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Abstract: Changes in the physiological and behavioral states of fish are affected by foreign substances.
Therefore, fish need a certain adaptation period to eliminate the stress response. Herein, in order to
determine the adaptation period, the bionic robot fish was used to obtain behavioral information
about crucian carp, which was tested at five time points (1st, 7th, 14th, 21st and 28th day) within
28 days. First, the fear response and exploratory behavior of crucian carp affected by three-color bionic
robot fish were explored. Then, according to the measurement results of the behavior, morphology,
and feeding, and the physiological and biochemical properties of the crucian carp, a multi-parameter
evaluation method was proposed to determine the adaptation period of the crucian carp under this
monitoring mode. The results showed that more than 4 areas were occupied by crucian carp from
the 21st day. From the 16th day, the number of crucian carp swimming with clear outlines gradually
increased. The number of abnormal swimming occurrences decreased on day 13. More than 80%
of the crucian carp body color returned to dark on the 23rd day. The crucian carp did not respond
to food until day 19, when most of the crucian carp began to scramble for food. Food consumption
reached more than two thirds on day 22. In addition, glucose and total protein leveled off after day
21, when mean hemoglobin levels were highest. Triglycerides showed a trend of first decreasing and
then increasing. The pigmented area of the skin section gradually decreases and eventually stabilizes.
In summary, it takes at least 23 days for the crucian carp to adapt to the influence of the bionic
robot fish.

Keywords: bionic robot fish; intrusion; behavior; fear; crucian carp; adaptation period

1. Introduction

The welfare of fish is one of the important reference factors in aquaculture. In aquacul-
ture experiments, fish are inevitably exposed to adverse environments, which can have a
significant impact on fish welfare [1]. In some cases, fish can develop negative emotional
states and even exhibit abnormal behavior, which ultimately leads to poor fish welfare [2].
However, too many external stimuli, such as temperature changes [3], toxic stimuli in the
water environment [4], and external noise interference [5], will affect fish welfare and even
lead to fish death.

Emotions are important messages for animal welfare [6]. The behavioral habits of fish
are influenced by emotions, and negative emotions can cause freezing behavior in fish [7,8];
this reflects the animal’s subjective nervous system state and ability to avoid injury [9]. The
emotional state of fish can be affected by foreign-object intrusion, and this effect can last
for about one week. In addition, emotions can make fish react quickly in emergencies [10].
For example, when a fish exhibits fear, this enables it to develop reactive behaviors and
respond to danger [11]. Fear can stimulate the survival function of fish; it can cause fish to
produce behavior to protect themselves from harm [12]. Therefore, emotions can modify
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the behavioral characteristics and physiological parameters of fish. So, how to eliminate
fear and the stress state of fish is the focus of research.

Most studies of fish under stress are reflected in biochemical, hematological and
behavioral parameters [13,14]. Glucose level is one of the main parameters of fish stress
response [15]. When fish are under stress, glucose levels in blood can change dramatically
in response. Some researchers have tested other biochemical parameters and hematological
indicators to analyze the stress status of fish after changes in the external environment,
such as total protein, triglyceride and mean hemoglobin concentration [16]. In addition,
the assessment of fish location distribution, swimming characteristics, food intake, and
changes in body color are also useful tools for testing whether fish are under stress [17-20].

Before the experiment, the fish need to adapt to the environment [21]. The purpose
is to ensure that the fish blood parameters tend to be at normal levels, so as to reduce
experimental errors as much as possible [22]. Sources of experimental error include trans-
porting fish to designated experimental sites, arranging monitoring cameras in fish boxes,
and noise caused by turning on equipment. These processes are always mentioned in
studies, where stress duration and criteria for assessing fish state stability are lacking.
Determining the adaptation period for fish by a specific parameter is not feasible, and the
use of multi-parameter indicators reflecting fish welfare is considered to be a more reliable
solution [23].

Monitoring fish with bionic robot fish can make an impact on their behavior and
physiology. At present, the most common ways to obtain fish behavior information are
to arrange cameras [24], to use implantable electronic tags [25], and sonar [26]. The third
is mainly used in large-scale water scenarios, and the first two will produce a certain
stress response in fish. However, there are relatively few studies using bionic robot fish to
obtain fish behavior information. Therefore, few studies have determined the minimum
acclimation period for crucian carp to return to normal levels after being stressed by the
bionic robot fish.

