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Long-term dietary management of Propionic acidemia (PA) includes natural protein restriction, and supple-
mentation with medical formula enriched with leucine (Leu) and free of valine (Val), isoleucine (Ileu), methi-
onine (Met), and threonine (Thr). As PA medical formulas have high leucine content, concerns started to arise
regarding potential long-term health risks of unbalanced leucine intake. PA patients have chronically low plasma
levels of Ile and Val, which led to the paradoxical need to supplement with propiogenic single amino acids (AAs).
Our report takes a retrospective look at the long-term dietary management of four patients and its reflection on
their plasma amino acids. The patients’ total protein intake was above the recommended dietary allowance
(RDA) and had a high Leu/Val and Leu/Ile intake ratios in diet. Despite adequate total protein intake, patients
had chronically low plasma Ile and Val and a high plasma Leu/Val and Leu/Ile ratios, which could be attributed
to high Leu intake. We conclude that the best approach to PA dietary management is to only use medical formula
with patients not meeting their RDA through natural protein, and to monitor plasma amino acids levels closely.

1. Introduction

Propionic acidemia (PA; OMIM # 606054) is an autosomal recessive
disorder caused by a defect in the propionyl-CoA carboxylase enzyme,
encoded by PCCA and PCCB genes. This enzyme catalyzes the conver-
sion of propionate to methylmalonic acid, using biotin as a co-factor,
which is a crucial step in the propionate metabolism, and directing
metabolites resulting from the degradation of the “offending” amino
acids (AAs) valine (Val), isoleucine (Ile), methionine (Met) and threo-
nine (Thr), along with the odd-chain fatty acids and the side chain of
cholesterol into the Krebs cycle.

Current PA management depends on long-term dietary adjustments
that include natural (complete) protein restriction, supplementation
with medical formula free of “offending” AAs (incomplete protein),
levocarnitine supplementation, cyclic metronidazole use, and acute
management of metabolic decompensation [1].

This current management concept has been evolving since the
1970’s, when extensive natural protein restriction, even below the Di-
etary reference intake (DRI), was considered the mainstay of treatment.
Yet, to meet the Recommended Daily Allowance (RDA) for protein, PA
patients had to be supplemented with large amounts of medical formulas
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free of the “offending” AAs. Through a better understanding of the
disease pathophysiology over time, and in recognizing that patients are
mainly at risk when they are in catabolic stress, and that severe protein
restriction can lead to decrease in the tolerance of the propiogenic AAs
amount in diet, it became clear that PA patients can do better by limiting
use of medical formulas and allowing more natural protein intake during
periods of medical and biochemical stability; strong restriction in nat-
ural protein intake would be only necessary during illness, “sick day”
[2-6].

Many metabolic centers use medical formula generously, i.e. 50% or
higher of protein intake, with reports of improvement in growth centiles,
plasma albumin, and transthyretin concentrations on higher amounts of
medical formula [7,8], However, the benefits of this practice are now
being questioned with the emergence of new reports portraying better
growth outcomes with minimal or no medical formula usage [6,9].

Moreover, the unbalanced branched chain amino acids (BCAAs) diet
with high leucine content in PA medical formulas has resulted in con-
cerns regarding the potential long term health risks in this population
[10-12].

Currently there is a preference to limit the use of medical formula to
patients whose natural protein intake does not meet 100-120% of
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protein RDA [1,13]. In this paper we aim to provide a long- term
detailed overview of the dietary intake, plasma amino acid profiles, and
growth parameters of four of our PA patients.

2. Patients and methods

Our institution’s ethics committee approved this study with REB
application number H20-00548. Patients provided written informed
consent for publication.

This is a longitudinal (10-17 years), retrospective, observational
study of four PA patients (2 sibling pairs, 3 females and 1 male) followed
in our clinic between 2000 and 2018.

The following data were collected retrospectively through review of
the patients’ health records:

e Dietary intake:

Daily intake of protein (g/kg/day) from natural sources (complete),
medical formula protein (incomplete), and total protein intake (all
protein sources complete and incomplete). We compared the patients’
protein intake with the current 2019 recommendations [13] to draw
attention to the differences between past and current recommendations.

