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Acquisition and expression of memories of distance and direction
in navigating wood ants
A. Sofia D. Fernandes1,2, Andrew Philippides2,3, Tom S. Collett1,* and Jeremy E. Niven1,2,*

ABSTRACT
Wood ants, like other central place foragers, rely on routememories to
guide them to and from a reliable food source. They use visual
memories of the surrounding scene and probably compass
information to control their direction. Do they also remember the
length of their route and do they link memories of direction and
distance? To answer these questions, we trained wood ant (Formica
rufa) foragers in a channel to perform either a single short foraging
route or two foraging routes in opposite directions. By shifting the
starting position of the route within the channel, but keeping the
direction and distance fixed, we tried to ensure that the ants would rely
upon vector memories rather than visual memories to decide when to
stop. The homeward memories that the ants formed were revealed by
placing fed or unfed ants directly into a channel and assessing the
direction and distance that they walked without prior performance of
the food-ward leg of the journey. This procedure prevented the
distance and direction walked being affected by a home vector
derived from path integration. Ants that were unfed walked in the
feeder direction. Fed ants walked in the opposite direction for a
distance related to the separation between start and feeder. Vector
memories of a return route can thus be primed by the ants’ feeding
state and expressed even when the ants have not performed the
food-ward route. Tests on ants that have acquired two routes indicate
that memories of the direction and distance of the return routes are
linked, suggesting that they may be encoded by a common neural
population within the ant brain.

KEY WORDS: Visual navigation, Vision, Path integration, Odometry,
Formica rufa

INTRODUCTION
One attraction of researching insect navigation is the opportunity
that it offers to understand memory processes in an animal with a
brain that is considerably smaller than that of most vertebrates.
Consider a desert ant, such as Cataglyphis fortis, that forages
individually (Wehner et al., 1983). It leaves its nest to explore the
surrounding and initially unfamiliar terrain for prey items. After a
while, whether or not it has found food, the ant must return to the
nest, if only to cool down. The ant is then able to take a rapid and
direct path over unfamiliar ground to its nest because it possesses a
navigational mechanism known as path integration (PI) (Wehner
and Srinivasan, 2003). With the aid of PI, on its outward journey the
ant combines the distances and directions that it travels into a vector

of its current distance and direction from the nest. The value of this
‘home vector’ can be remembered, at least for a short period (Ziegler
and Wehner, 1997; Cheng et al., 2006; Narendra et al., 2007). Once
an ant has expressed its home vector and reached its nest, its current
PI state has dropped to zero, but it still retains a longer-termmemory
of its PI state at the feeding site. This memory later helps generate a
‘food vector’, enabling the ant to return directly to the foraging site
(Bolek et al., 2012; Collett et al., 1999; Schmid-Hempel, 1984;
Wehner et al., 2004).

Path integration is of limited precision and as a foraging ant
repeats a PI-derived path to and from a reliable foraging location, it
rapidly becomes familiar with the landscape and forms long-term
view-based memories that both specify the exact route (Collett,
2010; Collett et al., 1992; Cornetz, 1910; Graham et al., 2003;
Harris et al., 2007; Narendra et al., 2013) and act as an attractor,
guiding ants to a familiar goal (Åkesson andWehner, 2002; Graham
et al., 2004; Wystrach et al., 2012). Ants can also form vector
memories of route segments, instead of the whole route from feeder
to the nest (C. fortis: Collett and Collett, 2009; Collett et al., 1998;
Knaden et al., 2006; Apis mellifera: Collett et al., 2002; Srinivasan
et al., 1997). An ant’s path is thus controlled by a combination of its
vector memories, its visual memories and a continuously updated PI
state (Collett, 2012).

Although evidence for PI-derived vector memories on food-ward
routes is secure, the evidence for vector memories on homeward
routes is more uncertain because of likely interactions between them
and an ant’s PI state (Collett, 2012; Collett and Collett, 2015). These
interactions can occur both if the ant is tested just before it enters its
nest, when vector memories and PI will act in opposite directions,
and if the ant is taken at the feeder, in which case the two tend to
be in similar directions. Here, we compare the acquisition and
expression of food-ward and homeward memories of ants that are in
the same PI state as they are when at the start of a food-ward vector.
To put ants in this state, they are taken straight from the nest, where
their PI state seems to be reset to zero (Knaden and Wehner, 2006),
and then they are either fed immediately before being tested or tested
without being fed. Unfed ants should exhibit a food-ward vector,
whereas fed ants should be motivated to return to the nest and there
offload the food that they have collected. The fed ants have the
opportunity to perform a remembered homeward vector with
possibly less interference from their PI state than if they were tested
when they had either reached the feeder or almost completed their
homeward journey (Dyer et al., 2002; Harris et al., 2005).

