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Abstract

Background: Current guidelines recommend measuring plasma lipids in fasting patients. Recent studies, however,
suggest that variation in plasma lipid concentrations secondary to fasting time may be minimal. Objective of the
present study was to investigate the impact of fasting time on plasma lipid concentrations (total cholesterol, HDL
and LDL cholesterol, triglycerides). A second objective was to determine the effect of non-alcoholic fatty liver disease
exerted on the above-mentioned lipid levels.

Method: Subjects participating in a population-based cross-sectional study (2,445 subjects; 51.7% females) were
questioned at time of phlebotomy regarding duration of pre-phlebotomy fasting. Total cholesterol, LDL and
HDL cholesterol, and triglycerides were determined and correlated with length of fasting. An upper abdominal
ultrasonographic examination was performed and body-mass index (BMI) and waist-to-hip ratio (WHR) were
calculated. Subjects were divided into three groups based on their reported fasting periods of 1–4 h, 4–8 h and > 8 h.
After application of the exclusion criteria, a total of 1,195 subjects (52.4% females) were included in the study collective.
The Kruskal-Wallis test was used for continuous variables and the chi-square test for categorical variables. The effects of
age, BMI, WHR, alcohol consumption, fasting time and hepatic steatosis on the respective lipid variables were analyzed
using multivariate logistic regression.

Results: At multivariate analysis, fasting time was associated with elevated triglycerides (p = 0.0047 for 1–4 h and
p = 0.0147 for 4–8 h among females; p < 0.0001 for 1–4 h and p = 0.0002 for 4–8 h among males) and reduced
LDL cholesterol levels (p = 0.0003 for 1–4 h and p = 0.0327 for 4–8 h among males). Among males, hepatic steatosis
represents an independent factor affecting elevated total cholesterol (p = 0.0278) and triglyceride concentrations
(p = 0.0002).

Conclusion: Total and HDL cholesterol concentrations are subject to slight variations in relation to the duration of the
pre-phlebotomy fasting period. LDL cholesterol and triglycerides exhibit highly significant variability; the greatest impact
is seen with the triglycerides. Fasting time represents an independent factor for reduced LDL cholesterol and elevated
triglyceride concentrations. There is a close association between elevated lipids and hepatic steatosis.
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Background
The current guidelines (2001) of the National Cholesterol
Education Program (NCEP) recommend that measure-
ment of serum lipids, especially of LDL cholesterol and
triglycerides, be performed in fasting patients [1]. The
objective is to minimize individual variations in lipid
levels, especially of LDL cholesterol and triglycerides,
and to ensure that patients’ metabolic condition at the
time of phlebotomy is comparable [2,3].
However, a few studies, some of them in large subject

collectives, that investigated variations in lipid concen-
trations in relation to the duration of subjects’ fasting
period, observed only slight variation and came to the
conclusion that fasting is not an absolute requirement
for measurement of HDL, LDL and total cholesterol
[4-7]. Two current population-based studies have also
found that measurement of serum lipids in non-fasting
subjects differed less than had been previously expected
from findings in those who were fasting at the time of
phlebotomy [2,8]. Triglycerides show the greatest vari-
ability in relation to the fasting period [2,4,6,8]. Some
studies, however, suggest that the predictive value of non-
fasting triglyceride levels for cardiovascular disease is com-
parable to [8,9] or even superior to that of concentrations
determined in fasting subjects [6,10,11]. Because humans
normally are in a non-fasting condition during much
of the day, it might be argued that lipid measurements
obtained in a non-fasting subject are in fact more rep-
resentative of the current metabolic status and may
provide better evidence for potential disorders of post-
prandial lipid metabolism [1,2,9,12,13].
With these considerations in mind, we investigated the

effects of the duration of pre-phlebotomy fasting time as
well as other factors, such as age, body-mass index (BMI),
waist-to-hip ratio (WHR) and alcohol consumption of
the plasma concentrations of total cholesterol, HDL
and LDL cholesterol, and triglycerides in a population-
based subject collective. In addition, we assessed the
association of lipid concentrations with the prevalence
of hepatic steatosis.

Results
A total of 1,195 subjects were included in the present
study. Depending on the duration of their pre-phlebotomy
fasting period, subjects were divided into three groups,
with 151 subjects being included in the group reporting
1–4 hours’ fasting, 866 subjects in the group reporting
4–8 hours’ fasting and 178 subjects reporting having
fasted for > 8 hours. An overview of anthropometric data
for the three fasting groups is given in Table 1.
In males, there was significant variability between fast-

ing groups in terms of the mean concentrations of total
cholesterol (p = 0.0107), LDL cholesterol (p < 0.0001) and
triglycerides (p < 0.0001). The respective means of the
lipid fractions varied in relation to the means of
the group reporting > 8 hours’ fasting by a maxi-
mum −5.6%, +7.7%, –17.1% and +46.2% with respect
to total cholesterol, HDL cholesterol, LDL cholesterol
and triglycerides, respectively (see Table 2). Multivari-
ate analysis examined the effect on lipid values of age,
BMI, WHR, alcohol consumption, hepatic steatosis and
fasting time as independent factors. Here, a significant
association was observed between fasting time, LDL
cholesterol and triglycerides (see Table 3). The Odds Ratio
(OR) for elevated triglycerides stood at 4.477 (95%
confidence interval [CI]: 2.183 - 9.183, p < 0.0001) for
the group reporting 1–4 hours’ fasting and 2.816 (95%
CI: 1.634 - 4.854, p = 0.0002) for the group reporting
4–8 hours’ fasting. For elevated LDL cholesterol, the
OR stood at 0.284 (95% CI: 0.143 - 0.565, p = 0.0003) and
0.588 (95% CI: 0.361 - 0.957, p = 0.0327) for the groups
reporting 1–4 and 4–8 hours’ fasting, respectively.
Among women, significant variability related to the

