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Abstract
Dexamethasone (DEX) is known to induce diabetes and dyslipidemia. We have compared fasting triacylglycerol and 
cholesterol concentrations across 20 lipoprotein fractions and glucose tolerance in control (standard diet) and DEX-
treated 7-month-old males of two rat strains, Brown Norway (BN) and congenic BN.SHR-(Il6-Cd36)/Cub (BN.SHR4). 
These two inbred strains differ in a defined segment of chromosome 4, originally transferred from the spontaneously 
hypertensive rat (SHR) including the mutant Cd36 gene, a known target of DEX. Compared to BN, the standard-diet-fed 
BN.SHR4 showed higher cholesterol and triacylglycerol concentrations across many lipoprotein fractions, particularly in 
small VLDL and LDL particles. Total cholesterol was decreased by DEX by more than 21% in BN.SHR4 contrasting with 
the tendency to increase in BN (strain*DEX interaction p = 0.0017). Similar pattern was observed for triacylglycerol 
concentrations in LDL. The LDL particle size was significantly reduced by DEX in both strains. Also, while control BN and 
BN.SHR4 displayed comparable glycaemic profiles during oral glucose tolerance test, we observed a markedly blunted 
DEX induction of glucose intolerance in BN.SHR4 compared to BN. In summary, we report a pharmacogenetic 
interaction between limited genomic segment with mutated Cd36 gene and dexamethasone-induced glucose 
intolerance and triacylglycerol and cholesterol redistribution into lipoprotein fractions.

Findings
Glucocorticoids (GC) have been utilized for decades in
treatment of wide variety of inflammatory, allergic,
hematological and other disorders. In spite of their dem-
onstrated therapeutic value, glucocorticoid treatment is
often accompanied with substantial side-effects, includ-
ing dyslipidemia, diabetes, obesity, osteoporosis, muscle
wasting, impaired wound healing or rheumatoid arthritis
[1]. While the molecular mechanisms of the GC-induced
metabolic disturbances have been subjected to intensive
investigation [2], the genetic basis of the interindividual
differences in response to GC received only limited atten-
tion so far. Several genes have been proposed to trans-

duce or modulate the metabolic effects of
glucocorticoids, including functional candidates like glu-
cocorticoid receptor [3], 11β-hydroxysteroid dehydroge-
nases 1 and 2 (11β-HSD1, 2) [4] and corticosteroid-
binding globulin (CBG) [5], and peroxisome proliferator-
activated receptor alpha (PPARα) [6]. We have previously
reported a comprehensive set of quantitative trait loci
related to genomic architecture of metabolic syndrome
including its dynamics in response to dexamethasone
(DEX)-induced derangements of lipid and carbohydrate
metabolism [7].

In the current study, we tested the effect of deficiency
of one of the DEX-target genes, fatty acid translocase
Cd36 [8,9], on the DEX-induced metabolic changes. To
that end, we have compared triacylglycerol and choles-
terol concentrations across 20 lipoprotein fractions and
glucose tolerance in control and DEX-treated adult males
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of two rat strains, Brown Norway (BN) and congenic
BN.SHR-(Il6-Cd36)/Cub (BN.SHR4 hereafter; Rat
Genome Database [10] (RGD) ID 728142). These two
inbred strains differ in a defined segment of chromosome
4, originally transferred from the spontaneously hyper-
tensive rat (SHR) including the mutant Cd36 gene into
the genomic background of BN to create BN.SHR4
[11,12].

All experiments were performed in agreement with the
Animal Protection Law of the Czech Republic (311/1997)
which is in compliance with the European Community
Council recommendations for the use of laboratory ani-
mals 86/609/ECC and were approved by the Ethical com-
mittee of the First Faculty of Medicine. Animals were
held under temperature and humidity controlled condi-
tions on 12 h/12 h light-dark cycle. At all times, the ani-
mals had free access to food and water. Male BN (n = 12)
and BN.SHR4 (n = 13) rats were fed standard laboratory
chow ad libitum. At the age of 7 months, the rats were
randomly split into control (n = 6 and 7 for BN and
BN.SHR4, respectively) and experimental groups (n = 6/
strain). Experimental groups were administered dexame-
thasone (Dexamed, Medochemie) in drinking water (2.6
μg/ml) for three days as described previously [7]. The
OGTT was performed after overnight fasting. Blood for
glycaemia determination (Ascensia Elite Blood Glucose
Meter; Bayer HealthCare, Mishawaka, IN, validated by
Institute of Clinical Biochemistry and Laboratory Diag-
nostics of the First Faculty of Medicine) was drawn from
the tail at intervals of 0, 30, 60, 120 and 180 minutes after
the intragastric glucose administration to conscious rats
(3 g/kg body weight, 30% aqueous solution). Plasma lipo-
proteins were analyzed by an on-line dual enzymatic
method for simultaneous quantification of cholesterol,
triacylglycerol and free glycerol by HPLC at Skylight Bio-