To reduce possible masking of vector memories by ants learning
the position of a goal through visual cues, we performed these
experiments in a channel that restricted the ant’s view of the
surroundings. In addition, we shifted the start- and endpoints of
the route between each training trial whilst keeping the length of the
route constant so that the endpoint could not be specified visually.
While these precautions reduce the likelihood that distance is
determined by landmark cues, they leave open the question ofReceived 20 May 2015; Accepted 7 September 2015
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whether the vector memories of wood ants in these experiments
encode directional information from a sun compass, the major cue
used by C. fortis during PI, or whether they obtain directional cues
from the visual panorama, as wood ants do in the laboratory (Harris
et al., 2007), or whether both types of cue are recorded (Towne and
Moscrip, 2008). Evidence that ants can store the compass direction
of a homeward route, or of a route segment, comes from a study
on Gigantiops destructor (Beugnon et al., 2005). Individual
G. destructor foragers hunt for termites in familiar sites in the
rainforest. When ants are taken from their nest and displaced either
to their familiar foraging site or to other visually unfamiliar sites and
have found a termite, they immediately head for a short distance in
their familiar homeward compass direction.
Through these experiments we tackled three main questions.

First, do wood ants acquire and use vector memories of a homeward
route? Second, if they do acquire such vector memories under what
circumstances are they acquired? Do they, for instance, also learn a
longer-term vector memory of the homeward journey through
repetition of an outward route, when they are not allowed to perform
a homeward route? Third, are memories of direction and distance
independent or linked?

MATERIALS AND METHODS
Animals
A wood ant (Formica rufa Linnaeus 1761) colony was collected from
Broadstone Warren, East Sussex, UK (Latitude: 51.077813; Longitude:
0.028814) and housed in a large plastic container (0.4×0.8×1.4 m) from
June to September. Part of the time the container was outdoors under a
shelter and part of the time it was in a greenhouse. The colony was supplied
with sucrose solution, water and frozen crickets. Prior to and during each
experiment the amount of sucrose solution was reduced.

Each experiment began by selecting more than 100 ants from the colony.
These ants were placed at one end of a 9 m channel. A glass slidewith sucrose
solutionwas placed at the opposite end of the channel. Those ants that walked
to the food and fed were transferred to a second channel parallel to the first
one. Approximately 40 of those ants that walked back in the direction of the
original release sitewere selected for further training. These ants weremarked
individually with spots of coloured paint on their thorax and abdomen.

Experimental apparatus
Two channels (9×0.07 m) closed at either end were constructed from white
plastic guttering (B&Q, Southampton, UK) and placed parallel to one
another separated by approximately 20 cm (Fig. 1). The channels were
aligned from east to west in a greenhouse. The inner sides of each channel
were painted with Fluon (AGC Chemicals Europe Ltd, Lancashire, UK) to
prevent ants climbing them, and the bottom of each channel was lined with
paper sheets (0.07×0.42 m). Ants were allowed to run the whole length of
both channels over these paper sheets, prior to any experiment. The paper
sheets were then shifted or turned randomly during training and testing to
ensure that pheromone trails deposited by ants during training could not act
as a guide for subsequent ants.

Training
Marked ants were selected from the colony and their identity noted. Groups
of six ants were placed into a pot (7 cm) within the channel with a small
opening at the base facing the feeder’s direction. Ants entered the channel
through this opening and walked along the channel until they encountered a
glass well slide on which sucrose solution was placed. Ants tend to walk
towards tall, dark objects (Santschi, 1913), so to encourage the ants to
approach the feeder, particularly when they were trained to forage in both
directions, a large black cylinder (45×15 cm) was placed above the channel
10 cm behind the position of the glass slide and sucrose (Fig. 1). The
direction and distance between the starting pot and the feeder were kept
constant within experiments, but pot, feeder and cylinder were moved
together along the channel between trials so ants could not rely on visual
cues from the greenhouse to locate the feeding site.

The ants experienced one of several training regimes. Training differed in
the distance and direction of the feeder from the starting pot and whether or
not ants were allowed to perform the return leg of their journey. During
unidirectional training with a return route, ants travelled 2 m, always in the
same direction, to find a glass microscope slide with sucrose. Once an ant
had reached the slide and had begun feeding, we transferred ant and slide to
the adjacent channel, without rotation. After ants had finished feeding, they
tended to walk away from the sucrose. Once the ants had started to walk, we
recorded the direction in which they walked. As ants often moved back and
forth close to the slide before settling on a direction, we took as a criterion of
their having chosen a direction that they had walked at least 50 cm away
from the slide. We then recorded the first position at which they turned
around and walked more than 10 cm towards the slide. After ants had turned
or reached the end of the channel, we returned them to the colony. Some ants
remained on or near the slide for many minutes after they had stopped
feeding. These ants were also returned to the colony. Two cohorts were
trained; for one the feeder was always west of the starting point and for the
other the feeder was to the east.

Two additional unidirectional experiments were performed, in which ants
were not allowed to perform a return route. In the first one, ants were trained
on the outward route as before, but, as soon as ants had finished feeding,
they were returned to the nest. The second experiment without a homeward
routewas conducted in the sameway but the large black cylinder was absent.
In both experiments, two cohorts were trained: one had the feeder east of the
start and the other with the feeder to the west.