Total daily intake of amino acids i.e., Leu, Ile, Met, Thr. from diet and
medical formula (mg/kg/day & mg/day), and total daily intake of valine
(from diet, medical formula, and single amino acid supplements) were
calculated and collected. Daily intake of all amino acids, except for
leucine, was compared to the proposed nutrient intakes by Yannicelli
2006 [8]. Leucine intake (mg/kg/day) was compared to the Nutrition
Board Medical Institute’s suggested recommendations [14].

The data collected was of the actual intake and the dietary analysis
performed was based on formula recipes calculations in addition to
analysis of detailed dietary histories of 3-day food/intake records.

e Laboratory:

Plasma amino acid (PAA) levels of leucine, valine, isoleucine,
methionine, and threonine corresponding to the dietary data were
collected. The PAAs were collected 2 to 3 h after feeds in the newborn
and infancy period, while during childhood and adolescence the
collection was done after 4 to 8 h fasting. The PAA was monitored on
weekly basis until 6 months of age, and on monthly basis onwards.
However, extra samples were collected if closer monitoring was deemed
necessary based on the PAAs levels. The data collected was when the
patients were well and on their regular diet. Data when patients were ill,
on their sick day or admitted to the hospital were excluded. The PAAs
were analyzed in BC children’s Hospital Biochemical Genetics Labora-
tory and the observed levels were compared this lab’s reference ranges
for the corresponding age groups.

2.1. Statistical analysis

Data were collected in Microsoft Excel for Windows. Software used
for the graphs and statistics were Microsoft Excel for windows, JASP
0.14.1.0, and R version 3.6.1. Data are presented as mean + standard
deviation (SD), median, Q1, Q3, maximum and minimum. One Sample t-
Test was used to compare the PAAs ratios and the corresponding normal
references with a significance value of P < 0.05.

3. Results

In this study we present 4 patients, two patients were diagnosed via
targeted testing based on clinical presentation, while the other 2 patients
(the younger siblings of the 2 probands) were diagnosed via selective
newborn screening. The diagnosis was confirmed by molecular testing in
all 4 patients and enzyme activity testing was available for one patient.
During their management, the patients had an average of 3.16 &+ 0.86/

Molecular Genetics and Metabolism Reports 27 (2021) 100757

year unwell episodes, with an average of 2.06 + 0.69 hospital admis-
sions/year due to metabolic decompensation. Three of the four patients
transitioned to the adult metabolic clinic at 18 years of age. One patient
died due to cardiomyopathy and congestive heart failure at 9 years of
age. More information about the clinical outcome and patient charac-
teristics is described in (Table 1).

All patients were on a long-term dietary treatment with restriction in
natural protein intake and supplemented with medical formula. The
Ross nutritional guidelines were used between the years 2001-2004
[15]. Starting in 2004 the Sass [16] recommendations was used. In
addition, all patients received supplementation of r-carnitine (100 mg/
kg/day) orally and were put on a cyclic metronidazole regime. Adjust-
ments to dietary treatment were made based on patient age, weight,
health status and biochemical monitoring.

3.1. Protein intake

Our Four patients received their daily requirements mainly through
formula and had negligible oral intake due to severe food aversion that
progressed with time. They received their prescribed formula as boluses
during the daytime and continuous infusion overnight through a G-tube.

The mean natural (complete) protein intake (g/kg/day) was never
less than 60% of RDA for all age groups but it never reached 100% RDA
with average intake of 0.79 + 0.15 g/kg/day (80% + 13% of RDA).
(Suppl. Fig. 1B).

The mean total protein intake, expressed as natural (complete)
protein plus protein supplied from medical foods/formula (incomplete),
exceeded 100% RDA and even surpassed 120% RDA between (0.5-8
years) with average intake of 1.81 + 0.51 g/kg/day (182% + 50% of
RDA) (Suppl. Fig. 1A). The average protein intake from medical formula
was 1.02 + 0.49 g/kg/day (103% + 49% of RDA) being higher in
younger ages (Suppl. Fig. 1C), with the ratio of natural protein to protein
from medical formula increasing gradually over the course of manage-
ment (Suppl. Fig. 2).

3.2. Amino acids intake (Leu, Ile, Val, Met, Thr)

Regarding amino acid intake, all patients were supplemented with
only valine 1 year after diagnosis due to persistent low valine levels in
the plasma amino acids during monitoring. Supplements were prepared
using a sterile solution containing 10 mg amino acid/ml (i.e., 1.0 g
amino acid to make 100 ml total volume).