tech Inc. (Akita, Japan) according to the procedure
described previously [13].

The control groups of both strains showed similar mor-
phometric profile, BN.SHR4 had slightly lower relative
heart and testes weights compared to BN. DEX-treated
BN.SHR4 displayed greater body weight loss while main-
taining food intake comparable to BN (Table 1). Despite
that, the reduction of retroperitoneal fat mass was more
pronounced in BN (Table 1).

Although total serum triacylglycerols (TG) were not
significantly different between the control groups of the
two strains, in-depth analysis revealed TG elevation in
BN.SHR4 in small very low-density lipoprotein (VLDL),
large, medium and small low-density lipoprotein (LDL)
and small and very small high-density lipoprotein (HDL)
subfractions (Figure 1A). DEX induced substantially
more robust decreases of TG in BN.SHR4 except for
small HDL. Therefore, DEX-treated BN had higher con-
centrations of TG in large, medium and small LDL (Fig-
ure 1B). There were no strain- or DEX-related differences
in fasting glycerol levels (data not shown).

Standard diet-fed BN.SHR4 showed in comparison to
BN higher cholesterol content in most lipoprotein frac-
tions except chylomicrons (Figure 1C). Total cholesterol
was decreased by DEX by more than 21% in BN.SHR4
contrasting with the tendency to increase in BN
(strain*DEX interaction p = 0.0017, Table 2). When ana-
lyzed in detail, DEX-treated BN displayed higher choles-
terol concentrations in very small LDL and across HDL
spectrum (Figure 1D). Concomitantly, the HDL particle
size increased only in BN (Table 3).

While there was no strain difference in response to glu-
cose bolus administration in the control groups, we
observed a markedly diminished DEX induction of glu-
cose intolerance in BN.SHR4 compared to BN (Figure 2,

Table 1: Morphometric comparison of BN vs. BN.SHR4 rats.

CONTROL DEXAMETHASONE

Trait BN
(n = 6)

BN.SHR4
(n = 7)

BN
(n = 6)

BN.SHR4
(n = 6)

Body weight (b.wt.), g 281 ± 9 312 ± 15 257 ± 7 262 ± 10†

Liver wt, g/100 g b.wt. 2.17 ± 0.03 2.15 ± 0.03 2.40 ± 0.03‡ 2.27 ± 0.03a,*

Heart wt, g/100 g b.wt. 0.31 ± 0.01 0.28 ± 0.01a 0.34 ± 0.01* 0.34 ± 0.01‡

Kidney wt, g/100 g b.wt. 0.55 ± 0.01 0.52 ± 0.01 0.58 ± 0.02 0.58 ± 0.01‡

Adrenals wt, mg/100 g b.wt. 15.2 ± 1.7 13.6 ± 0.6 12.9 ± 0.6 12.3 ± 1.3

Testes wt, g/100 g b.wt 1.09 ± 0.03 0.97 ± 0.04a 1.13 ± 0.03 1.03 ± 0.03

EFP wt, g/100 g b.wt. 0.80 ± 0.03 0.89 ± 0.05 0.73 ± 0.03 0.82 ± 0.02

RFP wt, g/100 g b.wt. 0.36 ± 0.03 0.40 ± 0.04 0.25 ± 0.02* 0.34 ± 0.02a

The significance levels are indicated as follows: a...p < 0.05, respectively for differences between BN and BN.SHR4 under conditions of a single 
diet; *, †, ‡... p < 0.05, 0.01 and 0.001, respectively, for DEX effect within individual strain. Values are shown as mean ± S.E.M.; b.wt....body weight; 
EFP...epididymal fat pad; RFP...retroperitoneal fat pad.
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reflected by strain*DEX interaction in two-way ANOVA,
p = 0.005). Actually, the incremental area under the gly-
caemic curve failed to increase significantly in BN.SHR4
(244 ± 34 vs. 418 ± 66 mmol/l/180 min in control vs.
DEX-treated animals, respectively, p = 0.23), while we
observed more than threefold, significant increase in BN
rats (222 ± 30 vs. 817 ± 110 mmol/l/180 min in control vs.
DEX-treated animals, respectively, p = 0.0002).

