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Abstract 

Creatine is a substance found naturally in body tissues, especially in the muscles and brain. 

Creatine is found in the diet, especially in seafood and red meat, and is commonly used to 

increase muscle mass and improve exercise performance in humans. This research was 

design to evaluate the effects of creatine administration on many physiological and 

biochemical parameters. In the method design, 24 mature adult male rabbits are divided at 

random into four groups as the following:  G1 (Group of control): six mature adult of male 

rabbits orally administered distilled H2O (1ml/animal) by gavage daily, G2 mature adult of 

male rabbits were orally administration creatine monohydrate (1ml/kg BW) by gavage daily. 

G 3 mature adult of male rabbits were orally administration creatine monohydrate (2ml/kg 

BW) by gavage daily. While G4 adult male rabbits were orally administration creatine 

monohydrate (3ml/kg BW). After 30-days of administration, the rabbits were anaesthetized 

and blood samples were collected for determination thyroid hormones, liver enzymes, lipid 

profiles and kidney function (determined by urea, creatinine levels) and serum total protein 

levels, in the results, the groups that received 1, 2 and 3 ml of creatinine significantly 

increased but more over increased in group treated with 3 ml of creatinine in all studied 

parameters such as T4 hormones, liver enzymes, urea, creatinine levels and all lipid profile 

except TSH, T3, HDL, total protein concentration decreased significantly compared to the 

control group. In conclusions, the creatine has harmful effect on biochemical and 

physiological parameters in the creatine-treated group (3ml). In the conclusion that an 

adverse effect of creatine on the functions of the thyroid gland, liver and kidneys increases in 

these organs with increase doses.  
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Introduction 

Creatine (alpha-methyl of guandino-acetic acid) is derivative of amino acid synthesized 

from glycine, methionine and arginine in the pancreas, liver and kidneys.  It is substance 

found normally in the tissues of body especially in the muscles and brain. Creatine is found 

in the diet especially in seafood and red meat and it is used commonly for increasing muscle 

mass and improving exercise performance in humans (Jäger et al., 2011). It is important in 

making the energy for the muscles. Certain amount of creatine is only hold by muscle (skeletal 

muscles) in forms either the free (about 40 %) or phosphorylated (about 60%). The point of 

saturation of loading dose is usually reached within the first few days after taking. The main 

source of creatine in humans is production from endogenous or from consumption naturally 

in the diet. Exogenous supplemented of creatine, intra-muscular and stores in cerebral of 

creatine and its form of phosphorylated, phosphocreatine, creatine elevated. When increase 

the stores of creatine can offer therapeutically benefits by preventing diminishing of ATP, 

activating synthesis of protein or decreasing protein degradation and settle down of 

membranes (Joy et al., 2014). About 1–2 g of creatine in humans is required to replace that 

lost by irreversible conversion to creatinine and about one-half of this is provided from 

endogenously synthesized and the remainder is from the diet (Poortmans et al., 2010).  Also 

creatine is taken orally for syndromes deficiency of creatine that influences the brain and 

obstructively chronic pulmonary disease. Diabetes mellitus, Congestive of heart failure (CHF), 

fibromyalgia, depression, inflammatory myopathies,  disease of Parkinson, diseases of the 

muscles and nerves, sclerosis multiply, cramps and muscle atrophy, problems of breathing 

in infants, trauma in head, eye gyrate atrophy, schizophrenia, the senses and movement 

inherited disorders, breakdown of the spine muscle, and recovery from surgery (Gosselink, et 

al. 2003; Bender et al., 2005; Freilinger et al., 2011; Kley et al., 2011; Carvalho et al., 2012; 

Candow et al., 2014). Carbohydrate interactions with creatine by carbohydrates combine with 

creatine can elevation creatine levels in muscle much more than creatine unique. Creatine in 

a dose 5 g supplementing plus 93 g of simply carbohydrates four doses/day for 5 days can 

increment creatine concentration 60% in muscle more than creatine unique (Koenig et al., 

2008). The current study aims for the examination the toxic effects of creatine in mature male 

rabbits.  

 

Materials and Methods:  

1- Animals of experimental: 

This study was completed at the College of Veterinary Medicine/ University of Basrah. 