The median intake from the supplementation was 180 mg/day
(10-1200 mg), which represented 17% + 9% (2%-66%) of the total
daily valine intake. The total intake of the two propiogenic amino acids
valine and isoleucine was either within or even above the RDA, with an
average intake of 61.02 + 24.91, 52.11 + 22.66 mg/kg/day across all
age groups, respectively. The average methionine intake was just above
the lower limit of RDA in the first year of life and was noted to be below
the RDA in age groups 1-4 years and 4-7 years, with a mean of 204.34 +
71.27, and 355.76 + 94.18 mg/day, respectively. A description of the
amino acid (Ile, Val, Met, Thr) intake compared to the RDA is shown in
(Fig. 1). The average leucine intake was above the RDA in all age groups
(Fig. 2B) with mean of 362% =+ 165% of RDA which resulted in a high
Leu/Val and Leu/Ile ratios in the diet (Fig. 2A).

3.3. Anthropometric growth measure

Height-for-age (HAZ), weight-for-age (WAZ), and BMI-for-age
(BAZ), expressed as z scores, are presented in (Fig. 2C) and in more
detail in (Suppl. Table 1). The HAZ was the most affected parameter
compared to the WAZ and BAZ with mean of —1.078 + 0.957, (—
6.1-1.81). A more detailed description of the growth parameters’ z score
in relation to the WHO standard distribution curve is in (Suppl. Fig. 3).
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Table 1
Patient clinical outcome and characteristics.
Patient 1! 2! 3 4
Age at diagnosis 38 days 1 month. 10 months 1 month
Follow up duration 16 yrs. and 4 months 17 yrs. 18 yrs. and 2 months 9 yrs. and 2 months
Gender Female Male Female Female
Cardiac condition* Low systolic function with EF (45%-55%) and Cardiomyopathy with EF ~ No Cardiomyopathy with EF
low normal diastolic function of 49% of 22%
Comorbidities Sensory neural hearing loss (mild) Generalized anxiety Intermittent Thrombocytopenia Hypotonia

Episode of pancreatitis
Osteoporosis - Learning difficulties

disorder
Learning difficulties

and neutropenia
Osteoporosis
Hypotonia

Learning difficulties

Learning difficulties

Concomitant medical Asthma Asthma Growth Hormone deficiency N/A
conditions Bernard Soulier Bernard Souleir
Idiopathic Rt thoracic scoliosis symptomatic
surgically corrected at 13 years of age
G tube dependence with oral Yes Yes Yes Yes
-1.33SD —1.15 SD -0.8 SD —-1.37 SD
+0.85 SD —0.84 SD —0.03 SD +1.08 SD
+1.25 SD —0.28 SD +0.25 SD +2.4 SD
Enzyme activity in fibroblasts ~ Propionyl CoA Carboxylase < 0.1' N/A N/A N/A

Molecular testing

Final clinical outcome

Homozygous variant NM_000282.4(PCCA): c.134_135del (p. Leu45fs)

Transfer to adult care metabolic service

Compound heterozygous NM_000532.5(PCCB): ¢.337C>T (p.
Arg113Ter) and ¢.1172T>C (P.Phe391ser.)
Died due to cardiomyopathy and Congestive heart failure at 9

yrs.

f Patients 1 & 2 are siblings.

* Patients 3 & 4 are sibling.

§ (nmol/h/mg), control range (134-254).
" The EF was the last recorded measures for the 4 patients, done at 18 years of age for all except patient 4, whose measure was done at 8 years and 10 months of age.
" Height, weight, and BMI were the last recorded prior to adult transition for all patients, except patient 4, whose last recorded measures were at 8 years and 10
months of age prior to patient’s death.
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The upper and lower limits of the RDA of each amino acid is represented by the grey box upper and lower borders, respectively, while the dots in the linear
graph represent the mean of the observed daily intake and the error bars representing the SD. The intake is presented as mg/kg/day in 0-1 yrs. of age and
as mg/day in the remaining age groups.

Fig. 1. Amino acids daily intake.

The upper and lower limits of the RDA of each amino acid is represented by the grey box upper and lower borders, respectively, while the dots in the linear graph
represent the mean of the observed daily intake and the error bars representing the SD. The intake is presented as mg/kg/day in 0-1 yrs. of age and as mg/day in the
remaining age groups.



