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Abstract

Physical activity in patients with type 1 diabetes (T1DM) is hindered because of the high risk
of glycemic imbalances. A recently proposed algorithm (named Ecres) estimates well enough
the supplemental carbohydrates for exercises lasting one hour, but its performance for pro-
longed exercise requires validation. Nine T1DM patients (5M/4F; 35-65 years; HbA1c 54+13
mmol-mol ") performed, under free-life conditions, a 3-h walk at 30% heart rate reserve while
insulin concentrations, whole-body carbohydrate oxidation rates (determined by indirect calo-
rimetry) and supplemental carbohydrates (93% sucrose), together with glycemia, were mea-
sured every 30 min. Data were subsequently compared with the corresponding values
estimated by the algorithm. No significant difference was found between the estimated insulin
concentrations and the laboratory-measured values (p = NS). Carbohydrates oxidation rate
decreased significantly with time (from 0.84+0.31 to 0.530.24 g-min™', respectively;
p<0.001), being estimated well enough by the algorithm (p = NS). Estimated carbohydrates
requirements were practically equal to the corresponding measured values (p = NS), the dif-
ference between the two quantities amounting to —1.0+6.1 g, independent of the elapsed ex-
ercise time (time effect, p = NS). Results confirm that Ecres provides a satisfactory estimate
of the carbohydrates required to avoid glycemic imbalances during moderate intensity aero-
bic physical activity, opening the prospect of an intriguing method that could liberate patients
from the fear of exercise-induced hypoglycemia.

Introduction

Regular moderate-intensity physical activity is recommended in patients with type 1 diabetes
(T1DM) [1-3] because it can reduce the risk of cardiovascular disease [4, 5] and it improves in-
sulin sensitivity [6], although an independent effect of physical activity on the improvement of
glycemic control has not been demonstrated [7, 8]. On the other hand, exercise can enhance
psychological well-being by increasing self-esteem and quality of life [9]. The high risk of
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hypoglycemia, defined as a glucose level < 3.9 mmol L™ [10], is the greatest barrier to physical
activity in patients with type 1 diabetes (T1DM) [11], and fear of it discourages patients [3, 12].
A common suggestion to prevent hypoglycemia is reduction of the insulin dose [13, 14], al-
though the improved glycemic profile is often obtained at the cost of a high glycemia before the
effort [15]. The mainstay of exercise management, however, remains an increased ingestion of
carbohydrates (CHO) before and during exercise [12, 16-19], especially when exercise is not
planned in advance [18, 20, 21], even though an excessive CHO ingestion may result in a detri-
mental increase of glycemia [21]. An algorithm called Ecres (Exercise Carbohydrates Require-
ment Estimating Software) [18, 22] has been developed with the aim of estimating the amount
of carbohydrates patients will need for a particular exercise. Its preliminary application showed
that in more than 70% of cases the estimated amounts of CHO allowed patients complete the
effort with glycemia within the clinically optimal range [18].

Current guidelines to minimize the risk of exercise-related glycemic imbalances were mainly
drawn from exercises lasting up to one hour [14, 17, 18, 22-29]. Nevertheless, in particular
when on holiday, patients might be occasionally engaged in long-lasting outdoors leisure-time
physical activities (e.g. hiking, hill walking, biking, cross-country skiing), which tend to be light
to moderate in intensity. No clear-cut suggestions are available for such activities. Indeed,
Grimm et al. [16] suggest a supplement of 30g CHO/h exercise for prolonged exercises (> 1 h)
at an intensity < 60% of maximal heart rate, whereas an almost double amount, i.e. up to 60g
CHO/h (at the rate of 1g/kg/h), is suggested by others [12].

The present study was performed to investigate the precision and accuracy of the main pa-
rameters estimated by the Ecres algorithm for prolonged moderate intensity exercise (3-h). To
this aim, plasma insulin concentrations, whole-body carbohydrate oxidation rates and required
amounts of CHO were measured on a group of patients with type 1 diabetes exercising under
free-living conditions. These data were subsequently compared with the corresponding values
estimated by the Ecres algorithm.

Materials and Methods
Participants

Nine T1DM patients (5 men, 4 women; HbAlc 5413 mmol mol™'; 7.1+1.1%;), aged 35-65
years (average 48+11 years) gave their written voluntary consent after having been informed
on the nature, purpose, and possible risks. Duration of diabetes and mean daily insulin doses
were 28+14 years (range 5-49 years) and 0.52+0.08 IU kg'' day ', respectively. Average body
mass and stature were 73+15 kg and 1.70£0.10 m (BMI 25.143.0 kg m™®), respectively. The
study was approved by the Ethics committee of the University of Udine and was conducted ac-
cording to the Declaration of Helsinki.

Inclusion criteria were no clinical evidence of chronic complications contraindicating physi-
cal activity, no medication other than insulin, and self-management skills resulting in an ac-
ceptable metabolic balance (HbA ;. <75 mmol mol}; <9.0%). All patients were on a basal-
bolus insulin regimen; 5 used insulin lispro before meals and 4 used regular insulin. At bed-
time, 8 patients used insulin glargine and 1 used insulin NPH. All the volunteers practiced aer-
obic physical exercise two to three times a week and none was highly trained.