Our study presents a pharmacogenetic interaction
between limited genomic segment with mutated Cd36
gene and dexamethasone-induced glucose intolerance
and triacylglycerol and cholesterol redistribution into
lipoprotein fractions. Genetic variation in fatty acid
translocase CD36 has been previously linked with dyslip-
idemia and insulin resistance both in experimental mod-
els [14,15] and in human subjects [16,17]. Moreover, we
have established Cd36 as key determinant of the meta-
bolic effects of insulin-sensitizer drugs - thiazolidine-
diones by demonstrating their blunted action both in
SHR [18] and BN.SHR4 [12,19]. The BN.SHR4 displays

several derangements of lipid and carbohydrate metabo-
lism compared to BN while fed standard or high-sucrose
diet [11]. In this study, the Cd36-deficient congenic
showed reduced susceptibility to diabetogenic action of
DEX and even partial improvement of its lipid profile,
contrasting with its BN progenitor. Dexamethasone is
known to induce whole body insulin resistance and affect
lipid metabolism after both short and long-term adminis-
tration [20,1,21] while CD36 is one of its target genes
[8,9]. We have previously shown DEX to concomitantly
induce both muscle-specific insulin resistance and dyslip-
idemia in experimental models of metabolic syndrome
including spontaneously hypertensive rat-derived con-
genic strain [22], polydactylous rat as well as BN [7]. The
distinct pattern reported in the current study, i.e. induc-
tion of glucose intolerance by DEX combined with ten-
dency to reduce concentrations of triacylglycerol and
cholesterol in certain lipoprotein fractions may be attrib-
uted to short term administration of one-tenth of the
dose used in our prior studies [7,22]. One of the limita-

Figure 1 Triacylglycerol and cholesterol profile of BN vs. BN.SHR4. The triacylglycerol (A, B) and cholesterol (C, D) content in 20 lipoprotein sub-
fractions in standard diet-fed (STD, A and C) and dexamethasone-treated (DEX, B and D) BN (open symbols) vs. BN.SHR4 (closed symbols) male rats (n 
= 6/strain*treatment). Within the graph, the significance levels of strain comparison (BN vs. BN.SHR4, two-way ANOVA with STRAIN and DEX as major 
factors followed by post-hoc Tukey's honest significance difference test) are indicated as follows: *...p < 0.05; **...p < 0.01; ***...p < 0.001. The allocation 
of individual lipoprotein subfractions to major lipoprotein classes is shown in order of particle's decreasing size from left to right. CM...chylomicron, 
VLDL...very low-density lipoprotein, LDL...low density lipoprotein, HDL...high-density lipoprotein.
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Table 2: Two-way analysis of variance (ANOVA) results.

Phenotype STRAIN DEX STRAIN*DEX

Body weight (b.wt.) 0.11 0.0027 0.25

Liver, g/100 g b.wt. 0.08 0.0004 0.07

Heart, g/100 g b.wt. 0.09 0.0005 0.48

Kidney, g/100 g b.wt. 0.41 0.0007 0.24

Adrenals, mg/100 g b.wt. 0.37 0.15 0.71

EFP wt., g/100 g b.wt. 0.012 0.06 0.78

RFP wt., g/100 g b.wt. 0.07 0.0023 0.26

Testes wt., g/100 g b.wt. 0.0027 0.16 0.67

Glucose (0 min) 0.20 <0.0001 0.50

Glucose (30 min) 0.31 <0.0001 0.14

Glucose (60 min) 0.0015 <0.0001 0.0005

Glucose (120 min) 0.0043 0.0001 0.046

Glucose (180 min) 0.07 <0.0001 0.032

AUC OGTT (0-180 min) 0.010 <0.0001 0.0048

Glycerol 0.37 0.11 0.38

Triacylglycerol (TG)