A. Mobarak et al.

5.5
4.5
L

[ Leu/val [ Leu/lle

Z-score

Molecular Genetics and Metabolism Reports 27 (2021) 100757

B Leucine intake
450
400
350
. 300
s 250
% 200
£ 150 °
100 °
50 © ° ° °
o
0-05y 0.5-1y 1-3y 4-8y 9-13y 14-18y
—O— Mean intake © Recommended intake
0O waz
[m 37.V4
O saz

Fig. 2. (A) shows the ratio of Leu/Ile and Leu/Val in the daily intake in all four patients. The Box represents 25%-75% (i.e., Q1-Q3) with the transverse line as the
median. The mean value is represented by the X mark, while the whiskers represent min and max.(B) Average leucine intake in diet (mg/kg/day) calculated as mean
(white dot) + St. deviation (error bars). The average intake of leucine in diet regimen exceeded the recommended daily intake (grey dots) as suggested by Food and
Nutrition Board of the Institute of Medicine, Dietary reference intakes (2005) (C) shows the z score of the anthropometric measures of our case series WAZ = weight

for age, HAZ = height for age, BAZ = BMI for age.

3.4. Plasma amino acids level

Out of the five monitored plasma amino acids, valine (67.41 + 33.05
pmol/1) and isoleucine (49.79 + 25.67 pmol/l) were the two AAs most
frequently found to be low, at rates of 91% and 42% respectively. This
was reflected when calculating the Leu/Val and Leu/Ile ratios. The Leu/
Val ratio was significantly higher than normal references, P = 0.01 for
the 0-1 months group and p < 0.001 for the rest of the age groups. When
comparing the plasma Leu/Ile ratio in our four patients with the normal
references, we noted that it was also significantly higher, P = 0.017 for
the 0-1 months group and p < 0.001 for the rest of the age groups. The
plasma Leu/Thr ratio in our four patients was significantly higher in all
age groups (p < 0.05), except for (3 months - 16 yrs.) age group (p =
0.114). On the other hand, the plasma Leu/Met ratio in our four patients
was not significantly higher than the normal reference in all age groups
(p > 0.05). A more detailed description of the PAAs ratios and the
normal reference is in (Fig. 3 and suppl. Tables 2-5).

4. Discussion

This retrospective study aimed to provide a detailed description of
the long-term dietary management of four patients with PA, and the
reflection of this management on the plasma amino acid levels while on
their regular daily diet during periods of metabolic stability. For the
majority of the follow up (2000-2018), dietary management followed
guidelines available at the time (The Ross followed by the Sass. et al.,
recommendations) [15,16] and not the latest 2019 PA dietary guidelines
[13]. The Ross Nutrition support protocol advised to prescribe protein in
an amount that exceeds the RDA especially if the patients are dependant
on L-amino acids (medical formula) for most of the protein supply. The
initial prescription should be the highest RDA and 50% of the total
prescription should be of natural protein, with a possibility of increasing
the natural protein if PAA levels were low on the monitoring blood work
[15].

This generous protein prescription was because protein requirements

can be higher when using incomplete protein source from medical for-
mula since it has a faster absorption and catabolism rates, therefore, the
plasma levels of total and essential amino acids can be higher, peak
faster and decrease more rapidly after consuming large portions of
protein supplied by medical formula [17,18].

The Sass et al. recommendations was published in 2004 [16], it
suggested a lower total protein intake when compared to the Ross pro-
tocols, and it allowed a more liberal approach when it came to the
natural protein intake (up to 75% of RDA). Despite the emergence of the
European guidelines in 2014, our center opted to continue with the Sass
recommendations, as it allowed a more unified approach and limited
variable individual therapeutic approaches within the same center by
having a clear description of the complete, incomplete, and total protein
RDA. On the other hand, the European guidelines used the FAO/WHO/
UNU (2007) recommendations for protein intake (safe levels of protein
intake titrated as an age adjusted mean + 2 SD) which was meant for
healthy population, and did not provide a clear description of different
protein intakes (complete, incomplete, and total protein), however it did
recommend that medical formulas should only be used if the patient did
not tolerate the minimal RDA from natural protein [1].

4.1. Protein intake

The prescription of protein intake in PA can be quite challenging, it
requires a fine balance between maintaining good metabolic control and
providing nutritional support. This can be a very difficult task as the
tolerance to natural protein as well as total protein requirement vary for
the same patient depending on the age, state of health, rate of growth
and metabolic monitoring. It can also vary between patients depending
on the genotype i.e., enzyme activity.

