scales for both formulations. Error bars in the hysteresis plots

have been omitted for clarity. Figures in the upper panel represents the mean and positive SD.

Table 2. Model independent analysis of the paresthesia effect of $3-alanine in a powder blend or tablet.

Test Parameter Powder Blend Tablet p-Value (Power)
TEpmax (min) 65.5 £ 22.5 (34.4%) 49.1 £ 33.6 (68.4%) 0.195 (0.26)
Visual Analogue Score Enmax (AU) 4.95 £ 2.32 (46.7%) 2.94 £ 2.90 (98.8%) 0.086 (0.40)
AUEC 145t (AU) 389.1 4 232.6 (59.8%) 216.4 & 247.4 (114.5%) 0.107 (0.40)
TEpmax (min) 57.3 £ 21.0 (36.7%) 38.2 £ 23.6 (61.8%) 0.059 (0.47)
Intensity of Sensation Score Enmax (AU) 491 £ 1.04 (21.3%) 2.91 £ 1.97 (67.8%) 0.009 (0.72)
AUEC 145t (AU) 448.8 4 163.8 (36.4%) 240.1 & 217.7 (90.7%) 0.019 (0.62)

Data are presented as mean + SD, coefficient of variation, (CV). AU: arbitrary units unless stated, statistical differences were accepted
when p < 0.05. Dose administered was of 89.7 mMol in each case.

4. Discussion

4.1. Increased Bioavailability

The main finding of the study is the 2.1-fold 3-alanine bioavailability (F) increase as
well as a 1.9-fold higher Cyjax provided by the controlled-release powder blend versus
the reference formulation (Figure 1). In addition, the Cyjax obtained in the present study
is similar to that obtained after oral administration of pure powder at 40 mg/kg (~3.2 g
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for subjects weighing 80.2 &= 17.1 kg) [26] and larger AUC (3.3-fold higher) while the dose
was ~2.5-fold higher (8 g). This could suggest a more efficient 3-alanine absorption after
delivery from the controlled-release powder blend.

It is not likely that this higher relative bioavailability (F) is the consequence of lower
clearance: first, the elimination rate constant (k) and mean residence time (MRT) remain
similar in both formulations, indicating no effect on the disposition process (Table 1);
second, the oral clearance (Cl/F) and volume of distribution (V/F) decreased equally,
suggesting that only the bioavailability parameter (F) was affected, suggesting that V and
Cl may remain unchanged regardless of the formulation. This suggests that the improved
bioavailability resulted from an improved absorption of the controlled-release powder
compared to the sustained-release tablet.

Therefore, a possible explanation is an improved 3-alanine absorption across the
gastrointestinal tract, probably involving some of the amino acid absorption mechanisms.
Amino acids cannot passively diffuse across membranes but require amino acid trans-
porters (AAT), mostly solute-linked carriers (SLC) transporters. These AATs may modulate
their intestinal uptake, renal reabsorption and secure intracellular uptake against a 1000-
fold concentration gradient [48]. Experiments carried out in situ in rat small intestine
showed pH and Na* dependent [49] uptake and saturable kinetics [50] and studies carried
out in brush border membrane vesicles (rabbit) suggested the need of multiple Na* and
at least a Cl1~ associated with 3-alanine uptake [51]. Furthermore, characterization in
human intestinal caco-2 cells suggested a pH only dependent amino acid transporter at the
apical membrane of the enterocytes in the ileum [52,53] and cloning techniques allowed the
molecular identification of various ATT, including the SLC6A14 transporter [54]. This trans-
porter is also called the (3-alanine carrier, and its small intestine expression is limited to the
ileum [55,56]. Functionally, the presence of the 3-alanine carrier with saturable absorption
kinetics together with their ileum localization would prevent sharp increases of (3-alanine
ingested in the diet avoiding potential paresthesia. To some extent, the behavior of the
controlled-release powder blend may mimic the absorption profile of dietary (3-alanine,
which ultimately provides a prolonged 3-alanine time-course appearance in blood [26,57].
Modified-release devices retarding ability would depend on their physic-chemical proper-
ties configuring drug diffusivity [58] and release pattern [59,60]. In this context, the distal
intestinal localization may favor continuing absorption from a controlled-release powder
formulation contrary to a sustained release tablet that could result in greater unabsorbed
dose loss due to the saturable uptake kinetics.

An additional possible explanation of the increased bioavailability may be related to
inhibition of 3-alanine first-pass metabolism due to the coadministration with L-histidine.
A hepatic uptake carrier for neutral and cationic amino acid (ATA3) can be inhibited
by several amino acids including (3-alanine and histidine with 2-fold greater affinity for
histidine than 3-alanine [61]. Additionally, 3-alanine presents weak inhibition potency to
prevent histidine SNAT3 mediated cell uptake [62]. After the coadministration of histidine
and fp-alanine, histidine may be preferentially uptaken by the hepatic cells instead of 3-
alanine, thus histidine may play an essential role to diminish the hepatic first-pass uptake
of 3-alanine resulting in greater circulating levels of 3-alanine. Although the role of drug-
drug interactions is not fully understood, coadministration has proven a valid strategy
to increase bioavailability and modulate tissue uptake [63-67] with potential therapeutic
benefits [68-70]. If this mechanism were confirmed in future studies, L-histidine addition to
-alanine formulations may play and essential role to improve not only its gastrointestinal
absorption but also 3-alanine tissue uptake to ensure its muscle [39] and plasma [35,39]
concentration after chronic supplementation.

As a limitation of the study, we did not measure (3-alanine urinary excretion as our
main objective was its bioavailability. Previous studies [26,31,71,72] have shown {3-alanine
excreted unchanged in urine (~5%). However, a small percentage lost in urine would
not be equivalent to a greater uptake by target cells, as it could be eliminated through
metabolic routes as previously shown [71-73]. However, it remains unclear whether the
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2.1-fold higher relative bioavailability would lead to its greater skeletal muscle fibers
uptake and further synthesis to carnosine. As transporters, TauT and PAT1 are expressed
in human muscle fibers [74]. Whereas TauT is a high-specificity, low capacity (3-alanine
transporter (which needs to be coupled with a Na and Cl ions) [75] and likely saturated
at high concentration of systemic (3-alanine, PAT1, on the contrary, is a low-specificity,
high-capacity transporter probably less saturable. Although some studies have suggested
that TauT plays a dominant role in 3-alanine muscle cell uptake, it has also been suggested
the existence of additional uptake mechanisms: after intravenous infusion of (3-alanine
at saturable level, exceeding the maximum transport capacity of TauT in humans a 2.5~
3-fold increase in muscle (3-alanine was achieved compared to a 1.5-fold increase when
sub-saturating amounts were administered [43]. This would support the idea that higher
concentrations would achieve greater muscle uptake, even beyond the transport capacity
of TauT. However, definitive answer to this hypothesis would require measurements of
-alanine in the biophase, which is beyond the scope of this study.

