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ABSTRACT
Background: We had previously advanced the concept of “Integrative Learning”,
that is, “under the role of ‘meta-learning self’, learners actively integrate learning
materials to achieve rapid and in-depth understanding of knowledge”, and designed
an animal behavioral model to compare the effects of “Integrative Learning” (IL) vs.
“Progressive Learning” (PL) in young rats. It was found that IL is more advantageous
than PL. Here, we aim to examine whether the same phenomenon persist in older
rats.
Methods: Fifteen 12-month-old male Sprague-Dawley (SD) rats were selected as
subjects and randomly divided into the IL group and the PL group, and a 14-unit
integrative T-maze was constructed for the study. Training and testing procedures
contained three stages: the learning stage, the memory retention test stage and the
Gestalt transfer learning stage. Data on young rats (1-month-old) from the previous
study were also drawn here for comparisons on learning performance.
Results: (1) The 12-session learning stage can be divided into three sub-stages as each
sub-stage represented the new opening of one third of the whole path in the PL
group. There were significant interactions in total errors made between groups and
sessions: the PL group had significantly fewer errors during Sub-stage One due to a
much shorter path to be learned, however, the IL group’s errors made sharply
dropped as learning progressed into Sub-stage Two and Three, and were maintained
at a significantly lower level than the PL group during Sub-stage Three. (2) When
compared with young rats, age had a main effect on the number of errors made—the
1-month-old groups learned overall better and faster than the older groups, whereas
the pattern of group differences between the IL and PL learning modes remained
consistent across young and older groups. (3) Unlike young rats, during the memory
retention test stage and the Gestalt transfer learning stage, the IL group did not
perform better than the PL group in older rats.
Conclusions: (1) “Integrative Learning” promotes learning but not memory in older
rats. (2) Higher-order cognitive abilities that support meta-cognition, long-term
retention and knowledge transfer might be deteriorating in older rats.

Subjects Animal Behavior, Neuroscience, Zoology
Keywords Integrative learning, Animal behavioral model, Learning and memory

INTRODUCTION
Traditional learning focuses on a gradual, from the part to the whole, style. However, this
type of learning may not fit well with the new era of information age, in which there may be
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too much to be learned and the access to any part of them become easy and available.
In order to explore a novel way of learning that may fit better with the needs of the new era,
we proposed the concept of “Integrative Learning”, which refers to “the process of actively
integrating learning materials to achieve an efficient and in-depth understanding and
mastery of knowledge under the effect of meta-cognition—it is the psychological process of
learning that highly integrates the meta-cognitive and cognitive processes” (Yin, Wu &
Lian, 2020). In other words, under the guidance of this learning concept, individuals learn
by first encountering and grasping the overall landscape of an area of knowledge, then
diving into the details of each part of the area while consolidating the basics and
connecting the details to the appropriate position of the overall landscape, and finally
forming an integrative map of the area of knowledge, thus exhibiting a “whole-part-whole”
pattern of learning (Fig. 1). In contrast, non-integrative learning such as progressive
learning learn by directly encountering and grasping the basics and details of an area of
knowledge, then advancing to a higher level of the area and so forth, and finally forming a
finished map of the area of knowledge, thus exhibiting a “part-part-whole” pattern of
learning (Fig. 1).

The concept of “integrative learning” was proved to be able to provide more efficient
knowledge comprehension and long-term migration in an animal behavioral model using
a modified 14-unit composite T-maze (Yin, Wu & Lian, 2020), originally designed by
Edward Chase Tolman, the famous psychologist who proposed the concept of “cognitive
map” (Tolman, 1948). Briefly, forty 1-month-old (short as 1 Mo hereafter) Sprague-Dawley
(SD) rats, half male and half female, were randomly divided into the “Integrative Learning”
(IL) group and the “Progressive Learning” (PL) group. For the IL group, the whole path
was clear from the beginning, providing the subjects with opportunities to explore the
whole maze without blockage; whereas for the PL group, the whole path was divided into
three segments (and the 12-session learning stage was divided into three sub-stages
corresponding with the opening of each new segment), providing the subjects with

Figure 1 Conceptual distinction between Integrative Learning and Progressive Learning. During
integrative learning, individuals learn by first encountering and grasping the overall landscape of an area
of knowledge, then diving into the details of each part of the area while consolidating the basics and
connecting the details to the appropriate position of the overall landscape, and finally forming an
integrative map of the area of knowledge, thus exhibiting a “whole-part-whole” pattern of learning.
During progressive learning, individuals learn by directly encountering and grasping the basics
and details of an area of knowledge, then advancing to a higher level of the area and so forth, and
finally forming a finished map of the area of knowledge, thus exhibiting a “part-part-whole” pattern of
learning. Full-size DOI: 10.7717/peerj.15101/fig-1
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opportunities to explore each segment step by step (Fig. 2). The study found that the IL
group initially made a lot of errors due to the difficulty of the task but the errors made soon
dropped sharply as learning went on, and maintained at a meaningfully lower level
compared with the PL group. Although the study did not find significant differences
among groups during the memory retention test 1 week after the learning stage, the IL
group performed markedly better during the following test stages designed to evaluate
long-term knowledge transfer and adaptation (Nokes, 2009). In other words, when the
correct route was reversed or modified, the IL group could still find the target with fewer
errors and less confusion, suggesting that “Integrative Learning” can better assist
knowledge transfer and goal-directed behavior (Frese & Sabini, 2021). The study also
found that the males benefited more from “Integrative Learning” than the females, possibly
due to sex differences in risk taking and/or associative learning in rats (Jolles, Boogert & van
den Bos, 2015).