In the two experiments in which ants were trained to forage in both
directions (bidirectional training), we switched the direction of the sucrose
reward from the starting pot so that on alternate trials, the feeder was either
east or west of the starting pot. In one experiment, the feeder was placed 3 m
from the start for both training directions. In the other experiment, the feeder
was 2 m away when the feeder was to the east of the start and 4 m when
the feeder was to the west. In both experiments, ants were transferred to the
second channel while feeding to perform the return leg of their journey.
The direction and distance that ants travelled after leaving the feeder were
recorded as described above. Irrespective of their direction of travel in the
return channel, ants were replaced in the nest once they had turned or
reached the end of the channel. We aimed to give ants 6 training trials each
day, but the precise number of trials per individual varied because not all the

Fig. 1. Diagram of the training apparatus. Two plastic channels (9×0.07 m)
were placed parallel running East–West. During training, the ants were
placed into a pot (small cylinder) within one channel. Ants entered the channel
through a small opening at the base of the pot facing the feeder, and
walked along the channel (orange arrow) until they encountered a glass
slide on which sucrose solution was placed (small grey rectangle with orange
circle). On some training trials, a black cylinder (45×15 cm) was placed
above the channel 10 cm behind the position of the slide/sucrose. Upon
reaching the sucrose, the ants were transferred on the slide to the adjacent
channel (black arrow). Once the ants had finished feeding they walked away
from the slide/sucrose either in the homeward direction (dark green arrow) or in
the opposite direction (grey arrow).
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marked ants were found on the surface of the nest on every training trial.
Because memory consolidation in insects is likely to occur overnight during
sleep (Drosophila melanogaster: Li, et al., 2009; Joiner et al., 2006), as it
does in other animals (humans, mammals and birds: reviewed inWalker and
Stickgold, 2004), we pooled the results of the trials over each day when
showing the time-course of learning.

Behavioural testing
At several points during each set of training trials, individual ants were tested
for their ability to move appropriately according to their feeding state. Tests
were given towards the end of each day’s training. On ‘unfed’ tests,
individual ants taken from the nest were placed in the channel in a 5-cm-
diameter cylindrical pot with a single entrance that faced the channel wall.
The direction in which the ant walked after leaving the pot was recorded.We
used the same 50 cm criterion as in training to decide upon the ant’s direction
of travel. On ‘fed’ tests, individual ants taken from the nestwere placed singly
in a box with a feeder slide. Once the ant had begun to feed, the slide and ant
were placed in the channel. Once the ant moved after feeding, its direction
and distance of travel were recorded using the criteria described above.

Statistical analysis
Because of variability in the number of ants per trial and the low number of
ants in some of the experiments, the analysis was conducted by pooling
trials across ants to give the ‘number of training trials’ or the ‘number of test
trials’. The number of training trials in the food-ward and homeward
directions during training or testing was tested for deviation from a null
hypothesis that assumes no directional preference (P=0.5) using a two-tailed
exact binomial test. We used a G-test of independence to compare between
different training regimes the proportions of training trials in which ants
walked in a particular direction (Sokal and Rohlf, 2012). In all cases, the
G-statistic was adjusted using William’s correction to account for small
sample sizes. A Wilcoxon rank-sum test was used to compare the median
distances walked under different training regimes. All statistical analyses
were performed using programs from R (R Studio 0.97, R Studio, Inc.).

RESULTS
Unidirectional training
We trained marked ants to follow a short foraging route in a
greenhouse. Ants were taken from their colony and placed in a 9 m
channel running East–West. The channel contained a feeder (a drop
of sucrose solution on a microscope slide) placed in front of a
black cylinder (Fig. 1). The ants walked 2 m to the feeder from
a cylindrical starting pot with a single exit facing the feeder
and cylinder. The direction and distance between the pot, feeder and
cylinder were kept constant, but the position of the route within the
channel was varied to prevent the ants learning the route relative to
any objects visible from the channel. Once an ant began to feed,
both slide and ant were transferred to a second channel parallel to
the first, allowing the ant to travel in either direction or remain at the
feeder without interacting with ants approaching the feeder along
their ‘food-ward’ paths (Fig. 1). The direction and usually the
distance of this ‘return’ path were recorded on every trial.
The experiment was performed with two separate cohorts. The

first was trained with food to the West of the starting pot, the second
with food to the East (Fig. 2). Most ants left the pot and walked in
the direction of the feeder and cylinder. When transferred to the
parallel channel, these ants travelled mainly in the direction opposite
to the food-ward path (Fig. 2) – the ‘homeward’ direction (247/353,
P<0.001; exact binomial test; pooled data from both cohorts). We
measured the distance that the ants travelled from the feeder to the
first point that they turned in the channel (Fig. 2). Pooling these
distances across both cohorts, and ignoring the paths of ants that
reached the end of the channel without turning (N=20), gave a
median path length of 2.4±0.197 m [N=227, 95% confidence
interval (CI)].

Is the return path of ants trained in this way guided by path
integration (PI)? To eliminate any possible contribution from route
memories, we focussed on the direction of the ants’ very first return
before any memories of the return path could have been formed.
When transferred to the parallel channel, the majority of ants moved
in the homeward direction (37/52, P<0.005; exact binomial test),
and continued to do so on subsequent trials (Fig. 3). On the first
trial, these ants travelled a median distance close to the expected 2 m
(1.95±0.47 m, N=35, 95% CI). Given that the ants had no other
informationwith which to guide their homeward route, this behaviour
suggests that, at least on the first trial, the ants use PI to do so.

