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ABSTRACT
Acute kidney injury (AKI) is a serious pathophysiological event consequent to rhabdomyolysis. Inflammatory mech-
anisms play a role in the development of  rhabdomyolysis-induced AKI. Citronellol (CT) is a naturally occurring 
monoterpene in essential oils of  aromatic plant species. In this study, we explored the protective effects of  citronellol 
on AKI resulting from glycerol-induced rhabdomyolysis. Rhabdomyolysis was induced by a single intramuscular in-
jection of  glycerol 50% (10mg/kg) in the thigh caudal muscle. Four groups of  mice were assigned, including a control 
group, a group administered with glycerol to induce AKI as a model, a group treated with glycerol plus 50mg/kg 
CT, and a group treated with glycerol plus 100mg/kg CT. The renal function of  mice from all groups was evaluated 
using kidney histopathological changes and kidney injury molecule-1 (KIM-1). Myoglobin levels were measured to 
detect rhabdomyolysis. Apoptosis was evaluated by renal cleaved caspase-3 and BAX levels. Both doses of  citronellol 
(50mg/kg and 100mg/kg) significantly reduced KIM-1 mRNA expression and myoglobin levels compared to the 
glycerol group. In addition, citronellol resulted in lower cleaved caspase-3 and BAX in the renal tissue, indicating that 
citronellol exerted an anti-apoptotic effect in AKI. Citronellol showed a reno-protective effect against rhabdomyoly-
sis-induced AKI, which may be attributed to its anti-apoptotic effects.
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INTRODUCTION

Rhabdomyolysis is a serious medical condition that occurs when 
the muscle tissue is injured and releases its contents into the blood-
stream. This can happen due to various causes, including trauma, 
infections, drug use, and extreme exercise [1]. Acute kidney injury 
(AKI) is a major health complication resulting in end-stage renal 
disease (ESRD) and even death if  not promptly diagnosed and 
treated [2]. Myoglobin is a protein freely filtered by the glomeruli 
in the kidneys and then reabsorbed by the proximal tubules. When 
there is an excessive release of  myoglobin into the bloodstream, 
such as in cases of  rhabdomyolysis, it can lead to the accumulation 
of  myoglobin in the tubular cells of  the kidneys. This can cause 
oxidative stress, inflammation, and cell death, producing AKI 
[3]. Caspase-3, a vital apoptosis executor, and Bcl-2-associated X 
protein (BAX), a proapoptotic protein that stimulates cytochrome 
c release from mitochondria, are implicated. Activating caspase 
3 and subsequent cell apoptosis in the kidneys can contribute to 
developing and progressing rhabdomyolysis-induced AKI [4]. 
Glycerol injection is commonly used to induce rhabdomyolysis in 
animal models [4]. Citronellol (CT) is a naturally occurring mono-

terpene alcohol (3,7-Dimethyl-6-often-1-ol) found in some species 
such as Cymbopogon citrates, Cymbopogon wineries, and Lippiaa 
alba and commonly used as a fragrance and flavoring agent. It is 
also used in various industries, including the food, cosmetic, and 
pharmaceutical industries. Citronellol exists in two forms: (+)-CT, 
primarily in citronella, Amyris, and eucalyptus citriodora oils, and 
(-)-CT. It is mostly present in pelargonium and rose oils (both are 
colorless liquids with a rose fragrance). Citronellol has been shown 
to have antibacterial, antifungal, and repellent properties in vitro 
and cardiovascular, antidiabetic, and antinociceptive properties in 
vivo [5]. There is currently no medication available to treat or pre-
vent AKI or rhabdomyolysis [6, 7]. In our study, we investigated 
the anti-apoptotic effect of  citronellol in a mouse model.

MATERIAL AND METHODS

Animal 

The College of  Pharmacy at the University of  Baghdad provid-
ed the mice used in our experiments. All procedures performed on 
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the animals strictly adhered to both institutional and international 
regulations governing the ethical treatment and use of  laboratory 
animals. 