Deciding on the portion of the protein supplied by medical formula
can be highly variable even within the same center [2,16,19], and de-
pends on the physician’s experience, or the specific protocols of each
metabolic centre; currently there is no consensus to specify a safe per-
centage of medical formula intake.
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Fig. 3. PAA ratios. These four graphs are a description of the PAA ratios in our 4 patients at different ages, represented as Box and whisker plot. The Box represents
25%-75% (i.e., Q1-Q3) with the transverse line as the median. The mean value is represented by the X mark, while the whiskers represent min and max. The
corresponding normal reference of the PAA ratio is represented by the white dots in the liner graph.

Generous medical formula supplementation was a common practice
in many centers [7,8,19], and average protein intake from medical
formula reported in most of the previous studies was 15%-50% of the
total protein prescription [19,20]. Yet, others opted to limit [6,9,11], or
completely avoid the use of medical formula [9] and were able to report
a well managed cohort of patients with a good growth outcome [9].

Although the natural protein intake in our four patients was within
the range recommended by current 2019 guidelines [13], it never
reached 100% RDA and represented 47% =+ 15% of the total protein,
while total protein intake exceeded RDA due to generous usage of
medical formula. Given the restriction of natural protein, we tended to
meticulously follow the PAA levels on regular bases. Once weekly until
6 months of age and once monthly there after. Once a deficiency was
noted we made an increase of 10% in the natural protein and remeas-
ured the PAA in 3 days time.

Assigning an adequate RDA for protein in this population is complex
task, as most of the proposed guidelines use RDA made for healthy
population [1]. While patients with PA appear to be having a total
protein intake (complete and incomplete) that is more than adequate
(above RDA), failure to adjust for protein quality, digestibly, absorption
as well as rate of catabolism put them at risk of insufficiency. In addition,
current guidelines [1,13] do not adjust for conditions of energy deficit
and increased energy demand i.e., infections.

4.2. Leucine intake
There are no leucine intake guidelines specific to PA [1,13]. There-

fore, we compared leucine intake to the dietary reference intakes sug-
gested by the Food and Nutrition Board (2005) [10]. Leucine intake was

consistently higher than RDA in all age groups as described in (Fig. 2B).

This can be attributed to the fact that medical formula has a high
leucine content, 141 mg of Leu per 1 g of protein, compared to
approximately 96 mg of Leu per 1 g of protein in infant formula, and 86
mg of Leu per 1 g of protein in human milk [10,22]. For our patients, an
average of 71% + 13% (148.16 + 70 mg/kg/day) of total leucine intake
was from medical formula compared to only 28% + 13% (47.7 + 9.4
mg/kg/day) from natural protein.

The high leucine intake along with restriction in Val., and Ile., in our
patients, contributed to high Leu/Val and Leu/Ile ratios in the diet with
a median of 3.03: 1 and 3.4: 1, respectively. This observation is not new
and has been described in previous reports [5,11] in methylmalonic
aciduria (MMA), a disease that has the same nutritional management as
PA [1]. Although leucine is an important amino acid that plays a role in
protein synthesis in muscle and glucose regulation [23], concerns are
emerging regarding the potential long term effects of high leucine intake
in PA patients [5,6,10,11] as high leu diet seems not to be without
adverse effects [10,24].

It can supress appetite by signalling to the hypothalamus [25], and
whether this plays a major part in the food aversion that is observed in
many PA patients - including our four patients who struggled with se-
vere food aversion that did not resolve over time - is yet to be deter-
mined. It was found to induce hyperammonemia in adult males when
the intake was at 550 mg/kg/day [21], but the cut-off of leucine intake
that can induce hyperammonaemia in children has not been described,
thus we can not assign a safe upper level of intake. This effect can be
detrimental in populations vulnerable to hyperammonemia like PA pa-
tients especially that most of the published studies, including ours, re-
ported a high intake of leucine [5,11].
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High leucine intake also disturbs the neurotransmitter balance in the
central nervous system (CNS); as it competes with other large neutral
amino acids (LNAA) for the LNAA transporter (LAT1) at the blood brain
barrier, impacting other LNAA levels in the CNS [26,27].

