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ABSTRACT

Introduction: Metabolic syndrome is constituted by hyperlipidemia with presentation of diverse lipid profile including hypertri-
glyceridemia, hypercholesterolemia and hereditary combined hyperlipidemia.

Objectives: To find the synergistic effect Cinnamomum cassia and apple cider vinegar on combined administration in albino
mice.

Methodology: This was an experimental study and conducted at Department of Pharmacology, Al-Nafees Medical College and
Hospital Islamabad in collaboration with Animal House of the National Institute of Health, Islamabad-Pakistan. A total of 50 adult
albino mice were randomly divided into 5 groups. Hyperlipidemia was induced during the first two weeks of experimentation,
and this was followed by treatment period of 6 weeks. Groups were categorized as A (Normal Control), B (Treated Control), C
(Treatment Group 1), D (Treatment Group Il), and E (Treatment Group Ill). Diet pattern for these groups remained to be high cho-
lesterol, Simvastatin 0.6 mg/Kg BW, ACV upto 15% of animal feed, Cinnamon powder 6mg/Kg BW and Cinnamon with high cho-
lesterol diet respectively. Blood samples to estimate parameters of lipid profile were collected at 0,15™, 30™, 45" and 60" days.

Results: A significant decrease (p<0.05) was observed in total cholesterol, triglyceride and low density lipoprotein at 45" and
60" days as compared to normal control group. Serum high density lipoprotein was low at 15" day among all groups because of
induction of hypercholesterolemia, which was then noted to be reversed at 60" day. Highest surge was noted to be in group E
and significant increase in all groups (p<0.05) was noted in all groups as compared to normal control.

Conclusion: Apple Cider Vinegar keeps the anti-hyperlipidemia effect which was found to be significantly high (p<0.05) in com-
bination with Cinnamomum cassia when consumed by male albino mice.
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INTRODUCTION to be associated with several adverse effects like myopathies,

rhabdomyolysis and altered liver function tests.? Incidence

Hyperlipidemia constitute a metabolic syndrome with di- ¢ myopathies and rhabdomyolysis is approximately five in
verse lipid profile including hypertriglyceridemia, hyper-  ¢yery 1000 patients getting statin therapy. A serious compli-
cholesterolemia and hereditary combined hyperlipidemia  cation of statin-induced myopathy is severe rhabdomyolysis
leading to various health issues like cardiovascular diseases, hich manifests as high levels of serum creatinine kinase,
atherosclerosis, obesity, diabetes & insulin resistance and myoglobinuria and acute renal injury.’ The side effects of

1s major cause of.deaths wo?ldw1de. Fo.r the primary and  grygs result in non-compliance, rendering the treatment inef-
secondary prevention of cardiovascular disease it is recom-  foctive.t

mended to treat hyperlipidemia along with lifestyle changes.
Statins are the first line drug in treatment of hyperlipidemia
associated with cardiovascular disease, but they are reported

Currently there is growing interest in the use of fruits,
vegetables and beverages that contain biologically active
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phytochemicals and natural antioxidants. Polyphenols are
major dietary antioxidant of plant origin present abun-
dantly in fruits, vegetables, legumes and beverages. Ap-
ple Cider Vinegar (ACV) is derived from apples which
are reported to contain up to 200-300 mg polyphenol per
100-gram fresh weight.’ It was found that as compared to
other fruits; apple had the highest portion of free pheno-
lics leading to quick absorption in bloodstream and great-
er cholesterol lowering effect.®

Cinnamon is the bark of Cinnamon tree and being used in tra-
ditional and modern medicine and cookery. It is well known
for its antioxidant, anti-inflammatory, antidiabetic, antican-
cer, antimicrobial and lipid lowering properties.’It contain
essential oils and other compounds like cinnamon aldehyde,
cinnamic acid, and cinnamate.® It has been reported that cin-
namate is a phenolic compound that inhibit hepatic HMG-
Co-A reductase activity leading to lower cholesterol level. It
also stimulates antioxidant enzyme activity of liver leading
to decrease in lipid peroxidation.” We hypothesized that anti-
hyperlipidemic effect of ACV will be increased when given
in combination with cinnamon.

ACV and Cinnamon have documented antihyperlipidemic
effects but their effect in combination was not reported in
literature. Therefore, the present study was aimed to find the
synergistic effect Cinnamomum cassia and apple cider vin-
egar on combined administration in albino mice.