Experimental protocol

All the participants were asked to refrain from physical activity, alcohol, and caffeine in the
24 h preceding the test; in addition, they were advised to maintain their usual diet and insulin
regimen; a physician checked adherence to usual diet and therapy just before the trials.
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All patients arrived at the laboratory at 7:00 AM. Immediately, a care-provider inserted the
sensor of a continuous glucose-monitoring device (CGM; Paradigm Revel 523, MedTronic
Mini-Med Inc, CA, USA) under the skin of patients' abdominal wall, paying attention to avoid
locations that were constrained by clothing or accessories or were subjected to vigorous move-
ment during exercise. According to instructions for use, the CGM device was calibrated 2 h
after the sensor was installed and then periodically by uploading a capillary glucose value.
Since we are aware that the CGM sensors suffer from low accuracy in their first hours of wear,
these data were used only to evaluate the overall trend of glucose levels (in particular during
the night following the exercise) with a high time resolution but avoiding unacceptable fre-
quent fingerstick capillary measurements. In addition, an indwelling catheter was inserted into
a vein of both forearms, one for blood withdrawals, the other for glucose infusion, if needed;
patency of both catheters was maintained by intermittent flushing with saline. At 7:30 AM, pa-
tients injected themselves with their usual insulin dose (0.08+0.04 TU kg ™) subcutaneously in
the abdominal wall and consumed their usual breakfast meal (composed of milk, yogurt, bread
or crisp toasts) equating to 0.6+0.2 g kg body mass of CHO mainly in the form of starch. The
patients’ amount of CHO for breakfast was decreased by 8 g for each 2.8 mmol L™ exceeding
10 mmol L' of blood glucose concentrations at rest (e.g. for a glucose level of 13.3 mmol L'/,
the patient received 16 g less carbohydrates compared to his/her usual breakfast).

Until 30 min prior to the start of exercise patients rested in an armchair; at this time patients
were equipped with the belt of a heart rate (HR) monitoring system (Polar Electro, Finland) to
acquire HR every 15 s throughout the exercise.

Patients performed a 3-h exercise (from 10:00 AM to 1:00 PM) on a treadmill (Saturn, H-P
Cosmos, Germany), which automatically adjusted speed to keep constant the target HR. To
minimize dizziness due to prolonged treadmill exercise, a 5 min rest was allowed at the end of
each hour of exercise. In anticipation of the prolonged exercise, work intensity was set to 30%
of the individual HR reserve (i.e. 0.3 x (220—age—HR at rest) + HR at rest), where 220—age
(expressed in years) is the estimate of maximal HR. Indeed, during a preliminary test carried
out on a group of healthy subjects of similar age, this heart rate was elicited by a walking speed
that could be classed as “brisk walk”, i.e. >4.8 km h™ [30]. Consequently, to allow all patients
to likely complete the task, higher intensities were not considered adequate. In addition, since
the Ecres algorithm estimates the required carbohydrates to avoid the exercise-induced glyce-
mic imbalances on the basis of absolute heart rate, in order to mimic a patient’s usual setting,
the assessment of patient’s fitness level to set exercise intensity was deemed meaningless.

Oxygen consumption, carbon dioxide production, and ventilation were measured by means
of a metabolic unit (Quark b2, Cosmed, Italy) during the 10 central minutes of each half-of-an-
hour period of the exercise.

Venous blood (5.5 mL) was drawn at rest (at 7:30 AM), 1 hour before the start (at 9:00 AM),
at the start and thereafter every 30 min until the end of the exercise. A drop of blood was imme-
diately used to test blood glucose concentration using reactive strips (ContourLink, Bayer
Healthcare Diabetes Division); the same strips were used to test glycemia by finger-stick capil-
lary blood when the CGM device showed a fall in glucose concentration.

To avoid hypoglycemia, on the basis of the expertise of the same physician attending the
whole experimentation (skilled in prevention of exercise-induced hypoglycemia), before the
start of exercise patients were administered known amounts of fruit fudge (Perugina, Italy;
93% sucrose, one candy weighing 7.5 g). The number of administered candies depended on the
measured glucose level and ranged from zero (if glycemia was >10.0 mmol L) to 2 candies
(when glycemia was <6.7 mmol L™). Additional candies were administered for each of the fol-
lowing 30 min exercise periods, on the basis of the change in glycemia observed during the pre-
ceding period. Furthermore, in the case glycemia fell below 5.0 mmol L' during the last 10
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min of the half-an-hour of exercise period, known volumes of 33% w/v glucose solution were
infused to restore a safe glycemia. We are aware that patients cannot apply such a strategy
under usual life conditions; nevertheless, it allowed us summing up all the amounts of adminis-
tered CHO within the 30 min periods avoiding the uncertainty related to the sucrose absorp-
tion rate. All patients were allowed to drink water ad libitum.

At the end of the exercises, to avoid severe late-onset hypoglycemia, defined as hypoglyce-
mic events occurring within 15 h after the exercise [19, 31], patients were kept under supervi-
sion of the physician until the following morning, when the CGM sensor was removed (at 7:00
AM). Indeed, the pre-exercise muscle glycogen level is almost completely restored after 12
hours recovery [32], although physical activity can affect insulin sensitivity up to 48 hours [33].
During the observation period, patients maintained their usual insulin doses and meals and all
the glycemic levels measured on capillary blood or provided by the CGM device showed that
no late-onset hypoglycemia occurred.

Calculations

At the end of the exercise, HR data were averaged offline over the 30 min periods. Oxygen con-
sumption (VO,) and carbon dioxide production (VCO,) data were averaged over the corre-
sponding 10 min recording periods. These data allowed calculating the respiratory quotient,
assumed to be equal to the respiratory exchange ratio (RER). Hence, by assuming that proteins
do not contribute to any significant extent to the energy production during exercise [34], the
whole-body fat and carbohydrates (CHOox) oxidation rates and the energy expenditures were
computed [35].

Actual CHO requirements for each 30 min exercise period were calculated by summing up
all the CHO administered in the form of fruit fudge and the amount of infused glucose.

Finally, using the Ecres algorithm (see below), insulin concentrations and whole-body car-
bohydrate oxidation rates were estimated a posteriori as well as the amounts of CHO required
for each half-an-hour exercise. To this aim, patient’s specific diet and therapy were uploaded in
the algorithm as well as actual heart rate during the exercise (averaged over 30 min periods)
and the glucose levels determined by means of the reactive strips before the start of the exercise
and at 30 min intervals.