4.2. Paresthesia-Response Analysis

The time course of the paresthesia intensity (Figure 3) shows that the maximum
effect, Epax in the VAS scale was observed earlier than the 3-alanine plasma Tyax in
the reference and the test formulations (p = 0.011 and p = 0.006, respectively) and was
similar with the ISS scale findings (p < 0.001 for both products). This shows that the Eyax
is achieved earlier than the plasma Cyax implying saturation of receptors or tolerance,
which is consistent with previous reports comparing paresthesia in slow-release tablets and
pure powder [31]. This suggests that although the paresthesia effect is dependent on the
dose it seems to reach a maximum effect within each formulation, suggesting a non-linear
response. Furthermore, we investigated whether Cyjax and AUC(_, « could predict the
paresthesia intensity (Epjax, AUEC). However, no correlations were found with any of
these pharmacokinetic parameters (Figure 4) with neither formulation. Thus, in the present
study we did not find a good predictor of paresthesia intensity and no prediction ability
could be identified. This lack of prediction ability would be consistent with saturable
kinetics of 3-alanine uptake. This would mean that neither Cyax nor total (3-alanine
systemic exposure serve as consistent predictors of paresthesia intensity. However, this
prediction ability remains controversial, as higher pins and needles intensity correlated
with higher Cyax after slow-release tablets [31], supporting the role of high Cyax of
-alanine [26]. However, one study showed that subjects that reported paresthesia and
other side effects did not have different plasma (3-alanine concentration from those not
reporting it [41] suggesting a large variability in the response. Likewise. Another study
showed that paresthesia intensity was already decreasing albeit higher concentrations
(~4-fold) were reached at later time points after intravenous infusion [43]. This behavior is
similar to the one found in the current study and supports the findings that paresthesia
intensity is not well correlated with plasma peak concentration, it is highly variable and
tolerance may be developed. Furthermore, in this study we only tested one dose level;
accordingly, no conclusion can be drawn regarding whether the lack of correlation is also
due to poor plasma exposure—dose correlation. To address this issue, a pharmacokinetics
linearity study would be required.
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Figure 4. Correlation analysis between the pharmacokinetic parameters Cyax, AUCq_, a5t and the pharmacodynamic
parameters Eypjax and AUEC obtained with the VAS and the ISS scale for the controlled-released powder blend and
sustained-release tablet formulations.

Both Epjax and AUEC were higher with the controlled-release powder blend (Table 2):
Enmax was 1.7-times higher in both scales and AUEC increased 1.8-fold and 1.9-fold using
the VAS and the ISS scales, respectively, but only reached statistical difference with the
ISS scale. Although bioavailability increased 2.1 times, this raise in paresthesia effect was
not attained with the test formulation which further supports the finding that paresthesia
intensity is not dose-dependent. Differences between scales may portray their intrinsic
differences and the subjective perception of intensity: the VAS is continuous while the ISS
is a discrete category-ratio score which excerpt some influence on the subject to decide
whether a threshold has been reached to select a specific level in scale [76] (Table 2).

The (-alanine plasma concentration—effect response curves were analyzed to identify
possible hysteresis phenomena in the link between effect and pharmacokinetics. This hys-
teresis plots may present a counter-clockwise or a clockwise loop [77]. A counter-clockwise
loop shows increasing effect and may indicate non-instantaneous drug distribution and
delay of the response until the drug reaches the biophase. It may also suggest active metabo-
lites or sensitization of the receptors. However, a clockwise loop indicates the highest effect
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occurs at the beginning and then declines due to tolerance, tachyphylaxis or antagonist
active metabolites [77,78]. Our results show a clockwise hysteresis loop (Figure 3) with
both scales and formulations, which to the best of our knowledge, has not been described
previously. The clockwise loop may indicate a delay in the 3-alanine plasma concentration
measured in the venous blood (forearm) versus de biophase [78] and could suggest that
the receptors in the skin mediating paresthesia [22,23,25] might present a higher affinity
for plasma [3-alanine even if they may require a minimum threshold to increase intensity
to perceived levels. This possibility would be supported by the earlier TEpjax found in
both formulations. A change in the sensitivity of the receptors may lead to tolerance [77] or
tachyphylaxis when it takes place almost immediately as in our study (Figure 3). This is in
line with a case study providing (3-alanine intravenously at a high dose (11 g) in which
paresthesia decreased and disappeared before the infusion was even completed [79]. In
addition, Epax is reached at the first concentration measured, then it plateaus until the
Cmax and returns to the starting point with the tablet formulation. However, with the
controlled-release formulation, it takes longer to reach the Eyax which is followed by the
decline without the plateau (Figure 3). In fact, with the same plasma concentrations, the
effect is greater with the controlled-release powder blend suggesting that saturation of
receptors is unlikely. Again, this supports the idea that peak plasma concentration may
not be an accurate predictor of paresthesia intensity, challenging previous interpretations
and suggesting that other underlying mechanisms can play a more dominant role. As an
example, inter-individual characteristics as race (Caucasian or Asian) and sex have been
showed to affect timing, location and paresthesia intensity [24]. In the current study, the
majority of subjects reported paresthesia and was higher in the controlled-release powder
group. To this respect, albeit we may have developed some mechanistic insights, further
studies would be needed to assess linearity and dose proportionality, thus we could not
predict the maximum dose that would not trigger paresthesia. However, we have shown
the possible presence of tolerance and large intersubject variability response.