Although “Integrative Learning” was found to be more effective in young rats, it is
unclear whether the phenomenon still holds in older rats. Aging brought changes to
cognitive abilities such as verbal learning, memory, and problem solving (Arenberg, 1973;
Kubanis & Zornetzer, 1981), which might be a result of changes in brain plasticity
(Mahncke, Bronstone & Merzenich, 2006; Bloss et al., 2011), although some argues that
aging brains may have remarkable reorganization and plastic adaptation in its own right

Figure 2 Schematic drawing of the experimental apparaus. Basic experimental apparatus, modified
from Fig. 1 of Tolman (1948), which material as a whole is now in the public domain. It includes the
curtains, the partition boards and the food box (on the left end of the food box there was a rectangular
black porcelain bowl). The maze was used throughout the whole study. Of special note is that during the
learning stage the partition boards were used to separate the three segments of the maze only for the PL
group, and the position of the foodbox was always at the end of the opened segments.

Full-size DOI: 10.7717/peerj.15101/fig-2
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(Holman & de Villers-Sidani, 2014). In animal models, research has shown
environmentally-induced changes in the brains of older rats which were different from
those in young rats (Cummins et al., 1973). Therefore, it is reasonable to speculate that
effects of “Integrative Learning” might be different between young and older rats.

Here, we adapted our original design of “Integrative Learning” (Yin, Wu & Lian, 2020)
and tested its effects on older rats. A 14-unit composite T-maze was used as the
experimental setup and a series of consecutive experiments and analysis were conducted
for the purpose of comparing the effects of different learning modes and exploring the
intrinsic mechanisms of the learning effect differences on the behavioral level.

MATERIALS AND METHODS
Subjects
Fifteen 12-month-old (short as 12 Mo hereafter) male SD rats were randomly divided into
two groups: Integrative Learning-12 Mo (IL-12 Mo, n = 8) and Progressive Learning-12
Mo (PL-12 Mo, n = 7). Their group identity was not known until right before the
experiments – when a tail marker was used to mark their group identity individual by
individual picked at random—then they kept their group identity till the end of the
experiments. All subjects were housed into five cages (three animals per cage) since they
were 2 months old purchased from the Experimental Animal Center of Hangzhou Medical
College (Hangzhou, Zhejiang, China) with health records. They were housed in a 24-h
air-purified clean-grade animal facility with a constant temperature of 22.5 �C and
automatic lighting control (lights off at 8:00 and lights on at 20:00). The cages were located
on the shelter rack and were randomized once a week to avoid the location position effect.
Food was maintained sufficient (50 g per cage per day) and water was available ab libitum.
All subjects were handled and interacted with for 15 min three times per week until the
formal experiment started when they turned twelve months old.

During the formal experiments, rats were fed 36 g per cage in turn when all three rats in
one cage finished their trials in order to keep them in a semi-hunger state but each
individual’s body weight was strictly monitored and maintained above 85% of its
free-feeding weight. If significant and sustained loss of body weights were found over a
continuous period of time, the subject would be discontinued with experiments and
separately housed with dedicated veterinary care. No such subjects were found and thus all
subjects were included in the experiments and analysis. During the learning stage, there
was no significant differences in body weights between the IL-12 Mo (334.75 ± 9.242 g)
and the PL-12 Mo (324.476 ± 9.880 g) groups, F(1,13) = 0.577, p = 0.461, η2 = 0.042. At the
end of the experiments, humane euthanasia was performed using the CO2 methods (Boivin
et al., 2017).

In addition, data from twenty 1-month-old male SD rats (Integrative Learning-1 Mo,
IL-1 Mo, n = 10; Progressive Learning-1 Mo, PL-1 Mo, n = 10) in our previous study were
pooled for comparing their learning behavior between the young and the older under
different learning modes.
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All experiments were approved by the Institutional Animal Care and Use Committee of
Fujian Normal University (Approval No. IACUC-20180019) and strictly abided by the
ARRIVE 2.0 guidelines (Du Sert et al., 2020).

Apparatus
We used the same apparatus and materials as in our previous study (Yin, Wu & Lian,
2020), including a 14-unit composite T-maze (Fig. 2), essential laboratory animal daily care
materials, cleaning and protective equipment, video monitoring equipment, video
processing and data analysis software, etc., for details see Appendix S1.2 of Yin, Wu & Lian
(2020).

Study design
The study adopted a two (Learning mode: Integrative Learning/Progressive Learning, or
IL/PL) by two (Age: 1/12 Mo) inter-group design, with the number of sessions and the
number of total errors made (sum of detection errors and entry errors) as quantitative
variables, animal characteristic behavior and tracking routes as qualitative variables.
In order to explore the effects of different learning modes, three stages of tasks were
designed: the learning stage, the 1-week-later memory retention test stage and the Gestalt
(reverse) transfer learning stage (Fig. 3). Detailed task design instructions can be found in
the Appendix S1.3 of Yin, Wu & Lian (2020).