length of pre-phlebotomy fasting was observed only for
triglycerides (1–4 h: 1.5 ± 1.0 mmol/l; 4–8 h: 1.2 ±
0.6 mmol/l; > 8 h: 0.9 ± 0.4 mmol/l, p = 0.0002). The means
of the lipid fractions in females varied in comparison with
the average of the group reporting > 8 hours’ fasting by a
maximum +5.9%, -6.1% and +66.7% for HDL cholesterol,
LDL cholesterol and triglycerides, respectively. For total
cholesterol, there was no variability between groups in rela-
tion to subjects’ pre-phlebotomy fasting period (Table 2).
Multivariate analysis demonstrated a significant association
between fasting time as an independent and triglycerides
as a dependent variable (Table 3). The OR for elevated
triglycerides stood at 9.190 (95%-CI: 1.974 - 42.776,
p = 0.0047) for the group reporting 1–4 hours’ fasting
and 6.114 (95% CI: 1.428 - 26.180, p = 0.0147) for the
group reporting 4–8 hours’ fasting.
The prevalence of non-alcoholic fatty liver disease

(NAFLD) in the total collective stood at 23.4% (n = 279),
of whom 67% were men (p < 0.0001). A comparison of the
anthropometric data for subjects with and without hepatic
steatosis are given in Table 4. Subjects with fatty liver
were, on average, older, had a higher average WHR and
a higher mean BMI. Fully 74.6% of subjects with hepatic
steatosis had an elevated WHR, while 47.7% had a
BMI of 25–30 kg/m2 and 39.4% had a BMI of > 30 kg/m2

(p < 0.0001 for both groups).
In all fasting groups, subjects with non-alcoholic fatty

liver had higher mean concentrations of total cholesterol
(1–4 h: p = 0.0203; 4–8 h: p < 0.0001; >8 h: p = 0.0022),
LDL cholesterol (1–4 h: p = 0.0577; 4–8 h: p < 0.0001; > 8 h:
p = 0.0051) and triglycerides (1–4 h: p < 0.0001; 4–8 h:
p < 0.0001; > 8 h: p < 0.0001). By contrast, HDL cholesterol
concentrations were, on average, lower in subjects with
hepatic steatosis (1–4 h: p = 0.0055; 4–8 h: p < 0.0001; > 8 h:
p = 0.0045; Table 5). With the exception of LDL



Table 1 Anthropometric data for the three fasting groups

Fasting groups Total

1-4 h 4-8 h > 8 h

Subjects (n, %) 151 (12.6%) 866 (72.5%) 178 (14.9%) 1195

Women (n, %) 83 (55%) 472 (54.5%) 71 (39.9%) 626 (52.4%)

Age (M ± SD) [years] 38.2 ± 12.5 41.8 ± 12.4 38.2 ± 11.2 40.8 ± 12.3

BMI (M ± SD) [kg/m2] 24.9 ± 4.5 25.2 ± 4.5 25.6 ± 4.7 25.2 ± 4.6

WHR (M ± SD) 0.8 ± 0.1 0.8 ± 0.1 0.8 ± 0.1 0.8 ± 0.1

NAFLD (n, %) 33 (21.9%) 207 (23.9%) 39 (21.2%) 279 (23.4%)

MetS (n, %) 8 (5.3%) 30 (3.5%) 2 (1.1%) 40 (3.4%)

Diabetes (n, %) 3 (2%) 14 (1.6%) 3 (1.7%) 20 (1.7%)

Alcohol consumption (n, %)

0 g/d 8 (5.3%) 23 (2.7%) 7 (3.9%) 38 (3.2%)

1-20 g/d 63 (41.7%) 292 (33.7%) 82 (46.1%) 437 (36.5%)

21-40 g/d 71 (47%) 465 (53.7%) 66 (37.1%) 602 (50.4%)

>40 g/d 9 (6%) 86 (9.9%) 23 (12.9%) 118 (9.9%)

BMI = body-mass index, d = day, g = gram, h = hour, kg = kilogram, m2 = square meter, MetS =metabolic syndrome, M =mean, n = number, NAFLD = non-alcoholic
fatty liver disease, SD = standard deviation, WHR = waist-to-hip Ratio.
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cholesterol in the group reporting 1–4 hours’ fasting, all
differences were statistically significant.
At multivariate analysis, however, hepatic steatosis was

shown to be a significant independent factor for elevated
total cholesterol (OR: 1.680, 95%-CI: 1.058 - 2.669, p =
0.0278) and elevated triglycerides (OR: 2.350, 95%-CI:
1.500 - 3.682, p = 0.0002; Table 6) only in males. Among
females, no significant association was shown fatty liver as
an independent factor for elevated lipid concentrations.

Discussion
Lipid concentrations and fasting time
The determination of blood lipid levels in fasting and
non-fasting subjects remains controversial [14-16]. Few
studies have investigated this question in randomly selected
population-based collectives. To our knowledge, only two
published studies have examined the effect of fasting time
on the plasma concentrations of total cholesterol, HDL
cholesterol, LDL cholesterol and triglycerides in population-
based collectives [2,8]. Sidhu et al., in a study of 209,180
subjects, observed that, with maximum variations of < 2%,
total cholesterol and HDL cholesterol were least dependent
on the pre-phlebotomy fasting time [2]. Langsted et al.
analyzed the lipid concentrations of a total of 33,391
subjects in the Copenhagen General Population Study
and the Copenhagen City Heart Study: they describe a
reduction in average HDL and total cholesterol concentra-
tions of no more than −0.1 and −0.2 mmol/l, respectively,
following normal food intake [8]. Both studies had a
comparable proportion of female subjects; however, the
average age (52.8 and 60 years, respectively) was higher
than that of the present collective. For total cholesterol,
our data show maximum variability of 0% or 0 mmol/l
in women and of −5.6% or −0.3 mmol/l in men. For HDL
cholesterol, the maximum variability stands at +5.9%
or +0.1 mmol/l for women and +7.7% or +0.1 mmol/l for
men. Compared with the above cited studies, our data
show wider variability of total cholesterol concentrations
among male subjects and larger percentual variability of
HDL concentrations in both sexes, though the absolute
variability is identical to that reported by Langsted et al.
With only 1,195 subjects, our collective was much smaller
and, unlike the above cited studies, we did not break
down our subject collective into subgroups according
to hourly fasting intervals. Despite these differences in
our study population compared with those of Sidhu et al.
and Langsted et al., multivariate logistic regression analysis
revealed no significant association between fasting time
and elevated or debased total cholesterol and HDL choles-
terol levels, which would indicate no substantial effect of
pre- phlebotomy fasting.
The maximum range of the mean LDL cholesterol