4.3. Implications of the Findings

More efficient release kinetics has been achieved with an innovative controlled-release
powder blend delivering 2-fold bioavailability increase of 3-alanine after an 8 g oral dose.
To our best knowledge, this dose is the highest single acute dose reported in the literature
in a single administration, greater than the common daily dose of 6.4 g, and seems more
attractive than large number of tablets per intake (10 in this study), or very frequent pure
powder quantities split throughout the day. Our results call for researching daily dosing
schedules towards new supplementation protocols and the assessment of carnosine syn-
thesis rate with shorter supplementation time. Although formulation effect on carnosine
uptake remains unclear [80,81], the ceiling effect seems still far to achieve, being the cu-
mulative dose the essential factor [1,82]. Based on a Bayesian mathematical model [52],
the amount of muscle carnosine that may be increased by (-alanine supplementation has
not been reached with the usual supplementation protocols (6.4 g/day, 4 weeks) rather it
would require around 33 weeks (8 months). In fact, the largest study attempted 24 weeks
without evidence of a ceiling effect [21]. Further research to confirm the enhancement
capacity of carnosine stores by (-alanine supplementation warrants the development of
novel formulations like the controlled-release powder blend used in this study. Achieving
higher daily intakes may help to clarify this limit and may allow shorter supplementation
strategies. However, we unequivocally cannot conclude out of the present study that these
higher doses with an increased uptake may present an advantage over other supplemen-
tation strategies. In fact, it is unclear whether high doses eliciting intense but tolerable
paresthesia can represent on optimal strategy to raise carnosine synthesis. Overall, data
suggests that chronic 3-alanine dosing is safe, as 3-alanine is an endogenous compound
and exhibits a safe profile [83]; however, administration of a larger total cumulative dose,
which seems to be unavoidable given the low rate of carnosine synthesis, may require
further assessment.
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Last, 3-alanine controlled-release powder-like delivery systems would avoid the
limitations of multiple layer tablets and would allow dosing based on anthropometrical
variables or other factors (e.g., body weight, lean muscular mass, etc.) instead of fixed
doses [36]. This would lead to assess better the individual responses and to identify new
(3-alanine supplementation strategies able to reach the minimum cumulative dose to elicit
benefits from an earlier stage. Moreover, it may generate a paradigm shift in the usage
of 3-alanine from chronic to short or mid-term supplementation times in sports nutrition
where the expectation of higher performance outcomes in a shorter period of time may
overcome daily transient and intense levels of paresthesia.

4.4. Future Directions

Assessing the bioavailability of innovative formulations is a necessary step for the
development of evidence-based ingredients or blends. Creatine, one of the most studied
ergogenic aids in sports nutrition, is marketed as creatine salts associated with different
conjugates like creatine citrate, malate and orotate, or as creatine derivates like creatine
ethyl-ester [84]. Generally, they have poor bioavailability and not enough active ingre-
dients to reach the bloodstream [85]. In the present study we found that this first step
was accomplished with the controlled-release powder blend, ensuring greater systemic
exposure after oral administration of the active ingredient than a reference slow-release
tablet. This means that for the same amount declared in the label (dose), a greater amount
reaches the systemic circulation which in turn could provide a larger physiological effect
at the same declared dose. Clearly, the novel powder blend represents a solution to in-
clude controlled-release (3-alanine to multi-ingredient powder products (the most common
format of sports nutrition ergogenic aids) and would enable further research to explore
drug-drug interaction in sports nutrition.

5. Conclusions

This study shows the suitability of a new controlled-release powder blend formulation
to deliver (3-alanine systemically orally with a 2.1-fold bioavailability increase versus a
slow release tablet formulation. That is to say, twice the amount of (3-alanine would reach
the systemic circulation when provided as a controlled-release powder blend instead of as a
sustained-release tablet. In addition, the 8 g oral dose of 3-alanine produced no additional
side effects except the expected paresthesia, although its extent would need assessment at
high doses chronically administered to ensure a complete safety assessment.

The pharmacokinetic-pharmacodynamic analysis shows a clockwise hysteresis loop
with marked tachyphylaxis. Furthermore, no paresthesia prediction between Cy1ax,
AUCy_, « and Epax, AUEC was found probably due diverse uptake kinetics and effect
mechanisms involved, which suggest that peak concentrations are not a good predictor of
paresthesia intensity.

This novel controlled-release formulation invites to explore a change from chronic
to short or mid-term (3-alanine supplementation strategies to enhance carnosine uptake
with precision dose calculation considering anthropometrical variables and preserving its
controlled-release features.

Author Contributions: FJ.L.-R., V.A.-G., L.d.S. and A.T.-G. conceived and designed the study; S.P.-P.
and A.T.-G. assisted with recruitment of participants; I.S. and FJ.L.-R. conducted the statistical
analysis and interpretation of data, with input from V.A-G., AT-G., S.P-P. and L.d.S.; LS. drafted the
manuscript with input from L.d.S., A.T.-G., EJ.L.-R., S.P-P. and V.A.-G. All authors have read and
agreed to the published version of the manuscript.

Funding: Support for this study was provided by the Health Sciences Department of the Catholic
University of Murcia (UCAM).

Institutional Review Board Statement: Ethical approval was granted by the institutional research
ethics committee of the Catholic University of Murcia (No. CE021902) and was performed in



Pharmaceutics 2021, 13, 1517 13 of 16

accordance with the ethical standards as laid down in the 1964 Declaration of Helsinki and its later
amendments.

Informed Consent Statement: Written informed consent has been obtained from the patients to
publish this paper.

Data Availability Statement: The datasets that supports the central findings of this study are
presented within the article. Additional data are available on request from the corresponding author.

Acknowledgments: The authors acknowledge Maria Querol-Calderén, Ratl Arcusa and the staff of
the Sports Physiology Department of the Catholic University of Murcia (UCAM) for their technical
support. Thanks to Martinez Nieto S.A. for manufacturing and providing the test product.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Hoffman, ]J.R.; Varanoske, A.; Stout, ].R. Effects of 3-Alanine Supplementation on Carnosine Elevation and Physiological
Performance. Adv. Food Nutr. Res. 2018, 84, 183-206. [CrossRef]

2. Hobson, R.M.; Saunders, B.; Ball, G.; Harris, R.C.; Sale, C. Effects of 3-Alanine Supplementation on Exercise Performance: A
Meta-Analysis. Amino Acids 2012, 43, 25-37. [CrossRef] [PubMed]

3. Saunders, B.; Elliott-Sale, K.; Artioli, G.G.; Swinton, P.A.; Dolan, E.; Roschel, H.; Sale, C.; Gualano, B. 3-Alanine Supplementation
to Improve Exercise Capacity and Performance: A Systematic Review and Meta-Analysis. Br. J. Sports Med. 2017, 51, 658—669.
[CrossRef]

4. Brisola, G.M.P; Zagatto, A.M. Ergogenic Effects of 3-Alanine Supplementation on Different Sports Modalities: Strong Evidence
or Only Incipient Findings? J. Strength Cond. Res. 2019, 33, 253-282. [CrossRef]

5. Santesteban Moriones, V.; Ibafiez Santos, J. Ergogenic aids in sport. Nutr. Hosp. 2017, 34, 204-215. [CrossRef]

6.  Trexler, E.T.; Smith-Ryan, A.E.; Stout, ].R.; Hoffman, J.R.; Wilborn, C.D.; Sale, C.; Kreider, R.B.; Jager, R.; Earnest, C.P.; Bannock, L.;
et al. International Society of Sports Nutrition Position Stand: Beta-Alanine. J. Int. Soc. Sports Nutr. 2015, 12, 1-14. [CrossRef]