Experimental procedures
(1) During the adaptation period, the rats were subjected to a handling and interaction
procedure for 15 min per cage, three times per week. Food was maintained sufficient (50 g

Figure 3 Experimental task design. The correct route in the learning stage consists of three segments
with identical shapes. The PL group’s learning plan was based on the logic of progressive learning:
Sessions 1–3 (Sub-stage One) learned the first segment, Sessions 4–7 (Sub-stage Two) learned the first
and the second segments; Sessions 8–12 (Sub-stage Three) learned the whole route. The IL group’s
learning plan was based on the logic of integrated learning: the whole route was kept open throughout the
learning stage. During the memory retention test stage and the Gestalt transfer learning stage, the whole
route was kept open for both groups. During the Gestalt (reverse) transfer learning stage, the entrance of
the original food box was sealed by a partition board, and the subject was placed right in front of the
partition board on the original end of the whole route, and the food box was then relocated to the nearest
diverting point to the original starting area. Full-size DOI: 10.7717/peerj.15101/fig-3
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per cage per day) and water was provided ab libitum. Each subject’s body weight was
recorded during the handling and interaction procedure, while average water and food
intake were recorded at the cage level.

(2) The formal experiment consisted of three tasks (Fig. 3). The first was a 12-day
learning task (one session per day). On the first day, every subject was limited to 15 min of
exploration, and for the 2nd to 12th day, the subjects were immediately taken out after they
finished food rewards. The correct route of the maze can be divided into three segments
with shape similarity, and thus by using partition boards the PL group was only allowed to
explore the first segment during Session 1–3 (Sub-stage One), the first and the second
segments during Session 4–7 (Sub-stage Two), and the first, the second and the third
segments during Session 8–12 (Sub-stage Three), respectively. The IL group was allowed to
explore all three segments from the beginning to the end of the learning stage (Session
1–12). The food reward was placed at the end of each learning segment for the PL group
and always at the food-box. One week later, a 3-day memory retention test was performed,
followed by a 3-day Gestalt transfer learning task. The condition for memory retention test
was identical to Sub-stage Three for both groups; during the Gestalt transfer learning, the
starting point and the finale point was reversed so that the subject was placed beside the
food-box to start and the food reward was placed at the original starting point. Subjects
entered each session in a counterbalanced order and thus the maze was modified
accordingly by inserting and removing the partition boards.

(3) The observation record forms were filled throughout the experiments. The
SuperMaze4.0 animal behavior video analysis system (Shanghai Xinruan, Shanghai,
China) was used to analyze the animal motion track and export the data (including the
trajectory map and the heat map). Microsoft Excel, IBM SPSS 18.0, GraphPad Prism 8 and
3D drawing software were used for data analysis and chart plotting. Details of the series of
experiments can be found in Appendices S1.1 and S1.4 of Yin, Wu & Lian (2020).

The above protocol was not preregistered but was in full accordance to our previous
study (Yin, Wu & Lian, 2020).

Statistical methods
For the statistical analysis, learning modes (IL/PL) and age (1/12 Mo) were used as
inter-group variables, the number of sessions and the order of sub-stages were used as
intra-group variables, and the number of total errors made, the number of days to learning
success, whether a certain behavior occurs and the proportion of a certain behavior were
used as the dependent variables. The analysis of variance under different combinations of
variables was conducted using IBM SPSS 18.0. All data were examined for normality and
subjected to a Hartley’s test to determine whether the data violated assumptions of
homogeneity of variance. No significant deviations were found.

RESULTS
The graphic results of the learning stage, memory retention test stage and Gestalt transfer
learning stage are shown in Figs. 4A–4D, respectively. As shown in Fig. 4A and Table 1,
during the learning stage, the results of repeated measurement ANOVA with age and
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learning mode as intergroup variables and session as an intragroup variable show that the
main effect of age was significant in the number of total errors made, and the number of
total errors made of the 12 Mo groups is significant more than the 1 Mo groups. At the
same time, the interaction between session and learning mode was significant (further
simple-effect analysis can be found in Table S1). As shown in Fig. 4B and Table 2, the
results of complete random analysis of variance with age and learning mode as intergroup
variables showed that the main effects of learning mode and age were both significant in
the number of days to learning success. The number of days to learning success of the IL-1

Figure 4 Comparative results during learning, memory retention test and the Gestalt transfer
learning stages. (A) Learning curve: summary of the number of errors during the learning stage.
Among them, “#Total Errors” = “#Entry Errors” + “#Detection Errors”, calculated from the beginning of
the exploration to the end of the maze. Entry errors refers to the number of times the rat’s head and center
entered the wrong area (usually through the curtain), while detection errors refers to the number of times
the rat’s head entered the wrong area (however it did not go through the curtain). (B) The number of days
to learning success. Learning success is defined as the number of days from the first learning session to
when it can reliably achieve zero errors when exploring the “open segmented route”. Among them, the
“open segmented route” of the IL group is the whole correct route of the maze, so the number of the days
before it can reliably achieve zero errors is recorded as the number of days to learning success; however,
the “open segmented route” of the PL group is gradually opened in three stages, so the sum of the number
of days before it can reliably achieve zero errors in each stage is recorded as the number of days to
learning success. (C) A chart showing the number of total errors during the retest stage 1 week after
learning. (D) A chart showing the number of total errors during the Gestalt transfer learning stage.
The position of the circle, triangle or column in each chart shows the average value of each group in each
task, and the error bar shows the standard error. ��p < 0.01.

Full-size DOI: 10.7717/peerj.15101/fig-4
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Mo group was significantly shorter than that of the PL-1 Mo group, while the number of
days to learning success of the 12 Mo groups was generally more than that of the 1 Mo
groups (further simple-effect analysis can be found in Table S2). However, unlike the 1 Mo
groups which showed significant differences between the IL mode and the PL mode all
across three learning sub-stages (Table 3), there was no significant differences between the
IL mode and the PL mode in the 12 Mo groups except for Sub-stage Three, during which
the IL mode showed an advantage by making significantly fewer total errors than the PL
mode (Table 4) and exerting much less effort exploring the maze (Fig. S2). Details for
interaction and subsequent simple-effect analysis can be found in Tables S3 and S4.