Experimental protocol

The study used 32 male BALB/c Albino mice weighing 25-
32 gr. The mice had free access to water and a standard diet. 
Rhabdomyolysis was induced in the mice by subjecting them to 
24 hours of  water deprivation, followed by a single intramuscu-
lar injection of  glycerol 50% (obtained from Merk, Germany) 
at a dose of  10 ml/kg [2, 8]. The mice were randomly divided 
into four groups, each consisting of  8 mice. The control group 
received normal saline for 4 consecutive days. The model group 
received a single intramuscular injection of  glycerol 50% at a 
dose of  10 mg/kg to induce rhabdomyolysis. The treatment 
groups were administered citronellol (obtained from Sigma-Al-
drich, Germany) orally at doses of  50 mg/kg and 100 mg/kg for 
4 days, followed by a single intramuscular injection of  glycerol 
50% at a dose of  10 mg/kg on the fourth day [6]. All mice were 
euthanized 24hrs after glycerol injection by diethyl ether followed 
by cervical dislocation [8]. The right kidneys were extracted and 
homogenized [9, 10] and kept frozen for later measurement of  
myoglobin, cleaved caspase-3, and BAX using ELISA (MY Bio-
Source, USA). The left kidneys were fixed in formalin for histo-
pathological analysis using hematoxylin and eosin (H&E) stain-
ing [9, 10].

Gene expression analysis 

Gene expression analysis of  KIM-1 was conducted by mea-
suring mRNA levels in kidney tissue using a standard quantita-
tive reverse transcription-polymerase chain reaction (qRT-PCR) 
protocol [11]. In summary, kidney homogenate with TRIzol 
was used to isolate total RNA using TransZol Up Plus RNA 
Kit (TransGen, biotech). Subsequently, complementary DNA 
(cDNA) synthesis was performed using the EasyScript® one-step 
gDNA removal and cDNA synthesis (TransGen, biotech). SYBR 
Green Supermix (TransGen, biotech) performed the mRNA ex-
pression levels with GAPDH as a housekeeping gene. The primer 
sequences were forward GAPDH CGGGTTCCTATAAATAC-
GGACTG and reverse CCAATACGGCCAAATCCGTTC; 
KIM-1 forward, GGCTCTCTCCTAACTGGTCA and reverse 
TGATGTGCTGCTGCGAGATT.

RESULTS

Effect of citronellol on kidney function and injury

To assess renal function, kidney KIM-1 expression and histo-
pathological evaluation of  the kidney were used. Glycerol injec-
tion in mice is known to cause deterioration in renal function, 
which is reflected by a significant elevation in KIM-1 expression 
(4.82±1.21 vs. 1.08±0.16) compared to control, as shown in Fig-
ure 1. Data revealed that pre-treatment with CT 50&100mg/
kg resulted in significant downregulation in KIM-1 expression 
(0.29±0.07 & 0.29±0.04 vs. 4.82±1.21), respectively, compared 
to the model group. In addition, the histological evaluation of  
kidney tissue further supported these results. Kidney injury was 
evaluated by a semi-quantitative scoring system of  kidney injury, 

which was estimated for each animal observed in a blinded man-
ner. The percentage of  tubules in the renal cortex that showed 
significant histopathological alterations, severe glomerular atro-
phy, significant dilatation of  renal tubules lumen, with remark-
able periglomerular and peritubular fibroblast infiltration, mas-
sive polymorphonuclear cells interstitial infiltration, and severe 
congestion of  blood vessels, were scored as follows: 0, normal kid-
ney; 1, <25%; 2, 25–50%; 3, 50–75%; 4, >75% [12]. As shown 
in Figure 2 (A-D), CT treatment exhibited a dose-dependent im-
provement in kidney injury scores compared to the model group. 

Effect of citronellol on myoglobin 

Myoglobin was measured to assess rhabdomyolysis. Injection of  
glycerol resulted in spike elevation of  myoglobin (104.02±1.91 vs. 
43.09±2.41) levels compared to control, as shown in Figure 3. In-
terestingly, mice receiving CT 50&100mg/kg for 4 days revealed a 
significant dose-dependent reduction in myoglobin (53.18±2.56 & 
41.78±2.05 vs. 104.02±1.91) compared to the model group, imply-
ing an improving effect on muscle rhabdomyolysis. The parameter 
was measured 24 hours after glycerol injection. The results are ex-
pressed as mean±SEM, and statistical significance was determined 
by comparing the control group with the glycerol-injected mice 
and the citronellol-treated mice with the glycerol-injected mice. A 
p-value of  <0.05 (#p<0.05 or *p<0.05) indicates statistical signifi-
cance and a and b referred to treatment groups. 