7.  Castell, LM,; Burke, L.M,; Stear, S.J.; McNaughton, L.R.; Harris, R.C. BJSM Reviews: A-Z of Nutritional Supplements: Dietary
Supplements, Sports Nutrition Foods and Ergogenic Aids for Health and Performance Part 5. Br. J. Sports Med. 2010, 44, 77-78.
[CrossRef] [PubMed]

8.  Blancquaert, L.; Baba, S.P.; Kwiatkowski, S.; Stautemas, J.; Stegen, S.; Barbaresi, S.; Chung, W.; Boakye, A.A.; Hoetker, ].D.;
Bhatnagar, A.; et al. Carnosine and Anserine Homeostasis in Skeletal Muscle and Heart Is Controlled by 3-Alanine Transamination.
J. Physiol. 2016, 594, 4849-4863. [CrossRef] [PubMed]

9.  Blancquaert, L.; Everaert, I.; Derave, W. Beta-Alanine Supplementation, Muscle Carnosine and Exercise Performance. Curr. Opin.
Clin. Nutr. Metab. Care 2015, 18, 63-70. [CrossRef]

10. Boldyrev, A.A.; Aldini, G.; Derave, W. Physiology and Pathophysiology of Carnosine. Physiol. Rev. 2013, 93, 1803-1845. [CrossRef]

11. Guiotto, A.; Calderan, A.; Ruzza, P; Borin, G. Carnosine and Carnosine-Related Antioxidants: A Review. Curr. Med. Chem. 2005,
12,2293-2315. [CrossRef]

12.  Decker, E.A; Livisay, S.A.; Zhou, S. A Re-Evaluation of the Antioxidant Activity of Purified Carnosine. Biochem. Mosc. 2000, 65,
766-770.

13. Klebanov, G.L; Teselkin, Y.; Babenkova, I.V.; Lyubitsky, O.B.; Rebrova, O.y.; Boldyrev, A.A.; Vladimirov, Y. Effect of Carnosine and
Its Components on Free-Radical Reactions. Membr. Cell Biol. 1998, 12, 89-99.

14. Abe, H. Role of Histidine-Related Compounds as Intracellular Proton Buffering Constituents in Vertebrate Muscle. Biochem. Mosc.
2000, 65, 757-765.

15. Dolan, E.; Saunders, B.; Harris, R.C.; Bicudo, J].E.P.W.; Bishop, D.].; Sale, C.; Gualano, B. Comparative Physiology Investigations
Support a Role for Histidine-Containing Dipeptides in Intracellular Acid-Base Regulation of Skeletal Muscle. Comp. Biochem.
Physiol. Part. A: Mol. Integr. Physiol. 2019, 234, 77-86. [CrossRef] [PubMed]

16. Begum, G.; Cunliffe, A.; Leveritt, M. Physiological Role of Carnosine in Contracting Muscle. Int. |. Sport Nutr. Exerc. Metab. 2005,
15, 493-514. [CrossRef]

17.  Pan,].W,; Hamm, ].R.; Rothman, D.L.; Shulman, R.G. Intracellular PH in Human Skeletal Muscle by 1H NMR. Proc. Natl. Acad.
Sci. USA 1988, 85, 7836—7839. [CrossRef] [PubMed]

18. Suzuki, Y,; Nakao, T.; Maemura, H.; Sato, M.; Kamahara, K.; Morimatsu, F.; Takamatsu, K. Carnosine and Anserine Ingestion
Enhances Contribution of Nonbicarbonate Buffering. Med. Sci. Sports Exerc. 2006, 38, 334-338. [CrossRef]

19. Péronnet, F.; Aguilaniu, B. Lactic Acid Buffering, Nonmetabolic CO2 and Exercise Hyperventilation: A Critical Reappraisal.
Respir. Physiol. Neurobiol. 2006, 150, 4-18. [CrossRef]

20. Beaver, W.L.; Wasserman, K.; Whipp, B.J. Bicarbonate Buffering of Lactic Acid Generated during Exercise. . Appl. Physiol. 1986,
60, 472-478. [CrossRef]

21. Rezende, N.S.; Swinton, P.; de Oliveira, L.F.; da Silva, R.P; da Eira Silva, V.; Nemezio, K.; Yamaguchi, G.; Artioli, G.G.; Gualano,

B.; Saunders, B.; et al. The Muscle Carnosine Response to Beta-Alanine Supplementation: A Systematic Review With Bayesian
Individual and Aggregate Data E-Max Model and Meta-Analysis. Front. Physiol. 2020, 11, 913. [CrossRef]


http://doi.org/10.1016/bs.afnr.2017.12.003
http://doi.org/10.1007/s00726-011-1200-z
http://www.ncbi.nlm.nih.gov/pubmed/22270875
http://doi.org/10.1136/bjsports-2016-096396
http://doi.org/10.1519/JSC.0000000000002925
http://doi.org/10.20960/nh.997
http://doi.org/10.1186/s12970-015-0090-y
http://doi.org/10.1136/bjsm.2009.069989
http://www.ncbi.nlm.nih.gov/pubmed/20026699
http://doi.org/10.1113/JP272050
http://www.ncbi.nlm.nih.gov/pubmed/27062388
http://doi.org/10.1097/MCO.0000000000000127
http://doi.org/10.1152/physrev.00039.2012
http://doi.org/10.2174/0929867054864796
http://doi.org/10.1016/j.cbpa.2019.04.017
http://www.ncbi.nlm.nih.gov/pubmed/31029715
http://doi.org/10.1123/ijsnem.15.5.493
http://doi.org/10.1073/pnas.85.21.7836
http://www.ncbi.nlm.nih.gov/pubmed/3186694
http://doi.org/10.1249/01.mss.0000185108.63028.04
http://doi.org/10.1016/j.resp.2005.04.005
http://doi.org/10.1152/jappl.1986.60.2.472
http://doi.org/10.3389/fphys.2020.00913

Pharmaceutics 2021, 13, 1517 14 of 16

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

Shinohara, T.; Harada, M.; Ogi, K.; Maruyama, M.; Fujii, R.; Tanaka, H.; Fukusumi, S.; Komatsu, H.; Hosoya, M.; Noguchi, Y.; et al.
Identification of a G Protein-Coupled Receptor Specifically Responsive to Beta-Alanine. J. Biol. Chem. 2004, 279, 23559-23564.
[CrossRef] [PubMed]