Twenty four adult male rabbits which were uses for this study. Kept of the animals done in 

the animal house to acclimatization fourteen days. Maintained the animals under optimum 

condition (25± 2) and (equally hours light to dark) cycle, with standard diet and tap water. 

 

2- Experimental Design: The experimental animals were included in this study: twenty four 

adult male rabbits are randomly divided as the following into 4 groups:  

G 1 (control): six adult mature male rabbits administered orally distilled water (1ml/kg 

BW daily) by gavage.  

G 2: six adult mature male rabbits were administered orally creatine monohydrate 

(1ml/kg BW) dissolved in 5ml distilled water daily by gavage. 
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G 3: six adult mature male rabbits were administered orally creatine monohydrate 

(2ml/kg BW) dissolved in 5ml distilled water daily by gavage.  

G 4: six adult mature male rabbits were administered orally creatine monohydrate 

(3ml/kg BW) dissolved in 5ml distilled water daily by gavage.      

 

 3- Studied parameters: After blood samples were collected from the heart in tubes without 

anticoagulant and samples of serum were isolated and stored it at -20 C until for biochemical 

examination. 

3-1 Measurement of thyroid hormones concentrations (ng/dl): 

The measurement of serum tetra- and trio- iodothyronine concentrations (T4 and T3) are 

generally regarded as a valuable tool in the diagnosis of thyroid dysfunction; kit was used 

(Monobind Inc. lake forest CA 92630, USA). The Procedure of the test was done according to 

that described by Ma et al. (2006).  

3-2 Measurement of Thyroid-Stimulating Hormone (TSH) concentration (µlU/ml): 

Serum thyrotropin (TSH) concentration measurement is regarded generally as a 

valuable tool in the diagnosis of thyroid dysfunction; kit was used (Monobind Inc. lake forest 

CA 92630, USA). The procedure of this test is similar to that described in T4 and T3 except 

adding TSH enzyme conjugate solution. 

 

4- Biochemical measurements: Some biochemical measurements were done on the serum 

after the separation by using special enzymatic kits as follow: 

4-1 Serum Aspartate Aminotransferase (AST) Serum Alanine Aminotransferase 

(ALT) estimations (U/I): Aspartate and alanine aminotransferase is measured by monitoring 

the concentration of oxaloacetate hydrazone formed with 2,4-dinitrophenyl-hydrazine . The 

procedure of this kit was mentioned by Schumann and Klauke (2003). From a table in the 

paper of kit the activity of AST and ALT in the serum can be obtained by plotting the measured 

absorbanceagainst the transaminase activities in U/I. 

4-2 Serum Alkaline Phosphatase (ALP) estimation (U/I): 

      This calculation of ALP concentration was done by using the colorimetric 

determination of alkaline phosphatase activity (Biomeriexu, France). The procedure could be 

an estimation of ALP activity by methodology was described by Tietiz (1999). 

Calculation: 

ALP (U/I) =                                                                                 X 142 U/I 

 

4-3 Total cholesterol measurement (TC): The serum total cholesterol was measured 

enzymatic by using a linear chemical kit (BIO-ABO S.A/CHOD-PAP, France. The 

measurement mentioned by Tietz (1996 &1999).  

        Total cholesterol concentration was calculated by following equation: 

Total Cholesterol concentration = mg/dl 

OD Serum sample - OD seum blank 

OD standard 

http://www.minarjournal.com/
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4-4 measurement of triglyceride in serum (TG): The measurement of serum 

triglyceride concentration was done by using a special chemical kit (SYRBIO/GPO-PAP/ Syria) 

based on Stein (1987). Calculated the serum TG concentration by the following formula:   TG 

Concentration of TG =  

4-5 measurement of concentration of High-Density Lipoprotein Cholesterol (HDL-

C): 

     This measurement was described by Tietz (1999). And concentration it can be 

obtained by application the following formula:  

HDL concentration =  

4-6 Measurement of Low-Density Lipoprotein Cholesterol in serum (LDL-C):  

Concentration of serum LDL can be calculated by the following equation (Ram, 1996).  