In order to elucidate why in the 12 Mo groups, the differences between the two learning
modes were not as vast as in the 1 Mo groups, we further conducted a heatmap analysis for
the Sub-stage Two (Session 4–7). This is because during this sub-stage the subjects had
been accustomed to the apparatus but had not fully mastered the correct route, providing
us the opportunity to see what exactly were different between different age groups. As can
be shown in Fig. 5, the IL-1 Mo group spent much less time at the learned routes and
mostly at the critical turning points of the unlearned routes, whereas the PL-1 Mo group
almost evenly spent their time across the opened segments. In contrast, both the IL-12 Mo

Table 1 Results of a three-factor repeated measures analysis of variance of the number of total errors
made during three learning stages for both 1-month-old and 12-month-old groups.

SS DF MS F (DFn, DFd) p η2

Session 1,622.5 11 147.502 F (11, 341) = 8.307 0.000*** 0.211

22

Learning mode 0.114 1 0.114 F (1, 31) = 0.004 0.953 0.000

Age 2,155.2 1 2,155.216 F (1, 31) = 66.827 0.000*** 0.683

16

Learning mode × Age 5.992 1 5.992 F (1, 31) = 0.186 0.669 0.006

Session × Learning mode 2,704.2 11 245.84 F (11, 341) = 13.845 0.000*** 0.309

37

Session × Age 115.09 11 10.463 F (11, 341) = 0.589 0.838 0.019

2

Session × Learning mode × Age 300.87 11 27.353 F (11, 341) = 1.540 0.115 0.047

8

Note:
*** p < 0.001.

Table 2 Results of a two-factor complete random analysis of variance on the number of days to
learning success.

SS DF MS F (DFn, DFd) p η2

Learning mode 60.852 1 60.852 F (1, 31) = 8.834 0.006** 0.222

Age 72.791 1 72.791 F (1, 31) = 10.568 0.003** 0.254

Learning mode × Age 10.958 1 10.958 F (1, 31) = 1.591 0.217 0.049

Note:
** p < 0.01.
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group and the PL-12 Mo group distributed their time across the whole maze, possibly
because they were able to climb the maze wall, but the IL-12Mo group had a higher density
of activities in the lower-part area of the maze, which was in closer proximity to the start
and the end points of the maze, whereas the PL-12 Mo group was more similar to the PL-1
Mo group in having their most activities in the opened segments of the maze, although the
PL-12 Mo group was able to occasionally “break the barrier” to the unopened segment
because they could climb the wall. These results demonstrate that the 12 Mo groups are
different from their young counterparts in their learning progress and regularity, albeit the
differences were mainly manifested in the IL groups.

During the memory retention test stage, the results of repeated-measurement ANOVA
with age and learning mode as intergroup variables and session as an intragroup variable

Table 3 Results of a two-factor repeated measures analysis of variance of the number of total errors
made in three learning sub-stages in the 1-month-old groups.

SS DF MS F (DFn, DFd) p η2

Session 1–3 Session 349.233 2 174.617 F (2, 36) = 14.209 0.000*** 0.441

Learning mode 576.6 1 576.6 F (1, 18) = 41.682 0.000*** 0.698

Session ×
Learning mode

219.7 2 109.85 F (2, 36) = 8.939 0.001** 0.332

Session 4–7 Session 70.038 3 23.346 F (3, 54) = 5.667 0.002** 0.239

Learning mode 82.013 1 82.013 F (1, 18) = 17.738 0.001** 0.496

Session ×
Learning mode

46.738 3 15.579 F (3, 54) = 3.781 0.016* 0.174

Session 8–12 Session 40.86 4 10.215 F (4, 72) = 5.927 0.000*** 0.248

Learning mode 51.84 1 51.84 F (1, 18) = 23.492 0.000*** 0.566

Session × Learning mode 25.46 4 6.365 F (4, 72) = 3.693 0.009** 0.17

Note:
* p < 0.05.
** p < 0.01.
*** p < 0.001.

Table 4 Results of a two-factor repeated measures analysis of variance of the number of total errors
made in three learning sub-stages in the 12-month-old groups.

SS DF MS F (DFn, DFd) p η2

Session 1–3 Session 317.539 2 158.769 F (2, 26) = 4.721 0.018* 0.266

Learning mode 819.432 1 15.64 F (1, 13) = 0.002 0.546 0.002

Session × Learning mode 437.45 2 218.725 F (2, 26) = 6.504 0.005** 0.333

Session 4–7 Session 117.698 3 39.233 F (3, 39) = 0.970 0.417 0.069

Learning mode 13.886 1 13.886 F (1, 13) = 0.305 0.590 0.023

Session × Learning mode 148.364 3 49.455 F (3, 39) = 1.223 0.314 0.086

Session 8–12 Session 89.378 4 22.344 F (4, 52) = 1.034 0.398 0.074

Learning mode 441.029 1 441.029 F (1, 13) = 5.485 0.036* 0.297

Session × Learning mode 21.218 4 5.304 F (4, 52) = .246 0.911 0.019

Note:
* p < 0.05.
** p < 0.01.
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show that the main effect of age was significant in the number of total errors made
(Table 5). The young groups performed overall better than the 12 Mo groups, but the
different learning modes had no effects on this stage (Fig. 4C).