Liu, Q.; Sikand, P.; Ma, C.; Tang, Z.; Han, L.; Li, Z.; Sun, S.; LaMotte, R.H.; Dong, X. Mechanisms of Itch Evoked by [3-Alanine. J.
Neurosci. 2012, 32, 14532-14537. [CrossRef] [PubMed]

MacPhee, S.; Weaver, LN.; Weaver, D.F. An Evaluation of Interindividual Responses to the Orally Administered Neurotransmitter
-Alanine. |. Amino Acids 2013, 2013. [CrossRef] [PubMed]

Crozier, R.A.; Ajit, S.K; Kaftan, E.J.; Pausch, M.H. MrgD Activation Inhibits KCNQ/M-Currents and Contributes to Enhanced
Neuronal Excitability. J. Neurosci. 2007, 27, 4492—4496. [CrossRef]

Harris, R.C.; Tallon, M.].; Dunnett, M.; Boobis, L.; Coakley, J.; Kim, H.J.; Fallowfield, J.L.; Hill, C.A.; Sale, C.; Wise, ].A. The
Absorption of Orally Supplied 3-Alanine and Its Effect on Muscle Carnosine Synthesis in Human Vastus Lateralis. Amino Acids
2006, 30, 279-289. [CrossRef]

Derave, W.; Ozdemir, M.S.; Harris, R.C.; Pottier, A.; Reyngoudt, H.; Koppo, K.; Wise, ].A.; Achten, E. 3-Alanine Supplementation
Augments Muscle Carnosine Content and Attenuates Fatigue during Repeated Isokinetic Contraction Bouts in Trained Sprinters.
J. Appl. Physiol. 2007, 103, 1736-1743. [CrossRef]

Baguet, A.; Reyngoudt, H.; Pottier, A.; Everaert, I; Callens, S.; Achten, E.; Derave, W. Carnosine Loading and Washout in Human
Skeletal Muscles. |. Appl. Physiol. 2009, 106, 837-842. [CrossRef]

Hill, C.A ; Harris, R.C.; Kim, H.J.; Harris, B.D.; Sale, C.; Boobis, L.H.; Kim, C.K.; Wise, ].A. Influence of 3-Alanine Supplementation
on Skeletal Muscle Carnosine Concentrations and High Intensity Cycling Capacity. Amino Acids 2007, 32, 225-233. [CrossRef]
Saunders, B.; de Salles Painelli, V.; de Oliveira, L.F.; da Eira Silva, V.; da Silva, R.P; Riani, L.; Franchi, M.; de Souza Gongalves, L.;
Harris, R.C.; Roschel, H.; et al. Twenty-Four Weeks of 3-Alanine Supplementation on Carnosine Content, Related Genes, and
Exercise. Med. Sci. Sports Exerc. 2017, 49, 896-906. [CrossRef]

Décombaz, J.; Beaumont, M.; Vuichoud, J.; Bouisset, F,; Stellingwerff, T. Effect of Slow-Release (3-Alanine Tablets on Absorption
Kinetics and Paresthesia. Amino Acids 2012, 43, 67-76. [CrossRef]

Newsholme, P.; Krause, M.; Newsholme, E.A.; Stear, S.J.; Burke, L.M.; Castell, L.M. BJSM Reviews: A to Z of Nutritional
Supplements: Dietary Supplements, Sports Nutrition Foods and Ergogenic Aids for Health and Performance—Part 18. Br. |.
Sports Med. 2011, 45, 230-232. [CrossRef]

Castell, L.M.; Burke, L.M.; Stear, S.J. BJSM Reviews: A-Z of Supplements: Dietary Supplements, Sports Nutrition Foods and
Ergogenic Aids for Health and Performance Part 2. Br. |. Sports Med. 2009, 43, 807-810. [CrossRef]

Spelnikov, D.; Harris, R.C. A Kinetic Model of Carnosine Synthesis in Human Skeletal Muscle. Amino Acids 2019, 51, 115-121.
[CrossRef] [PubMed]

Church, D.D.; Hoffman, J.R.; Varanoske, A.N.; Wang, R.; Baker, K.M.; Monica, M.B.L.; Beyer, K.S.; Dodd, S.J.; Oliveira, L.P; Harris,
R.C.; et al. Comparison of Two 3-Alanine Dosing Protocols on Muscle Carnosine Elevations. J. Am. Coll. Nutr. 2017, 36, 608-616.
[CrossRef]

Stautemas, J.; Everaert, I.; Lefevere, F.B.D.; Derave, W. Pharmacokinetics of 3-Alanine Using Different Dosing Strategies. Front.
Nutr. 2018, 5, 70. [CrossRef] [PubMed]

Stautemas, J.; Van de Loock, A.; Van der Stede, T.; Pringels, L.; Derave, W. Fragmented Dosing of 3-Alanine Induces A Body
Weight-Independent Pharmacokinetic Response. Nutrients 2019, 11, 2869. [CrossRef]

Skoug, ].W.; Borin, M.T,; Fleishaker, ].C.; Cooper, A.M. In Vitro and in Vivo Evaluation of Whole and Half Tablets of Sustained-
Release Adinazolam Mesylate. Pharm. Res. 1991, 8, 1482-1488. [CrossRef] [PubMed]

Blancquaert, L.; Everaert, I.; Missinne, M.; Baguet, A.; Stegen, S.; Volkaert, A.; Petrovic, M.; Vervaet, C.; Achten, E.; De Maeyer, M.;
et al. Effects of Histidine and (3-Alanine Supplementation on Human Muscle Carnosine Storage. Med. Sci. Sports Exerc. 2017, 49,
602-609. [CrossRef] [PubMed]

Jackson, M.C.; Kucera, C.M.; Lenney, ].F. Purification and Properties of Human Serum Carnosinase. Clin. Chim. Acta 1991, 196,
193-205. [CrossRef]

Everaert, I; Taes, Y.; De Heer, E.; Baelde, H.; Zutinic, A.; Yard, B.; Sauerhofer, S.; Vanhee, L.; Delanghe, J.; Aldini, G.; et al. Low
Plasma Carnosinase Activity Promotes Carnosinemia after Carnosine Ingestion in Humans. Am. J. Physiol.-Ren. Physiol. 2012, 302,
F1537-F1544. [CrossRef]

Bloom, B.S. Daily Regimen and Compliance with Treatment: Fewer Daily Doses and Drugs with Fewer Side Effects Improve
Compliance. BM]J 2001, 323, 647. [CrossRef]