                                           LDL = TC – (HDL+TG/5) 

4-7 Measurement of Serum very Low-Density Lipoprotein (VLDL): Serum VLDL 

concentration was calculated by dividing serum TG/5 ( Firedwald et al., 1972).     

Results: 1- Creatine effect on hormones of thyroid concentrations:  

 The results tablets in table (1) appeared significantly (p< 0.05) elevation in serum TSH 

concentrations and a decrease significant (p< 0.05) in serum T4 and T3 in creatine-treated 

groups (G3 and G4) as compared to the group of control (G1).  

Table (1) Creatine effect on serum concentrations of TSH, T4 and T3 in mature 

adult of male rabbits:                      

            Parameters 

Groups 

 

TSH 

µIU/ml 

T4 

µg/dl 

T3 

ng/dl 

G 1(Control group) 8.27 ±1.74 a 9.83 ±0.86 a 2.13 ±1.37 a 

G 2(Creatine 1gm) 8.12 ±2.25 a 9.27 ±1.27 a 2.16 ±0.57 a 

G 3(Creatine 2gm) 7.46 ±2.21 b 8.66 ±1.34 b 2.61 ±0.82 b 

G 4(Creatine 3gm) 7.01 ±1.99 b 7.15 ±1.05 b 2.80 ±0.44 b 

LSD 1.10 0.66 0.8 

Small letters values denote to mean significant differences at (p< 0.05 levels) (M±SD),(no. 

=10). 

2- Creatine effect of on ALT, AST and ALP concentrations:  

The creatine-treatment effect for 30 days on serum concentrations of ALT, AST and ALP 

are noticed in table (2). The data was indicated to a significant (p< 0.05) increased in serum 

concentrations of ALT, AST and ALP in groups of creatine-treated compared with control. 
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Table (2) creatine effect on serum concentrations of ALT, AST and ALP in mature 

adult of male rabbits:  

         Parameters 

Groups 

ALT (U/l) AST (U/l) ALP (U/l) 

G 1(Control group) 17.80± 4.00 a 21.98±2.10 a 11.44±0.72 a 

G 2(Creatine 1gm) 18.38±3.37b 22.00± 3.41a 11.77± 1. 04a 

G 3(Creatine 2gm) 19.95± 4.98c 22.17± 3.04 a 12.00± 0.47 b 

G 4(Creatine 3gm) 22. 53± 2.65d 25.25± 3.60 b 14.14± 0.63c 

LSD 0.63 0.96 0.45 

Small letters values denote to mean significant differences at (p< 0.05 levels) (M±SD),(no. 

=6).                                          

3- Creatine effect on profile of lipid in mature adult of male rabbits: 

The data of results in table (3) showed a significant increment in total cholesterol (TC), 

triglyceride (TG), low density lipoprotein (LDL-C) and very low density lipoprotein (VLDL-C) 

concentrations in creatine groups as compared to the control group.  While a significantly 

decrease (p< 0.05) in HDL concentration was appeared in creatine administration groups 

compared to the G1. 

Table (3) Creatine effect of on serum lipid profile in adult male rabbits:                          

            

Parameters 

Groups 

TC(mg/dI) TG(mg/dl) HDL(mg/dl) LDL(mg/dl) VLDL(mg/dl

) 

G 1(Control group) 
82.28 ±4.59 a 81.74 ±6.39 

a 

54.97 ±3.59 a 20.17 ±4.10 a 15.88 ±1.66 a 

G 2(Creatine 1gm) 
87.90 ±6.57ab 75.98 ±8.31 

ab 

50.27 ±5.69 b 22.24 ±4.62 b 16.59 ±0.75 a 

G 3(Creatine 2gm) 
95.42 ±8.08 b 80.50±14.03

ab 

47.58 ±7.56 b 25.21 ±8.72 c 18.41 ±2.29 b 

G 4(Creatine 3gm) 
113.97±8.63 c 97.40±0.78c 40.60±14.62c 26.70±1.58 c 24.89 ±4.70 c 

LSD 14. 58 49.93 3.78 9.89 2.44 

Small letters values denote to mean significant differences at (p< 0.05 levels) (M±SD),(no. 

