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ABSTRACT

Background: Yellow watermelon contains citrulline, which can suppress lactic acid production, while plantains
contain potassium which is important for muscle performance. The yellow watermelon and plantain combination
juice potential to be a natural sports drink that delays muscle fatigue by suppressing lactic acid production after
exercise.

Objectives: To determine the effect of yellow watermelon-plantain juice on lactic acid in rats after swimming test.
Materials and Methods: This true experimental study used a post-test-only with controlled group design. Thirty
Sprague Dawley rats, eight-week-old, male, were divided into five groups, namely positive control (C+), negative
control (C-), dose 1 (P1), dose 2 (P2), and dose 3 (P3). The C (+) group received no juice and was not tested
swimming, the C (-) group received no juice but was tested swimming, P1 received combined juice up to 1.8 g and
tested swimming, P2 received combined juice up to 3, 6 g and tested swimming, P3 received combined juice up to
1.8 g with the addition of 0.27 g granulated sugar and tested swimming. The juice is given 30 minutes before the
test. The swim test was performed for three minutes; after that, the blood was taken to test the lactic acid levels. The
data were analyzed using the one-way ANOVA and the advanced post-hoc with the least significant difference test.
Results: The lactic acid levels in C (+), in C (-), P1, P2, and P3 groups after swimming test were 1.38 mMol / L;
7.14 mMol / L; 3.74 mMol / L; 1.66 mMol; and 2.91 mMol/L. There were differences in levels of lactic acid (p
<0.05) in each group after the combination juice intervention was given.

Conclusion: Combination juice of yellow watermelon-plantain has an effect on lactic acid levels after swimming
test. Dose 2 (3.6 g) was the best because it produces the lowest lactic acid after the swimming test.
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BACKGROUND

Energy metabolism during anaerobic
exercise is accentuated exclusively from muscular
strength with high explosive power.! This process
begins with the glucose breakdown process
(glycolysis) as well as the glycogen breakdown
process (glycogenolysis) and is independent of
oxygen availability during ATP (Adenosine Tri
Phosphate) formation.? Thus, it is important to
acknowledge glucose availability in the muscle

since its metabolic advantage is providing speed
and strength in a short period.

Low performance in exercise can be
caused by lactic acid accumulation which faster
than it should be. However, exercising has an
unavoidable side effect that is the production of
lactic acid, which might induce muscle fatigue. L-
citrulline is one of the most popular types of
nutritional supplements that are legal ergogenic
aids. L-citrulline has beneficial functions such as
accelerating metabolite waste removal like lactic
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acid, improving endurance performance, and
promoting faster recovery after exercise.® L-
citrulline also acts as a source of energy during
exercise.* A findings by Pérez-Guisado and
Jakeman reported that supplementation of 8 g of
citrulline malate can reduce muscle soreness at 24
and 48 hours following anaerobic exercise.’
Supplementation with 8 g of citrulline 1 hour
before exercise also can increase the number of
reps lifting weights.®

Previous studies related to nutritional
ergogenic have investigated that some fruits
potentially be a source of nutritional ergogenic.
Watermelon is one type of fruit that naturally rich
in amino acids including L-citrulline. Watermelon
also  contains  carbohydrates, potassium,
phytonutrients such as carotenoids (lycopene and
beta carotene), polyphenolics, and vitamins.” The
rind watermelon juice contains 45.02 mg/g L-
citrulline and flesh watermelon juice contains
43.81 mg/g.® Rind watermelon juice contains a
higher L-citrulline content compared to flesh
watermelon, and  L-citrulline in  yellow
watermelons is higher than red watermelons.®
Nevertheless, the findings may suggest that both
flesh and rind watermelon juices potentially offer
similar benefits to pure L-citrulline for improving
exercise performance.’® A study by Ridwan, et al.,
showed that supplementation with 100% flesh
watermelon  juice improves endurance in
swimming performance in rats.