To sum up, the main purposes of this study are: (1) using three-color bionic robot
fish to measure the fear index of experimental fish. (2) using a multi-parameter evaluation
method based on behavior, feeding, biochemistry and physiology to monitor the stress
response of experimental fish. (3) to clarify the adaptation period of experimental fish
returning to normal after being affected by the bionic robot fish.

2. Materials and Methods
2.1. Experimental Materials

The crucian carp (140 tails, 110 & 5 g per culture unit) used in this study were provided
by Guangdong Xiongfeng Fry Co., Ltd., Shunde, China. They were first acclimated in
RAS for 30 days. RAS includes water quality monitoring systems, oxygen supply pans,
thermostats and filters. And there are two containers (6 m x 2 m x 2 m) in the experiment.
The material of the containers is rectangular in pvc. The water temperature was maintained
at 23-26 °C, the pH was maintained at 6.2-6.7, the ammonia nitrogen level was maintained
at 0-0.12 mg/L and the nitrite content was maintained at 0-0.12 mg/L. There were five
aeration pans in each container and they are evenly distributed in the container. Ten percent
of the water was replaced every day. During this period, the fish were placed ona 12 h:12 h
light-dark cycle and fed twice a day (8:30 and 17:30). During each feeding process, the
pelleted feed was manually fed to the fish until the fish were at satiety. The upper limit of
the daily feeding amount was 2% of the total weight of the test fish. In addition, commercial
pellets (protein 35%, fat 5%, ash 15% and water 12.5%) were provided by Shandong Binzhou
Ruixing Biotechnology Co., Ltd., Binzhou, China. During the entire experiment, only one
person entered the experimental area to feed the fish and clean the tank. The bionic robot
fish were acquired from Boya Gongdao (Beijing) Robotics Technology Co., Ltd., Beijing,
China. They are bionic and designed based on the prototype of the tropical boxfish. They
have the characteristics of high energy conversion efficiency, low noise, small disturbance
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and high flexibility. And they can autonomously identify the target object and achieve the
purpose of tracking and shooting.

2.2. Experimental Design

Experiment 1: The experimental crucian carp was subjected to a new object test
experiment one month after being domesticated. Three colors, yellow, white and red, of
cloth strip (540 mm x 150 mm) were prepared. The width of the cloth strip was the same as
the length of the bionic robot fish. First, the two containers (6 m X 2 m x 2 m) were equally
divided into four areas (1.5 m x 2 m x 2 m) by iron nets. Four robust and responsive
crucian carp were selected and respectively placed in four areas A, B, C and D, namely one
control group (A) and three experimental groups (B, C and D). Then, different color bionic
robotic (250 mm x 70 mm x 150 mm) fish were placed on the opposite side of the fish in
the experimental groups, and the behavior changes of the crucian carp were recorded for
10 min by a camera (Gopro) which was placed one meter above the water surface. The
parameters evaluated included freezing time (hardly any movement), exploration of new
object (the time from being stationary to touching the vertical line of the area where the
new object was located), close to new object (when the fish was approaching the new object,
the time that part of the body was in the area of the new object) and observation of new
object (the time fish spent with its head towards the new object), as shown in Figure 1.
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Figure 1. Schematic diagram of the setup for experiment one. a represents the freezing time; b
represents the exploration of new object; ¢ represents the close to new object; d represents the
observation of new object.

Experiment 2: The two containers were divided into 5 areas of the same size with iron
nets. A total of 120 experimental crucian carp were taken out of the RAS and placed in the
areas marked A, B,C,D,Eand F (1.2 m X 2m X 2 m). In order to determine the optimal
recovery time of crucian carp under the stress of bionic robot fish, blood was taken from
fish to measure physiological and biochemical parameters on the 1st, 7th, 14th, 21st, and
28th days of the experiment (A-dayl, B-day7, C-day14, D-day21 and E-day28). In addition,
the containers were placed in a restricted access area, so that the distribution of fish in
different parts of the tank could be observed with as little experimental error as possible.
At the same time, the analysis of the information was carried out by the same observer,
avoiding additional human interference. During the behavioral position test and feeding
test of the experimental fish, the bionic robot fish was placed in the water tank to swim
clockwise for ten minutes every day, as shown in Figure 2.
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Figure 2. Schematic diagram of the setup for experiment two. (a) Regional location; (b) Be-
havioral activity; (c¢) Location in the water body; (d) Abnormal movement; (e) Response time;
(f) Food consumption.

2.3. Behavioral Location and Body-Color Analysis

For the observation of the test fish, five parameters of information (regional location,
behavioral activity, location in the water body, abnormal movement and body color)
were recorded.