The Ecres algorithm

The Ecres algorithm consists of two procedures, briefly described here. In the first one (a for-
merly set-up procedure), patient’s usual therapy (i.e. types, doses and time scheduling of all the
insulin administrations together with usual dietary carbohydrates) and individual’s fitness level
(“sedentary” or “active”) are loaded in the system. The algorithm estimates the plasma insulin
concentration profile throughout the day on the basis of the uploaded usual therapy and on
“standard” pharmacokinetic profiles of the commercial insulin preparations. Subsequently,
taking into account patient’s insulin sensitivity (computed as patient’s usual dietary carbohy-
drates to insulin ratio for each day period, i.e. morning, afternoon or evening), and applying
the linear relationship between percentage of carbohydrates and insulin concentration previ-
ously described [36], the algorithm estimates the daily profile of the fractions of overall amount
of CHO burned during the exercise (totCHOox) that are required to avoid glycemic imbal-
ances. This first procedure needs to be run at the start of the use of the algorithm and, subse-
quently, only when relevant changes of the patient’s usual therapy and/or diet are introduced.
The second procedure is run at each exercise occasion and requires only the entering of ex-
pected average HR and exercise duration, together with actual glycemia. Occasional changes of
the usual therapy (either of the time scheduling of the last injection and/or of the insulin dose)
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might also be introduced for appropriate corrections. The algorithm computes the totCHOox
as the product of exercise duration and whole-body carbohydrates oxidation rate (CHOox), in
turn estimated on the basis of the expected HR (index of exercise intensity) and the patient’s
fitness level [37]. Since healthy subjects show a decrease in CHOox with increasing exercise du-
ration [38], for the present investigation, the overall exercise duration (3 hr) was subdivided in
6 consequent periods lasting 30 min each and the estimated CHOox were arbitrarily reduced
by 8, 16, 23, 30 and 34% for the second to the sixth period, respectively [38]. The CHO require-
ment is calculated as the appropriate fraction of totCHOox, according to the time of day the ex-
ercise is performed. Finally, the excess or lack of glucose contained in the extra cellular
compartment is computed as the product between the extra cellular fluid volume (ECF) and
the difference between actual glycemia, as measured by means of reactive strips, and the target
glucose level recommended for T1DM patients at the same time distance after a meal [39]; this
quantity is subtracted from the estimated CHO requirement.

Analyses

A drop of the blood drawn was used to immediately test glycemia (ContourLink, Bayer Health-
care Diabetes Division). The remaining blood was divided into a 2 mL Vacutainer tube
(#368920) containing a glycolysis inhibitor (4 mg of kalium oxalate + 5 mg of sodium fluoride)
and a 3.5 mL Vacutainer tube (#368965) with gel and clot activator. Immediately thereafter,
both the tubes were gently inverted and stored at +4°C until the hospital laboratory centrifuged
the samples to separate serum and perform the measurements.

Plasma glucose concentration was determined by applying a hexokinase-based methodolo-
gy (Olympus Diagnostic Systems AU2700) (coefficient of analytical variation was <2% in the
range of 3.27-11.67 mmol L™"). Insulin concentrations were assayed by the DxI800 Automated
Immunoassay system (Beckman Coulter, CA, USA) (coefficient of analytical variation was
<6% in the range of 73.9-327.5 pmol L"). This insulin assay measures all the relevant insulin
analogs showing a cross-reactivity of about 80% [40].

Statistical Analysis

The data were analyzed using standard statistical methods (Systat vs.11). Two-way analysis of
variance with repeated measures design (MANOV A, with time as within-subjects factor) was
applied, followed by specific contrasts when appropriate. If the sphericity assumption appeared
to be violated, the degrees of freedom were adjusted using the Greenhouse-Geisser €. The Pear-
son correlation coefficient was used to look for associations between the study parameters. A

p value of <0.05 (two-tailed) was assumed as statistically significant. Data are expressed as
means + SD.

Results

Average actual heart rate during the 3-h exercises amounted to 101+6 bpm (i.e. 29.8+3.7% of indi-
vidual’s HR reserve); it reached the target value in a few minutes, and thereafter remained stable
over time (time effect, F = 1.36, P = NS). Progression speed remained stable throughout the exer-
cise (time effect, F = 1.55, P = NS), amounting on average to 1.42+0.14 m s'(le. 5.1205kmh™).
Average VO,, expressed per unit body mass, amounted to 13.3+3.2 mL min ™" kg™' and did not
change significantly throughout the exercise (time effect, F = 1.63, P = NS), resulting in an energy
expenditure of 20.0+7.4 k] min .

Basal glucose concentration (at 7:30 AM) amounted on average to 10.4+3.9 mmol L'and

remained substantially stable for about 90 min. During the exercise, glucose concentrations
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Fig 1. Blood glucose levels throughout the trials. Average glycemia (dots and thick line) throughout the
trials is plotted against day-time; thin lines are the individual blood glucose levels at rest, before and

throughout the 3-h exercise are also illustrated. Horizontal dashed lines: hypoglycemic and hyperglycemic
thresholds.

doi:10.1371/journal.pone.0125220.g001

decreased significantly (from 8.0+2.5 mmol L' to 6.1+1.6 mmol L™'; time effect, F = 6.76,
P<0.001). Individual plasma glucose levels throughout the trials are illustrated in Fig 1.

Laboratory measured basal insulin concentrations (before breakfast) amounted on average to
50.2+20.8 pmol L''; they peaked at 9:00 AM (135.3+46.0 pmol L") and thereafter fell significant-
ly to 59.113.0 pmol L (time effect, F = 8.20, P<0.001) (Fig 2). The corresponding insulin con-
centrations estimated by the Ecres algorithm at the same daytimes of the blood withdrawals
amounted to 30.8+13.3 pmol L'}, 150.1+50.8 pmol L' and 41.6+10.4 pmol L', respectively;
overall, estimated insulin concentrations were not statistically different from the laboratory-mea-
sured values (type effect, F = 2.19; P = NS). The estimated insulin concentrations (pmol L")
were significantly related to the measured values (pmol LY, as described by (Fig 3):

Estimated insulin = 1.04 x Measured insulin — 12.2

(R=0.771, P < 0.001, n = 81).