Effect of citronellol on apoptosis of tubular epithelial 
cells

In this study, we evaluated the effect of  CT on the levels of  
two markers of  apoptosis, cleaved caspase-3 and BAX. Intra-
muscular injection of  glycerol resulted in significant elevation 
of  kidney tissue cleaved caspase-3 (#) and BAX (#) compared 
to control (38.30±0.87 vs. 17.39±1.075) and (2.90±0.03 vs. 
1.05±0.01) respectively, indicating amplified renal apoptosis 
due to rhabdomyolysis as shown in (Figure 4 A, B). Remarkably, 
mice treated with either CT 50 mg/Kg or 100 mg/Kg showed 
a significant decline in both apoptosis markers cleaved caspase-3 

Figure 1. KIM-1 expression in renal tissue. The results are ex-
pressed as mean±SEM, and statistical significance was deter-
mined by comparing the control group with the glycerol-injected 
mice and the citronellol-treated mice with the glycerol-injected 
mice. A p-value of <0.05 (#p<0.05 or *p<0.05) indicates statistical 
significance. 
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(12.84±0.37 & 10.68±0.43 vs. 38.30±0.87) and BAX (1.03±0.01 
&0.87±0.038 vs 2.90±0.03) compared to model group (Figure 
4 A, B). This effect revealed that CT exerted a reno-protective 
effect through anti-apoptotic action in this mouse model.

DISCUSSION

Acute kidney injury (AKI) is associated with serious rhabdomy-
olysis. Glycerol-induced AKI is a commonly used experimental 
model for studying the mechanisms underlying AKI and devel-
oping new approaches for its treatment [12, 13]. In this model, 
glycerol is injected into the muscle, which causes the breakdown 
of  muscle cells and the release of  myoglobin, creatine kinase, 
and other toxic substances into the bloodstream. These substanc-
es can overwhelm the kidney's filtering capacity, damaging the 
renal tubules and impairing kidney function [13-15]. Based on 
the results of  this study, it appears that glycerol injection induced 

Figure 3. Results of an experiment conducted on albino mice to 
investigate the effect of citronellol on myoglobin in kidney tissue
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Figure 2. A: Photomicrograph of kidney section of control mice showing the normal histological architecture of the renal cortex and 
normal glomerular tuft morphology (white arrow). Significant and regular epithelium of renal tubules (black arrow) with definite renal 
corpuscle (yellow arrow). (H and E,40X). B: Photomicrograph of kidney section of glycerol-induced renal injury showing significant his-
topathological alterations, severe glomerular atrophy (white arrow), significant dilatation of renal tubules lumen (black arrow), with 
remarkable periglomerular and peritubular fibroblast infiltration (yellow arrow), massive polymorphonuclear cells interstitial infiltration 
(red arrow) and severe congestion of blood vessels (green arrow). (H and E,40X).                                            
C: Photomicrograph of kidney section of citronellol 50 mg\kg treated mice showing slight histological reversible alterations, mild glo-
merular necrotic changes (red arrow), degeneration of tubular endothelial (black arrow), with endothelial necrosis and desquamation 
(white arrow), and peri corpuscular inflammatory cells infiltration (yellow arrow). (H and E,40X).
D: Photomicrograph of renal cortex section of a citronellol 100 mg\kg treated mice showing significant histological reversible alterations, 
close to normal glomerular morphology (red arrow), mild degeneration of tubular endothelial represented by a star-shaped lumen (black 
arrow). (H and E,40X). E: semi-quantitative scoring system of kidney injury.
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stimuli in the mitochondrial pathway of  apoptosis. Upon activa-
tion, Bcl-2-associated X (BAX) and Bcl-2 antagonist/killer (BAK) 
is triggered, releasing cytochrome c (Cyt c) from the mitochon-
dria. Extracellular ligands, including tumor necrosis factor and 
Fas, attach to the extracellular receptors, triggering caspase 8. 
Then, after cleaving and activating caspase-3, apoptosis is started 
[27-29].