Our next question was whether route memories also play a role in
guiding the ants’ food-ward and homeward paths. To answer this
question, we took ants directly from the nest and placed them in the
channel, either in an unfed or a fed state. In so-called ‘unfed’ tests,
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Fig. 2. Directions and distances walked during unidirectional training of
wood ants (Formica rufa).Distribution of the distances travelled by ants in the
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(B) 2 m East of the starting pot. All trials were pooled. Negative values (grey)
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to the test channel. Positive values (green) show ants that walked in the
homeward direction. Here, and in subsequent histograms, the bin −1 to 0
includes ants that did not move away from the feeder (white box, grey outline),
‘B’ and ‘−B’ indicate ants that travelled the whole length of the channel until the
end without turning back, a black arrow indicates the distance the ants would
be expected to walk in the homeward direction based upon the distance of
the food-ward journey, a red arrow indicates the median of the distribution
on the homeward direction and a grey arrow indicates the median of the
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shows the training or testing procedure implemented.
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ants taken from the nest were placed in a starting pot with an exit
facing the side of the channel. In these tests, the black cylinder
indicating the direction of the food was absent. We recorded the
direction in which the ants travelled. In ‘fed’ tests, ants were taken
from the nest, placed in a box containing a slide with sucrose
solution, and transferred to a channel on the slide once feeding
began. Again, the black cylinder indicating the direction of the food
was absent. We recorded the direction and distance that ants walked
after leaving the slide (Fig. 4). Ants in both tests often walked back
and forth a short distance before selecting a direction of travel (see
Materials and methods).
In unfed tests, the majority of ants chose the food-ward direction

(21/24, P<0.001; exact binomial test). In fed tests, ants consistently
chose the homeward direction (49/69, P<0.001; exact binomial
test), travelling a median distance of 1.48±0.47 m (N=46) before
turning (Fig. 4). Because ants in the two tests travelled appropriately

in a food-ward or homeward direction despite being in the same PI
state, we suggest that being in a fed state was sufficient to prime the
ants to walk in the homeward direction guided by vector memories
of the return path.

Unidirectional training omitting homeward training
Ants may form an explicit memory of their return path or,
alternatively, feeding may cause them to invert their remembered
food-ward route. To distinguish between these possibilities, we
trained ants to walk from the starting pot to the feeder, as before, but
returned them to the nest immediately after feeding, thereby
preventing them from performing their homeward route. This
experiment was carried out in two ways with two cohorts trained for
each variant to ensure that the ants behaved similarly, whether the
feeder was east or west of the starting pot. In the first variant, the
cylinder was present during training and absent during tests, whereas
in the second variant, there was no cylinder in training or in tests.

With the cylinder present in training, the proportion of ants in fed
tests travelling in the homeward directionwas significantly lesswhen
they had been prevented from performing the homeward path during
training comparedwith ants that had been allowed to do so (P<0.005;
G-test) (Fig. 5Ai,ii). In contrast, on unfed tests, the majority of ants
still moved in the food-ward direction (47/75, P<0.05; exact
binomial test) (Fig. 5Bi,ii). Without the cylinder present, the
proportion of ants in fed tests travelling homeward was again small
and did not differ significantly from those trained with the cylinder
present during training (P>0.1; G-test) (Fig. 5Aii,iii). Unfed ants
walked mostly in the food-ward direction (42/47, P<0.001; exact
binomial test) (Fig. 5Bi–iii). It thus seems that to express their
homeward memories, ants need to practise the return path, whether
or not the visual surroundings are the same or different during
training and testing. Furthermore, these experiments suggest that
after feeding, ants are only primed to travel in the homeward
direction if they have formed memories of their homeward route.

Bidirectional training
Bidirectional training, in which an ant learns two foraging routes in
opposing directions along the channel, allowed us to study the roles
of PI and vector memories in controlling the ants’ choice of
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homeward direction. This training also permitted us to examine
whether there is a link between the distance and the direction that an
ant travels on the two different return routes. An ant with knowledge
of two such foraging routes must use information from its food-ward
trip to determine the correct homeward direction. At the start of
training, on its very first trip in a homeward direction, the choice of
direction is probably informed and controlled entirely by PI, as is
likely to be the case with unidirectional training. On subsequent
homeward trips, the chosen distance and direction may be
controlled solely by PI, or by vector memories primed by the
ant’s PI state and/or by a signal related to the expression of
memories of the food-ward route.
To make ants learn two foraging routes, we modified the training

paradigm by alternating the feeder’s direction from the starting pot
between westward and eastward on each trial. We performed two
bidirectional experiments: in the first, the distance between the
starting pot and the feeder was 3 m in both training directions, and in
the second, the path length was 2 m westward and 4 m eastward.
As a first step in studying the control of the ants’ homeward

direction, we plotted the ants’ choice of homeward direction after

feeding on successive trials (Fig. 6). On the first trial of the 2/4 m
training there was a preference for the correct direction (7/9 ants) as
was the case during unidirectional training, so giving evidence of
control by PI. Oddly, therewas no similar preference on the first trial
of the 3 m training (4/12 ants). After the first trial, both training
regimes exhibited an improvement over time (Fig. 6), that was
absent in unidirectional training (Fig. 3). A period of confusion after
the first trial suggests that processes, possibly the formation and
incorrect priming of memories of the return path, are interfering
with appropriate behaviour. Once memories are expressed correctly
and can reinforce or substitute for the control by PI, correct choices
are restored.