250 1

200 1

Insulin (pmol-L1)

7.00 8.00 9.00 10.00 11.00 12.00 13.00
Time of day (hr)

Fig 2. Plasma insulin concentrations throughout the trials. Average laboratory measured plasma insulin
concentrations (full dots and thick line) at rest, before and throughout the 3-h exercise is plotted against day-
time; thin lines are the individual concentrations.

doi:10.1371/journal.pone.0125220.9002
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Fig 3. Relationship between insulin concentrations estimated by the Ecres algorithm and the
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concentrations was statistically significant (R=0.771, p <0.001, n = 81). Dashed lines are the 95%
Confidence Limits. Dashed-dotted line is the identity line.
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Across the exercise, the measured CHOox (g min™") decreased significantly with time from
0.84+0.31 g min™' to 0.53+0.24 g min"" (time effect, F = 10.64, P<0.001) (Fig 4), whereas fat ox-
idation increased significantly from 0.20+0.09 g min™" to 0.28+0.14 g min™" (time effect,

F = 3.48, P<0.01). The corresponding estimated CHOox amounted to 0.81+0.37 g min™* and
0.53+0.24 g min"', respectively; overall, estimated CHOox were not significantly different from
the actually measured ones (type effect, F = 0.86, P = NS). The two quantities were significantly
related to each other (Fig 5), as described by:

Estimated CHOox = 0.995 x Measured CHOox + 0.01

(R =0.877, P < 0.001, n = 54).

For each half-an-hour of exercise the carbohydrates requirement amounted to 8.9+7.9 g
(range 0-32 g), independent of the elapsed time (time effect, F = 0.43, P = NS). Required carbo-
hydrates estimated by the Ecres algorithm amounted to 9.9+9.8 g (range 0-40 g) and were not
significantly different from the actual administered ones (type effect, F = 0.49, P = NS). The
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Fig 4. Whole-body carbohydrates oxidation rates throughout the exercise. Average whole-body
carbohydrates oxidation rates (full dots and thick line) are illustrated as a function of exercise duration. Thin
lines are the individual oxidation rates.

doi:10.1371/journal.pone.0125220.9004
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two quantities were significantly related to each other (Fig 6), as described by:

Estimated CHO = 0.977 x Administered CHO + 1.19

(R=0.788, P < 0.001, n = 54).

Average difference between them amounted to—1.0+6.1 g, independent of the elapsed time
(time effect, F = 0.82, P = NS). The individual differences between actually administered
amounts of carbohydrates and estimated quantities are illustrated in Fig 7.

Discussion

Main results of the present work show that the Ecres algorithm estimates adequately the
amounts of carbohydrates required by T1DM patients to minimize the risk of exercise-induced
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Fig 6. Comparison between the estimated amounts of required carbohydrates and the corresponding
actually administered quantities. Relationship between the amounts of required carbohydrates estimated
by the algorithm for the 30 min exercise periods and the actually administered quantities. The relationship
was statistically significant and close to the identity line (R = 0.788, p < 0.001, n = 54). Dashed lines are the
95% Confidence Limits. Dashed-dotted line is the identity line.

doi:10.1371/journal.pone.0125220.g006
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Fig 7. Individual differences between the estimated amounts of carbohydrates and the actually
administered quantities. Average differences (full dots and thick line) between the actually administered

amounts of carbohydrates for each of the 30 min exercise periods and the corresponding quantities
estimated by the Ecres algorithm. Thin lines are the individual differences.
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glycemic imbalances (mainly hypoglycemia) also during prolonged moderate intensity physical
activity [30, 41]. Indeed, while glucose concentration was kept in the clinically optimal range
[42] throughout the whole exercise, the estimated amounts of carbohydrates were close to the
actually administered ones (fruit fudge + infused glucose), showing an average difference of—
1.0+6.1 g.

The suggestions of Grimm et al. [16] quote an amount of 30 g CHO/h for an intensity <60%
of maximal heart rate and prolonged activity (> 60 min); this quantity would have been exces-
sive as compared to the actual requirements of the present investigation, resulting in a difference
of 6.1£7.9 g. An even worse result would be obtained with the suggestion of 1 g CHO/kg/h [12].
It can thus be concluded that, although the Ecres algorithm did not estimate the CHO require-
ments for the prolonged exercise with full accuracy, it provided better suggestions as compared
to those available from the literature.

Results are in agreement and integrate previous work [18, 22] showing that the Ecres algo-
rithm estimated adequately the supplemental CHO required by a TIDM patient to avoid im-
mediate exercise induced glycemic imbalances in about 70% of 1-h duration moderate
intensity exercises, independent of the time of day the activity was performed.

Indeed, a reduction of the pre-meal insulin dose is often suggested [12, 14] to minimize the
risk of exercise-induced hypoglycemia. This strategy, however, can be applied only when exer-
cise is foreseen and is helpful when the exercise is planned in the post-prandial hours (e.g. with-
in 2 hours from the meal). Moreover, a drawback of this strategy is that the improved glycemic
profile during exercise is usually obtained at the cost of a high glycemia before the effort [15].
Although additional CHO ingestion results in an increased caloric intake, this strategy before
and during exercise remains the mainstay of exercise management in T1DM patients [12], in
particular when exercise is not planned in advance [18], or in patients on multiple daily insulin
injections exercising at longer time distances from the meals.

The whole-body carbohydrate oxidation rate

A time-dependent decrease in the CHOox during the 3-hr exercise was observed in our T1IDM
patients, even though they were administered fruit fudge to avoid an excessive fall of glycemia.
Indeed, the carbohydrate oxidation rate and its time-dependent decrease were very similar to

those observed in healthy people [43, 44]. Present results confirm that an elevated extracellular
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glucose availability accompanied by a high insulin level, a frequent condition in TIDM pa-
tients, does not necessarily translate into a different behavior of CHOox as compared to healthy
people [44, 45].