METHODOLOGY

It was an experimental study of one year duration conducted
at Department of Pharmacology, Al-Nafees Medical College
and Hospital, Islamabad in collaboration with Animal House
of National Institute of Health, Islamabad, Pakistan. Fifty
Balap/c albino male mice, weighing between 20 to 30gms,
were used in the study after purchasing them from NIH;
Islamabad. The animals were divided into 05 groups, each
comprising 10 animals. Before starting the experimentation,
the mice were allowed to acclimatize to laboratory condi-
tions i.e. temperature of 22+4 °C for 7 days.

Experiment design
The experimentation period consisted of 8 weeks divided
into two phases:

Phase 1: Induction of Hyperlipidemia:
Hyperlipidemia was induced during the first two weeks
of experimentation. The mice were given normal routine
feed mixed with Cholesterol (Applichem, Dermstadt, Ger-
many. CAT No.A08070100) at the rate of 400mg/kg body
weight.'’During the whole experimentation period mice had
free access to feed and drinking water.

Phase 2: Treatment period
Treatment period consisted of 6 weeks. During this period
the mice were given treatment as follows:

Group I: Normal Control
Mice were given high cholesterol diet during the whole ex-
perimentation period from day 1 to 60.

Group lI: Treated Control

The mice were given high cholesterol diet for first 15 days
after which they were given standard lipid lowering drug i.e.
Simvastatin at a dose of 0.6mg/kg BW!'? along with high cho-
lesterol diet for next 45 days.

Group liI: Treated Groupl
The mice were given high cholesterol diet for first 15 days
after which they were given Apple Cider Vinegar 15%'° in
their diet for the next 45 days.

Group 1IV: Treated Group Il

The mice were kept on high cholesterol diet for first 15 days
after which Cinnamon powder was added in diet at a dose of
6mg/kg BW! for next 45 days.

Group V: Treated Group il

The mice were given high cholesterol diet for first 15 days
after which they were given combination of ACV 15% and
Cinnamon powder 6mg/kg BW for next 45 days.

Blood sample collection

Blood samples were collected before start of experimenta-
tion and then at 15,30,45,60 days of experimentation.Chlo-
roform was given to anesthetize two mice from each group
at the day of sampling. The blood was drawn by direct heart
puncturing'® using 3cc disposable syringe and put in vacuum
tubes LOT No.1102246. Blood was allowed to clot in cen-
trifuge tube for 20 minutes and centrifuged for 15 minutes
then at 4000rpm, clear supernatant was removed and stored
in Eppendorf tubes at -4°C.!°

Assessment of lipid profile

Total Cholesterol (TC), Triglycerides (TG) and High den-
sity lipoproteins (HDL) were determined using enzyme
based reagent Kits purchased from Merck (Private)Limited.
The samples were then analyzed using Automatic chemistry
analyzer. Low density lipoprotein (LDL) was calculated by
Friedewald’s formula."!

Statistical Analysis

Statistical analysis was carried out using SPSS version 20.
Descriptive statistics were calculated. One way ANOVA
(Tukey’s test) was applied. p-value < 0.05 was considered
significant.
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RESULTS

Hyperlipidemia in mice

Hyperlipidemia was produced in mice as a result feeding
cholesterol powder equivalent to 400mg/kg body weight for
0-15 days. In Figure 1, 2, 3 and 4, it is clear from the lipid
profile parameters at day 0 and day 15 that Hyperlipidemia
has been induced. The serum Cholesterol, Triglycerides and
LDL have increased while serum HDL showed a decreasing
trend in all the groups.

(mg/dl) in all Experiential Groups at Day 0, 15, 30 , 45 & 60
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Figure 1: Mean +SD values of serum Cholesterol (mg/dL) in
all experimental groups at day 0, 15,30,45 and 60.
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Figure 2: Mean +SD values of serum Triglycerides (mg/dL) in
all experimental groups at day 0, 15, 30, 45 and 60.

Effect of treatment on Serum Total Cholesterol
in mice(mg/dl)

The effect of treatment with Simvastatin, Apple cider vin-
egar, Cinnamon and combination of Apple cider vinegar
and Cinnamon on serum total Cholesterol has been given in
fig.1. The serum cholesterol level of group A, B, C, D and
E has increased at day 15 which is the result of induction

0 eeeeeeee———

of Hyperlipidemia. At day 45 and 60, as per fig.1, the se-
rum cholesterol levels of all the groups except group A were
reduced. The anti-hyperlipidemic effect obtained after treat-
ment with combination of Apple cider vinegar and cinnamon
was maximum and also highly significant(p-value <0.05).
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Figure 3: Mean +SD values of serum HDL-C (mg/dL) in all
experimental groups at day 0, 15, 30, 45 and 60.
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Figure 4: Mean +SD values of serum LDL-C (mg/dL) in all
experimental groups at day 0, 15, 30, 45 and 60.