In the Gestalt transfer learning task, the results of repeated-measurement ANOVA with
age and learning mode as intergroup variables and session as an intragroup variable
showed that the main effects of age and session were significant in the number of total
errors made (Table 6). The 1 Mo groups performed overall better than the 12 Mo groups,
though the differences between the two learning modes were not significant, mainly
because unlike the 1 Mo groups, the IL-12 Mo group did not perform better than the PL-12
Mo group (Fig. 4D).

Results from an aggregated heatmap analysis for the 12 Mo groups throughout the
experiments can be seen in Fig. 6. Few differences can be seen between the two learning
modes during the memory retention test stage and the Gestalt transfer learning stage,
albeit the obvious different distribution of activities between the two learning modes
during the learning stage may reflect a slight advantage for the IL group.

Figure 5 Heatmap during Sub-stage Two of learning stage (Sessions 4–7). During Sub-stage Two of
learning stage, the IL-1 Mo group began to master the whole maze, as shown by the relatively light heat at
the starting area and the relatively dense heat at the goal area; while the PL-1 Mo group only started to
grasp the opened segments of the maze. The IL-12 Mo group, however, did not seem to have mastered the
whole maze but explored mostly the shorter paths through climbing; and the PL-12 Mo group was also
able to explore the whole maze through climbing but were mostly constrained in the opened segments.

Full-size DOI: 10.7717/peerj.15101/fig-5
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In order to further elucidate the patterns, the number of total errors made during
Sub-stage Three (Session 8–12) of the learning stage, memory retention test stage and
Gestalt transfer learning stage was averaged for each rat (Fig. S1). Then non-repeated
measure ANOVAs were conducted using the phases of the experiment as a within-subject
factor, age and learning mode as between-subject factors (Table S5). The results show that
the main effect of the phase of the experiment was significant (F(2,62) = 24.29, p < 0.001,
η2 = 0.439), and post-hoc multiple comparison tests reveal that the number of total errors
made in the Gestalt transfer learning stage was significantly more than the other two
phases of the experiment (Table S6). The main effect of age was also significant
(F(1,31) = 45.139, p < 0.001, η2 = 0.593), and post-hocmultiple comparison tests reveal that
the number of total errors made by the 12 Mo groups was significantly more than that of
the 1 Mo groups (Table S7). Further simple-effect analysis (Table S8) revealed that during
Sub-stage Three (Session 8–12) of the learning stage, the PL-12 Mo group made
significantly more total errors than the IL-12 Mo group (F(1, 31) = 11.01, p < 0.01), whereas
the IL-1 Mo group and the IL-12 Mo group did not have significant differences
(F(1, 31) = 1.48, p = 0.233). During the memory retention test stage, the two learning modes
did not have significant differences between each other. During the Gestalt transfer

Table 6 Results of a three-factor repeated measures analysis of variance of the number of total errors
made in the Gestalt transfer learning stage.

SS DF MS F (DFn, DFd) p η2

Session 1,946.756 2 973.378 F (2, 62) = 16.823 0.000*** 0.352

Learning mode 4.53 1 4.53 F (1, 31) = 0.043 0.836 0.001

Age 1,303.821 1 1,303.821 F (1, 31) = 12.487 0.001*** 0.287

Learning mode × Age 288.458 1 288.458 F (1, 31) = 2.763 0.107 0.082

Session × Learning mode 162.289 2 81.145 F (2, 62) = 1.402 0.254 0.043

Session × Age 34.848 2 17.424 F (2, 62) = 0.301 0.741 0.01

Session × Learning mode × Age 185.902 2 92.951 F (2, 62) = 1.606 0.209 0.049

Note:
*** p < 0.001.

Table 5 Results of a three-factor repeated measures analysis of variance of the memory retention test
stage after 1 week of learning.

SS DF MS F (DFn, DFd) p η2

Session 114.496 2 57.248 F (2, 62) = 1.782 0.177 0.054

Learning mode 0.919 1 0.919 F (1, 31) = 0.033 0.857 0.001

Age 1,183.928 1 1,183.928 F (1, 31) = 42.819 0.000*** 0.58

Learning mode × Age 6.14 1 6.14 F (1, 31) = 0.222 0.641 0.007

Session × Learning mode 165.413 2 82.707 F (2, 62) = 2.575 0.084 0.077

Session × Age 70.649 2 35.324 F (2, 62) = 1.100 0.339 0.034

Session × Learning mode × Age 165.413 2 82.707 F (2, 62) = 2.575 0.084 0.077

Note:
*** p < 0.001.
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learning stage, the two learning modes did not have significant differences between each
other either.

DISCUSSION
Maze learning in rats is a classic problem in the history of modern psychology (Tolman &
Honzik, 1930; Tsai, 1930; Buel, 1935; Honzik, 1936; Tolman, 1938, 1948; Morris, 1984;
Andrade et al., 2001; Dudchenko, 2001). Tsai (1930) used to address the effects of two
different instructional methods in maze learning experiments with rats, proving that
repeated instructions could inhibit individual learning, which fundamentally challenged
the relationship between teaching and learning. The result was cited by Tolman (1938) to
overthrow the law of exercise—proposed by the well-respected educator and psychologist,
Thorndike, who considered that any stimulus-response combination will gradually be
strengthened during trial-and-error learning through regular practice and application.
The impact of that experiment is still meaningful today (Wang et al., 2021). The difference
between Tsai’s experiment and ours is that Tsai found that adding more instructions was
less effective while we found that adding more segmentation/limitation was less effective—
we both found that whatever the experimenter as an instructor do to “help” the subject (the
learner) to learn the task in an easier manner, it turns out to be a less effective one.
Learning seems to ultimately depend on the integrative efforts made by the learner under a
self-adapting mode, but not necessarily on the instructor1. From the viewpoint of the

Figure 6 Aggregated heatmap across the tasks for the 12 Mo groups.
Full-size DOI: 10.7717/peerj.15101/fig-6

1 Therefore, the key role of the instructor
may be better to switch to providing
support for learners and stimulating their
motivation for active learning.
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neurobiology of learning, the results indicate the brain may not just be a learning machine
that learns by simply strengthening corresponding synapses via repetition of the same
information every day, nor does it learn by adding synaptic connections step by step—it
may actually learn better by forming “schema” of the “whole” spectrum of information and
then adjust the weights and connections of the synaptic network as it encounters stimuli
(new and old) every day (Tse et al., 2007; Farzanfar et al., 2022).