Gongalves, L.d.S.; Kratz, C.; Santos, L.; Carvalho, V.H.; Sales, L.P.; Nemezio, K.; Longobardji, I.; Riani, L.A.; de Oliveira Lima,
M.M,; Saito, T.; et al. Insulin Does Not Stimulate 3-Alanine Transport into Human Skeletal Muscle. Am. . Physiol.-Cell Physiol.
2020, 318, C777-C786. [CrossRef] [PubMed]

De Salazar Sanchez-Ferragut, L.; Torregrosa-Garcia, A.; Garcia-Gonzalez, A.; Avila-Gandia, V.; Lépez-Roman, FJ. A novel
controlled-release (-alanine powder formula with prospective applications to sport sciences. In V Congreso Internacional
Universitario Trail Running y Raids de Aventura. Ruta de las Fortalezas 2019. Libro de Actas; UCAM Universidad Catdlica San Antonio
de Murcia: Murcia, Spain, 2019; pp. 143-148. ISBN 9788416045204.


http://doi.org/10.1074/jbc.M314240200
http://www.ncbi.nlm.nih.gov/pubmed/15037633
http://doi.org/10.1523/JNEUROSCI.3509-12.2012
http://www.ncbi.nlm.nih.gov/pubmed/23077038
http://doi.org/10.1155/2013/429847
http://www.ncbi.nlm.nih.gov/pubmed/23864937
http://doi.org/10.1523/JNEUROSCI.4932-06.2007
http://doi.org/10.1007/s00726-006-0299-9
http://doi.org/10.1152/japplphysiol.00397.2007
http://doi.org/10.1152/japplphysiol.91357.2008
http://doi.org/10.1007/s00726-006-0364-4
http://doi.org/10.1249/MSS.0000000000001173
http://doi.org/10.1007/s00726-011-1169-7
http://doi.org/10.1136/bjsm.2010.080978
http://doi.org/10.1136/bjsm.2009.065284
http://doi.org/10.1007/s00726-018-2646-z
http://www.ncbi.nlm.nih.gov/pubmed/30209603
http://doi.org/10.1080/07315724.2017.1335250
http://doi.org/10.3389/fnut.2018.00070
http://www.ncbi.nlm.nih.gov/pubmed/30175101
http://doi.org/10.3390/nu11122869
http://doi.org/10.1023/A:1015834114359
http://www.ncbi.nlm.nih.gov/pubmed/1808610
http://doi.org/10.1249/MSS.0000000000001213
http://www.ncbi.nlm.nih.gov/pubmed/28106620
http://doi.org/10.1016/0009-8981(91)90073-L
http://doi.org/10.1152/ajprenal.00084.2012
http://doi.org/10.1136/bmj.323.7314.647
http://doi.org/10.1152/ajpcell.00550.2019
http://www.ncbi.nlm.nih.gov/pubmed/32101455

Pharmaceutics 2021, 13, 1517 15 of 16

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.
60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

Teufel, M.; Saudek, V.; Ledig, ].-P.; Bernhardt, A.; Boularand, S.; Carreau, A.; Cairns, N.J.; Carter, C.; Cowley, D.J.; Duverger, D.;
et al. Sequence Identification and Characterization of Human Carnosinase and a Closely Related Non-Specific Dipeptidase. J.
Biol. Chem. 2003, 278, 6521-6531. [CrossRef]

Lenney, ]J.F. Separation and Characterization of Two Carnosine-Splitting Cytosolic Dipeptidases from Hog Kidney (Carnosinase
and Non-Specific Dipeptidase). Biol. Chem. 1990, 371, 433-440. [CrossRef] [PubMed]

Zielinski, G.; Atkinson, G.; Bhandari, S.D.; Burns, P; Citrolo, D.; Farthing, C.; Glover, B.; Horkey, A.; Johnson, H.E.; Kuszak, A.;
et al. AOAC SMPR®2017.011:Standard Method Performance Requirements (SMPRs) for Identification and Quantitation of Free
Alpha Amino Acids in Dietary Ingredients and Supplements. J. AOAC Int. 2017, 100, 1189-1191. [CrossRef]
Coothankandaswamy, V.; Cao, S.; Xu, Y.; Prasad, P.; Singh, P.; Reynolds, C.; Yang, S.; Ogura, J.; Ganapathy, G.; Bhutia,
Y. Amino Acid Transporter SLC6A14 Is a Novel and Effective Drug Target for Pancreatic Cancer. Available online: https:
/ /pubmed.ncbinlm.nih.gov /27747870 /?from_term=SLC6A14&from_format=abstract&from_size=200&from_pos=3 (accessed
on 19 May 2020).

Iiigo, C.; Barber, A.; Lostao, M.P. Na+ and PH Dependence of Proline and Beta-Alanine Absorption in Rat Small Intestine. Acta
Physiol. 2006, 186, 271-278. [CrossRef]

Merino, M.; Polache, A.; Peris-Ribera, J.E.; Moreno-Dalmau, J.; Pla-Delfina, ].M. Absorption Kinetics of Beta-Alanine as Model
Compound in Rat Small Intestine. Biochim. Biophys. Acta 1989, 986, 1-7. [CrossRef]

Miyamoto, Y.; Nakamura, H.; Hoshi, T.; Ganapathy, V.; Leibach, FH. Uphill Transport of Beta-Alanine in Intestinal Brush-Border
Membrane Vesicles. Am. J. Physiol. 1990, 259, G372-G379. [CrossRef]

Thwaites, D.T.; McEwan, G.T.; Brown, C.D.; Hirst, B.H.; Simmons, N.L. Na(+)-Independent, H(+)-Coupled Transepithelial
Beta-Alanine Absorption by Human Intestinal Caco-2 Cell Monolayers. . Biol. Chem. 1993, 268, 18438-18441. [CrossRef]
Thwaites, D.T.; Anderson, C.M.H. H+-Coupled Nutrient, Micronutrient and Drug Transporters in the Mammalian Small Intestine.
Exp. Physiol. 2007, 92, 603-619. [CrossRef]

Anderson, C.M.H.; Ganapathy, V.; Thwaites, D.T. Human Solute Carrier SLC6A14 Is the 3-Alanine Carrier. ]. Physiol. 2008, 586,
4061-4067. [CrossRef]

Munck, L.K.; Munck, B.G. Distinction between Chloride-Dependent Transport Systems for Taurine and Beta-Alanine in Rabbit
Ileum. Am. J. Physiol.-Gastrointest. Liver Physiol. 1992, 262, G609-G615. [CrossRef]

Munck, L.K.; Munck, B.G. Variation in Amino Acid Transport along the Rabbit Small Intestine. Mutual Jejunal Carriers of Leucine
and Lysine. Biochim. et Biophys. Acta (BBA)—Gen. Subj. 1992, 1116, 83-90. [CrossRef]