A progressive improvement in the ants’ correct choice of
direction and distance occurred across the first 2 or 3 days
(Fig. 6). In both bidirectional experiments, the proportion of ants
travelling in the homeward direction increased after the first day of
training. The proportion of ants travelling in the homeward direction
was significantly greater than chance on the second to the fifth day
of training for both the 3 m and 2/4 m training (3 m, 184/246,
P<0.001; 2/4 m, 296/391, P<0.001; exact binomial tests). The
proportions of ants travelling in the homeward direction from the
second to the fifth day were significantly greater than chance
irrespective of whether the feeder was eastward (3 m, 97/118,
P<0.001; 2/4 m, 147/193, P<0.001) or westward (3 m, 91/128,
P<0.001; 2/4 m, 149/198, P<0.001).

A similar improvement in accuracy was seen in the distance
travelled on return paths. During 3 m training, the median distance
of the ants’ return paths was close to 2 m on the first day of training
(2.1±0.7 m, N=33) but increased significantly in some of the
following days (Fig. 6Aiii). Pooling together the second to the fifth
day, the median distance travelled by the ants on the homeward
direction was close to 3 m (2.9±0.2 m, N=175). During 2/4 m
training, the median homeward distance also started off close to 2 m
(4 m direction, 2±0.8 m, N=17; 2 m direction, 2.5±0.97 m, N=15)
on the first day. However, on every following day, the median
distance travelled on the 4 m trial was significantly higher than on
the 2 m trial (Fig. 6Biii). Pooling together the second to the fifth
day, the median distance walked homeward on 4 m trials was 4.25±
0.31 m (N=128) and 2.05±0.24 m (N=130) on 2 m trials.

In sum, after the first day of bidirectional training, the distances
travelled by the ants on their return paths were broadly distributed,
but biased towards the distance of the food-ward journey (Fig. 7).
The homeward distances during the westward trials of the 3 m
training (2.6±0.33 m, N=83) were significantly greater than for the
2 m westward trials of the 2/4 m experiment (2.05±0.24 m, N=130)
(P<0.05; Wilcoxon test). Similarly, for eastward trials, the distance
covered in the 3 m training was significantly smaller than that
covered in the 4 m training (3.08±0.31 m, N=92; 4.25±0.31 m,
N=128, P<0.01; Wilcoxon test). The improvement across days in
the choice of direction and in the distance travelled on return paths
suggests that the control of the return path is likely to involve both
properly expressed vector memories and PI.

So far we have considered group performance and neglected
individual variation. How accurately do individual ants express the
directions and distances of their return paths? The percentage of
trials on which ants choose the correct direction on eastward and
westward food-ward trials varied widely between individuals.
However, the level of performance tended to be consistent for
directional choices in the two directions: ants that make correct or
incorrect choices on eastward trials tended to be similarly good or
bad on westward trials (Fig. 8A,B). To assess whether individual
ants are precise in their estimate of distance, we took ants that chose
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were (i) allowed to perform the return journey; (ii) returned to the nest
immediately after feeding; (iii) returned to the nest immediately after feeding in
the absence of the black cylinder. The numbers shown in the bars are the
number of ants in each training regime.
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the correct direction on at least 70% of trials in each direction and
plotted the mean distance that each ant travelled when it chose the
correct direction on eastward training trials against the equivalent
distance on its westward training trials (Fig. 8C,D). The distances of
the westward or eastward homeward paths travelled by individual
ants during 3 m training were similar, lying close to the expected
y=x line. However, the mean distance of the homeward paths of
most individual ants was greater on 4 m eastwards trials than on 2 m
westwards trials, straddling the expected y=2x and lying above the
y=x line. When these individual mean distances are turned into
ratios by dividing the eastward distance by the westward distance,
the ratios of individuals trained with 3 m distances were
significantly smaller than were those of individuals trained to 4
and 2 m distances (P<0.01; Wilcoxon test).
A tendency to link direction and distance is also apparent in fed

tests performed on ants given the 2/4 m training. There is no reason
to suppose that ants in fed tests will select one direction in
preference to the other, but an associated memory of distance and

direction predicts that the distance travelled in a test will be related to
the direction that an ant selects, as was indeed the case. The
distances that the ants travelled were significantly shorter when they
chose to move eastwards as in a 2 m trial (1.2±0.5 m, N=10) than
when they moved westwards, as in a 4 m trial (3.2±0.7 m, N=17)
(P<0.01; Wilcoxon test) (Fig. 9). We conclude that feeding primes
route memories in which direction and distance are linked.

