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ABSTRACT

Objective: Noni fruit (Morinda citrifolia L) and cinnamon bark (Cinnamomum burmannii) are plants that have the hypoglycemic effect on their ethyl
acetate fraction in the single dose. This study was to determine the hypoglycemic activity of the combination of ethyl acetate fraction (FEM) and
cinnamon bark (FEC) in glucose-induced mice, as well as the dose of the combination of FEM and FEC which could have a hypoglycemic effect.

Methods: The methods were including extraction using liquid-liquid extraction, identification by TLC, and assay of hypoglycemic activity in mice
induced by oral glucose for a moment in the eight groups that were normal control, negative control, positive control, dose 1-5. The activity tests
were performed at 30t, 60th, 90th and 120t of minutes.

Results: The research showed that the yield of FEM and FEC were 5.25% and 8.05%. Identification of compounds by TLC showed that the FEM and
FEC were 4 and 3 spots. The results of a hypoglycemic test showed that the combination of FEM and FEC on glucose-induced mice showed a
decreased effect of mice blood glucose levels better than a single dose of these fractions.

Conclusion: The hypoglycemic activity test at a combined dose of FEM 175 mg/kg BW and FEC 150 mg/Kg BW have provided hypoglycemic activity
better compared to other dose groups with a percentage decrease in average relative blood glucose at the 30t, 60t, 90t, 120t minute were 29.57%,
44.94%, 43.40% and 40.55%, respectively. Thus, the combination of the FEM and FEC in glucose-induced mice gave a hypoglycemic effect in mice.
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INTRODUCTION

Diabetes is a chronic disease that occurs because the pancreas does
not produce enough insulin (a hormone that regulates blood sugar),
or an ineffective condition of the body using the insulin it produces
[1]. The prevalence of diabetes mellitus continues to increase from
2000 to 2019 and is one of the major health problems in the world.
The International Diabetes Federation (IDF) (2019) states that
approximately 463 million people live with diabetes worldwide [2].

Diabetes is usually treated pharmacologically based on the patient's
condition [3]. The use of pharmacological therapy can provide
unwanted side effects [4]. One example of side effects of oral
antidiabetic metformin biguanide group can cause hypoglycemia,
tremor (abnormalities in the nervous system), dizziness, vomiting,
and nausea. oral antidiabetic sulfonylurea group i.e. glibenclamide
can cause the same side effects as biguanide group but in this group
the constipation effect can also occur. Thiazolidinediones have side
effects of increasing fluid buildup in the body which will complicate
the effect of heart work [5]. Thus, many studies on herbal
compounds are used as antidiabetic drugs, including noni fruits and
cinnamon bark that provide hypoglycemic effects with milder side
effects [6]. Therefore, try alternative treatments that are more
effective and remain safe where active pharmacological potentiality of
metabolite content in herbal plants [7]. Based on research conducted
by Sadino et al. (2018), ethyl acetate fraction of noni fruit with a dose
of 1200 mg/kg WB in rats can lower blood glucose levels of locally
induced mice by decreasing blood glucose levels by 54.29%. This dose
was very high, so it might be less effective in use and in the
development of dosage forms [8]. Meanwhile, cinnamon bark extract
is known to reduce glucose levels at a dose of 200 and 300 mg/kg BW
in streptozotocin (SYZ) induced diabetic mice for 14 d [9].

In the current era, there has been a lot of research on the antidiabetic
activity of noni fruit and cinnamon bark, but the antidiabetic activity of
the combination of noni fruit and cinnamon bark has not been found in
previous publications, as well as a single dose of extracts or fractions
of noni fruit and cinnamon bark is still large to be formulated so that
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the amount to be consumed is also more. From these problems, we
conducted research on the activity of a combination of ethyl acetate
fractions of noni fruit and cinnamon bark as hypoglycemic. The
purpose of this study is to determine the hypoglycemic activity of the
combination of ethyl acetate fractions of noni fruit and cinnamon bark
on glucose-induced mice as well as to determine the doses of a
combination of noni fruit and cinnamon bark of ethyl acetate fractions
that can provide hypoglycemic effects.

MATERIALS AND METHODS
Plants material

The noni fruit of Morinda citrifolia L. was collected from Bogor, West
Java, Indonesia and the Cinnamon bark of Cinnamomum burmannii
was collected from Lembang, West Java, Indonesia. The plant was
identified at Plants Taxonomy Laboratory, Faculty of Mathematics
and Natural Sciences, Universitas Padjadjaran.