The estimated CHOox during the 3-h exercise were linearly related to the actually measured
ones, the relationship lying close to the identity line, suggesting that the Ecres algorithm esti-
mated adequately the whole-body carbohydrates oxidation rate. The main cause of the differ-
ence between estimated and actually measured values might be the assignment of patients to
one out of only two possible fitness levels (i.e. “sedentary” or “active”), neglecting possible in-
termediate fitness levels which likely might ameliorate the estimates of the algorithm. In many
instances, however, the difference between estimated and actual CHOox might be negligible
[18, 22], since the prevailing insulin concentration during exercise sets the proportion between
the amount of oxidized carbohydrates and the amount of carbohydrates required to avoid exer-
cise-induced glycemic imbalances [36].

The blood insulin concentration

The behavior of the laboratory determined insulin concentrations was compatible with the av-
erage pharmacokinetic profile of the insulin preparations used by patients before breakfast (at
7:30 AM). The linear relationship observed between the measured and the estimated insulin
concentrations, showing a slope close to 1 and a quite small intercept, suggests that the Ecres al-
gorithm provides rather good estimates of the actual insulin concentrations. This result is very
intriguing, in particular taking into account the difficulties inherent to the determination of the
recombinant insulin analogues using automated clinical laboratory analyzers [40, 46].

Strengths and limitations of the study

The demanding protocol (i.e. 3-h exercise, followed by the need of surveillance by an expert
physician until the following morning because of the high risk of late-onset hypoglycemia)
made it hard to recruit a wider number of participants. In addition, we are aware that the varie-
ty of patients included (as concerns e.g. age or insulin requirements) inevitably has introduced
some noise in the acquired data. Nevertheless, we believe that the analyses carried out by subdi-
viding the overall exercise duration in periods lasting 30 min yielded a relevant number of data
(n>54), which provided interesting and new information.

Patients were studied without changing either their usual insulin dose or clamping their
glucose or insulin levels, thus simulating an unexpected physical activity under free-living
conditions. Since heart rate monitoring is the most common, efficient and economical means
that people use to check exercise intensity, HR was held constant throughout the exercises.
Indeed, a constant HR does not fully replicate possible speed and/or gradient changes of a
real walk that might alter the HR response. The carbohydrates requirements, however, were
estimated for 30 min exercise sub-periods and could be easily changed by using different HRs
for subsequent periods. Finally, the selected target HR (i.e. 30% of HR reserve) might seem
low. Nevertheless, actual heart rate corresponded to about 58% of patients’ maximal heart
rate and progression speed was similar to the average normal gait speed of healthy subjects of
similar age [47]. Preliminary test made us confident that under these conditions all patients
could complete the task, whereas higher work rates likely would decrease the compliance of
participants.

Only sucrose, in the form of sugar drops, was administered to patients to counteract the
possible fall of glycemia. Different types of ingested CHO (e.g. starches) or the contemporary
consumption of other nutrients (e.g. fats or proteins) might likely result in a delayed glycemic
response; under these conditions, the risk of hypoglycemia can be expected to remain high
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until the ingested glucose is fully assimilated, whereas glycemia after the end of exercise might
rebound to excessively high values.

A further limitation is that all the patients performed the exercise during the morning. The
performance of the Ecres algorithm for prolonged exercises performed in the afternoon should
also be tested; indeed, patient insulin sensitivity likely changes and the algorithm might per-
form a worse estimate of it [18, 22]. Transitory changes of the patient’s usual insulin sensitivity
during the trials, which likely resulted in a correspondent change in the carbohydrates require-
ment for the exercise, might explain, at least in part, the discrepancies observed between the ac-
tually administered amounts of carbohydrates, established by an expert physician attending
the whole experimentation, and the estimated quantities. Undoubtedly, the introduction in the
algorithm of an appropriate correction for temporary changes in patient’s insulin sensitivity
might be a future intriguing challenge.

Several different implementations of the algorithm can be foreseen, ranging from simple
software to specific devices, which can be easily integrated in training equipments or glucose
monitoring systems. In addition, a real-time version of the algorithm can be foreseen, where
the residual supplemental CHO still available during exercise will be estimated on the basis of
actual HR, averaged over short time intervals, unfolding the prospect of a very intriguing device
able to warn patients of the concrete risk of hypoglycemia. Although the algorithm was devel-
oped so far only for patients on multiple daily insulin injections, specific features for insulin
pump users can be easily integrated.

Conclusions

Results confirm that, also during prolonged exercise, the Ecres algorithm provides a satisfactory
estimate of the main parameters affecting exercise metabolism in T1DM patients, resulting in
appropriate amounts of carbohydrates required to maintain glycemia within the clinically
desired limits.

Use of the Ecres algorithm will liberate patients from the need of understanding the meta-
bolic responses to exercise, thus minimizing risk of harm and reducing their fear of hypoglyce-
mia while maximizing their pleasure for exercise.

Acknowledgments

We gratefully thank all the patients who accepted to participate to the study. We gratefully
thank dr. Laura Tonutti from the Diabetes Center, Public Hospital of Udine (Udine, Italy), of
dr. Roberta Assaloni and dr. Carla Tortul from the Diabetes Center, Public Hospital of Monfal-
cone (Gorizia, Italy) and of Dr. Riccardo Candido from the Diabetes Center, ASS1 Triestina
(Trieste, Italy) for their help in recruiting patients. We also acknowledge prof. Luigi Cattin
from the Department of Medical, Surgical and Health Sciences, University of Trieste (Trieste,
Italy) for many helpful discussions.

Author Contributions

Conceived and designed the experiments: MF MG. Performed the experiments: MF MG GS.
Analyzed the data: MF ES GS. Contributed reagents/materials/analysis tools: GS ES. Wrote the
paper: MF GS ES MG.