concentrations in the group reporting 1–4 hours’ fasting
was −17.1% or −0.6 mmol/l in men and −6.1% or −0.2
mmol/l in women. Thus, the distribution of the concen-
trations in men in the present study was greater than
in the above-cited studies of Sidhu et al. and Langsted
et al., which report on variability of < 10% οr of no
more than −0.2 mmol/l [2,8]. However, both Sidhu et al.
and Langsted et al. observed the greatest variability of
LDL cholesterol concentrations in the shorter fasting
intervals of 1–4 h or 0–2 h following last food intake
[2,8]. At multivariate logistic regression analysis we ob-
served a significant association between fasting time
and debased LDL cholesterol in men indicating that
phlebotomy in the non-fasting state yields false low



Table 2 Mean concentrations of serum lipid fractions in the fasting groups and sexes

Women (n = 626) Men (n = 569) Total (n = 1195) p

n M ± SD (%§) n M ± SD (%§) n M ± SD (%§)

Total cholesterol

1-4 h 83 5.5 ± 1.0 (0%) 68 5.1 ± 0.9 (−5.6%) 151 5.3 ± 1.0 (−1.9%) 0.0179*

4-8 h 472 5.5 ± 1.0 (0%) 394 5.5 ± 1.1 (+1.9%) 866 5.5 ± 1.0 (+1.9%) 0.9079

> 8 h 71 5.5 ± 1.0 (Ref.) 107 5.4 ± 1.1 (Ref.) 178 5.4 ± 1.1 (Ref.) 0.6270

p 0.8198 0.0107* 0.0351*

LDL cholesterol

1-4 h 83 3.1 ± 0.8 (−6.1%) 68 2.9 ± 0.8 (−17.1%) 151 3.0 ± 0.8 (−11.8%) 0.0774

4-8 h 472 3.2 ± 0.9 (−3%) 394 3.3 ± 1.0 (−5.7%) 866 3.3 ± 0.9 (−2.9%) 0.0451*

> 8 h 71 3.3 ± 1.0 (Ref.) 107 3.5 ± 1.0 (Ref.) 178 3.4 ± 1.0 (Ref.) 0.3181

p 0.2460 <0.0001* <0.0001*

HDL cholesterol

1-4 h 83 1.7 ± 0.4 (0%) 68 1.4 ± 0.3 (+7.7%) 151 1.6 ± 0.4 (+6.7%) <.0001*

4-8 h 472 1.8 ± 0.4 (+5.9%) 394 1.4 ± 0.4 (+7.7%) 866 1.6 ± 0.4 (+6.7%) <.0001*

> 8 h 71 1.7 ± 0.4 (Ref.) 107 1.3 ± 0.3 (Ref.) 178 1.5 ± 0.4 (Ref.) <.0001*

p 0.1439 0.1818 0.0015*

Triglycerides

1-4 h 83 1.5 ± 1.0 (+66.7%) 68 1.9 ± 1.0 (+46.2%) 151 1.7 ± 1.0 (+54.5%) 0.0007*

4-8 h 472 1.2 ± 0.6 (+33.3%) 394 1.8 ± 0.9 (+38.5%) 866 1.5 ± 0.8 (+36.4%) <.0001*

> 8 h 71 0.9 ± 0.4 (Ref.) 107 1.3 ± 0.7 (Ref.) 178 1.1 ± 0.6 (Ref.) 0.0009*

p 0.0002* <0.0001* <0.001*

h = hour, HDL cholesterol = high-density lipoprotein cholesterol, LDL cholesterol = low-density lipoprotein cholesterol, M =mean, n = number, Ref. = reference
range, SD = standard deviation.
*Statistical significance for p < 0.05.
§Percent variability in comparison with the > 8 hour fasting group.
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LDL cholesterol values. Several studies that observed
the kinetics of lipoproteins in postprandial states showed
that there is a decline in total cholesterol, HDL cholesterol
and LDL cholesterol following food intake [4,17]. While
Langsted et al. identified hemodilution as a plausible cause
of decreased total cholesterol and LDL cholesterol values,
they also showed that HDL cholesterol is actually decreased
in the non-fasting state presumably due to bidirectional
lipid exchange between HDL and triglyceride-rich lipopro-
teins, which are predominant in postprandial states [8].
However, as discussed above, these alterations of HDL
cholesterol seem to be minimal.
Triglyceride concentrations showed a maximum vari-

ability of +66.7% or +0.6 mmol/l in women and +46.2%
or +0.6 mmol/l in men, both in the group with the
shortest pre-phlebotomy fasting period of 1–4 h. This
exceeds the maximum variability reported in both sexes
by Sidhu et al. and Langsted et al., who described a vari-
ability of < 20% or no more than +0.3 mmol/l. This may
be due to the smaller number of subjects in both the
total collective and in the group with the shortest
reported fasting period of 1–4 h, to failure to exclude
outliers and to differences in dividing the fasting intervals.
A further potential factor could be the different preva-
lences of overweight and insulin resistance. In all fasting
groups, men had significantly higher triglyceride concen-
trations than did women. This supports the observation
that men experience a more pronounced postprandial spike
in triglyceride concentrations than do women [12,18]. In
agreement with the above-cited population-based studies,
however, our results confirm that triglyceride concen-
trations are most dependent on the duration of the pre-
phlebotomy fasting period and that this variability is
most pronounced at early postprandial measurement.
Based on these findings, measurement of triglycerides
in non-fasting patients would seem unacceptable.
Considering atherogenesis as a postprandial phenomenon,

non-fasting triglyceride concentrations could provide evi-
dence regarding the concentrations to which the organism
is exposed under normal, i.e. non-fasting conditions. For
example, Eberly et al. reported that 19% of their subjects
with a postprandial hypertriglyceridemia > 500 mg/dl
showed fasting triglyceride concentrations of < 200 mg/dl
[9]. These patients would have evaded detection with
fasting triglyceride measurements alone. Disturbances
of postprandial triglyceride clearance with very high