Preparation of extracts

4 kg of noni fruit and 3 kg of cinnamon were macerated in 70%
ethanol at 24 h with 3 times repetitions. Separation of residue and
filtrate were performed every 1x24 h accompanied by the same
solvent replacement to obtain the filtrate. The filtrate was collected
and concentrated using a rotary evaporator at a temperature of 58
°C to obtain a viscous extract [10].

Fractionation ofethanol extract by liquid-liquid extraction (LLE)

The concentrated extract obtained was dissolved in water (500 ml)
and exhaustively extracted by consecutive liquid-liquid extraction
with n-hexane (500 ml) and then ethyl acetate (500 ml) using a
separating funnel (1000 ml). The n-hexane, ethyl acetate, and last
remaining water fractions were evaporated to obtain fractions [11].

Thin layer chromatography (TLC)

The fractions of noni fruit and cinnamon bark were applied on TLC
plate silica gel 60 F254 (Merck, Germany) and developed in mobile
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phase consisting of chloroform: ethyl acetate: methanol (7:2:1) for
noni fruit and toluene: ethyl acetate (97:3) for cinnamon bark. TLC
plate was visualized under UV light at wavelength 254 nm and 366
nm and sprayed using AlCls reagent [12].

Animal

Male mice (Swiss Webster strain) weighing about 20-30 g, mice used
as many as 24 heads of 3 heads of each group based on Federer
formula [13]. The mice were obtained from the Faculty of Medicine
Universitas Padjadjaran. Mice first adapted to the condition of the cage
for 1 w. During the adaptation period, mice were fed and water ad
libitum. The research was carried out in the pharmacology laboratory,
Universitas Padjadjaran and has received ethical approval by the
Universitas Padjadjaran Research Ethics Committee number
520/UN6. KEP/EC/2021.

Hypoglycemic activity

Before testing hypoglycemic activity, mice were fasted for 18-24 h (ad
libitum), then blood glucose levels were measured initially using a
glucometer. The mice were grouped and given the treatment as follows:

Group 1 (NC): normal group (without induction)

Group 2 (C-): negative control (PGA 2%)

Group 3 (C+): positive control (Glibenclamide 0.65 mg/kg BW)
Group 4 (dose 1): single dose of FEM 175 mg/kg BW

Group 5 (dose 2): single dose of FEC 150 mg/kg BW

Group 6 (dose 3): combined dose of FEM 525 mg/kg BW and FEC 50
mg/kg BW

Group 7 (dose 4): combined dose of FEM 350 mg/kg BW and FEC
100 mg/kg BW
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Group 8 (dose 5): combined dose of FEM 175 mg/kg BW and FEC
150 mg/kg BW.

Each group then induce with anhydrate glucose with the dose of 3
mg/kg BW by oral route, except for the normal group. After 30, 60,
90 and 120 min, blood glucose level were measured with
Glucometer (Accu Check Active) [14].

RESULTS

The plants were taxonomically determined at Plants Taxonomy
Laboratory, Faculty of Mathematics and Natural Sciences,
Universitas Padjadjaran as Morinda citrifolia L. and Cinnamomum
burmanni, collection number of 21/HB/03/2021 for Morinda
citrifolia L. and 22/HB/03/2021 for Cinnamomum burmannii. The
yield of ethanol extract noni fruit and ethanol extract cinnamon bark
were 230.65 g (23.012%) and 288.72 (14.436%), respectively.

The yield of noni fruit fractions obtained by LLE method for n-
hexane fraction, ethyl acetate fraction (FEM), and water fraction
were 1.2822 g (2.56%), 2.6297 g (5.25%), and 18.8620 g
(37.72%) respectively. The yield of cinnamon bark fractions
including for n-hexane, ethyl acetate (FEC), and water fraction
were 0.9631 g (1.92%), 2.0136 g (8.05%), and 9.586 g (39.83%)
respectively.

The fraction of noni fruit was spotted on TLC plate 60 F254 and
developed in mobile phase consisting of chloroform: ethyl acetate:
methanol (7:2:1) and toluene: ethyl acetate (97:3) for cinnamon
bark. TLC plate was visualized under UV light at the wavelength 254
nm and 366 nm then detected by using 10% H:SO4 spray reagent.
Identification of compounds by TLC showed that there were 4 spots
on FEM (Rf 1: 0.31; Rf 2: 0.36; Rf 3: 0.73; Rf 4: 0.8) fig. 1. and 3 spots
on FEC (Rf 1: 0.15; Rf 2: 0.39; Rf 3: 0.61) fig. 1.