DISCUSSION
The experiments that we have described examined the vector
memories of wood ants. To promote the use of odometric rather than
visual cues to control stopping, we trained ants to learn a short
foraging route of a fixed length within a longer channel, shifting the
starting position between trials to avoid a visual memory of the
endpoint being formed. The ants performed either a single foraging
route (unidirectional training) or two foraging routes in opposite
directions (bidirectional training). Although our training method
makes it unlikely that visual memories learnt in channels are the

Fig. 6. Performance of wood ants
across days during bidirectional
training. (A) The position of the feeder
alternated between 3 m West (odd
numbers) of the starting pot and 3 m
East (even numbers). (B) The position
of the feeder alternated between 2 m
West (odd) or 4 m East (even) away
from the starting pot. (i) The directions
ants travelled on the first 12 trials
(2 days) of bidirectional training. Ants
that stayed at the feeder are
represented by the white columns
(grey outline). The numbers shown in
the bars indicate the total number of
ants that reached the feeder on each
trial. (ii) The proportion of training trials
on each day on which ants travelled in
the homeward or food-ward direction
after feeding. Asterisks indicates that
the proportion of training trials in which
ants travelled in the homeward
direction was significantly (*P<0.05,
**P<0.01, exact binomial test) greater
than chance. The numbers shown in
the bars correspond to the number of
training trials on each day. (iii) The
median distance travelled by ants after
feeding on those training trials in which
ants walked in the homeward direction.
The data shown for each day pools
distances irrespective of the direction
of the feeder. Asterisks in Aiii on the
second and fourth days indicate
significantly longer distances than the
first day. Asterisks in Biii indicate days
in which the distances walked in 4 m
trials were significantly greater than
during 2 m trials. *P<0.05, **P<0.01;
Wilcoxon test.
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major influence in setting the ants’ travel distance, they may well
contribute to inaccuracies in performance (Bolek and Wolf, 2015).
However, views seen in the channel, as well as compass cues, are
very likely to contribute to the ants’ choice of direction.
A pervasive problem in interpreting these experiments is how to

disentangle the contributions of the ant’s current PI state from route
memories derived from PI to the control of the ants’ behaviour. The
parameters of the ants’ food-ward route are presumably set by a
vector memory, as is the case in the desert ant C. fortis (Bolek et al.,
2012; Collett et al., 1999; Schmid-Hempel, 1984; Wehner et al.,
2004). But both current PI state and vector memories could in
principle contribute to the homeward route because at the feeder the
ants’ PI state encodes the distance and direction of home. In our
experiments, direct evidence that ants formed vector memories of
the distance and direction of the homeward leg of their foraging route
came from fed and unfed tests in which their current PI state could
not have played a part. Unidirectionally trained ants, when taken
from the nest, fed and placed in the channel walked in the direction of
the return route for roughly the expected distance. In contrast, unfed
ants walked in the direction of the feeder. The marked difference in
the ant’s behaviour on fed and unfed tests demonstrates that wood
ants do acquire vectormemories of their return journey and that these
memories are expressed when ants are fed and are then in an
appropriate goal state for returning home (see Dyer et al., 2002;
Harris et al., 2005 for earlier evidence of motivational priming of the
direction of PI vectors and of visual memories).

Expression of vector memories
The ants’ behaviour during fed tests is consistent with the
supposition that they express vector memories on their normal

return journey. The possibility that, in these experiments, the return
route during training is informed entirely by the ants’ PI state is
made unlikely by the ants’ behaviour on the first day of 2/4 m
bidirectional training. On the very first trial, the ants move
predominantly in the homeward direction after they have fed,
which is consistent with guidance by PI before the formation of a
homeward vector memory. But on subsequent trials, the ants move
in both directions after feeding as though imperfect memories are
interfering with control by PI. Only by the second day of training do
ants again move consistently in the homeward direction. This
improvement during training suggests that the vector memories
displayed during Fed tests are also expressed during training after
the ants have fed and are choosing their return path. If they were not,
and the return route was guided entirely by the current PI state, there
would be no reason for the accuracy of the return path to improve
with increased training.

Ants trained to one route have just one homeward vector memory
that is primed by feeding. Ants trained with two routes seem to
choose appropriately between two possible homeward memories.
Their confusion early in bidirectional training may, in part, be a
consequence of having to learn which of the memories primed by
feeding should be expressed. There are two sources of information
that could inform an ant’s decision: its PI state and the particular
food-ward memory that was engaged. Although our current data do
not tell us which of these sources are involved, PI state seems the
more plausible. Signals from an activated food-ward memory would
need to persist throughout feeding, perhaps minutes after the food-
ward memory had been expressed, whereas PI state is known to
persist (Ziegler and Wehner, 1997; Cheng et al., 2006; Narendra
et al., 2007).
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Acquisition of vector memories of the return path
During unidirectional training, most ants walked directly towards
the feeder upon leaving the starting pot. The configuration of the
route, consisting of a starting pot with a single exit in the direction of

the feeder, a narrow channel with one or more microscope slides at
the end of the route and a large black cylinder, could be largely
responsible for the appropriately directed movement. That ants
acquired memories of the food-ward direction was shown by the
results of unfed tests early in training. After only 5 trials, the
majority of the ants walked in the food-ward direction. In these
unfed tests, the cylinder indicating the position of the food within
the channel was absent, suggesting that this prominent visual
landmark is unnecessary for ants to determine the food-ward
direction.