References

1. Chimen M, Kennedy A, Nirantharakumar K, Pang TT, Andrews R, Narendran P. (2012) What are the
health benefits of physical activity in type 1 diabetes mellitus? A literature review. Diabetologia 55:
542-551. doi: 10.1007/s00125-011-2403-2 PMID: 22189486

PLOS ONE | DOI:10.1371/journal.pone.0125220  April 28,2015 11/14


http://dx.doi.org/10.1007/s00125-011-2403-2
http://www.ncbi.nlm.nih.gov/pubmed/22189486

@’PLOS | ONE

Minimizing Exercise-Related Glycemic Imbalances in Type 1 Diabetes

10.

11.

12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

American Diabetes Association (2004) Physical activity/exercise and diabetes. Diabetes Care 27:
S58-S62. PMID: 14693927

Burr JF, Shephard RJ, Riddell MC (2012) Physical activity in type 1 diabetes mellitus: Assessing risks
for physical activity clearance and prescription. Can Fam Physician 58: 533-535. PMID: 22586195

Laaksonen DE, Atalay M, Niskanen LK, Mustonen J, Sen CK, Lakka TA, et al. (2000) Aerobic exercise
and the lipid profile in type 1 diabetic men: a randomized controlled trial. Med Sci Sports Exerc 32:
1541-1548. PMID: 10994902

Lehmann R, Kaplan V, Bingisser R, Bloch K, Spinas G (1997) Impact of physical activity on cardiovas-
cular risk factors in IDDM. Diabetes Care 20: 1603—-1611. PMID: 9314643

Chiang JL, Kirkman MS, Laffel LMB, Peters AL (2014) Type 1 Diabetes Through the Life Span: A Posi-
tion Statement of the American Diabetes Association. Diabetes Care 37: 2034-2054. doi: 10.2337/
dc14-1140 PMID: 24935775

Kennedy A, Nirantharakumar K, Chimen M, Pang T, Hemming K, Andrews RC, et al. (2013) Does exer-
cise improve glycaemic control in type 1 diabetes? A systematic review and meta-analysis. Plos One
8:e58861. doi: 10.1371/journal.pone.0058861 PMID: 23554942

Hawley JA (2004) Exercise as a therapeutic intervention for the prevention and treatment of insulin re-
sistance. Diabetes Metab Res Rev 20: 383-393. PMID: 15343584

Steppel JH, Horton ES (2003) Exercise in the Management of Type 1 Diabetes Mellitus. Rev Endocr
Metab Disord 4: 355-360. PMID: 14618020

Frier BM (2009) Defining hypoglycaemia: what level has clinical relevance? Diabetologia 52: 31-34.
doi: 10.1007/s00125-008-1209-3 PMID: 19018507

Brazeau AS, Rabasa-Lhoret R, Strychar I, Mircescu H (2008) Barriers to Physical Activity Among Pa-
tients With Type 1 Diabetes. Diabetes Care 31:2108-2109. doi: 10.2337/dc08-0720 PMID: 18689694

Gallen | (2014) Hypoglycemia associated with exercise in people with type 1 diabetes. Diabetic Hypo-
glycemia 7:3-10.

West DJ, Stephens JW, Bain SC, Kilduff LP, Luzio S, Still R, et al. (2011) A combined insulin reduction
and carbohydrate feeding strategy 30 min before running best preserves blood glucose concentration
after exercise through improved fuel oxidation in type 1 diabetes mellitus. J Sports Sci 29: 279-289.
doi: 10.1080/02640414.2010.531753 PMID: 21154013

Rabasa-Lhoret R, Bourque J, Ducros F, Chiasson JL (2001) Guidelines for premeal insulin dose reduc-
tion for postprandial exercise of different intensities and durations in type 1 diabetic subjects treated in-
tensively with a basal-bolus insulin regimen (ultralente-Lispro). Diabetes Care 24: 625-630. PMID:
11315820

Campbell MD, Walker M, Trenell M, Luzio S, Dunseath G, Tuner D, et al. (2014) Metabolic Implications
when Employing Heavy Pre- and Post-Exercise Rapid-Acting Insulin Reductions to Prevent Hypogly-
caemiain Type 1 Diabetes Patients: A Randomised Clinical Trial. PlosOne 9: e97143. doi: 10.1371/
journal.pone.0097143 PMID: 24858952

Grimm JJ, Ybarra J, Berné C, Muchnick S, Golay A (2004) A new table for prevention of hypoglycaemia
during physical activity in type 1 diabetic patients. Diabetes Metab 30: 465-470. PMID: 15671916

Riddell MC, Bar-Or O, Ayub BV, Calvert RE, Heigenhauser GJF (1999) Glucose ingestion matched
with total carbohydrate utilization attenuates hypoglycemia during exercise in adolescents with IDDM.
IntJ Sport Nutr Exerc Metab 9: 24-34.

Francescato MP, Geat M, Accardo A, Blokar M, Cattin L, Noacco C (2011) Exercise and Glycemic Im-
balances: a Situation-Specific Estimate of Glucose Supplement. Med Sci Sports Exerc 43: 2—11. doi:
10.1249/MSS.0b013e3181e6d6a1 PMID: 20473219

Riddell MC, Milliken J (2011) Preventing exercise-induced hypoglycemia in type 1 diabetes using real-
time continuous glucose monitoring and a new carbohydrate intake algorithm: an observational field
study. Diabetes Technol Ther 13: 819-825. doi: 10.1089/dia.2011.0052 PMID: 21599515

Dubé MC, Lavoie C, Galibois I, Weisnagel SJ (2012) Nutritional Strategies to Prevent Hypoglycemia at
Exercise in Diabetic Adolescents. Med Sci Sports Exerc 44: 1427-1432. doi: 10.1249/MSS.
0b013e3182500a35 PMID: 22357303

Gallen |, Hume C, Lumb A (2011) Fuelling the athlete with type 1 diabetes. Diabetes Obes Metab 13:
130-136. doi: 10.1111/1.1463-1326.2010.01319.x PMID: 21199264

Francescato MP, Carrato S (2011) Management of Exercise-induced Glycemic Imbalances in Type 1
Diabetes. Curr Diabetes Rev 7: 253-263.