=6).                                          

4- Creatine effect on serum TP, urea and creatinine concentrations in mature 

adult of male rabbits:Creatine treated groups appeared  increase significantly (p<0.05) in 

serum urea (Ure.) and creatinine (Creat.) concentrations compared with control group (Table 

4). While the concentration of serum total protein decrement statistically (p<0.05) in groups 

of creatine administration than to the group of control. 
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Table (4) Creatine effect on serum concentrations of TP, Ure. and Creat. in mature 

adult of male rabbits:                           

             Parameters 

Groups 

TP 

g/L 

Ure. 

mg/L 

Creat. 

mg/dl 

G 1(Control group) 8.39±0.51a 62.39±7.86 a 2.72±0.64d 

G 2(Creatine 1gm) 7.72±0.63b 76.01±3.93b 4.23±0.50c 

G 3(Creatine 2gm) 7.36±0.61b 84.32±4.59c 5.47±1.04b 

G 4(Creatine 3gm) 7.33±0.82b 107.72±11.43d 6.84±0.47a 

LSD 1.08 12.21 1.43 

Small letters values denote to mean significant differences at (p< 0.05 levels) (M±SD),(no. 

=10).        

 

Discussion: 

The current study showed a statistically decrease in concentrations of in T3 and T4 is 

seen in creatine treated animals than to group of control. The explanation of these result due 

to that creatine caused a disturbance in synthesis of thyroid hormones in the thyroid gland 

or metabolism that leads to decreased concentrations of thyroid hormone with an increase in 

TSH hormone. The depletion of thyroid hormone concentrations in creatine – treated group 

may be resulted from iodine deficiency that lead to failure of thyroid gland to synthesize 

thyroid hormones and resulted into hypothyroidism . 

The result appeared in ( table 2), revealed elevations in plasma levels of liver enzymes     

(AST, ALT) and alkaline phosphate (ALP) in groups treated with creatine as compared with to 

the control  group may be attributed to the increased permeability of hepatocytes cell 

membrane or  to liver tissue damage and leakage of enzymes to the extracellular fluid. These 

results are agreed with that of Boada et al. (1999) and McGill (2016) who reported that plasma 

levels of hepatic enzymes; AST, ALT and ALP which are valuable considerably for toxic effects 

detecting in the liver. 

Table 4 revealed a significant increase of Ure. and Creat. are regarded as markers 

classically for renal function due to they represent a marker simply for filtration of glomerular 

(Ghosh and Sil, 2007). It is also showed a statistically decrement in serum total protein 

concentrations in the creatine-treated mature male rabbits as compared with the Control. The 

results of this study revealed the adverse effects of creatine on the biochemical and 

physiological parameters as similar recorded by Al-Masoudi et al. (2021) on the body weights 

and reproductive parameters. 

The literature still discusses creatine as a dietary supplement, albeit less frequently (De 

Souza e Silva et al., 2019; Antonio et al., 2020;  Clarke et al., 2020). Some studies have 

reported that the compound can have adverse effects on Kidneys function (Thorsteinsdottir, 

2006; Taner et al., 2011). On the other hand, other researchers have not determined the risk 

of renal damage, and episodes of nephrotoxicity are rare in healthy patients supplemented 

with Creatine (Gualano et al., 2008; Gualano et al., 2011; Domingues et al., 2020). 

 

Conclusions:  
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The adverse effect of creatine on biochemical and hormonal parameters more in the 

group treated with creatine. Also the adverse effect of creatine on thyroid, liver and kidney 

functions in these organs more in the fourth group.  

 

References: 

 Al-Masoudi, E.A.; Alwan, N.A. and Kudayer, A.M. (2021). Creatine supplementation 

effects on weight and reproductive performances in adult male rabbits. Bas.J.Vet.Res. 20 (1): 

192-202. 

 Antonio, J.; Candow, D.G.; Forbes, S.C.; Gualano, B.; Jagim, A.R.; Kreider, R.B.; 

Rawson, E.S.; Smith-Ryan, A.E.; Van Dusseldorp, T.A.; Willoughby, D.S.; et al. (2021). 