In unidirectional training, the rapid acquisition of the food-ward
direction is paralleled by the rapid acquisition of the return route, as
shown by fed tests that can be successful after only 4 training trials
(data not shown). In these tests, the initial state of the path integrator
is zero, suggesting that the ants have acquired a memory of the
return route. This memory is acquired irrespective of whether an
object is placed next to the food or not. One can imagine two rather
different ways in which vector memories of a homeward route are
formed. The first possibility is analogous to storing a home vector in
longer-term memory; the memory is formed automatically when a
home vector is computed at a significant location, like a feeder. Our
experiments suggest that this possibility is unlikely. When ants were
trained by being picked up from the feeder and given no opportunity
to perform a homeward route, the results of Fed tests were abnormal.
Instead of moving consistently in the homeward direction, ants
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sometimes moved consistently in the food-ward direction.
Sometimes they moved in the food-ward direction as often as in
the homeward direction and sometimes they did not move at all. It
seems that vector memories of the homeward distance and direction
are formed while performing routes. This active mode of route
acquisition is suited to learning routes through uneven or cluttered
terrain, when direction will vary along a segment, although we
cannot be sure whether ants treat the routes in the channels as a
complete foraging route or as segments of longer routes.

Do odometric memories link direction and distance?
Fed tests on ants with unidirectional training indicate that ants
acquire memories of distance as well as of direction, but as training
was always with the same 2 m distance, no comparison of different
distances can be made. Evidence that ants do store the distance of
the return path and also link direction and distance comes from fed
tests on ants with 2/4 m bi-directional training. In these tests, the
ants’ responses are independent of their PI state. With homeward
memories in both directions and no priming of their food-ward
route, ants can choose to walk in either direction. The significant
finding is that when ants move in the direction consistent with their
taking the 2 m route, their distance before turning is shorter than
when they move in the opposite direction that they would take on the
4 m route. The distance that ants walk is thus associated with their
choice of direction. This linkage between direction and distance is
of particular interest because it is consistent with a plausible
encoding of a distance–direction vector using a population of
direction cells, with distance represented by some property of the
appropriate subset of direction cells. This encoding also fits with the
priming of odometric memories by a vector computed through PI.
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Mémoires. Inst. Gen. Psychol. Paris 2, 1-67.

Dyer, F. C., Gill, M. and Sharbowski, J. (2002). Motivation and vector navigation in
honey bees. Naturwissen. 89, 262-264.

Graham, P., Fauria, K. and Collett, T. S. (2003). The influence of beacon-aiming on
the routes of wood ants. J. Exp. Biol. 206, 535-541.

Graham, P., Durier, V. and Collett, T. S. (2004). The binding and recall of snapshot
memories in wood ants (Formica rufa L.). J. Exp. Biol. 207, 393-398.

Harris, R. A., de Ibarra, N. H., Graham, P. and Collett, T. S. (2005). Ant navigation:
priming of visual route memories. Nature 438, 302.

Harris, R. A., Graham, P. and Collett, T. S. (2007). Visual cues for the retrieval of
landmark memories by navigating wood ants. Curr. Biol. 17, 93-102.

Joiner, W. J., Crocker, A., White, B. H. and Sehgal, A. (2006). Sleep inDrosophila
is regulated by adult mushroom bodies. Nature 441, 757-760.

Knaden, M. and Wehner, R. (2006). Ant navigation: resetting the path integrator.
J. Exp. Biol. 209, 26-31.

Knaden, M., Lange, C. and Wehner, R. (2006). The importance of procedural
knowledge in desert-ant navigation. Curr. Biol. 16, R916-R917.

Li, X., Yu, F. and Guo, A. (2009). Sleep deprivation specifically impairs short-term
olfactory memory in Drosophila. Sleep 32, 1417-1424.

Narendra, A., Cheng, K. and Wehner, R. (2007). Acquiring, retaining and
integrating memories of the outbound distance in the Australian desert ant
Melophorus bagoti. J. Exp. Biol. 210, 570-577.

Narendra, A., Gourmaud, S. and Zeil, J. (2013). Mapping the navigational
knowledge of individually foraging ants,Myrmecia croslandi. Proc. R. Soc. B 280,
20130683.

Santschi, F. (1913). Comment s’orientent les fourmis. Rev. Suisse Zool. 21,
347-425.

Schmid-Hempel, P. (1984). Individually different foraging methods in the desert ant
Cataglyphis bicolor (Hymenoptera, Formicidae). Behav. Ecol. Sociobiol. 14,
263-271.

Sokal, R. R. and Rohlf, F. J. (2012). Biometry, 4th edn, p. k937. New York:
W. H. Freeman and Co.

Srinivasan, M. V., Zhang, S. W. and Bidwell, N. J. (1997). Visually mediated
odometry in honeybees en route to the goal: visual flight control and odometry.
J. Exp. Biol. 200, 2513-2522.

Towne,W. F. andMoscrip, H. (2008). The connection between landscapes and the
solar ephemeris in honeybees. J. Exp. Biol. 211, 3729-3736.