Table 3 Association between fasting time and elevated
lipid concentrations

Women Men

OR (95%-CI) p OR (95%-CI) p

Total cholesterol

1-4 h 1.180 (0.586 - 2.374) 0.6428 0.668 (0.342 - 1.306) 0.2382

4-8 h 0.941 (0.545 - 1.624) 0.8262 1.258 (0.786 - 2.014) 0.3383

> 8 h Ref. - Ref. -

LDL cholesterol

1-4 h 0.948 (0.477 - 1.882) 0.8785 0.284 (0.143 - 0.565) 0.0003*

4-8 h 0.916 (0.533 - 1.574) 0.7499 0.588 (0.361 - 0.957) 0.0327*

> 8 h Ref. - Ref. -

HDL cholesterol

1-4 h 1.453 (0.388 - 5.441) 0.1903 0.480 (0.199 - 1.161) 0.1036

4-8 h 1.235 (0.408 - 3.738) 0.3612 0,734 (0.414 - 1.301) 0.2900

> 8 h Ref. - Ref. -

Triglycerides

1-4 h 9.190 (1.974 -42.776) 0.0047* 4.477 (2.183 - 9.183) <0.0001*

4-8 h 6.114 (1.428 - 26.180) 0.0147* 2,816 (1.634 - 4.854) 0.0002*

> 8 h Ref. - Ref. -

95%-CI = 95% confidence interval, h = hour, HDL cholesterol = high-density
lipoprotein cholesterol, LDL cholesterol = low-density lipoprotein cholesterol,
OR = Odds-Ratio, Ref. = reference range.
*Significant association at p < 0.05.
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and protracted plasma triglyceride concentrations have
been described in persons with insulin resistance [12]
and associated disorders, such as metabolic syndrome
[19-22] and hepatic steatosis [23-25]. Hence, fasting
measurement might lead to an inaccurate assessment
of the ordinarily very predominant plasma triglyceride
concentration in these patients.

Limitations of the study
Several limitations of the present study must now be dis-
cussed. First, we had no information regarding the type
Table 4 Anthropometric data in subjects with and without he

Steatosis no S

(n = 916)

Anthropometric data

Sex (n, %)

Female 534 (58.3%)

Male 382 (41.7%)

Age (M ± SD) [years] 38.8 ± 11.9

BMI (M ± SD) [kg/m2] 24.0 ± 3.7

WHR (M ± SD) 0.8 ± 0.1

Diabetes (n, %) 8 (0.9%)

MetS (n, %) 9 (1%)

BMI = body-mass index, MetS =metabolic syndrome, M =mean, n = number, SD = st
*Statistical significance for p < 0.05.
and amount of food consumed by study subjects at their
last pre-phlebotomy meal. These factors could adversely
affect the results. Second, subjects self-reported their
fasting times and we had no means of validating these
reports. In addition, it was not possible to more precisely
present fasting times in hourly intervals. Third, assign-
ment of subjects on the basis of fasting time could not
be matched in terms of number, age, sex and anthropo-
metric criteria, leading to an unequal distribution of the
number of subjects and their characteristics. Fourth, LDL
cholesterol concentrations were indirectly calculated using
the Friedewald formula in subjects with triglyceride concen-
trations < 4.6 mmol/l and absence of chylomicronemia. The
calculated LDL cholesterol concentration tends to false-low
results with triglyceride concentrations > 4.6 mmol/l [26],
for which reason samples testing above this cut-off are
measured directly. Use of the Friedewald formula may,
however, also give false-low concentrations with LDL
cholesterol concentrations < 2.0 - 3.0 mmol/l [27,28]. This
parallel use of both calculated and measured concentra-
tions in the present study may have introduced a further
potential source of error. In subjects with type III hyper-
cholesterolemia, the accumulation of cholesterol-rich lipo-
proteins results in erroneous high LDL cholesterol values
calculated with the Friedewald formula [26,28]. The un-
known prevalence of this rare metabolic disorder in the
study collective could have resulted in distortion of the
study findings. Finally, it might be presumed that the
observed dependence of the LDL cholesterol concen-
tration in subjects’ fasting time might be due, at least
in part, that this concentration might be calculated
from the triglyceride concentrations that are also
dependent on fasting time. Langsted et al., however, have
shown that the postprandial variability in the LDL chol-
esterol concentration is due to hemodilution [8]: thus,
fasting time exerts an actual effect on LDL cholesterol
concentrations. Fifth, the diagnosis of hepatic steatosis
was made using ultrasonography. Thus, we had no
patic steatosis

teatose yes Total p

(n = 279) (n = 1195)

92 (33%) 626 (52.4%) <0.0001*

187 (67%) 569 (47.6%)

47.3 ± 11.7 40.8 ± 12.3 <0.0001*

29.4 ± 4.6 25.2 ± 4.6 <0.0001*

0.9 ± 0.1 0.8 ± 0.1 <0.0001*

12 (4.3%) 20 (1.7%) <0.0001*

31 (11.1%) 40 (3.4%) <0.0001*

andard deviation, WHR = waist-to-hip ratio.