Common questions and misconceptions about creatine supplementation: What does the 

scientific evidence really show? J. Int. Soc. Sports Nutr.18: 13. 

 Bender, A.; Auer, D.P.; Merl, T.; Reilmann, R.; Saemann, P.; Yassouridis, A.; Bender, 

J., Weindl, A.; Dose, M.; Gasser, T. and Klopstock, T.( 2005). Creatine supplementation 

lowers brain glutamate levels in Huntington's disease. J Neurol;252:36-41.  

 Boada, L..D.; Zumbado, M.; Torres, S.; Lopez, A.; Diaz-Chico, B.N.; Cabrera, J.J. and 

Luzardo O.P. (1999). Evaluation of acute and chronic hepatotoxic effects exerted by anabolic-

androgenic steroid stanozolol in adult male rats. Archives of Toxicology 73, 465-472 

 Candow, D.G.; Chilibeck, P.D. and Forbes, S.C.( 2014). Creatine supplementation and 

aging musculoskeletal health. Endocrine. 45:354-61.  

 Carvalho,  A.P.; Rassi, S. and Fontana KE, et al.( 2012). Influence of creatine 

supplementation on the functional capacity of patients with heart failure. Arg Bras Cardio. 

l;99:623-9.  

 Clarke, H.; Kim, D.H.; Meza, C.A.; Ormsbee, M.J.; Hickner, R.C. (2020). The evolving 

applications of creatine supplementation: Could creatine improve vascular health? Nutrients. 

12: 2834. 

 De Souza e Silva, A.; Pertille, A.; Reis Barbosa, C.G.; Aparecida de Oliveira Silva, J.; de 

Jesus, D.V.; Ribeiro, A.G.S.V.; Baganha, R.J.; de Oliveira, J.J. (2019). Effects of Creatine 

Supplementation on Renal Function: A Systematic Review and Meta-Analysis. J. Ren. Nutr. 

29: 480–489. 

 Domingues, W.J.R.; Ritti-Dias, R.M.; Cucato, G.G.; Wolosker, N.; Zerati, A.E.; Puech-

Leão, P.; Nunhes, P.M.; Moliterno, A.A.; Avelar, A. (2020). Does Creatine Supplementation 

Affect Renal Function in Patients with Peripheral Artery Disease? A Randomized, Double 

Blind, Placebo-controlled, Clinical Trial. Ann. Vasc. Surg. 63: 45–52. 

 Freilinger, M.; Dunkler, D.; Lanator, I.; Item, C. B.; Muhl, A.; Fowler, B. and Bodamer, 

O.A. (2011). Effects of creatine supplementation in Rett syndrome: a randomized, placebo-

controlled trial. J.Dev.Behav.Pediatr. 32:454-460.  

 Friedewald, W.T.; Levy, R.I. and Fredrickson, D.S. (1972). Estimation of the 

concentration of low-density lipoprotein cholesterol in plasma, without use of the preparative 

ultracentrifuge. Clin. Chem.; 18:499–502. 

http://www.minarjournal.com/


 
Volume 4, Issue 3, September 2022 

 

 

209  

 

www.minarjournal.com 

 

 Ghosh, A. and Sil, P.C. (2007) Anti-oxidative effect of a protein from Cajanus indicus L 

against acetaminophen-induced hepatonephro toxicity. Journal of Biochemistry and 

Molecular Biology 40, 1039-1049. 

 Gosselink,  R. Spruit, M.A. and Troosters, T. et al. (2003).Oral creatine supplementation 

(CR) in COPD exercise training: a randomized, double-blind, placebo (PL) controlled trial 

[Abstract]. Am.J.Respir.Crit.Care Med. 167:A961. 

 Gualano, B.; De Salles Painelli, V.; Roschel, H.; Lugaresi, R.; Dorea, E.; Artioli, G.G.; 

Lima, F.R.; Da Silva, M.E.R.; Cunha, M.R.; Seguro, A.C.; et al. (2011). Creatine 

supplementation does not impair kidney function in type 2 diabetic patients: A randomized, 

double-blind, placebo-controlled, clinical trial. Eur. J. Appl. Physiol. 111:749–756. 