Another type of fruit that has a beneficial
effect as nutritional ergogenics is plantain. Plantain
is one type of banana fruit, contains about 31.15 ¢
of carbohydrates and 564 mg potassium.!
Potassium is an electrolyte that acts as a body fluid
balancer, to deliver nerve impulses and muscle
contractions. Potassium plays role in muscle
relaxation and also promoting muscle fatigue
delay.*? A previous study by Ustafia, et al., showed
that bananas were more effective than banana
milkshakes in removing fatigue after exercise.’* A
findings by Faturochman also showed that banana
was effective to prevent muscle fatigue in an
anaerobic sprint.** The carbohydrates both in
watermelon and plantain are a good source of
energy during exercise, so they can be promoting
fatigue delay. Increasing the amount of glycogen

storage by 25-100% can be done by consuming the
carbohydrates before the exercise. It can delay
fatigue during exercise up to 20%.%° Many
evidence suggest that L-citrulline give a beneficial
effect for improving exercise performance.
However, there is little evidence to support that
watermelon  juices could  provide  such
improvements. Cutrufello, et al., reported that
acute watermelon juice supplementation appears to
be ineffective in improving  exercise
performance.'® Ridwan et al., who reported that
supplementation with 100% flesh watermelon juice
improves endurance in swimming performance did
the experiment in the longer term to avert such
drawbacks.® Nevertheless, this study design used
acute term supplementation by considering that the
nutritional ergogenics from both the fruits will give
the effect in a short period. This study used rats as
subjects not in athletes directly, because the
formula with the best effect has not been found.
This study needs many subjects to investigate
which the best formula with optimal effect.

MATERIALS AND METHODS

Design, location, and time

This study was a true experimental with a post-
test-only randomized controlled group design. The
experiment was conducted in Food and Nutrition
Research Centre Inter-Laboratory Universitas
Gadjah Mada (UGM) in May 2019. Ethical
research for this study was approved by the
research ethics committee with reference number
2190/KEPK/V/2019.

Materials and juices preparation

The yellow watermelon was classified as Black
Orange type (Citrullus lanatus ‘Black Orange’),
which was obtained from yellow watermelon
plantation, Nusawungu, Cilacap, Central Java. with
approximately weighing between 4.0 — 5.0 kg. The
plantain banana used in this study was classified as
Musa paradisiaca Linn, which was obtained from
plantain  plantation, Kalimanah, Purbalingga,
Central Java. The plantain was characterized as
yellow-colored, weighing 150 — 200 grams each
fruit. Total glucose and potassium content from
yellow watermelon and plantain in this study were
measured in Food and Nutrition Research Centre
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Inter-Laboratory UGM with analysis certificate
number PS/157/V/2019. The total glucose contents
for yellow watermelon and plantain were 5.19%
and 15.40%, and the potassium was 111.921 mg/kg
and 438.910 mg/kg respectively. The watermelons
and plantains peeled to obtain the yellow flesh and
white rind watermelons and the flesh of plantains.
The 100 g watermelons (flesh and rind) and 100 g
flesh plantains processed using a commercial
blender to obtained combination juice. The juice is
prepared freshly.

Animal models and treatment doses

Thirty-five, healthy, eight-week-old male Sprague-
Dawley rats were obtained from the Food and
Nutrition Research Centre Inter-Laboratory UGM.
The animals were acclimatized for three days with
a normal pellet diet and filtered tap water ad
libitum. Rats were assigned into 5 groups of 7 rats:
negative control (C-) group (not treated with

combination juice before exercise), positive control
(C+) group (no combination juice administration
and no exercise), single-dose (P1) group (treated
with single-dose of combination juice, 1.8 grams
of solid forms diluted with water, before exercise),
double dose (P2) group (treated with double-dose
of combination juice, 3.6 grams of solid form
diluted with water, before exercise), and single-
dose with sugar (P3) group (treated with single-
dose of combination juice 1.8 grams of solid form
diluted with water and added with 0.27 grams of
granulated sugar, before exercise). Determination
of the combination juice doses administered to the
rats was based on the calculation of mean fruit
consumption servings number in humans. In
humans, these fruits can be consumed separately as
a fruit or as a juice with the addition of water. The
details for determining the dose of combination
juice in this study are shown in Table 1 below.