Total TG 0.21 0.0034 0.74

Chylomicron TG 0.60 0.48 0.08

VLDL-TG 0.19 0.0026 0.99

LDL-TG 0.37 0.0002 0.017

HDL-TG 0.028 0.14 0.59

F1 (CM) 0.54 0.43 0.09

F2 (CM) 0.69 0.57 0.06

F3 (large VLDL) 0.44 0.62 0.13

F4 (large VLDL) 0.19 0.09 0.50

F5 (large VLDL) 0.15 0.0011 0.83

F6 (medium VLDL) 0.18 <0.0001 0.42

F7 (small VLDL) 0.28 <0.0001 0.11

F8 (large LDL) 0.32 0.0004 0.0014

F9 (medium LDL) 0.36 0.0002 0.0031

F10 (small LDL) 0.29 0.0002 0.013

F11 (very small LDL) 0.52 0.0003 0.11

F12 (very small LDL) 0.70 0.0060 0.45

F13 (very small LDL) 0.95 0.06 0.76

F14 (very large HDL) 0.99 0.33 0.60

F15 (very large HDL) 0.81 0.66 0.48

F16 (large HDL) 0.62 0.39 0.57

F17 (medium HDL) 0.021 0.44 0.81

F18 (small HDL) 0.0021 0.0023 0.46

F19 (very small HDL) 0.0023 0.10 0.93

F20 (very small HDL) 0.015 0.0051 0.74

Cholesterol (C)

Total C 0.26 0.28 0.0017
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Chylomicron C 0.58 0.89 0.0091

VLDL-C 0.0018 0.0081 0.35

LDL-C 0.13 0.0002 0.0006

HDL-C 0.21 0.0036 0.0059

F1 (CM) 0.55 0.82 0.0013

F2 (CM) 0.32 0.97 0.06

F3 (large VLDL) 0.54 0.38 0.10

F4 (large VLDL) 0.028 0.75 0.69

F5 (large VLDL) 0.0026 0.016 0.40

F6 (medium VLDL) 0.0009 0.0005 0.08

F7 (small VLDL) 0.025 0.0017 0.045

F8 (large LDL) 0.06 <0.0001 0.0085

F9 (medium LDL) 0.030 <0.0001 0.0007

F10 (small LDL) 0.08 <0.0001 0.0059

F11 (very small LDL) 0.11 0.0001 0.032

F12 (very small LDL) 0.52 0.94 0.0038

F13 (very small LDL) 0.47 0.014 0.0009

F14 (very large HDL) 0.21 0.0050 0.0019

F15 (very large HDL) 0.20 0.0048 0.0056

F16 (large HDL) 0.22 0.0067 0.018

F17 (medium HDL) 0.15 0.089 0.015

F18 (small HDL) 0.30 0.0004 0.0096

F19 (very small HDL) 0.41 <0.0001 0.11

F20 (very small HDL) 0.87 <0.0001 0.024

Lipoprotein particle size

VLDL-TG 0.06 <0.0001 <0.0001

LDL-C 0.15 <0.0001 0.09

HDL-C 0.59 0.44 0.0038

The significance levels of two-way ANOVA's STRAIN, DEX and STRAIN*DEX factor interactions are shown (significant p values in bold, non-
significant in italics). For glucose tolerance test, the time in minutes after the oral glucose load is indicated in parentheses. b.wt....body weight; 
EFP...epididymal fat pad; RFP...retroperitoneal fat pad. AUC OGTT...area under the glycaemic curve of the oral glucose tolerance test.

Table 2: Two-way analysis of variance (ANOVA) results. (Continued)
Table 3: Lipoprotein particle size comparison between BN and BN.SHR4.

CONTROL DEXAMETHASONE

Trait (nm) BN
(n = 6)

BN.SHR4
(n = 7)

BN
(n = 6)

BN.SHR4
(n = 6)