While integrative learning was clearly advantageous in the 1 Mo groups (Yin, Wu &
Lian, 2020), data from the current study suggest that such advantages may only present in
the last segment of the learning stage in older rats but not in the Gestalt transfer learning
stage. Was it due to differences in the learning process or was it because older rats had
deteriorating memory systems to support higher-order functioning required by the IL
mode? The heatmap analysis suggests that the differences do lie in the learning process
especially for the IL-12 Mo group—indeed both old groups learned to climb the wall
during the learning stage. Kostić & Tošković (2022) designed an experiment to determine
which factor among path, time and effort was the key determinant of rodent behavior in
exploring a maze to reach food, and they found that the subject always chose paths
requiring less effort. Their findings provided a clue for why the older rats had attempted to
climb the wall to reach the food-box—this may be less arduous for them compared with
young rats. However, while climbing the wall might help reaching the food-box faster in
some cases, it clearly slowed down the overall learning progress as compared to the 1 Mo
groups. Nevertheless, the IL-12 Mo group may still benefit from the IL scheme from the
beginning, resulting in a clear advantage over the PL-12 Mo group during the last segment
of the learning stage, albeit this advantage did not extend further into the Gestalt transfer
learning stage as in the 1 Mo groups, which suggest that the critical function supporting the
linkage between learning and memory may be deteriorating in older rats.

It also worths noting that the IL groups did not simply have more repetitions of the
whole route than the PL groups. First of all, the IL group and the PL group both had 12
sessions of learning, and for each session they could conduct free exploration within
15 min before reaching the foodbox and consuming food, upon which time the individual
trial immediately ended and the subject was fetched out of the maze. Therefore, even
though the PL group only had 5 days to experience the whole route, they had apprehended
two thirds of the maze for 7 days and their total learning efforts (as reflected by the travel
distance and the travel time) during Sub-Stage Three (Session 7–12) was much more than
the IL group (Fig. S2) as the IL group quickly reached the foodbox with much fewer errors.
Secondly, the IL group did not simply repeat during the 12 learning sessions. In fact, after
they grasped the idea of the whole maze through initial exploration, they spontaneously
segmented the whole route, focusing on learning the first “artificial”2 segment to facilitate
transferring of the memory (Fig. 5 of Yin, Wu & Lian, 2020), after which they started
repetition to consolidate what they had learned through memory transfer to the less
familiar parts of the routes (Fig. 5 of this article). Indeed, the segment fixation test of
Yin, Wu & Lian (2020) further proved the objectivity of this memory transfer hypothesis,
during which both the IL group and the PL group adopted the original route of the first
segment and the new (direct) route of the second and the third segment, which suggest that

2 We used the word “artificial” because
there were indeed no segmenting barriers
for the IL group.
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the autonomous consolidation of the first segment for easier transfer later lie in the nature
of learning. At the same time, the PL group was facing a new segment during the initial 1 or
2 sessions of each sub-stage, during which they focused on exploration but not exploitation
—however, during the rest of each sub-stage the PL group also entered a repetitive mode,
consolidating what they have learned, as reflected by the number of total errors made in
Fig. 4A and session by session heatmap analysis (see Supplemental Data of this manuscript
and Yin, Wu & Lian, 2020).

In sum, on one hand, the repeated learning of the PL group occurred 1 or 2 sessions
right after a new segment was opened, while the repeated learning of the IL group occurred
after consolidation of the “artificial” first segment in the three-segment maze—considering
the actual travel distance and travel time they had in the maze for each session, the two
groups only had substantial differences in when repeated learning occurred but did not
have substantial differences in the total amount of repeated learning of the whole route.
On the other hand, even if the whole route was opened to the IL group from the very
beginning, the rats did not simply repeat the correct route and remember it, but instead
they transferred the memory of a typical segment of the route to help learn the other
segments to optimize the utilization of memory, which have been proved to be no different
between IL and PL—the critical difference between the two learning modes, as we argue, lie
in the fact that the IL group got to learn the whole route from the beginning and thus did
the segmentation by themselves while the PL group’s learning was constrained by
pre-determined segmentation by the experimenter who might have thought that this
would help the subjects learn better—this difference results in a different trajectory in how
their memory is construed in their brain, as shown in Fig. 1.

This study is not without limitations—we could have designed a new maze with higher
walls to avoid the problem of climbing in the 12 Mo groups—however, the high wall
represents another technical challenge in tracking the subject that at the time we had no
means to overcome. Therefore, as an informative study, we retain the original design of the
apparatus to compare the effects of the different learning modes between the 1 Mo and the
12 Mo groups. Future studies could repeat our experiments in a more adapted apparatus
that could accommodate subjects of different ages and sizes for confirmatory purposes.
On the other hand, in this study we only had the 12 Mo male group to be compared with
the 1 Mo male group due to the consideration that the high long-term maintenance cost of
animals in our facility did not outweigh the potential benefits in answering research
questions given that our previous study (Yin, Wu & Lian, 2020) found that the IL mode
was more effective in the male group than in the female group. Future studies shall
compare the effects of IL on the older female group with the older male group because
older female rats may have different learning patterns from older males (Stouffer & Barry,
2014).