In this study, we found that cleaved caspase-3 and BAX were 
increased in the kidneys of  mice in the glycerol group, as ob-
served in another study [29, 30] but significantly decreased in 
the mice treated with citronellol in both low and high doses. This 
suggests that treatment with citronellol may reduce apoptosis in 
the kidneys of  mice.                                                                

CONCLUSION
The study demonstrated that citronellol has a reno-protective 

effect against rhabdomyolysis-induced acute kidney injury in 
mice, which may be attributed to its anti-apoptotic effect. The 
findings suggest that citronellol may be a promising therapeu-
tic agent for AKI. The results of  this study provide valuable in-
sights for future research and the development of  effective treat-
ment strategies for AKI. However, further studies are needed to 
validate the efficacy and safety of  citronellol in human subjec
ts.                                                                                                                                        
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rhabdomyolysis in the tested groups, as evidenced by the signifi-
cant increase in Myoglobin concentrations (as observed in previ-
ous studies [16]) compared to the control group. Additionally, the 
glycerol group showed significant kidney damage and morpho-
logical changes in kidney tissue [17, 18].

However, the administration of  citronellol at both 50 and 100 
mg/kg doses appeared to have a protective effect on the kidneys 
of  the tested animals. The treatment significantly reduced renal 
tubular epithelial cell degeneration and necrosis. The observed 
reduction in tubule necrosis scores and morphological damage 
suggests that citronellol may play a role in preventing or treating 
rhabdomyolysis-induced kidney injury.

KIM-1 is a protein that is upregulated in response to kidney 
injury and is primarily expressed in the kidney's proximal tubules. 
KIM-1 is a promising biomarker for the early detection of  AKI 
[19]. Studies have shown that KIM-1 expression in the kidneys 
greatly increases in response to injury or insult, such as ischemia 
or exposure to nephrotoxic agents [20]. The results showed that 
KIM-1 expression increased after glycerol injection [21], and 
both doses of  citronellol led to a significant decrease in KIM-1 
gene expression compared to the glycerol group. This suggests 
that citronellol may protect against the injury caused by glycerol.

The toxic effects of  myoglobin and other substances on the 
kidney are mediated by oxidative stress and inflammation. One 
of  the consequences of  rhabdomyolysis is the accumulation of  
lipid peroxides, which are reactive molecules that can cause dam-
age to cell membranes and other cellular components [22]. Re-
active oxygen species (ROS) can be produced when the electron 
transport chain is interrupted by damage to the mitochondrial 
membrane. Highly reactive chemicals known as ROS have the 
potential to further harm biological components such as DNA, 
proteins, and lipids [22]. Cytochrome C may also be released 
into the cytoplasm due to mitochondrial membrane breakdown 
[23]. This event triggers the activation of  caspases 1 and 3, en-
zymes that play a key role in programmed cell death or apoptosis 
[24]. Tubular-cell apoptosis is a common feature of  rhabdomy-
olysis-induced acute kidney injury [25, 26].

Caspases are enzymes that are crucial in programmed cell 
death or apoptosis. They are important apoptotic pathways and 
are triggered in response to various stimuli, including inflamma-
tion, oxidative stress, and other variables. The Bcl-2 family pro-
teins, such as BH3 interacting domain death agonist (BID) and 
Bcl-2-associated death promoter (Bad), are activated by various 

Figure 4. Cleaved caspase-3 and BAX levels in kidney tissues. (A) Cleaved caspase-3 (B) BAX level. 

A B



1061

JOURNAL of MEDICINE and LIFE

JOURNAL of  MEDICINE and LIFE. VOL: 16 ISSUE: 7 JULY 2023

15. Kurts C, Ginhoux F, Panzer U. Kidney dendritic cells: fundamental biology and 
functional roles in health and disease. Nat Rev Nephrol. 2020;16(7):391-407. doi: 
10.1038/s41581-020-0272-y.