Effect of treatment on Serum Triglycerides in
mice(mg/dl)

The effect of treatment with Apple cider vinegar, Cinnamon
and their combination on serum Triglycerides has been given
in fig.2. At day 15 the serum triglycerides level of all the
groups were raised which confirmed induction of Hyperlipi-
demia. At day 45 and 60 the serum triglycerides of group
B, C, D and E were decreased significantly as compared to
normal control. The mean serum triglycerides level obtained
in group E, at day 60 was found to be lowest amongst the
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groups with p-value <0.05. The reduction in serum triglycer-
ides level observed in group E was also significant as com-
pared to group C and D which proves the synergistic effect
of combination of Apple cider vinegar and Cinnamon in re-
ducing serum Triglycerides. However as compared to group
B the result was not significant showing that group B i.e.
treated with Simvastatin and E i.e. treated with combination
of Apple cider vinegar and Cinnamon might be equal in ef-
ficacy to lower serum Triglycerides.

Effect of treatment on Serum HDL-Cholesterol
in mice(mg/dl)

The effect of treatment with Apple cider vinegar, Cinnamon
and their combination on serum HDL has been given in fig.3.
At Day 15 the serum HDL- cholesterol of all the groups was
decreased from their respective value at day 0 which is the
result of Hyperlipidemia with cholesterol powder. At day 45
of treatment the serum HDL of all the treated groups includ-
ing the treated control was increased but the result was only
significant with group E when compared to normal control.
The serum HDL of all the treated groups was increased at
day 60 and the result was significant when compared to nor-
mal control. The highest mean value of serum HDL was ob-
tained in group E. When compared to group B i.e. treated
control the P-values of group C, D and E at day 60 were not
significant showing equal efficacy to elevate the serum HDL
cholesterol in hyperlipidemic mice.

Effect of treatment on Serum LDL-Cholesterol
in mice(mg/dl)

The effect of treatment with Apple cider vinegar, Cinnamon
and combination of Apple cider vinegar and Cinnamon on
serum LDL has been given in fig.4. At day 15 LDL levels
were raised showing induction of Hyperlipidemia. At day 45
and 60 the serum LDL-cholesterol of all the groups except
the normal control was decreased. Group E showed the low-
est mean value of LDL-cholesterol as compared to group C
and D. The comparison with normal control showed signifi-
cant result with p-value <0.05. As compared to treated con-
trol, group C, D and E showed non- significant changes in
LDL-cholesterol level proving equal efficacy.

DISCUSSION

The present study investigated the effect of Cinnamon and
apple cider vinegar in combination and alone on lipid profile
including total cholesterol, triglycerides, HDL-cholesterol and
LDL-cholesterol in male balap/c albino male mice. This study
showed significant changes in lipid profile levels by Apple
cider vinegar and Cinnamon which were in agreement with
literature. The mice were fed with cholesterol powder for the
first fifteen days of experimentation that resulted in Hyper-
lipidemia with increase in serum Cholesterol, Triglycerides,

LDL-C and decrease in HDL-C. At day 15 total cholesterol
levels were increased compared with the Control group re-
ceiving normal rat feed.In another study performed by Abdel-
gadir et al., hyperlipidemia was induced in male albino rats
after feeding high cholesterol diet for 08 days. The serum lipid
profile showed elevated levels of TC, TG and LDL while HDL
values were decreased.'

Overfeeding of fat causes an increase production of Chy-
lomicrons, which enter liver by pinocytosis hence level of
Triglycerides in liver is enhanced. In addition, the free fatty
acids (FFA) generated by hydrolysis of TG of Chylomi-
crons, leads to increased influx of FFA in liver and syn-
thesis of TG and Very low density lipoproteins (VLDL) is
increased. Enhanced VLDL levels in plasma in turn leads
to increase in LDL level."* Composition of HDL is altered
VLDL by the effects of cholesteryl ester transfer protein
and hepatic lipase that directs the development of minute
dense HDL and enhances the catabolism of these entities.
An inverse correlation among liver fat and HDL has also
been noticed."

The present study showed significant decrease in serum cho-
lesterol level after 6 weeks of treatment with ACV and CIN.
The reduction in serum Cholesterol level of Group E was
greater when compared to Group C and D, which confirmed
the synergistic effect of ACV and CIN.