CONCLUSIONS
In this study, we adapted the original design of Yin, Wu & Lian (2020) to investigate
whether “Integrative Learning” was still advantageous in older rats. We found that the IL
learning mode still promotes learning but not memory in older rats, possibly due to the
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fact that those higher-order cognitive abilities that support meta-cognition, long-term
retention and knowledge migration might be deteriorating in older rats. Further studies on
neural correlates of such differences between the two learning modes in both young and
older groups should provide us with further insights on the mechanisms and neural
dynamics of such changes across different learning and memory stages. Furthermore, deep
learning algorithms that feed on the real-time tracking points of the subjects under
different learning modes could help formulate the theory of “Integrative Learning” in a
way that it could provide more precise predictions for the relationship between learning
mode and long-term outcome.

ACKNOWLEDGEMENTS
We thank Ms. Si-Ping Cai and Ms. Jia-Wei Zhang for their assistance in maintaining and
daily caring for the experimental subjects ever since they arrived at the animal facility.
We also thankMs. Ya-XinWang for her assistance in translating the names of the data files
from Chinese into English.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding
This work was supported by the key research project of the Ministry of Education of the
People’s Republic of China (16JJD190004); and the research start-up project of “Overseas
Talents—Young Talents” of the Personnel Department of Fujian Normal University
(Z0210509). The funders had no role in study design, data collection and analysis, decision
to publish, or preparation of the manuscript.

Grant Disclosures
The following grant information was disclosed by the authors:
Ministry of Education of the People’s Republic of China: 16JJD190004.
Personnel Department of Fujian Normal University: Z0210509.

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

Author Contributions
� Bin Yin conceived and designed the experiments, performed the experiments, prepared
figures and/or tables, authored or reviewed drafts of the article, and approved the final
draft.

� Xiao-Rui Wu performed the experiments, analyzed the data, prepared figures and/or
tables, authored or reviewed drafts of the article, and approved the final draft.

� Rong Lian conceived and designed the experiments, authored or reviewed drafts of the
article, and approved the final draft.

Yin et al. (2023), PeerJ, DOI 10.7717/peerj.15101 15/17

http://dx.doi.org/10.7717/peerj.15101
https://peerj.com/


Animal Ethics
The following information was supplied relating to ethical approvals (i.e., approving body
and any reference numbers):

Institutional Animal Care and Use Committee of Fujian Normal University provided
full approval for this research (Approval No. IACUC-20180019)

Data Availability
The following information was supplied regarding data availability:

The raw data are available in the Supplemental Files. The raw data contains all trials that
were used for statistical analysis to compare the effects of IL and PL on 1 Mo and 12 Mo
rats.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.15101#supplemental-information.

REFERENCES
Andrade C, Alwarshetty M, Sudha S, Chandra JS. 2001. Effect of innate direction bias on T-maze

learning in rats: implications for research. Journal of Neuroscience Methods 110(1–2):31–35
DOI 10.1016/S0165-0270(01)00415-0.

Arenberg D. 1973. Cognition and aging: verbal learning, memory, problem solving, and aging. In:
The Psychology of Adult Development and Aging. Washington, DC, USA: American
Psychological Association, 74–97.

Bloss EB, Janssen WG, Ohm DT, Yuk FJ, Wadsworth S, Saardi KM, McEwen BS, Morrison JH.
2011. Evidence for reduced experience-dependent dendritic spine plasticity in the aging
prefrontal cortex. Journal of Neuroscience 31(21):7831–7839
DOI 10.1523/JNEUROSCI.0839-11.2011.

Boivin GP, Hickman DL, Creamer-Hente MA, Pritchett-Corning KR, Bratcher NA. 2017.
Review of CO2 as a euthanasia agent for laboratory rats and mice. Journal of the American
Association for Laboratory Animal Science 56(5):491–499.

Buel J. 1935. Differential errors in animal mazes. Psychological Bulletin 32(1):67–99
DOI 10.1037/h0056085.

Cummins R, Walsh R, Budtz-Olsen O, Konstantinos T, Horsfall C. 1973. Environmentally-
induced changes in the brains of elderly rats. Nature 243(5409):516–518
DOI 10.1038/243516a0.

Du Sert NP, Ahluwalia A, Alam S, Avey MT, Baker M, Browne WJ, Clark A, Cuthill IC,
Dirnagl U, Emerson M, Garner P, Holgate ST, Howells DW, Hurst V, Karp NA, Lazic SE,
Lidster K, MacCallum CJ, Macleod M, Pearl EJ, Petersen OH, Rawle F, Reynolds P,
Rooney K, Sena ES, Silberberg SD, Steckler T, Würbel H. 2020. Reporting animal research:
explanation and elaboration for the ARRIVE guidelines 2.0. PLOS Biology 18(7):e3000411
DOI 10.1371/journal.pbio.3000411.

Dudchenko PA. 2001. How do animals actually solve the T maze? Behavioral Neuroscience
115(4):850–860 DOI 10.1037/0735-7044.115.4.850.