Table 1. Determination of The Combination Juice Doses

Groups

Treatment Dose

Explanation

Treatment 1 (P1) 1.8 g combination juice

Treatment 2 (P2)

3.6 g combination juice

Treatment 3 (P3)
0.27 g granulated sugar

1.8 g combination juice +

In humans, equal with consumption
of 50 g yellow watermelon + 50 g
plantain

In humans, equal with consumption
of 100 g yellow watermelon + 100
g plantain

In humans, equal with consumption
of 50 g yellow watermelon + 50 g
plantain + 13 g granulated sugar

Exercise treatment

The rats were fed with combination juice as the
source of energy, L-citrulline, and potassium
before exercising. Thirty minutes after the
combination juice was administered, the exercise
was conducted. The anaerobic exercise was set as a
swimming test, where the rats were drowned in a
water pool and were left to swim for three minutes.
Three minutes is the maximum duration of a lactic
acid system in anaerobic exercise.r’ After three
minutes of swimming, the rats were pulled up from
the pool, and the post-exercise blood sample was
taken.

Serum Analysis
The blood sample was collected immediately after
exercise. Blood serum was attained through rats’

orbital sinus to obtain lactic acid levels. Blood
serum analysis was required to analyze lactic acid
level after exercise resulted from a different dose
of yellow watermelon-plantain juice administration
specifically in treatment groups, and compared
between treatment groups and control groups.

Data Analysis

Data obtained were analyzed using SPSS 20 for
Windows (SPSS Inc., Chicago, IL). The data were
presented as mean + standard deviation (SD). One-
way analysis of variance (ANOVA) followed with
post-hoc LSD test were applied to identify
statistical differences between groups. Statistically,
a significant result was considered at a p-value <
0.05.
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RESULTS

The mean body weight of rats in this study was
209 g. Since the study design only used a post-test,
data from the positive control group were used as a
comparison standard. Rats are considered to be due
to factors that can affect lactic acid production,
such as training volume or physical activity, as
homogeneous. Figure 1 shows the mean lactic acid
levels in the blood of rats after swimming for three
minutes. As a normal standard, the results of the C
(+) group lactic acid test were used when the mice
received no treatment, and their blood lactic acid
levels were monitored simultaneously with the
other treated groups. The normal blood lactic acid
levels in this study were 1.38 mmol / L, which
corresponds to the normal blood lactic acid
concentrations (at rest) in humans which are < 2
mmol / L.

The highest lactic acid levels were in the
C (-) group, which received no juice but did a
swim test. The blood lactic acid level of group C (-
) was five times higher than C (+). Meanwhile, in
the treated group, the highest lactic acid levels
were produced by the P1 group, almost three times
higher than normal levels. The P2 group scored
was the lowest of the treatment groups, almost
equal to the normal group. The P3 group, with the
same juice dose as P1 with added sugar, produced
lower lactic acid levels than P1. The addition of
sugar affects lactic acid production after
swimming. In general, however, the results of
statistical tests showed that there were significant
differences between groups of dose variations p <
0.05.

Post exercise blood lactic acid (mMol/L)

3.74
291

1.38 1.66
K(+) P1 P2 P3

Figure 1. Comparison of mean lactic acid levels

Table 2. Mean difference lactic acid levels

Mean 1K 95%
Groups Difference Minimum Maximum p*
(mMol/L) (mMol/L) (mMol/L)

C(+)vsC(-) -5.76 -6.03 -5.49 0.00
C (+) vs P1 -2.35 -2.62 -2.08 0.00
C (+) vs P2 -0.28 -0.54 -0.01 0.04
C (+) vs P3 -1.53 -1.80 -1.26 0.00
C(-)vsP1 3.40 3.13 3.67 0.00
C(-)vsP2 5.48 5.21 5.75 0.00
C(-)vsP3 4.23 3.96 4.50 0.00
P1vs P2 2.08 1.80 2.34 0.00
P1vs P3 0.83 0.55 1.09 0.00
P2 vs P3 -1.25 -1.52 -0.98 0.00