Ngozi et al. 2019 also reported decrease in serum TC after 4
weeks of feeding with ACV, and showed that ACV has sig-
nificant cholesterol lowering effect.!> It was proposed that
the hypocholesterolemic effect of ACV might be due to poly-
phenolic compounds.!® A study on hypocholesterolemic ef-
fect of different types of vinegar showed significant decrease
in serum Cholesterol by ACV. It is also emphasized that the
serum Cholesterol is reduced by acetic acid components in
vinegar which inhibit hepatic lipogenesis and promote ex-
cretion bile acid in feces.!"These results were in line with
Naziroglu et al. 2014 who observed in their study that tri-
glycerides and cholesterol were lesser among mice treated
with ACV and fed high cholesterol.!®

Cinnamon also has hypocholesterolemic properties which
were proven by a study conducted by Alsoodeeri et al. on
hypercholesterolemic rats. It was found in the study that cin-
namon extract given as a daily dose of 4g/kg presented anti-
hyperlipidemic effect among hypercholesterolemic rats. A
reduction in serum LDL-C, triglyceride and total cholesterol
levels and a rise in serum HDL-C were noted by them on day
30 of their experiment.” It is said that Cinnamon treatment
might have a direct role in lipid metabolism. Maierean et al.
reported that supplementation with cinnamon significantly
decreased serum triglycerides and cholesterol concentrations
though showed no effects on blood concentrations of HDL-C
and LDL-C.2?
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Feeding ACV and CIN has caused significant reduction in
TG level. Effect of treatment was greatest in group E which
was given combination of ACV and CIN. This was in agree-
ment with study of Ousaaid et al. in which they concluded
that the moderate reduction in concentrations of total choles-
terol (TC) were seen by apple vinegar in female rats while
LDL-C and triglycerides among rats of both genders.?! An-
other study examined the effect of ACV in diabetic mice.
After 4 weeks of treatment with apple cider vinegar a signifi-
cant decrease in serum total cholesterol (TC), LDL-C, and
TG levels was noted.?* This lipid lowering effect was attrib-
uted to acetic acid in ACV which suppresses accumulation of
body fat and hepatic lipids by upregulation of genes for fatty
acid oxidation and soluble apple fiber pectin which increases
fecal bile acid excretion leading to decrease in plasma TC
and TG.? However, research evidence that ingestion of apple
cider vinegar can decrease triglycerides and total cholesterol
in plasma only once consumed normal levels of dietary li-
pids**and is not in agreement with present findings.

In the present study ACV and CIN showed significant ef-
fect on serum HDL-C and LDL-C level. The serum LDL-C
levels in group E showed a decreasing trend while HDL-C
levels were raised. This was in agreement with the study con-
ducted by Halima et al who concluded that an increase in
levels of blood HDL after consumption of apple cider vin-
egar among study subjects with a statistically significant dif-
ference (p<0.05).>However Panetta et al. performed a rand-
omized clinical trial to evaluate impact of vinegar on HDL-C
and proved that consuming 30ml Apple cider vinegar daily
for 8 weeks had no beneficial effect on HDL-C and LDL-C
levels.?® Beheshti et al. observed an increase in serum HDL-
C and decrease in LDL-C after intake of ACV in human
subjects but the difference was not statistically significant
for rise in HDL-C.?’ It has been suggested that this effect of
ACYV may be due to its influence on the glycemic index(GI).
The acidic food e.g. pickled food or those containing vinegar
or lemon juice have low GI and may result in lower LDL
cholesterol and enhanced HDL cholesterol levels.?

It was noted in this study that cinnamon also showed positive
effect on HDL-C and LDL-C. This hypolipidemic effect was
more pronounced in combination with ACV which proved
their synergistic effect. In a study done by Jain SG et al,
involving 129 metabolic syndrome patients, cinnamon inter-
vention resulted in a significant decrease in total cholesterol,
serum triglycerides, LDL-C, whereas a significant increase
in HDL-C as compared to the placebo group was noted.” This
was somewhat in agreement with a study performed on dia-
betic patients who were given cinnamon supplementation in
the form of 250 mg water extract of cinnamon twice per day
for two months. The serum lipids showed a decrease in TC
and LDL levels however there was no significant change in
HDL-C of the subjects.?

In this work, comparison of efficacy of cinnamon, ACV, cin-
namon and ACV combination, was made with simvastatin.
Nikolic T et al reported that when statins such as atorvastatin
and simvastatin were administered to hypercholesterolemic
rats they induce inhibition of cholesterol production in rat
liver by blocking HMG-CoA reductase-C levels at the end of
4 weeks.? We found that the synergistic effect of ACV plus
cinnamon was more as compared to the effect of simvastatin
in achieving decreased total cholesterol, triglycerides, LDH
and increased HDL.

CONCLUSION

Apple Cider Vinegar keeps the anti-hyperlipidemia effect
which was found to be significantly high (p<0.05) in com-
bination with Cinnamomum cassia when consumed by male
albino mice.
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