Table 5 Mean concentrations of the lipid fractions in relation to fasting group and steatosis hepatis

Fasting time p

1-4 h 4-8 h >8 h

n M± SD (%§) n M ± SD (%§) n M ± SD (%§)

Total cholesterol

No NAFLD 118 5.2 ± 1.0 (−1.9%) 659 5.4 ± 1.0 (+1.9%) 139 5.3 ± 1.1 (Ref.) 0.0485*

NAFLD 33 5.6 ± 0.9 (−5.1%) 207 5.9 ± 1.1 (0%) 39 5.9 ± 1.1 (Ref.) 0.4354

p - 0.0203* - <0.0001* - 0.0022* -

LDL cholesterol

No NAFLD 118 2.9 ± 0.8 (−12.1%) 659 3.2 ± 0.9 (−3%) 139 3.3 ± 1.0 (Ref.) 0.0016*

NAFLD 33 3.2 ± 0.7 (−15.8%) 207 3.6 ± 1.0 (−5.3%) 39 3.8 ± 0.9 (Ref.) 0.0203*

p - 0.0577 - <0.0001* - 0.0051* -

HDL cholesterol

No NAFLD 118 1.6 ± 0.4 (+6.7%) 659 1.7 ± 0.4 (+13.3%) 139 1.5 ± 0.4 (Ref.) 0.0004*

NAFLD 33 1.4 ± 0.4 (+7.7%) 207 1.4 ± 0.4 (+7.7%) 39 1,3 ± 0.4 (Ref.) 0.5016

p - 0.0055* - <0.0001* - 0.0045*

Triglycerides

No NAFLD 118 1.5 ± 0.9 (+50%) 659 1.3 ± 0.7 (+30%) 139 1.0 ± 0.5 (Ref.) <0.0001*

NAFLD 33 2.3 ± 1.1 (+35.3%) 207 1.9 ± 1.0 (+11.8%) 39 1.7 ± 0.9 (Ref.) 0.0382*

p - <0.0001* - <0.0001* - <0.0001* -

h = hour, HDL cholesterol = high-density lipoprotein cholesterol, LDL cholesterol = low-density lipoprotein cholesterol, M =Mean, n = number, Ref. = reference
range, SD = standard deviation.
*Statistical significance for p < 0.05.
§Percent variability in comparison with the > 8 hour fasting group.
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information on the histological grade of the NAFLD.
Sixth, data from our study collective showed pro-
nounced scattering of lipid concentrations. Elimination
of these outliers from the statistical analysis would have
significantly reduced the size of our study collective.
Table 6 Association between non-alcoholic fatty liver and
elevated lipid concentrations

Women Men

OR (95%-CI) p OR (95%-CI) p

Total cholesterol

NAFLD 1.208 (0.647 - 2.257) 0.5530 1.680 (1.058 - 2.669) 0.0278*

No NAFLD Ref. - Ref. -

LDL cholesterol

NAFLD 0.835 (0.453 - 1.540) 0.5634 1.309 (0.828 - 2.072) 0.2494

No NAFLD Ref. - Ref. -

HDL cholesterol

NAFLD 2.207 (0.879 - 5.542) 0.0503 1.407 (0.805 - 2.459) 0.2310

No NAFLD Ref. - Ref. -

Triglycerides

NAFLD 1.515 (0.784 - 2.926) 0.2166 2.350 (1.500 - 3.682) 0.0002*

No NAFLD Ref. - Ref. -

95%-CI = 95% confidence interval, h = hours, HDL cholesterol = high-density
lipoprotein cholesterol, LDL cholesterol = low-density lipoprotein cholesterol,
NAFLD = non-alcoholic fatty liver disease, OR = odds ratio, Ref. = reference
range. *Significant association (p < 0.05).
Conclusion
In conclusion, it can be stated that the lipid fractions
total cholesterol and HDL cholesterol show slight, though
partially statistically significant variability in relation to
subjects’ fasting time; triglycerides and LDL cholesterol
show the widest variability in relation to fasting times. In
agreement with the recommendations of NCEP-ATP-III,
which considers measurement of HDL and total choles-
terol in non-fasting patients to be acceptable [1], our data
showed no association between fasting time as an inde-
pendent and pathological HDL and total cholesterol concen-
trations as a dependent variable. Whether measurement
of LDL cholesterol and of triglyceride concentrations in
non-fasting patient is reliable could not be definitively
elucidated in the present study since both lipid fractions
showed highly significant variability in relation to fasting
time. In order to definitively answer this question, further
large population-based studies with a representative sub-
ject collective are needed. In addition, further prospective
studies must determine whether non-fasting lipid concen-
trations are comparably or better suited than fasting lipid
profiles to predict metabolic diseases.

Subjects and methods
Study population
The EMIL Study (Echinococcus Multilocularis in Leutkirch)
was conducted from November to December 2002 in
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Leutkirch, a town in southwestern Germany [29]. A total
of 4,000 persons were randomly selected. Of these, 2,445
persons aged 10–65 years participated in the study
(participation rate: 62.8%).
A total of 1,195 subjects remained after application of

the following exclusion criteria for the study: subject
age < 18 years; missing or incomplete data on history of
liver diseases, hepatitis, gallbladder disorders, renal disor-
ders, diabetes mellitus, arterial hypertension, dyslipidemia,
tobacco smoking and duration of pre-phlebotomy fasting;
positive history of liver diseases, hepatitis B and C, and
chronic renal disorders; alcohol consumption > 20 g/
day in women and > 40 g/day in men; missing relevant
laboratory values (total cholesterol, triglycerides, HDL
and LDL cholesterol, glucose, TSH, ALT, AST, GGT, AP);
missing anthropometric data (BMI, WHR); pathological
laboratory findings relative to hepatitis B and C, question-
able hepatitis, hemochromatosis and hypothyroidism
(basal TSH > 4 mIU/liter); pharmacological treatment
with beta blockers or diuretics (see Figure 1).
The EMIL study was conducted in accordance with the

Helsinki Declaration and Good Clinical Practice guide-
lines. Each subject provided informed written consent
to participation in the study. The study was approved
by the ethics commission of the State Medical Board of
Baden-Württemberg (No. 133–02, 24 September 2002).
Examination methods
Subjects’ medical history (including demographic data),
recreational activities, medication history, family history,
Figure 1 Exclusion criteria and study population. Use of beta
blockers and diuretics was stated in the case history, increased
alcohol consumption: females > 20 g/d, males > 40 g/d, h = hours,
hypothyroidism: basal TSH > 4 mIU/Liter, n = number.
use of alcohol and tobacco, and dietary habits were doc-
umented using a standardized questionnaire.