Fraction of Noni fruit
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Fraction of cinnamon bark

)

Fig. 1: TLC profile of fraction of noni fruit and cinnamon bark
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Information:

a. N-hexane fraction of noni fruit/Cinnamon bark

b. Ethyl acetate fraction of noni fruit/Cinnamon bark

c.  Water fraction of noni fruit/Cinnamon bark

(1) Visualized under UV light at the wavelength UV 254 nm

(2) Visualized under UV light at the wavelength 366 nm

(3) Direct visualization
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(4) Visualized under UV light at the wavelength 366 nm using 10%

H2S04 spray reagent.

Hypoglycemic activity of combination FEM and FEC was performed
by glucose induction. The result of the average relative blood

glucose level can be seen in table 1 and fig. 2.

Based on the data of relative blood glucose levels that have been
obtained, the percentage of the decrease in blood glucose levels
relative to the negative control is calculated and the results can be

seen in table 3 and fig. 3.

Table 1: Average relative blood glucose level

Time (min) _ Average relative blood glucose level (mg/dl)+SD, n=3

NC C+ C- Dose 1 Dose 2 Dose 3 Dose 4 Dose 5
0 100+0.0 100+0.0 100£0.0 100+0.0 100+0.0 100+0.0 100+0.0 100+0.0
30 106.7+2.2 240.9+12.4 362.9+£57.5 300.84+6.9 315.1£72.9 296.9+55.9 291.6%19.0 255.6%51.5
60 99.6+4.2 170.0+31.4 336.7+26.8 261.5+13.0 245.0+49.7 242.7+60.9 219.9+30.7 185.4+£54.2
90 116.9£5.5 135.8+21.8 275.3+52.4 199.6+£12.8 209.4+37.4 181.8+£60.6 192.9+£20.2 154.8+35.6
120 113.0+5.8 100.2+9.6 174.5+40.9 142.4£15.6 138.3£53.8 136.3+£35.5 115.94+9.4 103.7+£25.7
450
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Fig. 2: Average relative blood glucose levels
Table 3: Percentage of the decrease in relative blood glucose levels
Time (min) Percentage of the decrease in relative blood glucose levels (%P)
C+ Dose 1 Dose 2 Dose 3 Dose 4 Dose 5
30 33.63 17.11 13.17 18.17 19.65 29.57
60 46.30 22.34 27.25 27.92 34.68 44.94
90 50.66 27.51 23.92 33.97 29.90 43.76
120 42.57 18.36 20.72 21.87 33.55 40.55
BC+
I I I mdose 1
:[ dose 2
I I W dose 3
I I ii I I M dose 4
- dose 5
0.00
30 60 90 120
Time (min)
Fig. 3: Percentage of the decrease in relative blood glucose levels
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Based on the data on relatively average blood glucose levels, it is
known that there was a significant difference in each dosage group
in lowering blood glucose levels with Anova analysis value
was>0.05. To find out the real difference from each group, further
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investigation was done using post hoc (Student Newman Keuls). The
results of dose analysis of Student Newman Keuls blood glucose
levels relative to each group on glucose-induced mice at each
observation time can be seen in table 4.

Table 4: The result of dose analysis of Student Newman Keuls

Treatment N Subset for alpha = 0.05
1 2
Positive control 4 161.5350
Dose 5 4 174.8825
Dose 1 4 198.3375
Dose 4 4 205.1275
Dose 3 4 214.4425
Dose 2 4 226.9675
Negative control 328.357500
Sig. .668 1.000
DISCUSSION The results of the hypoglycemic activity test showed a difference in the

Based on the results of TLC identification in fig. 1 shows that the Rf
fraction value of ethyl acetate noni fruit is 0.8, it is in line with
research conducted by sadino (2018) that ethyl fraction of noni fruit
acetate can reduce blood glucose levels [8]. While the results of
identification of TLC cinnamon bark showed that the value of Rf 0.61
is in line with research conducted by Bayati (2009) by isolating the
compound cinnamaldehyde in cinnamon [15].