16. Li YF, Xu BY, An R, Du XF, et al. Protective effect of  anisodamine in rats with 
glycerol-induced acute kidney injury. BMC Nephrol. 2019;20(1):223. doi: 10.1186/
s12882-019-1394-y..

17. Al Asmari AK, Al Sadoon KT, Obaid AA, Yesunayagam D, Tariq M. Protective 
effect of  quinacrine against glycerol-induced acute kidney injury in rats. BMC 
Nephrol. 2017;18:41. https://doi.org/10.1186/s12882-017-0450-8..

18. Nguyen MT, Devarajan P. Biomarkers for the early detection of  acute kidney injury. 
Pediatr Nephrol. 2008;23(12):2151-7. doi: 10.1007/s00467-007-0470-x.

19. Jana S, Mitra P, Roy S. Proficient Novel Biomarkers Guide Early Detection of  Acute 
Kidney Injury: A Review. Diseases. 2022;11(1):8. doi: 10.3390/diseases11010008. .

20. Rodrigo R, Rivera G. Renal damage mediated by oxidative stress: a hypothesis of  
protective effects of  red wine. Free Radic Biol Med. 2002;33(3):409-22. doi: 10.1016/
s0891-5849(02)00908-5

21. lkuraishy HM, Al-Gareeb AI, Al-hussaniy HA. Doxorubicin-induced cardiotoxicity: 
Molecular mechanism and protection by conventional drugs and natural products. 
Int J Clin Oncol. 2017;2:31. https://doi.org/10.11648/j.ijcocr.20170202.12.

22. Caroppi P, Sinibaldi F, Fiorucci L, Santucci R. Apoptosis and human diseases: 
mitochondrion damage and lethal role of  released cytochrome C as proapoptotic 
protein. Curr Med Chem. 2009;16(31):4058-65. doi: 10.2174/092986709789378206.

23. Sancho-Martínez SM, López-Novoa JM, López-Hernández FJ. Pathophysiological 
role of  different tubular epithelial cell death modes in acute kidney injury. Clin Kidney 
J. 2015;8(5):548-59. doi: 10.1093/ckj/sfv069.

24. Naji MA, Alburghaif  AH, Saleh NK, Al-hussaniy HA. Patient expectations regarding 
consultation with a family doctor: a cross-sectional study. Med Pharm J. 2022;1:35–
40. https://doi.org/10.55940/medphar20225.

25. Awad MM, Elsahar MI. Asymptomatic Bacterial Infection in Pregnancy: A new 
update. Med Pharm J. 2022;1:1–11. https://doi.org/10.55940/medphar20228.

26. Al-Kuraishy HM, Al-Hussaniy HA, Al-Gareeb AI, Negm WA, et al. Combination 
of  Panax ginseng C. A. Mey and Febuxostat Boasted Cardioprotective Effects 
Against Doxorubicin-Induced Acute Cardiotoxicity in Rats. Front Pharmacol. 
2022;13:905828. doi: 10.3389/fphar.2022.905828..

27. Beshna EA, Amir S, Swead RT, Aldoubali KA, et al. Perception, knowledge 
and attitude of  solar radiation diseases and use of  sun screen among Al Zawia 
Medical University Students in Libya. Med Pharm J. 2022;1:34–44. https://doi.
org/10.55940/medphar202223.

28. Al-hussainy HA, AL-Biati HA, Ali IS. The effect of  nefopam hydrochloride on the 
liver, heart, and brain of  rats: Acute toxicity and mechanisms of  nefopam toxicity. Pnr. 
2022;13:393–400. https://doi.org/10.47750/pnr.2022.13.03.061..

29. Salim Mahmood A, Ammoo AM, Ali MHM, Hameed TM, et al. Antiepileptic effect 
of  neuroaid® on strychnine-induced convulsions in mice. Pharmaceuticals (Basel). 
2022;15:1468. https://doi.org/10.3390/ph15121468..

30. Wang YD, Zhang L, Cai GY, Zhang XG, et al. Fasudil ameliorates rhabdomyolysis-
induced acute kidney injury via inhibition of  apoptosis. Ren Fail. 2011;33(8):811-8. 
doi: 10.3109/0886022X.2011.601830.