Duration of fasting period
At the time of phlebotomy, subjects were questioned re-
garding the time of their last food intake. Based on their
responses, subjects were then assigned to one of three
groups with fasting times of 1–4 hours, 4–8 hours and > 8
hours since last food intake.

Anthropometric data
Body height, body weight, hip and waist circumference
were measured. The body-mass index (BMI) and the
waist-to-hip ratio (WHR) were calculated according to
WHO recommendations [30].

Laboratory analyses
Each subject underwent phlebotomy to obtain ca. 25 ml of
venous whole blood from a cubital vein. Total cholesterol,
triglycerides, LDL and HDL cholesterol concentrations
were determined using a Dimension RxL unit (Dade-
Behring, Germany). If triglyceride concentrations were <
4.6 mmol/liter and chylomicronemia was not reported,
the LDL cholesterol concentration was calculated using
the Friedewald formula [26]:

LDL cholesterol ¼ Total cholesterol−triglyceridesð Þ
= 2:2−HDL cholesterolð Þ

Lipid concentrations are given as mmol/liter (in order
to convert HDL, LDL and total cholesterol concentrations
to mg/dl, the molar value is multiplied by 38.67; for tri-
glycerides, the multiplication factor is 87.5). Normal values
were based on the reference range of the Department
of Clinical Chemistry of the University of Ulm: total
cholesterol < 5 mmol/l; LDL cholesterol < 3 mmol/l; HDL
cholesterol > 1.2 mmol/l in women and > 1.0 mmol/l in
men; triglycerides < 1.7 mmol/l.

Definition of diabetes mellitus and the metabolic syndrome
Subjects were asked about a history of diabetes mellitus
when completing the questionnaire. A diagnosis of meta-
bolic syndrome was based on the NCEP-ATP-III criteria.
Because not all subjects were fasting at the time of phle-
botomy as required by the guidelines, the ATP-III criteria
were modified as follows: based on the assumption that
the blood glucose concentration should not exceed
160 mg/dl at the end of a 30-minute waiting time prior
to phlebotomy, this concentration was established as
the upper limit. In order to fulfill the definition for
metabolic syndrome, subjects had therefore to meet at
least three of the following criteria: waist circumfer-
ence > 102 cm in males and > 88 cm in females; serum
triglycerides > 1.7 mmol/liter; HDL cholesterol < 1.0 mmol/l
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in males and < 1.2 mmol/l in females; history of high-
normal blood pressure readings (≥ 130/85 mmHg) or arter-
ial hypertension (≥ 140/90 mmHg) or of anti-hypertensive
medication; random blood glucose ≥ 160 mg/dl or history
of diabetes mellitus.

Ultrasonographic examination and criteria for
hepatic steatosis
The ultrasonographic examinations were performed by
specially trained examiners under standardized conditions
using four identical HDI 5000 diagnostic ultrasound units
(ATL Ultrasound, Philips Medical Systems, Bothell, WA,
USA). Pathological or unclear findings were verified by an
experienced supervisor (> 3,000 ultrasound examinations
annually). As far as possible, initial settings were identical
for the four units. Findings were recorded using a stan-
dardized report form. The liver, biliary tract and gall-
bladder, kidneys and spleen were examined. The liver
was evaluated for size, and for presence of focal lesions
and hepatic steatosis. Diagnostic criteria for hepatic
steatosis are based on Saverymuttu et al., Hamaguchi
et al. and Charatcharoenwitthaya et al. [31-33]: the hepatic
parenchyma was compared with the renal parenchyma
under consideration of the dorsal attenuation, visualization
of the diaphragm and of the intrahepatic vessels. The sever-
ity of the steatosis was divided into four classes: no steatosis
and mild (class I), moderate (class II) and severe (class
III) steatosis.

Statistical anaylsis
Statistical analysis of the data was performed using the
SAS 9.2 statistics software (SAS Institute Inc., Cary, North
Carolina, USA). Data were first analyzed descriptively.
The mean and standard deviation were calculated for
continuous variables. Categorical variables were repre-
sented with absolute and relative frequencies. In order
to detect differences between the sexes and fastingtime
groups, the Kruskal-Wallis test was used for continuous
variables, while, for categorical variables, the chi-square
test was used. Differences between the fasting time
groups were identified using the Kruskal-Wallis test.
The lipid factors total cholesterol, triglycerides, LDL and
HDL cholesterol were tested for normal distribution as a
continuous variable for the multivariate analyses. Testing
revealed deviation from normal distribution. Logarithmic
transformation also failed to demonstrate normal distribu-
tion. Therefore, the non-normally distributed lipid values
were divided into normal and pathologic groups according
to reference levels used in our clinic. Thefore, the influ-
ence of age, BMI, WHR, alcohol consumption, fasting
time and hepatic steatosis on the respective lipid factors
(total cholesterol, LDL and HDL cholesterol, triglycerides)
was ascertained using multivariate logistic regression.
Since the number of subjects meeting the criteria for
diabetes mellitus (n = 20) or metabolic syndrome (n = 40)
where too small (also see Table 1), these variables could
not be considered using multivariate logistic regression.
All tests were two-sided. Statistical significance was
established at α = 5%. Values for p are given to the
ten-thousandths decimal place.

Abbreviations
μg: Microgram; ♀: Female; ♂: Male; 95%-CI: 95% confidence interval;
ALT: Alanine aminotransferase; AP: Alkaline phosphatase; AST: Aspartate
aminotransferase; BMI: Body-mass index; g: Gram; GGT: Gamma
glutamyltransferase; h: Hours; HDL: High-density lipoprotein; LDL: Low-density
lipoprotein; MetS: Metabolic syndrome; mg: Milligram; mIU/l: Milli international
units per liter; M: Mean; n: Number; NAFLD: Non-alcoholic fatty liver disease;
NCEP-ATP-III: National Cholesterol Education Program – Adult Treatment Panel
III; OR: Odds ratio; Ref.: Reference range; SD: Standard deviation;
TSH: Thyroid stimulating hormone; U: Units; WHO: World Health
Organisation; WHR: Waist-to-hip ratio.