4.3. Valine and isoleucine plasma levels

Of the five amino acids recorded in our patients, valine and isoleu-
cine were most frequently below the normal range. This was observed
despite the fact that our patients’ total protein intake exceeded the RDA,
and their total amino acid intake frequently surpassed proposed rec-
ommendations (Fig. 1), which aligns with previous reports
[6,11,12,20,28]. Hence, it can not be hypothesized that these low levels
are merely due to dietary restriction per se [27], and one can assume
that the high leucine intake played a role.

In our patients, leucine intake was higher than the amount of leucine
that led to a significant decrease in the plasma concentrations of
isoleucine and valine when given as a bolus to young healthy men [29].
It has been found that both the oral and IV administration of leucine
leads to a decrease in Ile and Val plasma levels by increasing the influx of
these amino acids across the cell membrane and increasing the rate of
their oxidation through inhibiting the deactivation of the branched
chain ketoacid dehydrogenase [29,30]. This increase in the catabolism
of Val and Ile can actually lead to higher Val and Ile demands [24] to
meet the requirements and to maintain normal levels, which is para-
doxical to the main goal of PA dietary management.

The high Leu/Val and Leu/Ile intake ratios in our patients were re-
flected in the corresponding plasma AAs ratio, as the Leu/Val and Leu/
Ile ratios in the plasma was persistently higher than the normal level. It
was previously reported that patients with high intake of medical for-
mula has BCAA ratios that were more distorted than those not on
medical formula, in addition the cessation of medical formula led to
restoration of normal ratios [11].

Although HAZ (—1.078 + 0.957) of our four patients was not
different than previous reports [3,5] and may be better [16], it did not
reflect an ideal linear growth outcome. PA still does not have an ideal
growth outcome, and those patients are liable to growth retardation and
short stature due to many contributing factors [9], including, but not
limited to excessive natural protein restriction, acute decompensation
episodes, metabolic acidosis and food aversion [16].

Patients on a higher medical formula intake who had low plasma
valine and isoleucine levels, like our patients, had HAZ and WAZ that
correlated negatively with the Leu/Val intake ratio even though their
natural protein prescription was at or above the RDA [12].

Essential amino acid deficiency has been linked to childhood stunt-
ing [31,32], and Ile and Val are essential AAs that support normal
growth and development. Chronically low levels can potentially be
harmful, inducing catabolism, hyperammonemia, aggravating meta-
bolic decompensations, and contributing to stunted growth
[3,12,20,27]. But to what extent long term low plasma BCCAs levels Val,
and Ile affected the growth outcome in our patients can not be deter-
mined by this report.

4.4. Valine supplementation

Given the persistently low plasma valine in all of our patients that
was not adequately corrected despite increments in the natural protein
intake, all four patients received single AA valine supplementation, [11]
without any observed normalization in plasma valine levels long term.

This observation can be explained by the fact that high leucine intake
can enhances the oxidation of the BCCAs, and that PA patients’ diet is
mainly composed of sources with low biological value and digestibility
[10,12], it can be proposed that the Ile and Val requirements in PA
patients can be higher [10,30] as discussed above.
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5. Conclusions

Despite high total protein and amino acid intake, our patients
showed an imbalance of plasma BCAAs ratios with a tendency towards
low valine and isoleucine, despite Val supplementation, which can be a
reflection of the high Leu/Val, and Leu/Ile intake ratios. As leucine
content is higher in medical formulas, and high leucine intake seems to
be not without a side effect, the most recent guidelines states that
medical formula free of offending AAs should be prescribed only to
patients who are not able to tolerate their RDA of total protein from
natural sources.

Due to the persistently low Val and Ile plasma AAs levels observed in
our patients, we advise that the BCAAs levels should be monitored
closely particularly for those patients who do not tolerate sufficient
amounts of natural protein and needing medical formulas free of
offending AA, in order to keep them within normal ranges until we have
more evidence about a safe level and more studies that explore the effect
of the BCCAs ratio imbalance on the outcome.

The extent this imbalance exerted on the final long-term outcomes in
our patients cannot be answered by this study; its small sample size and
retrospective data collection meant that time- controlled monitoring and
exclusion of other confounding factors was not possible. Given that this
is a retrospective study, some biochemical markers were not collected
due to lack of availability. In addition, other nutritional and biochemical
markers and energy intake were not collected or reviewed, as this
study’s focus was on the PAA intake and the corresponding changes in
plasma BCCA ratio.
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