Walker, M. P. and Stickgold, R. (2004). Sleep-dependent learning and memory
consolidation. Neuron 44, 121-133.

Wehner, R. and Srinivasan, M. V. (2003). Path integration in insects. In The
Neurobiology of Spatial Behaviour (ed. K. J. Jeffery), pp. 9-30. Oxford: Oxford
University Press.

Wehner, R., Meier, C. and Zollikofer, C. (2004). The ontogeny of foraging
behaviour in desert ants, Cataglyphis bicolor. Ecol. Entomol. 29, 240-250.

Wystrach, A., Beugnon, G. and Cheng, K. (2012). Ants might use different view-
matching strategies on and off the route. J. Exp. Biol. 215, 44-55.

Ziegler, P. E. and Wehner, R. (1997). Time-courses of memory decay in vector-
based and landmark-based systems of navigation in desert ants, Cataglyphis
fortis. J. Comp. Physiol. A 181, 13-20.

3588

RESEARCH ARTICLE Journal of Experimental Biology (2015) 218, 3580-3588 doi:10.1242/jeb.125443

Jo
u
rn
al

o
f
Ex

p
er
im

en
ta
lB

io
lo
g
y

http://dx.doi.org/10.1007/s10905-005-3700-8
http://dx.doi.org/10.1007/s10905-005-3700-8
http://dx.doi.org/10.1007/s10905-005-3700-8
http://dx.doi.org/10.1007/s00359-015-0985-8
http://dx.doi.org/10.1007/s00359-015-0985-8
http://dx.doi.org/10.1242/jeb.071761
http://dx.doi.org/10.1242/jeb.071761
http://dx.doi.org/10.1242/jeb.071761
http://dx.doi.org/10.1093/beheco/arj017
http://dx.doi.org/10.1093/beheco/arj017
http://dx.doi.org/10.1093/beheco/arj017
http://dx.doi.org/10.1073/pnas.1001401107
http://dx.doi.org/10.1073/pnas.1001401107
http://dx.doi.org/10.1016/j.cub.2012.03.049
http://dx.doi.org/10.1016/j.cub.2012.03.049
http://dx.doi.org/10.1242/jeb.024521
http://dx.doi.org/10.1242/jeb.024521
http://dx.doi.org/10.1007/s00359-015-1001-z
http://dx.doi.org/10.1007/s00359-015-1001-z
http://dx.doi.org/10.1007/BF00191460
http://dx.doi.org/10.1007/BF00191460
http://dx.doi.org/10.1038/28378
http://dx.doi.org/10.1038/28378
http://dx.doi.org/10.1016/S0960-9822(99)80451-5
http://dx.doi.org/10.1016/S0960-9822(99)80451-5
http://dx.doi.org/10.1007/s00114-002-0311-5
http://dx.doi.org/10.1007/s00114-002-0311-5
http://dx.doi.org/10.1242/jeb.00115
http://dx.doi.org/10.1242/jeb.00115
http://dx.doi.org/10.1242/jeb.00771
http://dx.doi.org/10.1242/jeb.00771
http://dx.doi.org/10.1038/438302a
http://dx.doi.org/10.1038/438302a
http://dx.doi.org/10.1016/j.cub.2006.10.068
http://dx.doi.org/10.1016/j.cub.2006.10.068
http://dx.doi.org/10.1038/nature04811
http://dx.doi.org/10.1038/nature04811
http://dx.doi.org/10.1242/jeb.01976
http://dx.doi.org/10.1242/jeb.01976
http://dx.doi.org/10.1016/j.cub.2006.09.059
http://dx.doi.org/10.1016/j.cub.2006.09.059
http://dx.doi.org/10.1242/jeb.02678
http://dx.doi.org/10.1242/jeb.02678
http://dx.doi.org/10.1242/jeb.02678
http://dx.doi.org/10.1098/rspb.2013.0683
http://dx.doi.org/10.1098/rspb.2013.0683
http://dx.doi.org/10.1098/rspb.2013.0683
http://dx.doi.org/10.1007/BF00299497
http://dx.doi.org/10.1007/BF00299497
http://dx.doi.org/10.1007/BF00299497
http://dx.doi.org/10.1242/jeb.022970
http://dx.doi.org/10.1242/jeb.022970
http://dx.doi.org/10.1016/j.neuron.2004.08.031
http://dx.doi.org/10.1016/j.neuron.2004.08.031
http://dx.doi.org/10.1111/j.0307-6946.2004.00591.x
http://dx.doi.org/10.1111/j.0307-6946.2004.00591.x
http://dx.doi.org/10.1242/jeb.059584
http://dx.doi.org/10.1242/jeb.059584
http://dx.doi.org/10.1007/s003590050088
http://dx.doi.org/10.1007/s003590050088
http://dx.doi.org/10.1007/s003590050088


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /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 1.3
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 200
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.32000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /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 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 200
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.32000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /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 400
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    34.69606
    34.27087
    34.69606
    34.27087
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    8.50394
    8.50394
    8.50394
    8.50394
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /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 <>
    /PTB <>
    /SUO <>
    /SVE <>
    /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