The results of hypoglycemic activity test showed that the average
blood glucose level relatively increased at the 30t minute This was
because mice were already in a hyperglycemic state because it is
glucose-induced, but the state was only made blood glucose levels in
mice increased without damaging and not causing chronic
inflammation of the pancreas organs so that the mice condition is in
good health. The average blood glucose level was highest in the
negative group at 362%, then the dose 2, dose 1, dose 3, dose 4, dose
5 group and the lowest blood glucose increase was the positive
control groups. At the 0th minute, blood glucose levels were relative
for all groups evenly, while the result was between the blood glucose
level values on observation at the time of 0 min divided by blood
glucose levels at 0 min.

In the 60th minute, positive control had the smallest average blood
glucose level with 180% then followed by dose 5, dose 4, dose 3, dose 1
and dose 2. In the 60™ minute the positive control group given
glibenclamide and dose group 5 can increase the production of insulin
hormone so that lower blood glucose levels have been induced glucose.

In the 90t minute the average relative blood glucose levels of the
positive control group also had the smallest value of 116.79%,
followed by dose 5, dose 3, dose 4, dose 1 and dose 2. In the 120t
minute there was an average decrease in relative blood glucose
levels as the body returned to normal conditions or homeostasis
average relative blood glucose levels.

From the results of Student Newman Keuls analysis, it can be
concluded that the positive group, group 1 to group 5 has a
significant difference  when compared to negative control,
statistically all dose groups affect the decrease in relative blood
glucose levels of mice when compared to the negative control group.
Flavonoid content in noni fruit is thought to lower the blood glucose
levels [16]. Flavonoids are a secondary metabolite class of plants
with flavon skeletons (2-phenyl chromen-4-one). Functional groups
attached to the skeleton structure of basic flavonoids include
flavanols, flavonols, flavon, isoflavones, flavanons, flavanols and
anthocyanins. The skeleton of the subgroup has a variety of
biological activities, one of which, potentially in the treatment of
diabetes. Flavonoids provide activity to pancreatic B-cells and the
release of insulin from pancreatic -cells. Meanwhile, the content of
cinnamaldehyde compounds in the cinnamon bark is thought to
lower glucose levels in the blood. This is in line with research
conducted by Guo (2017), that cinnamaldehyde significantly lowers
fasting sugar level, increases insulin sensitivity and improves islet
morphology and function in mice [17].
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percentage decrease in the average relative blood glucose level (%P) of
the treatment group to negative control except normal control. Based on
the table above the dosage group 5 has a decrease that is almost the
same as the positive control that is glibenclamide it is in line with
research conducted by Jin (2007) [18] that noni fruit as hypoglycemic
that can lower blood glucose levels in mice. The content of flavonoid noni
fruit has therapeutic properties that can affect the digestion of
carbohydrates, fat deposition and insulin release [19]. Flavonoids also
have an inhibitory effect on the enzyme o-glucosidase through
hydroxylation bonds and f-ring substitution. Flavonoids are powerful
inhibitors of the enzyme aamylase that function in the digestion of
carbohydrates [20]. In addition to flavonoid content in noni fruit, the
content of cinnamaldehyde in cinnamon bark can also lower blood
glucose levels in mice [21]. In a study conducted by Anand (2010), oral
administration of cinnamaldehyde (20 mg/kg BW) for 2 mo significantly
increased the glycogen content of liver and muscle. Further in vitro
incubation of pancreatic island with cinnamaldehyde (CND) has been
shown to increase insulin release compared to glibenclamide. The
insulinotropic effect of CND has been found to increase glucose
absorption through translocation of glucose transporters (GLUT4) in
peripheral tissues [22]. Thus, the combination of FEM with FEC can
increase blood glucose levels in mice that are hypoglycemic.

CONCLUSION

Hypoglycemic activity test combination of ethyl acetate fraction of
noni fruit and cinnamon bark on glucose-induced mice momentarily
showed a decreased effect of mice blood glucose levels. Dose 5 with
a dose of 175 mg/Kg BW FEM and 150 mg/Kg BW FEC provides
hypoglycemic activity better compared to other dose groups with a
percentage decrease in average relative blood glucose at the 30th
minute of 29.57%, 60 min by 44.94%, 90th minute by 43.40% and
120th minute by 40.55%. Statistically each group made a significant
difference to the decrease in blood glucose levels in glucose-induced
mice when compared to the negative control group at each
observation time with a 95% confidence.
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