* Post hoc LSD test (p<0,05)
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The largest mean difference between the groups
was between C (+) and C (-), with both standard
comparisons being under opposite conditions,
resting and receiving a swim test. The largest inter-
group difference between treatment groups was
between P1 and P2. The P2 juice dose was twice
the juice dose on P1 and the result was posted
swimming lactic acid production was suppressed
by more than 50%. The smallest difference was
between groups P1 and P3. With the addition of
0.27 g of sugar, the P3 group produced less lactic
acid than P1 after swimming. The addition of 0.27
g of granulated sugar has a protective effect on
lactic acid production after swimming, as the
addition of sugar increases the availability of
glucose for energy. However, the effect was not as
good as a double dose of juice.

DISCUSSION

Muscle fatigue occurs more quickly in
high-intensity and short-duration sports that
require rapid energy over a short period, while
oxygen uptake is very limited. This condition
causes the metabolism to produce a byproduct
called lactic acid. Lactic acid, which accumulates,
inhibits muscle contraction and causes pain. This
condition is known as muscle fatigue.®

The results of this study show that the
administration of a combination juice at different
doses to Sprague Dawley rats caused a significant
difference in the mean blood lactic acid levels. The
main difference was in C (+) and C (-) groups,
both of which were the same control group that did
not receive juice, but C (-) got three minutes of
swimming activity while C (+) rested. The C (+)
groups as the normal inactivity standard had a
blood lactic acid level of 1.38 mmol / L. This value
corresponds to the average lactic acid level of
normal human blood under inactivity conditions of
1-2 mmol / L.*®* Meanwhile, C (-) group as the
standard for full activity, which has the three-
minute swim test without prior consumption, had
blood lactic acid levels of 7.14 mmol / L.

In the treatment group, the P2 group
with a juice dose twice the dose of P1 had the
lowest blood lactic acid levels after exercise of all
treatment groups. The lactic acid levels in the P2
group were even close to normal lactic acid levels

such as C (+) under resting conditions and when
the person during physical inactivity. This mean
was not met by P1 and P3 groups, which means
that the other two treatment groups have standard
blood lactic acid levels as if they were active.
Thus, it can be said that the dose of P2 has a very
good protective effect in suppressing the
production of lactic acid, a byproduct in the
formation of energy in exercise with high intensity
and short time where O2 supply for the metabolism
is very limited. The P2 which administered with a
combined juice of up to 3.6 g / 200 g body weight
of rats had higher citrulline values than the P1
dose, which only administered of 1.8 g / 200 g
body weight of rats or P3 dose that the
combination juice was given 1.8 g / 200 g body
weight rats with the addition 0.27 g sugar.

Citrulline is a type of amino acid that
plays a role in improving athlete performance by
suppressing lactic acid production. Citrulline is
classified as an ergogenic non-essential amino acid
involved in  three  metabolic  pathways:
detoxification of ammonia in the urea cycle,
synthesis of glutamine to arginine in the gut and
kidneys, and synthesis of nitric oxide.?’ During the
formation of ATP for energy production in intense
exercise, dehydrates AMP (adenosine
monophosphate) produces ammonia. Ammonia
activates phosphofructokinase and facilitates the
production of lactic acid.?® Citrulline detoxifies
ammonia so that lactic acid production can be
controlled.?? Citrulline accelerates the process of
elimination of ammonium and lactate in plasma
and other muscle metabolites.?®> Watermelon is
known to have a fairly high content of citrulline,
especially in the mesocarp. Seedless yellow
watermelon varieties have a higher citrulline
content than the other varieties. Administering 2 g
of yellow watermelon mesocarp extract can reduce
lactic acid production.?*

In P1 and P3 groups, citrulline contained
in the combined juice was relatively equal, as the
groups which received a juice dose of 1.8 g per
200 g of rat body weight respectively. The
difference was 0.27 g of sugar was added to the P3
group. The results of blood lactic acid levels of
both groups after exercise showed that P3 was
better than P1. It because 0.27 g of sugar was
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added to the P3 group, which means that sugar
absorption was increased. The addition of a simple
sugar intake increases the energy source that is
ready to be used in the body for activity. The
availability of more ready-to-use energy sources
increases the ability to perform longer activities so
that muscle fatigue does not occur in a short
period.® Previous studies have also shown a
significant difference in the lactic acid levels in the
blood of football players before and after given
brown sugar. The treatment group showed a
decrease in blood lactic acid level before and after
administration of brown sugar from 11.5 mmol / L
to 7 mmol / L. In the control group, there was an
increase in blood lactic acid levels from 9 mmol /
L to 10.8. mmol / L.?