Yeum, K.-J.; Orioli, M.; Regazzoni, L.; Carini, M.; Rasmussen, H.; Russell, R.M.; Aldini, G. Profiling Histidine Dipeptides in
Plasma and Urine after Ingesting Beef, Chicken or Chicken Broth in Humans. Amino Acids 2010, 38, 847-858. [CrossRef]
Talukdar, M.M.; Kinget, R. Comparative Study on Xanthan Gum and Hydroxypropylmethyl Cellulose as Matrices for Controlled-
Release Drug Delivery. II. Drug Diffusion in Hydrated Matrices. Int. J. Pharm. 1997, 151, 99-107. [CrossRef]

Lapidus, H.; Lordi, N.G. Drug Release from Compressed Hydrophilic Matrices. J. Pharm. Sci. 1968, 57, 1292-1301. [CrossRef]
Lapidus, H.; Lordi, N.G. Some Factors Affecting the Release of a Water-Soluble Drug from a Compressed Hydrophilic Matrix. J.
Pharm. Sci. 1966, 55, 840-843. [CrossRef]

Hatanaka, T.; Huang, W.; Ling, R.; Prasad, P.D.; Sugawara, M.; Leibach, F.H.; Ganapathy, V. Evidence for the Transport of Neutral
as Well as Cationic Amino Acids by ATA3, a Novel and Liver-Specific Subtype of Amino Acid Transport System A. Biochim.
Biophys. Acta (BBA)—Biomembr. 2001, 1510, 10-17. [CrossRef]

Gu, S,; Villegas, C.; Jiang, J. Differential Regulation of Amino Acid Transporter SNAT3 by Insulin in Hepatocytes. Available
online: https://pubmed.ncbi.nlm.nih.gov /15899884 / (accessed on 19 May 2020).

Chee, E.L.-C; Lim, A.Y.L.; Modamio, P.; Fernandez-Lastra, C.; Segarra, I. Sunitinib Tissue Distribution Changes after Coadminis-
tration with Ketoconazole in Mice. Eur. J. Drug Metab. Pharm. 2015, 41, 309-319. [CrossRef]

Tan, S.Y,; Kan, E.; Lim, W.Y.; Chay, G.; Law, ] HK,; Soo, G.W.; Bukhari, N.I.; Segarra, I. Metronidazole Leads to Enhanced Uptake
of Imatinib in Brain, Liver and Kidney without Affecting Its Plasma Pharmacokinetics in Mice. J. Pharm. Pharmacol. 2011, 63,
918-925. [CrossRef] [PubMed]

Soo, G.W.; Law, ] HK,; Kan, E.; Tan, S.Y.; Lim, W.Y.; Chay, G.; Bukhari, N.I; Segarra, I. Differential Effects of Ketoconazole and
Primaquine on the Pharmacokinetics and Tissue Distribution of Imatinib in Mice. Anti-Cancer Drugs 2010, 21, 695-703. [CrossRef]
[PubMed]

Tan, S.Y.; Wong, M.M.; Tiew, A.L.W.; Choo, YW.; Lim, S.H.; Ooi, LH.; Modamio, P; Ferndndez, C.; Marifio, E.L.; Segarra, 1.
Sunitinib DDI with Paracetamol, Diclofenac, Mefenamic Acid and Ibuprofen Shows Sex-Divergent Effects on the Tissue Uptake
and Distribution Pattern of Sunitinib in Mice. Cancer Chemother. Pharmacol. 2016, 78, 709-718. [CrossRef] [PubMed]

Chew, WK; Segarra, I.; Ambu, S.; Mak, ].W. Significant Reduction of Brain Cysts Caused by Toxoplasma Gondii after Treatment
with Spiramycin Coadministered with Metronidazole in a Mouse Model of Chronic Toxoplasmosis. Antimicrob. Agents Chemother.
2012, 56, 1762-1768. [CrossRef] [PubMed]

Zhang, Y.; Wang, ]J. Targeting Uptake Transporters for Cancer Imaging and Treatment. Acta Pharm. Sin. B 2020, 10, 79-90.
[CrossRef]

Zhang, L.; Sui, C.; Yang, W.; Luo, Q. Amino Acid Transporters: Emerging Roles in Drug Delivery for Tumor-Targeting Therapy.
Asian J. Pharm. Sci. 2020, 15, 192-206. [CrossRef]

Lieu, E.L.; Nguyen, T.; Rhyne, S.; Kim, ]. Amino Acids in Cancer. Exp. Mol. Med. 2020, 52, 15-30. [CrossRef]


http://doi.org/10.1074/jbc.M209764200
http://doi.org/10.1515/bchm3.1990.371.1.433
http://www.ncbi.nlm.nih.gov/pubmed/2378680
http://doi.org/10.5740/jaoacint.SMPR2017_011
https://pubmed.ncbi.nlm.nih.gov/27747870/?from_term=SLC6A14&from_format=abstract&from_size=200&from_pos=3
https://pubmed.ncbi.nlm.nih.gov/27747870/?from_term=SLC6A14&from_format=abstract&from_size=200&from_pos=3
http://doi.org/10.1111/j.1748-1716.2006.01538.x
http://doi.org/10.1016/0005-2736(89)90264-2
http://doi.org/10.1152/ajpgi.1990.259.3.G372
http://doi.org/10.1016/S0021-9258(17)46644-0
http://doi.org/10.1113/expphysiol.2005.029959
http://doi.org/10.1113/jphysiol.2008.154500
http://doi.org/10.1152/ajpgi.1992.262.4.G609
http://doi.org/10.1016/0304-4165(92)90103-2
http://doi.org/10.1007/s00726-009-0291-2
http://doi.org/10.1016/S0378-5173(97)04896-5
http://doi.org/10.1002/jps.2600570803
http://doi.org/10.1002/jps.2600550818
http://doi.org/10.1016/S0005-2736(00)00390-4
https://pubmed.ncbi.nlm.nih.gov/15899884/
http://doi.org/10.1007/s13318-015-0264-7
http://doi.org/10.1111/j.2042-7158.2011.01296.x
http://www.ncbi.nlm.nih.gov/pubmed/21635257
http://doi.org/10.1097/CAD.0b013e32833c93b3
http://www.ncbi.nlm.nih.gov/pubmed/20629201
http://doi.org/10.1007/s00280-016-3120-9
http://www.ncbi.nlm.nih.gov/pubmed/27495788
http://doi.org/10.1128/AAC.05183-11
http://www.ncbi.nlm.nih.gov/pubmed/22271863
http://doi.org/10.1016/j.apsb.2019.12.005
http://doi.org/10.1016/j.ajps.2019.12.002
http://doi.org/10.1038/s12276-020-0375-3