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

Authors’ contributions
MG: Literature review, interpretation of data, writing of article. TG: Article
revision, data analysis. SO: Study design, statistical analysis, interpretation of
data. MH: Data compilation. WK (Wolfgang Koenig): Study design, revision.
AI: Data compilation, study design. BB: Study design. RM: Article revision. WK
(Wolfgang Kratzer): Study design, data compilation, article revision. AA: Data
interpretation. All authors read and approved the final manuscript.

Acknowledgments
Members of the EMIL-Study-Group (in alphabetical order):
Adler G, Armsen A, Banzhaf H-M, Bauerdick M, Bertling U, Boehm BO, Brandner
BO, Brockmann SO, Deckert M, Dingler C, Eggink S, Fuchs M, Gaus W, Goussis H,
Gruenert A, Haenle MM, Hampl W, Haug C, Hay B, Huetter M-L, Imhof A, Kern P,
Kimmig P, Kirch A, Klass D, Koenig W, Kratzer W, Kron M, Manfras B, Meitinger K,
Mertens T, Oehme R, Pfaff G, Piechotowski I, Reuter S, Romig T, von Schmiesing
AFA, Steinbach G, Tourbier M, Voegtle A, Walcher T, Wolff S.

Funding
The study was initiated by the government of the state of Baden-Württemberg,
Germany. Financial support was provided through the Baden-Württemberg
State Health Office of the District Government of Stuttgart, Germany as well as
the Regional Health Office in Ravensburg, Germany. Further support was
granted by the administration of the City of Leutkirch, Germany.
Sample collection supplies and part of the laboratory testing were supplied
by Sarstedt AG & Co, Nürnberg, Germany. BOB is supported by the German
Research Council (GRK 1041).

Author details
1Department of Internal Medicine I, University Hospital Ulm,
Albert-Einstein-Allee 23, 89081 Ulm, Germany. 2Department of Diagnostic
and Interventional Radiology, University Hospital Ulm, Albert-Einstein-Allee
23, 89081 Ulm, Germany. 3Department of Internal Medicine II - Cardiology,
University Hospital Ulm, Albert-Einstein-Allee 23, 89081 Ulm, Germany. 4Louis
Stokes Cleveland Department of Veterans Affairs Medical Center, 10700 East
Boulevard, Cleveland, OH 44106 USA.

Received: 6 November 2013 Accepted: 18 January 2014
Published: 22 January 2014

References
1. Grundy SM, Becker D, Clark LT, Cooper RS, Denke MA, Howard J,

Hunninghake DB, Illingworth DR, Luepker RV, McBride P, McKenney JM,
Pasternak RC, Stone NJ, Van Horn L: Third report of the national
cholesterol education program (NCEP) expert panel on detection,
evaluation, and treatment of high blood cholesterol in adults (Adult
Treatment Panel III) final report. Circulation 2002, 106:3143–3421.

2. Sidhu D, Naugler C: Fasting time and lipid levels in a community-based
population: a cross-sectional study. Arch Intern Med 2012, 172:1707–1710.



Gruchot et al. Lipids in Health and Disease 2014, 13:18 Page 9 of 9
http://www.lipidworld.com/content/13/1/18
3. Warnick GR, Nakajima K: Fasting versus nonfasting triglycerides:
implications for laboratory measurements. Clin Chem 2008, 54:14–16.

4. Schaefer EJ, Audelin MC, McNamara JR, Shah PK, Tayler T, Daly JA, Augustin JL,
Seman LJ, Rubenstein JJ: Comparison of fasting and postprandial plasma
lipoproteins in subjects with and without coronary heart disease. Am J
Cardiol 2001, 88:1129–1133.

5. Craig SR, Amin RV, Russell DW, Paradise NF: Blood cholesterol screening.
J Gen Intern Med 2000, 15:395–399.

6. Mora S, Rifai N, Buring JE, Ridker PM: Fasting compared with nonfasting
lipids and apolipoproteins for predicting incident cardiovascular events.
Circulation 2008, 118:993–1001.

7. Steiner MJ, Skinner AC, Perrin EM: Fasting might not be necessary before
lipid screening: a nationally representative cross-sectional study.
Pediatrics 2011, 128:463–470.

8. Langsted A, Freiberg JJ, Nordestgaard BG: Fasting and nonfasting lipid
levels: influence of normal food intake on lipids, lipoproteins,
apolipoproteins, and cardiovascular risk prediction. Circulation 2008,
118:2047–2056.

9. Eberly LE, Stamler J, Neaton JD: Relation of triglyceride levels, fasting and
nonfasting, to fatal and nonfatal coronary heart disease. Arch Intern Med
2003, 163:1077–1083.

10. Bansal S, Buring JE, Mora S, Sacks FM, Ridker PM: Fasting compared with
nonfasting triglycerides and risk of cardiovascular events in women.
JAMA 2007, 298:309–316.

11. Nordestgaard BG, Benn M, Schnohr P, Tybjærg-Hansen A: Nonfasting
triglycerides and risk of myocardial infarction, ischemic heart disease
and death in men and women. JAMA 2007, 298:299–308.

12. Branchi A, Torri A, Berra C, Colombo E, Sommariva D: Changes in serum
triglycerides and high-density lipoprotein concentration and composition
after a low-fat mixed meal. Effects of gender and insulin resistance.
Intern Emerg Med 2006, 1:287–295.

13. Adiels M, Matikainen N, Westerbacka J, Söderlund S, Larsson T, Olofsson S-O,
Borén J, Taskinen M-R: Postprandial accumulation of chylomicrons and
chylomicron remnants is determined by the clearance capacity.
Atherosclerosis 2012, 222:222–228.

14. Nigam PK: Serum lipid profile: fasting or non-fasting? Indian J Clin
Biochem 2011, 26:96–97.

15. Martin SS, Blaha MJ, Jones SR: Nonfasting lipids: there is the population
and then there is the patient. JAMA Intern Med 2013, 173:935–936.