VLDL 44.51 ± 0.09 43.55 ± 0.17b 44.68 ± 0.28 46.60 ± 0.32‡,c

LDL 23.18 ± 0.07 23.15 ± 0.17 22.11 ± 0.06‡ 22.54 ± 0.18†,c

HDL 12.36 ± 0.07 12.64 ± 0.09 12.78 ± 0.05† 12.38 ± 0.17a

The significance levels are indicated as follows: a,b,c...p < 0.05, 0.01 and 0.001, respectively for differences between BN and BN.SHR4 under 
conditions of a single diet; *, †, ‡... p < 0.05, 0.01 and 0.001, respectively, for DEX effect within individual strain. Values are shown as mean ± 
S.E.M.
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tions of the current study is the possibility that other
genes apart from mutated Cd36 present in the differential
segment might be involved in the underlying mechanism
of distinct metabolic response of the two strains, this
issue will be addressed in future studies by e.g. generating
Cd36 knockout rats [23]. Although it is premature to
speculate on the detailed mechanism of the observed
interaction, which might involve enhanced glucose utili-
zation in peripheral tissues due to ineffective fatty-acid
uptake [18], we may hypothesize that Cd36 and/or some
other gene(s) present in the chromosome 4 differential
segment may represent pharmacogenetic hubs [24] of
particular importance for metabolic actions of glucocor-
ticoids.

Competing interests
The authors declare that they have no competing interests.

Authors' contributions
MK and LS carried out the metabolic component of the study and drafted the
manuscript. FL and DK participated in the design of the study and performed
the statistical analysis. OS and VK conceived the study, and participated in its
design and coordination and helped to draft the manuscript. All authors read
and approved the final manuscript.

Acknowledgements
This work was supported by Research Project MSM 0021620807 and the Euro-
pean Commission within the Sixth Framework Programme through the Inte-
grated Project EURATools (contract no. LSHG-CT-2005-019015).

Author Details
1Institute of Biology and Medical Genetics of the First Faculty of Medicine of 
Charles University and the General Teaching Hospital, Albertov 4, 128 00 
Prague, Czech Republic, 2Department of Metabolism and Diabetes, Institute 
for Clinical and Experimental Medicine, Vídeňská 1958/9, 140 21 Prague, Czech 
Republic, 3Institute of Physiology and Center for Applied Genomics, Academy 
of Sciences of the Czech Republic, Videnska 1083, 142 20 Prague, Czech 
Republic and 4Centre de Recherche, Centre hospitalier de l'Université de 
Montreal (CRCHUM), Technopole Angus, 2901 Rachel E., H1W4A4 Montreal 
(Quebec), Canada

References
1. Brotman DJ, Girod JP, Garcia MJ, Patel JV, Gupta M, Posch A, Saunders S, 

Lip GY, Worley S, Reddy S: Effects of short-term glucocorticoids on 
cardiovascular biomarkers.  The Journal of clinical endocrinology and 
metabolism 2005, 90:3202-3208.

2. Qi D, Rodrigues B: Glucocorticoids produce whole body insulin 
resistance with changes in cardiac metabolism.  Am J Physiol Endocrinol 
Metab 2007, 292:E654-667.

3. Gustafsson JA, Carlstedt-Duke J, Poellinger L, Okret S, Wikstrom AC, 
Bronnegard M, Gillner M, Dong Y, Fuxe K, Cintra A: Biochemistry, 
molecular biology, and physiology of the glucocorticoid receptor.  
Endocr Rev 1987, 8:185-234.

4. Paterson JM, Seckl JR, Mullins JJ: Genetic manipulation of 11{beta}-
hydroxysteroid dehydrogenases in mice.  Am J Physiol Regul Integr Comp 
Physiol 2005, 289:R642-652.

5. Sandberg AA, Slaunwhite WR Jr, Carter AC: Transcortin: a corticosteroid-
binding protein of plasma. III. The effects of various steroids.  J Clin 
Invest 1960, 39:1914-1926.

6. Bernal-Mizrachi C, Weng S, Feng C, Finck BN, Knutsen RH, Leone TC, 
Coleman T, Mecham RP, Kelly DP, Semenkovich CF: Dexamethasone 
induction of hypertension and diabetes is PPAR-alpha dependent in 
LDL receptor-null mice.  Nature medicine 2003, 9:1069-1075.

7. Seda O, Liska F, Krenova D, Kazdova L, Sedova L, Zima T, Peng J, Pelinkova 
K, Tremblay J, Hamet P, Kren V: Dynamic genetic architecture of 
metabolic syndrome attributes in the rat.  Physiol Genomics 2005, 
21:243-252.