Pharmaceutics 2021, 13, 1517 16 of 16

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

Stegen, S.; Blancquaert, L.; Everaert, I.; Bex, T; Taes, Y.; Calders, P.; Achten, E.; Derave, W. Meal and Beta-Alanine Coingestion
Enhances Muscle Carnosine Loading. Med. Sci. Sports Exerc. 2013, 45, 1478-1485. [CrossRef]

Stautemas, J.; Jarzebska, N.; Shan, Z.X.; Blancquaert, L.; Everaert, I.; de Jager, S.; De Baere, S.; Hautekiet, A.; Volkaert, A.; Lefevere,
EB.D.; et al. The Role of Alanine Glyoxylate Transaminase-2 (Agxt2) in 3-Alanine and Carnosine Metabolism of Healthy Mice
and Humans. Eur. J. Appl. Physiol. 2020. [CrossRef]

Pihl, A.; Fritzson, P. The Catabolism of C14-Labeled 3-Alanine in the Intact Rat. J. Biol. Chem. 1955, 215, 345-351. [CrossRef]
Everaert, I.; Naeyer, H.D.; Taes, Y.; Derave, W. Gene Expression of Carnosine-Related Enzymes and Transporters in Skeletal
Muscle. Eur. |. Appl. Physiol. 2013, 113, 1169-1179. [CrossRef]

Anderson, CM.H.; Howard, A.; Walters, J.R.F,; Ganapathy, V.; Thwaites, D.T. Taurine Uptake across the Human Intestinal
Brush-Border Membrane Is via Two Transporters: H+-Coupled PAT1 (SLC36A1) and Na+- and Cl—-Dependent TauT (SLC6A®6).
J. Physiol. 2009, 587, 731-744. [CrossRef]

Wilson, R.C.; Jones, PW. A Comparison of the Visual Analogue Scale and Modified Borg Scale for the Measurement of Dyspnoea
during Exercise. Clin. Sci. 1989, 76, 277-282. [CrossRef] [PubMed]

Louizos, C.; Yafnez, ]J.A.; Forrest, M.L.; Davies, N.M. Understanding the Hysteresis Loop Conundrum in Pharmacoki-
netic/Pharmacodynamic Relationships. J. Pharm. Pharm. Sci. 2014, 17, 34-91. [CrossRef]

Negus, S.S.; Banks, M.L. Pharmacokinetic-Pharmacodynamic (PKPD) Analysis with Drug Discrimination. Curr. Top. Behav.
Neurosci. 2018, 39, 245-259. [CrossRef]

Gongalves, L.d.S.; Franchi, M.; Mathor, M.B.; Lugao, A.B.; Carvalho, V.H.; Medeiros, M.H.G.; Artioli, G.G.; Varca, G.H.C. The
Molecular Structure of 3-Alanine Is Resistant to Sterilising Doses of Gamma Radiation. PLoS ONE 2019, 14, e0210713. [CrossRef]
Perim, P.; Marticorena, FM.; Ribeiro, F.; Barreto, G.; Gobbi, N.; Kerksick, C.; Dolan, E.; Saunders, B. Can the Skeletal Muscle
Carnosine Response to Beta-Alanine Supplementation Be Optimized? Front. Nutr. 2019, 6, 135. [CrossRef]

Varanoske, A.N.; Hoffman, J.R.; Church, D.D.; Coker, N.A.; Baker, K.M.; Dodd, S.J.; Harris, R.C.; Oliveira, L.P.; Dawson, V.L.;
Wang, R.; et al. Comparison of Sustained-Release and Rapid-Release -Alanine Formulations on Changes in Skeletal Muscle
Carnosine and Histidine Content and Isometric Performance Following a Muscle-Damaging Protocol. Amino Acids 2019, 51,
49-60. [CrossRef]

Stellingwerff, T.; Decombaz, J.; Harris, R.C.; Boesch, C. Optimizing Human in Vivo Dosing and Delivery of 3-Alanine Supplements
for Muscle Carnosine Synthesis. Amino Acids 2012, 43, 57-65. [CrossRef]

Ko, R.; Low Dog, T.; Gorecki, D.K.; Cantilena, L.R.; Costello, R.B.; Evans, W.J.; Hardy, M.L.; Jordan, S.A.; Maughan, R.J.; Rankin,
J.W,; et al. Evidence-Based Evaluation of Potential Benefits and Safety of Beta-Alanine Supplementation for Military Personnel.
Nutr. Rev. 2014, 72, 217-225. [CrossRef]

Jager, R.; Purpura, M.; Shao, A.; Inoue, T.; Kreider, R.B. Analysis of the Efficacy, Safety, and Regulatory Status of Novel Forms of
Creatine. Amino Acids 2011, 40, 1369-1383. [CrossRef]

Kreider, R.B.; Willoughby, D.; Greenwood, M.; Parise, G.; Payne, E.; Tarnopolsky, M. A. Effects of Serum Creatine Supplementation
on Muscle Creatine and Phosphagen Levels. ]. Exerc. Physiol. Online 2003, 6, 24-33.


http://doi.org/10.1249/MSS.0b013e31828ab073
http://doi.org/10.1007/s00421-020-04501-7
http://doi.org/10.1016/S0021-9258(18)66042-9
http://doi.org/10.1007/s00421-012-2540-4
http://doi.org/10.1113/jphysiol.2008.164228
http://doi.org/10.1042/cs0760277
http://www.ncbi.nlm.nih.gov/pubmed/2924519
http://doi.org/10.18433/J3GP53
http://doi.org/10.1007/7854_2016_36
http://doi.org/10.1371/journal.pone.0210713
http://doi.org/10.3389/fnut.2019.00135
http://doi.org/10.1007/s00726-018-2609-4
http://doi.org/10.1007/s00726-012-1245-7
http://doi.org/10.1111/nure.12087
http://doi.org/10.1007/s00726-011-0874-6

	Background 
	Methods 
	Study Design and Participants 
	Test and Reference Formulation: Composition 
	Test and Reference Formulations: -Alanine Content Verification 
	Study Procedures, Sample Collection and Processing 
	Paresthesia Questionnaires 
	Pharmacokinetic Data Analysis 

	Results 
	Pharmacokinetic Analysis 
	Pharmacodynamic Analysis 

	Discussion 
	Increased Bioavailability 
	Paresthesia-Response Analysis 
	Implications of the Findings 
	Future Directions 

	Conclusions 
	References