This study used a combination of yellow
watermelon and plantain. Juicing with a
combination of two types of fruits was intended to
increase nutritional value. The role of plantains in
contributing to carbohydrates and high potassium.
While the role of the yellow watermelon is to
contribute carbohydrates and citrulline. The
function of potassium as an electrolyte regulates
the pH balance, the cofactor of the enzyme
pyruvate kinase, Na + K + -ATPase which plays a
role in energy production, synthesis of glycogen.
In addition, potassium can also help train muscles
and prevent muscle spasms and cramps.'? Giving
bananas before exercise greatly prevents muscle
fatigue in the anaerobic phase.?’ Meanwhile,
citrulline have beneficial functions accelerating
metabolite waste removals such as ammonium and
lactate from the plasma and the other results of
muscle metabolism so the muscle fatigue does not
occur quickly.®

The dose of combination juice was
supplemented varied in each group. The doses
were given according to watermelon and banana
household standards consumption, 100 g each fruit.
The dose was converted into mice with a
conversion number of 0.018. In this study, the P2
group which received the juice dose of 3.6 g / 200
g body weight showed the lowest blood lactic acid
production. It showed that the dose of combination
juice made from 100 g of yellow watermelon and
100 g of plantain is most effective in suppressing

lactic acid production in the blood during high-
intensity short-term activities.

CONCLUSION

The combination juice of yellow
watermelon-plantain  affected suppressing the
production of post-exercise blood lactic acid. The
best dose was 3.6 g per 200 g rats body weight. It
produced optimal suppression of post-exercise
lactic acid production with the lowest blood lactic
acid levels as if there was no activity.

ACKNOWLEDGEMENT

This study was funded by Institute for
Research and Community Service Jenderal
Soedirman University Purwokerto through Novice
Lecturer Research Grant Scheme.

REFERENCES

1. Kemenkes RI. Pedoman gizi olahraga
prestasi. Kementrian Kesehatan RI: Jakarta.
2014.

2. Fink HH, Mikesky AE. Practical
applications in sports nutrition. Jones &
Bartlett Learning; 2017.

3. Meneguello MO, Mendonca JR, Lancha Jr
AH, Costa Rosa L. Effect of arginine,
ornithine and citrulline supplementation
upon performance and metabolism of
trained rats. Cell Biochem Funct.
2003;21(1):85-91.

4. Curis E, Nicolis I, Moinard C, Osowska S,
Zerrouk N, Bénazeth S, et al. Almost all
about citrulline in mammals. Amino Acids.
2005;29(3):177.

5. Pérez-Guisado J, Jakeman PM. Citrulline
malate  enhances athletic  anaerobic
performance and relieves muscle soreness.
J Strength Cond Res. 2010;24(5):1215-22.

6. Glenn JM, Gray M, Wethington LN, Stone
MS, Stewart RW, Moyen NE. Acute
citrulline malate supplementation improves
upper-and lower-body submaximal
weightlifting exercise performance in
resistance-trained females. Eur J Nutr.
2017;56(2):775-84.

7. Jayaprakasha  GK, Patii BS. A
metabolomics approach to identify and
quantify the phytochemicals in

Copyright © 2021; Jurnal Gizi Indonesia (The Indonesian Journal of Nutrition), Volume 9 (2), 2021

e-ISSN: 2338-3119, p-ISSN: 1858-4942

78



10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

The acute supplementation of combination juice of yellow watermelon (citrullus lanatus thunb.) - plantain (musa

paradisiacal var. Sapientum |.) suppress post-exercise blood lactic acid production in rats

watermelons by quantitative 1HNMR.
Talanta. 2016;153:268-77.