16. Khera AV, Mora S: Fasting for lipid testing - is it worth the trouble?
Arch Intern Med 2012, 172:2010–2012.

17. Wilder LB, Bachorik PS, Finney C a, Moy TF, Becker DM: The effect of
fasting status on the determination of low-density and high-density
lipoprotein cholesterol. Am J Med 1995, 99:374–377.

18. Kolovou GD, Anagnostopoulou KK, Pavlidis AN, Salpea KD, Iraklianou SA,
Hoursalas IS, Mikhailidis DP, Cokkinos DV: Metabolic syndrome and gender
differences in postprandial lipaemia. Eur J Cardiovasc Prev Rehabil 2006,
13:661–664.

19. Branchi A, Torri A, Berra C, Colombo E, Sommariva D: Changes in serum lipids
and blood glucose in non diabetic patients with metabolic syndrome after
mixed meals of different composition. J Nutr Metab 2012, 2012:8.

20. Kolovou GD, Anagnostopoulou KK, Pavlidis AN, Salpea KD, Iraklianou SA,
Tsarpalis K, Damaskos DS, Manolis A, Cokkinos DV: Postprandial lipemia in
men with metabolic syndrome, hypertensives and healthy subjects.
Lipids Health Dis 2005, 4:8.

21. Van Oostrom AJHHM, Alipour A, Plokker TWM, Sniderman AD, Cabezas MC:
The metabolic syndrome in relation to complement component 3 and
postprandial lipemia in patients from an outpatient lipid clinic and
healthy volunteers. Atherosclerosis 2007, 190:167–173.

22. Perez-Caballero AI, Alcala-Diaz JF, Perez-Martinez P, Garcia-Rios A, Delgado-
Casado N, Marin C, Yubero-Serrano E, Camargo A, Caballero J, Malagon MM,
Tinahones FJ, Perez-Jimenez F, Lopez-Miranda J, Delgado-Lista J: Lipid me-
tabolism after an oral fat test meal is affected by age-associated features
of metabolic syndrome, but not by age. Atherosclerosis 2012, 226:258–262.

23. Cassader M, Gambino R, Musso G, Depetris N, Mecca F, Cavallo-Perin P,
Pacini G, Rizzetto M, Pagano G: Postprandial triglyceride-rich lipoprotein
metabolism and insulin sensitivity in nonalcoholic steatohepatitis
patients. Lipids 2001, 36:1117–1124.

24. Matikainen N, Mänttäri S, Westerbacka J, Vehkavaara S, Lundbom N,
Yki-Järvinen H, Taskinen M-R: Postprandial lipemia associates with liver fat
content. J Clin Endocrinol Metab 2007, 92:3052–3059.
25. Musso G, Gambino R, De Michieli F, Cassader M, Rizzetto M, Durazzo M,
Fagà E, Silli B, Pagano G: Dietary habits and their relations to insulin
resistance and postprandial lipemia in nonalcoholic steatohepatitis.
Hepatology 2003, 37:909–916.

26. Friedewald WT, Levy RI, Fredrickson DS: Estimation of the concentration of
low-density-lipoprotein cholesterol in plasma, without use of preparative
ultracentrifuge. Clin Chem 1972, 18:499–502.

27. Martin SS, Blaha MJ, Elshazly MB, Brinton EA, Toth PP, McEvoy JW, Joshi PH,
Kulkarni KR, Mize PD, Kwiterovich PO, Defilippis AP, Blumenthal RS, Jones SR:
Friedewald estimated versus directly measured low-density lipoprotein
cholesterol and treatment implications. J Am Coll Cardiol 2013, 62:732–739.

28. Tremblay AJ, Morrissette H, Gagné J-M, Bergeron J, Gagné C, Couture P:
Validation of the friedewald formula for the determination of low-
density lipoprotein cholesterol compared with beta-quantification in a
large population. Clin Biochem 2004, 37:785–790.

29. Haenle MM, Brockmann SO, Kron M, Bertling U, Mason RA, Steinbach G,
Boehm BO, Koenig W, Kern P, Piechotowski I, Kratzer W, EMIL-Study Group:
Overweight, physical activity, tobacco and alcohol consumption in a
cross-sectional random sample of German adults. BMC Public Health 2006,
6:12.

30. Physical Status: The Use and Interpretation of Anthropometry. Report
of a WHO Expert Commitee. World Health Organ Tech Report Ser 1995,
854:1–452.

31. Hamaguchi M, Kojima T, Itoh Y, Harano Y, Fujii K, Nakajima T, Kato T,
Takeda N, Okuda J, Ida K, Kawahito Y, Yoshikawa T, Okanoue T: The severity
of ultrasonographic findings in nonalcoholic fatty liver disease reflects
the metabolic syndrome and visceral fat accumulation. Am J
Gastroenterol 2007, 102:2708–2715.

32. Saverymuttu SH, Joseph AE, Maxwell JD: Ultrasound scanning in the
detection of hepatic fibrosis and steatosis. Br Med J 1986, 292:13–15.

33. Charatcharoenwitthaya P, Lindor KD: Role of radiologic modalities in
the management of non-alcoholic steatohepatitis. Clin Liver Dis 2007,
11:37–54.

doi:10.1186/1476-511X-13-18
Cite this article as: Gruchot et al.: Fasting time and lipid parameters:
association with hepatic steatosis — data from a random population
sample. Lipids in Health and Disease 2014 13:18.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Method
	Results
	Conclusion

	Background
	Results
	Discussion
	Lipid concentrations and fasting time
	Limitations of the study

	Conclusion
	Subjects and methods
	Study population
	Examination methods
	Duration of fasting period
	Anthropometric data
	Laboratory analyses
	Definition of diabetes mellitus and the metabolic syndrome
	Ultrasonographic examination and criteria for hepatic steatosis
	Statistical anaylsis
	Abbreviations

	Competing interests
	Authors’ contributions
	Funding
	Author details
	References