8. Abumrad NA, el-Maghrabi MR, Amri EZ, Lopez E, Grimaldi PA: Cloning of a 
rat adipocyte membrane protein implicated in binding or transport of 
long-chain fatty acids that is induced during preadipocyte 
differentiation. Homology with human CD36.  J Biol Chem 1993, 
268:17665-17668.

9. Yesner LM, Huh HY, Pearce SF, Silverstein RL: Regulation of monocyte 
CD36 and thrombospondin-1 expression by soluble mediators.  
Arterioscler Thromb Vasc Biol 1996, 16:1019-1025.

10. Dwinell MR, Worthey EA, Shimoyama M, Bakir-Gungor B, DePons J, 
Laulederkind S, Lowry T, Nigram R, Petri V, Smith J, et al.: The Rat Genome 
Database 2009: variation, ontologies and pathways.  Nucleic Acids Res 
2009, 37:D744-749.

11. Seda O, Sedova L, Kazdova L, Krenova D, Kren V: Metabolic 
characterization of insulin resistance syndrome feature loci in three 
brown Norway-derived congenic strains.  Folia Biol (Praha) 2002, 
48:81-88.

12. Seda O, Sedova L, Oliyarnyk O, Kazdova L, Krenova D, Corbeil G, Hamet P, 
Tremblay J, Kren V: Pharmacogenomics of metabolic effects of 
rosiglitazone.  Pharmacogenomics 2008, 9:141-155.

13. Usui S, Hara Y, Hosaki S, Okazaki M: A new on-line dual enzymatic 
method for simultaneous quantification of cholesterol and 
triglycerides in lipoproteins by HPLC.  J Lipid Res 2002, 43:805-814.

14. Aitman TJ, Glazier AM, Wallace CA, Cooper LD, Norsworthy PJ, Wahid FN, 
Al-Majali KM, Trembling PM, Mann CJ, Shoulders CC, et al.: Identification 
of Cd36 (Fat) as an insulin-resistance gene causing defective fatty acid 
and glucose metabolism in hypertensive rats.  Nat Genet 1999, 21:76-83.

15. Febbraio M, Abumrad NA, Hajjar DP, Sharma K, Cheng W, Pearce SF, 
Silverstein RL: A null mutation in murine CD36 reveals an important role 
in fatty acid and lipoprotein metabolism.  J Biol Chem 1999, 
274:19055-19062.

16. Ma X, Bacci S, Mlynarski W, Gottardo L, Soccio T, Menzaghi C, Iori E, Lager 
RA, Shroff AR, Gervino EV, et al.: A common haplotype at the CD36 locus 
is associated with high free fatty acid levels and increased 
cardiovascular risk in Caucasians.  Hum Mol Genet 2004, 13:2197-2205.

17. Love-Gregory L, Sherva R, Sun L, Wasson J, Schappe T, Doria A, Rao DC, 
Hunt SC, Klein S, Neuman RJ, et al.: Variants in the CD36 gene associate 
with the metabolic syndrome and high-density lipoprotein 
cholesterol.  Hum Mol Genet 2008, 17:1695-1704.

18. Qi N, Kazdova L, Zidek V, Landa V, Kren V, Pershadsingh HA, Lezin ES, 
Abumrad NA, Pravenec M, Kurtz TW: Pharmacogenetic evidence that 
cd36 is a key determinant of the metabolic effects of pioglitazone.  J 
Biol Chem 2002, 277:48501-48507.

Received: 22 March 2010 Accepted: 16 April 2010 
Published: 16 April 2010
This article is available from: http://www.lipidworld.com/content/9/1/38© 2010 Krupková et al; licensee BioMed Central Ltd. This is an Open Access article distributed under the terms of the Creative Commons Attribution License (http://creativecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and reproduction in any medium, provided the original work is properly cited.Lipids in Health and Disease 2010, 9:38

Figure 2 Oral glucose tolerance test of BN vs. BN.SHR4. Oral glu-
cose tolerance test (OGTT) in control (squares) and dexamethasone-
treated (DEX; triangles) male BN (open symbols) and BN.SHR4 (closed 
symbols) male rats. Within the graphs, the significance levels of strain 
comparison (BN vs. BN.SHR4) by post-hoc Tukey's honest significance 
difference test of the two-way ANOVA with STRAIN and DEX as major 
factors (STATISTICA 8 CZ) are indicated as follows: *...p < 0.05; **...p < 
0.01; ***...p < 0.001.
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