Guelfi KJ, Jones BH, Fournier PA (2005) Intermittent high-intensity exercise does not increase the risk
of early postexercise hypoglycemia in individuals with type 1 diabetes. Diabetes Care 28: 416-418.
PMID: 15677802

PLOS ONE | DOI:10.1371/journal.pone.0125220  April 28,2015 12/14


http://www.ncbi.nlm.nih.gov/pubmed/14693927
http://www.ncbi.nlm.nih.gov/pubmed/22586195
http://www.ncbi.nlm.nih.gov/pubmed/10994902
http://www.ncbi.nlm.nih.gov/pubmed/9314643
http://dx.doi.org/10.2337/dc14-1140
http://dx.doi.org/10.2337/dc14-1140
http://www.ncbi.nlm.nih.gov/pubmed/24935775
http://dx.doi.org/10.1371/journal.pone.0058861
http://www.ncbi.nlm.nih.gov/pubmed/23554942
http://www.ncbi.nlm.nih.gov/pubmed/15343584
http://www.ncbi.nlm.nih.gov/pubmed/14618020
http://dx.doi.org/10.1007/s00125-008-1209-3
http://www.ncbi.nlm.nih.gov/pubmed/19018507
http://dx.doi.org/10.2337/dc08-0720
http://www.ncbi.nlm.nih.gov/pubmed/18689694
http://dx.doi.org/10.1080/02640414.2010.531753
http://www.ncbi.nlm.nih.gov/pubmed/21154013
http://www.ncbi.nlm.nih.gov/pubmed/11315820
http://dx.doi.org/10.1371/journal.pone.0097143
http://dx.doi.org/10.1371/journal.pone.0097143
http://www.ncbi.nlm.nih.gov/pubmed/24858952
http://www.ncbi.nlm.nih.gov/pubmed/15671916
http://dx.doi.org/10.1249/MSS.0b013e3181e6d6a1
http://www.ncbi.nlm.nih.gov/pubmed/20473219
http://dx.doi.org/10.1089/dia.2011.0052
http://www.ncbi.nlm.nih.gov/pubmed/21599515
http://dx.doi.org/10.1249/MSS.0b013e3182500a35
http://dx.doi.org/10.1249/MSS.0b013e3182500a35
http://www.ncbi.nlm.nih.gov/pubmed/22357303
http://dx.doi.org/10.1111/j.1463-1326.2010.01319.x
http://www.ncbi.nlm.nih.gov/pubmed/21199264
http://www.ncbi.nlm.nih.gov/pubmed/15677802

@’PLOS | ONE

Minimizing Exercise-Related Glycemic Imbalances in Type 1 Diabetes

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

Tsalikian E, Kollman C, Tamborlane WB, Beck RW, Fiallo-Scharer R, Fox L, et al. (2006) Prevention of
hypoglycemia during exercise in children with type 1 diabetes by suspending basal insulin. Diabetes
Care 29: 2200-2204. PMID: 17003293

Soo K, Furler SM, Samaras K, Jenkins AB, Campbell LV, Chisholm DJ (1996) Glycemic responses to
exercise in IDDM after simple and complex carbohydrate supplementation. Diabetes Care 19: 575—
579. PMID: 8725854

Perrone C, Laitano O, Meyer F (2005) Effect of Carbohydrate Ingestion on the Glycemic Response of
Type 1 Diabetic Adolescents During Exercise. Diabetes Care 28: 2537-2538. PMID: 16186293

Iscoe KE, Riddell MC (2011) Continuous moderate-intensity exercise with or without intermittent high-
intensity work: effects on acute and late glycaemia in athletes with Type 1 diabetes mellitus. Diabet
Med 28: 824-832. doi: 10.1111/j.1464-5491.2011.03274.x PMID: 21388440

Mauvais-Jarvis F, Sobngwi E, Porcher R, Garier JP, Vexiau P, Duvallet A, et al. (2003) Glucose re-
sponse to intense aerobic exercise in type 1 diabetes: maintenance of near euglycemia despite a dras-
tic decrease in insulin dose. Diabetes Care 26: 1316—1317. PMID: 12663620

Ruegemer JJ, Squires RW, Marsh HM, Haymond MW, Cryer PE, Rizza RA, et al. (1990) Differences
between prebreakfast and late afternoon glycemic responses to exercise in IDDM patients. Diabetes
Care 13:104-110. PMID: 2190767

Department of Health and Human Services (2008) Physical Activity Guidelines for Americans. Avail-
able at http://www.health.gov/paguidelines/pdf/paguide.pdf. Accession date: 18th february 2015.

Maran A, Pavan P, Bonsembiante B, Brugin E, Ermolao A, Avogaro A, et al. (2010) Continuous Glu-
cose Monitoring Reveals Delayed Nocturnal Hypoglycemia After Intermittent High-Intensity Exercise in
Nontrained Patients with Type 1 Diabetes. Diabetes Technol Ther 12: 763-768. doi: 10.1089/dia.2010.
0038 PMID: 20807120

Maehlum S, Hostmark AT, Hermansen L (1977) Synthesis of muscle glycogen during recovery after
prolonged severe exercise in diabetic and non diabetic subjects. Scand J Clin Lab Invest 37: 309-316.
PMID: 98828

Mikines KJ, Sonne B, Farrell PA, Tronier B, Galbo H (1988) Effect of physical exercise on sensitivity
and responsiveness to insulin in humans. Am J Physiol Endocrinol Metab 254: E248-E259.