Ridwan R, Abdul Razak HR, Adenan MI,
Md Saad WM. Supplementation of 100%
flesh  watermelon  [Citrullus  lanatus
(Thunb.) mats. And nakai] juice improves
swimming performance in rats. Prev Nutr
Food Sci. 2019;24(1):41-8.

Rimando AM, Perkins-Veazie PM.
Determination of citrulline in watermelon
rind. J Chromatogr A. 2005;1078(1-
2):196-200.

Tarazona-Diaz MP, Alacid F, Carrasco M,
Martinez I, Aguayo E. Watermelon juice:
potential functional drink for sore muscle
relief in athletes. J Agric Food Chem.
2013;61(31):7522-8.

Kemenkes RI. Daftar Komposisi Bahan
Makanan. 2008.

McKenna MJ, Bangsbo J, Renaud J-M.
Muscle K+, Na+, and Cl— disturbances and
Na+-K+ pump inactivation: implications
for fatigue. J Appl Physiol.
2008;104(1):288-95.

Ustafia L, Tursilowati S, Noviardhi A.
Pemberian Milkshake Pisang Sebelum
Latihan terhadap Kelelahan dan Tekanan
Darah Atlet Sepak Bola. J Ris Gizi.
2017;5(2):41-7.

Faturochman, Said Junaidi AS. Journal of
Sport  Sciences and  Fitness DI
SEMARANG. 2020;5(2):104.

Irawan MA. Nutrisi, Energi & Performa
Olahraga. Polt Sport Sci Perform Lab.
2007;1:1-13.

Cutrufello PT, Gadomski SJ, Zavorsky GS.
The effect of I-citrulline and watermelon
juice supplementation on anaerobic and
aerobic exercise performance. J Sports Sci.
2015;33(14):1459-66.

Mooren F, Volker K. Molecular and
cellular exercise physiology. Human
Kinetics Publishers; 2005.

Williams MH. Nutrition for health, fitness,
and sport. WCB/McGraw-Hill; 1999.
Janssen Peter GJM. Training lactate pulse
rate. Oule Finl Polar ElectroOy. 1989;
Rabier D, Kamoun P. Metabolism of

21.

22.

23.

24.

25.

26.

217.

citrulline  in man. Amino  Acids.
1995;9(4):299-316.

Tomlinson C, Rafii M, Ball RO, Pencharz
P. Arginine synthesis from enteral
glutamine in healthy adults in the fed state.
Am J Physiol Metab. 2011;301(2):E267—
73.

Takeda K, Machida M, Kohara A, Omi N,
Takemasa T. Effects of citrulline
supplementation on fatigue and exercise
performance in mice. J Nutr Sci Vitaminol
(Tokyo). 2011;57(3):246-50.

Aranta Galuh Fridintya AGF. Perbedaan
Efektivitas Pemberian Jus Pisang Ambon
dan Jus Pisang Raja dalam Mengatasi
Kelelahan Otot pada Tikus Wistar.
Diponegoro University; 2011.

Adnyana IK, Arlinda ND, Safitri D. EFEK
ANTILELAH EKSTRAK AIR
MESOKARP SEMANGKA KUNING
(Citrullus lanatus Thunb.) TANPA BIlJI.
Kartika J llm Farm. 2014;2(2):1-6.

Hairy J. Fisiologi Olahraga. Jakarta: Dirjen
Dikti; 1989.

Abdurahman MN, Ray HRD, Ruhayati Y.
Potensi Gula Merah dalam Meningkatkan
Penampilan Olahraga. J Terap Illmu
Keolahragaan. 2018;3(1):24-9.

Kumairoh S, Syaugy A. Pengaruh
pemberian pisang (Musa paradisiaca)
terhadap kelelahan otot anaerob pada atlet
sepak takraw. Diponegoro University;
2014.

Copyright © 2021; Jurnal Gizi Indonesia (The Indonesian Journal of Nutrition), Volume 9 (2), 2021
e-ISSN: 2338-3119, p-I1SSN: 1858-4942

79