 Gualano, B.; Ugrinowitsch, C.; Novaes, R.B.; Artioli, G.G.; Shimizu, M.H.; Seguro, A.C.; 

Harris, R.C.; Lancha, A.H. (2008). Effects of creatine supplementation on renal function: A 

randomized, double-blind, placebo-controlled clinical trial. Eur. J. Appl. Physiol. 103: 33–40. 

 Jäger, R.; Purpura, M.; Shao, A.; Inoue, T. and Kreider RB.(2011). Analysis of the efficacy, 

safety, and regulatory status of novel forms of creatine. Amino Acids. 40:1369-83.  

 Joy, J.M.; Lowery, R.P.; Falcone, P.H.; Mosman, M.M.; Vogel, R.M.; Carson, L.R.; Tai, 

C.Y.; Choate, D.; Kimber, D.; Ormes, J.A.; Wilson, J.M. and Moon, J.R. (2014). 28 days of 

creatine nitrate supplementation is apparently safe in healthy individuals. J. Inte. Soc. Sports. 

Nutr.; 11: 6. 

 Kley, R. A.; Tarnopolsky, M. A. and Vorgerd, M. ( 2011). Creatine for treating muscle 

disorders. Cochrane. Database. Syst. Rev:CD004760.  

 Koenig, C.A.; Benardot, D.; Cody, M. and Thompson, W.R. (2008). Comparison of 

creatine monohydrate and carbohydrate supplementation on repeated jump height 

performance. J. Strength Cond Res. 22:1081-1086.   

 Ma, H.; Shieh, K.J. and Lee, S.L. (2006). Study of ELISA technique. Nat. and Sci.; 4(2):36-

37. 

 McGill, M.R. (2016). The past and present of serum aminotransferases and the future of 

liver injury biomarkers. EXCLI J.; 15: 817–828. 

 Poortmans, J.R.; Rawson, E.S.; Burke, L.M.; Stear, S.J. and Castell, L.M. (2010). A–Z of 

nutritional supplements: dietary supplements, sports nutrition foods and ergogenic aids for 

health and performance -part 11. Br. J. Sports. Med.; 44: 765-766.   

 Ram, A. (1996). Effect of Pulmago zeylanica in hyperlipidemic rabbits, it modification 

by vitamin E. Indian. J. Pharmacol.; 28:161-166. 

 Schulze, A.; Mayatepek, E.; Bachert, P.; Marescau, B.; De Deyn, P. P. and Rating, D. 

(1998).Therapeutic trial of arginine restriction in creatine deficiency syndrome. Eur.J. 

Pediatr.157:606-607. 

 Schumann, G. and Klauke, R. (2003). New IFCC reference procedures for the 

determination of catalytic activity concentrations of five enzymes in serum: Preliminary upper 

reference limits obtained in hospitalized subjects. Clin. Chim. Acta; 327(1-2): 69-79. 

 Stein, E.A. (1987). Lipids, lipoproteins and apolipoproteins. In :Tietiz, N.W. Fundamentals 

of clinical chemistry. 3rd ed. Philadelphia: WB. Saunders. Pp.: 488. 

 Taner, B.; Aysim, O.; Abdulkadir, U. (2011). The effects of the recommended dose of 

creatine monohydrate on kidney function. NDT. Plus. 4, 23–24. 

http://www.ijherjournal.com/


 

MINAR International Journal of Applied Sciences and Technology 

 

210  

 

www.minarjournal.com 

 

 Thorsteinsdottir, B.; Grande, J.P.; Garovic, V.D. (2006). Acute Renal Failure in a Young 

Weight Lifter Taking Multiple Food Supplements, Including Creatine Monohydrate. J. Ren. 

Nutr. 16: 341–345.  

 Tietz, N.M. (1996). Fundamentals of clinical chemistry. 3rd ed., W.B. Sanders Co.; Pp.:584-

595. 

 Tietz, N.W. (1999). Textbook of clinical chemistry. 3rd ed. C.A. Bruits E.R. Ashwood W.B. 

Saunders; Pp.:676-684. 

 

http://www.minarjournal.com/