Jeukendrup AE, Wallis GA (2005) Measurement of substrate oxidation during exercise by means of
gas exchange measurements. Int J Sports Med 26: S28-37. PMID: 15702454

Frayn KN (1983) Calculation of substrate oxidation rates in vivo from gaseous exchange. J Appl Physiol
55: 628-634. PMID: 6618956

Francescato MP, Geat M, Fusi S, Stupar G, Noacco C, Cattin L (2004) Carbohydrate requirement and
insulin concentration during moderate exercise in type 1 diabetic patients. Metabolism 53: 1126—1130.
PMID: 15334372

Francescato MP, Cattin L, Geat M, Noacco C, di Prampero PE (2005) Glucose pulse: a simple method
to estimate the amount of glucose oxidized during exercise in type 1 diabetic patients. Diabetes Care
28:2028-2030. PMID: 16043750

Watt M, Heigenhauser J, Dyck DJ, Spriet LL (2002) Intramuscular triacylglycerol, glycogen and acetyl
group metabolism during 4 h of moderate exercise in man. J Physiol 541: 969-978. PMID: 12068055

Ceriello A, Colagiuri S, Gerich J, Tuomilehto J (2008) Guideline for management of postmeal glucose.
Nutr Metab Cardiovas 18: S17-S383. doi: 10.1016/j.numecd.2008.01.012 PMID: 18501571

Owen W, Roberts W (2004) Cross-Reactivity of Three Recombinant Insulin Analogs with Five Commer-
cial Insulin Immunoassays. Clin Chem 50: 257-259. PMID: 14709671

Ainsworth BE, Haskell WL, Hermann SD, Meckes N, Bassett DRJ, Tudor-Locke C, et al. (2011) 2011
Compendium of Physical Activities: A Second Update of Codes and MET Values. Med Sci Sports
Exerc 43:1575-1581. doi: 10.1249/MSS.0b013e31821ece12 PMID: 21681120

American Diabetes Association (2011) Standards of Medical Care in Diabetes—2011. Diabetes Care
34: S11-S61. doi: 10.2337/dc11-S011 PMID: 21193625

Geat M, Stel G, Poser S, Driussi C, Stenner E, Francescato MP (2013) Whole-body glucose oxidation
rate during prolonged exercise in type 1 diabetic patients under usual life conditions. Metabolism 62:
836-844. doi: 10.1016/j.metabol.2013.01.004 PMID: 23375550

Chokkalingam K, Tsintzas K, Snaar JEM, Norton L, Solanky B, Leverton E, et al. (2007) Hyperinsuli-
naemia during exercise does not suppress hepatic glycogen concentrations in patients with type 1 dia-
betes: a magnetic resonance spectroscopy study. Diabetologia 50: 1921-1929. PMID: 17639304

Jenni S, Oetliker C, Allemann S, Ith M, Tappy L, Wuerth S, et al. (2008) Fuel metabolism during exer-
cise in euglycaemia and hyperglycaemia in patients with type 1 diabetes mellitus—a prospective sin-
gle-blinded randomised crossover trial. Diabetologia 51: 1457-1465. doi: 10.1007/s00125-008-1045-5
PMID: 18512043

PLOS ONE | DOI:10.1371/journal.pone.0125220  April 28,2015 13/14


http://www.ncbi.nlm.nih.gov/pubmed/17003293
http://www.ncbi.nlm.nih.gov/pubmed/8725854
http://www.ncbi.nlm.nih.gov/pubmed/16186293
http://dx.doi.org/10.1111/j.1464-5491.2011.03274.x
http://www.ncbi.nlm.nih.gov/pubmed/21388440
http://www.ncbi.nlm.nih.gov/pubmed/12663620
http://www.ncbi.nlm.nih.gov/pubmed/2190767
http://www.health.gov/paguidelines/pdf/paguide.pdf
http://dx.doi.org/10.1089/dia.2010.0038
http://dx.doi.org/10.1089/dia.2010.0038
http://www.ncbi.nlm.nih.gov/pubmed/20807120
http://www.ncbi.nlm.nih.gov/pubmed/98828
http://www.ncbi.nlm.nih.gov/pubmed/15702454
http://www.ncbi.nlm.nih.gov/pubmed/6618956
http://www.ncbi.nlm.nih.gov/pubmed/15334372
http://www.ncbi.nlm.nih.gov/pubmed/16043750
http://www.ncbi.nlm.nih.gov/pubmed/12068055
http://dx.doi.org/10.1016/j.numecd.2008.01.012
http://www.ncbi.nlm.nih.gov/pubmed/18501571
http://www.ncbi.nlm.nih.gov/pubmed/14709671
http://dx.doi.org/10.1249/MSS.0b013e31821ece12
http://www.ncbi.nlm.nih.gov/pubmed/21681120
http://dx.doi.org/10.2337/dc11-S011
http://www.ncbi.nlm.nih.gov/pubmed/21193625
http://dx.doi.org/10.1016/j.metabol.2013.01.004
http://www.ncbi.nlm.nih.gov/pubmed/23375550
http://www.ncbi.nlm.nih.gov/pubmed/17639304
http://dx.doi.org/10.1007/s00125-008-1045-5
http://www.ncbi.nlm.nih.gov/pubmed/18512043

@’PLOS | ONE

Minimizing Exercise-Related Glycemic Imbalances in Type 1 Diabetes

46. Agin A, Jeandidier N, Gasser F, Grucker D, Sapin R (2006) Use of insulin immunoassays in clinical

studies involving rapid-acting insulin analogues: Bi-insulin IRMA preliminary assessment. Clin Chem
Lab Med 44: 1379-1382. PMID: 17087654

47. Bohannon RW, Williams Andrews A (2011) Normal walking speed: a descriptive meta-analysis. Phys-
iotherapy 97: 182—189. doi: 10.1016/j.physio.2010.12.004 PMID: 21820535

PLOS ONE | DOI:10.1371/journal.pone.0125220  April 28,2015 14/14


http://www.ncbi.nlm.nih.gov/pubmed/17087654
http://dx.doi.org/10.1016/j.physio.2010.12.004
http://www.ncbi.nlm.nih.gov/pubmed/21820535


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