REFERENCES

1. Nguyen MT, Devarajan P. Biomarkers for the early detection of  acute kidney injury. 
Pediatr Nephrol. 2008;23(12):2151-7. doi: 10.1007/s00467-007-0470-x.

2. Shen Y, Yu J, Jing Y, Zhang J. MiR-106a aggravates sepsis-induced acute kidney 
injury by targeting THBS2 in mice model. Acta Cir Bras. 2019;34(6):e201900602. 
doi: 10.1590/s0102-865020190060000002.

3. Homsi E, Janino P, de Faria JB. Role of  caspases on cell death, inflammation, and 
cell cycle in glycerol-induced acute renal failure. Kidney Int. 2006;69(8):1385-92. doi: 
10.1038/sj.ki.5000315.

4. Shareef  SM, Kathem SH. Gentiopicroside ameliorates acute inflammatory kidney 
injury in a mouse model induced by LPS through hampering NF‐κB, AP‐1 and 
IRF3 pathways. The FASEB Journal. 2022 May;36.  DOI:10.1096/fasebj.2022.36.
S1.L7952

5. Redha SM, Kathem SH. Citronellol exerts lung protective and anti-inflammatory 
effects through hampering NF-κB in lipopolysaccharide-induced acute lung injury in 
mice. FASEB J 2022;36 Suppl 1. https://doi.org/10.1096/fasebj.2022.36.S1.L7816.

6. Jawaid T, Alaseem AM, Khan MM, Mukhtar B, et al. Preparation and Evaluation 
of  Nanoemulsion of  Citronella Essential Oil with Improved Antimicrobial 
and Anti-Cancer Properties. Antibiotics (Basel). 2023;12(3):478. doi: 10.3390/
antibiotics12030478. .

7. Abbas BW, H. Kathem S. Carvone attenuates irinotecan-induced intestinal mucositis 
and diarrhea in mice. Iraqi J Pharm Sci. 2021;30:58–63. https://doi.org/10.31351/
vol30iss2pp58-63.

8. Beshna EA, Alwafi SA, Lazrak RR. Evaluation of  the Quality of  life of  Zawia 
(Libya) patients undergoing hemodialysis. Med Pharm J. 2023;2:4–16. https://doi.
org/10.55940/medphar202229.

9. Ahmad HA, Kathem HS. Thymoquinone attenuates immune mediated liver injury 
induced by concanavalin A in mice. Iraqi J Pharm Sci. 2021;30:50–7. https://doi.
org/10.31351/vol30iss2pp50-57.

10. Ban KY, Nam GY, Kim D, Oh YS, Jun HS. Prevention of  LPS-Induced Acute 
Kidney Injury in Mice by Bavachin and Its Potential Mechanisms. Antioxidants 
(Basel). 2022;11(11):2096. doi: 10.3390/antiox11112096. .

11. Robinson N, Ganesan R, Hegedűs C, Kovács K, et al. Programmed necrotic cell 
death of  macrophages: Focus on pyroptosis, necroptosis, and parthanatos. Redox Biol. 
2019;26:101239. doi: 10.1016/j.redox.2019.101239.

12. Kathem SH, Mohieldin AM, Abdul-Majeed S, Ismail SH, et al. Ciliotherapy: a novel 
intervention in polycystic kidney disease. J Geriatr Cardiol. 2014;11(1):63-73. doi: 
10.3969/j.issn.1671-5411.2014.01.001

13. Vetrivel P, Kim SM, Saralamma VVG, Ha SE, et al. Function of  flavonoids on 
different types of  programmed cell death and its mechanism: a review. J Biomed Res. 
2019;33(6):363–70. doi: 10.7555/JBR.33.20180126. .

14. Shaaban SM, Gaber Z, Semary S, Dewidar AM. Impact of  Vitamin B12 on 
outcome of  Early Stage Luminal A and B Breast Cancer, single center experience. 
Med Pharm J. 2023;2:17–27. https://doi.org/10.55940/medphar202227.