Farzanfar D, Spiers HJ, Moscovitch M, Rosenbaum RS. 2022. From cognitive maps to spatial
schemas. Nature Reviews Neuroscience 24(2):1–17 DOI 10.1038/s41583-022-00655-9.

Yin et al. (2023), PeerJ, DOI 10.7717/peerj.15101 16/17

http://dx.doi.org/10.7717/peerj.15101#supplemental-information
http://dx.doi.org/10.7717/peerj.15101#supplemental-information
http://dx.doi.org/10.7717/peerj.15101#supplemental-information
http://dx.doi.org/10.1016/S0165-0270(01)00415-0
http://dx.doi.org/10.1523/JNEUROSCI.0839-11.2011
http://dx.doi.org/10.1037/h0056085
http://dx.doi.org/10.1038/243516a0
http://dx.doi.org/10.1371/journal.pbio.3000411
http://dx.doi.org/10.1037/0735-7044.115.4.850
http://dx.doi.org/10.1038/s41583-022-00655-9
http://dx.doi.org/10.7717/peerj.15101
https://peerj.com/


Frese M, Sabini J. 2021. Goal directed behavior: the concept of action in psychology. Oxfordshire,
England, UK: Routledge.

Holman C, de Villers-Sidani E. 2014. Indestructible plastic: the neuroscience of the new aging
brain. Frontiers in Human Neuroscience 8:219 DOI 10.3389/fnhum.2014.00219.

Honzik CH. 1936. The sensory basis of maze learning in rats. In: Comparative Psychology
Monographs. Vol. 13. Baltimore: Johns Hopkins Press, 113.

Jolles JW, Boogert NJ, van den Bos R. 2015. Sex differences in risk-taking and associative learning
in rats. Royal Society Open Science 2(11):150485 DOI 10.1098/rsos.150485.

Kostić S, Tošković O. 2022. The time, the path, its length and strenuousness in maze learning.
Psihologija 55:5 DOI 10.2298/PSI210301005K.

Kubanis P, Zornetzer SF. 1981. Age-related behavioral and neurobiological changes: a review with
an emphasis on memory. Behavioral and Neural Biology 31(2):115–172
DOI 10.1016/S0163-1047(81)91195-X.

Mahncke HW, Bronstone A, Merzenich MM. 2006. Brain plasticity and functional losses in the
aged: scientific bases for a novel intervention. Progress in Brain Research 157(Suppl 1):81–109
DOI 10.1016/S0079-6123(06)57006-2.

Morris R. 1984. Developments of a water-maze procedure for studying spatial learning in the rat.
Journal of Neuroscience Methods 11(1):47–60 DOI 10.1016/0165-0270(84)90007-4.

Nokes TJ. 2009. Mechanisms of knowledge transfer. Thinking & Reasoning 15(1):1–36
DOI 10.1080/13546780802490186.

Stouffer EM, Barry JL. 2014. A sex difference in the onset of the latent learning impairment in rats.
Developmental Psychobiology 56(5):1134–1141 DOI 10.1002/dev.21168.

Tolman EC. 1938. The determiners of behavior at a choice point. Psychological Review 45(1):1–41
DOI 10.1037/h0062733.

Tolman EC. 1948. Cognitive maps in rats and men. Psychological Review 55(4):189–208
DOI 10.1037/h0061626.

Tolman EC, Honzik CH. 1930. Degrees of hunger, reward and non-reward, and maze learning in
rats. In:University of California Publications in Psychology. Berkeley, California, USA: University
of California Press. Vol. 4, 241–256.

Tsai LS. 1930. Gradual vs. abrupt withdrawal of guidance in maze learning. Journal of Comparative
Psychology 10(4):325–331 DOI 10.1037/h0074111.

Tse D, Langston RF, Kakeyama M, Bethus I, Spooner PA, Wood ER, Witter MP, Morris RGM.
2007. Schemas and memory consolidation. Science 316(5821):76–82
DOI 10.1126/science.1135935.

Wang Y, Chen W, Li S, Yin B. 2021. Darwinian rebel: the legacy of Loh-Seng Tsai—Chinese
animal psychologist. Protein & Cell 13:1–6 DOI 10.1007/s13238-021-00849-4.

Yin B, Wu X, Lian R. 2020. An animal behavioral model for the concept of “Integrative Learning”.
Acta Psychologica Sinica 52(11):1278–1287 DOI 10.3724/SP.J.1041.2020.01278.

Yin et al. (2023), PeerJ, DOI 10.7717/peerj.15101 17/17

http://dx.doi.org/10.3389/fnhum.2014.00219
http://dx.doi.org/10.1098/rsos.150485
http://dx.doi.org/10.2298/PSI210301005K
http://dx.doi.org/10.1016/S0163-1047(81)91195-X
http://dx.doi.org/10.1016/S0079-6123(06)57006-2
http://dx.doi.org/10.1016/0165-0270(84)90007-4
http://dx.doi.org/10.1080/13546780802490186
http://dx.doi.org/10.1002/dev.21168
http://dx.doi.org/10.1037/h0062733
http://dx.doi.org/10.1037/h0061626
http://dx.doi.org/10.1037/h0074111
http://dx.doi.org/10.1126/science.1135935
http://dx.doi.org/10.1007/s13238-021-00849-4
http://dx.doi.org/10.3724/SP.J.1041.2020.01278
http://dx.doi.org/10.7717/peerj.15101
https://peerj.com/

	“Integrative learning” promotes learning but not memory in older rats
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusions
	flink6
	References



<<
  /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 /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /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 false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /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 false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /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 false
  /MonoImageDownsampleType /Average
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  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 /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