Regarding the regional location parameters, each water tank was viewed from top to
bottom, the upper half and the lower half were equally divided into three positions, giving
a total of six positions. At the same time, the number of areas occupied by the experimen-
tal fish was graded (occupying one position was grade 0; occupying two positions was
grade 1; occupying three positions was grade 2; occupying four or more positions was
grade 3). Regarding the behavioral activity parameters, about 20% of the fish showed a
clear swimming profile that was grade 0, about 40% of the fish showed a clear swimming
profile that was grade 1, about 60% of the fish showed a clear swimming profile that was
grade 2, and about 80% of the fish showed a clear swimming profile that was grade 3.
Regarding the location parameters in the water, 30% of the fish were in the water of the
tank as grade 0, 60% of the fish were in the water of the tank as grade 1, and 90% of the fish
were in the water of the tank as grade 2. Regarding the abnormal motion parameters, the
abnormal motion included a sudden change in the swimming speed of the experimental
fish, a sudden change in the swimming trajectory, and the experimental fish swimming
along the inner wall of the tank. Absence of abnormal motion was grade 0 and presence of
abnormal motion was grade 1. Regarding the body-color parameters, about 20% of the fish
body color was light color was grade 0; about 40% of the fish body color was light color
was grade 1; about 60% of the fish body color was light color was grade 2; and about 80%
of the fish body color was light color was grade 3. The grading of each parameter in the
experimental water tank was recorded every 2 min.

2.4. Feeding State Analysis

Feeding behavior was assessed for 10 min each morning. The experiment used
commercial feed. Artificial feed was intermittently and randomly fed to various parts
of the tank. Two parameters (reaction time and food consumption) were investigated in
this experiment.

More than 50% of the fish not responding to the food was defined as grade 0, more
than 50% of the fish scrambling to ingest the food was defined as grade 1, and more than
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50% of the fish moving to the food and returning to their original position was defined as
grade 2. Regarding the food consumption parameters, 1/3 food particles consumed was
defined as grade 0, 1/3-2/3 food particles consumed was defined as grade 1, and more
than 2/3 food consumed was defined as grade 2.

2.5. Sampling Link

The experimental crucian carp were starved for 24 h before sampling, and 6 experi-
mental fish were randomly selected in each tank. Each fish was sampled individually and
stored. All sampling was performed after 30 mg/L MS-222 anesthesia. Blood was drawn
from the tail vein with a heparinized syringe, one part was used to measure blood param-
eters, and the other part was used to measure biochemical parameters. At the midpoint
between the midline and dorsal fin of each fish, skin fragments (0.5 cm x 0.5 cm) were
sampled to measure the area occupied by melanin in the fish epidermis.

2.6. Method for Determination of Blood and Plasma Parameters

Blood biochemical parameters (glucose, triglycerides, and total protein) were deter-
mined using a Cobas C-311 fully automated biochemical analyzer and commercial kits.
The mean hemoglobin content (MCH) was detected by BM830 automatic blood analyzer.

2.7. Skin Melanin Ratio

The skin fragments were fixed for 48 h and transferred to 70% ethanol for histological
processing and paraffin embedding. Skin fragments were sliced in cross sections with a mi-
crotome. Without any staining procedure, it was then mounted in DPX and photographed
under a microscope at 40 x. The external background of this area was removed using Image
] software. It was then converted to a black and white binary image, thus calculating the
melanin ratio.

2.8. Statistical Analyses

All data are shown as the mean + SD. All statistical analyses were performed with
SPSS22.0 software. The statistical differences between groups were analyzed using ANOVA.
The least significant difference (LSD) test was used to determine significance at a signifi-
cance level of p < 0.05.

3. Results
3.1. New Object Test

Under the stress condition of yellow bionic robot fish, the freezing time of crucian carp
was slightly lower than that of red and white. Regarding the time to explore new objects,
the time spent by the crucian carp for the red and white bionic robot fish was slightly
higher than that of the yellow one. Yellow was slightly lower than red and white when the
time spent by the crucian carp was close to the new object. The observation time of the red
bionic robot fish on the crucian carp was slightly higher than that of the yellow and white,
but the effect was not significant. When the crucian carp faced the three-color bionic robot
fish, the behavioral characteristics of freezing appeared. The color of the robot fish had less
effect on crucian fish exploration and time spent close to the bionic robot fish. According
to Figure 3, it can be seen that the impact on crucian carp of the three-color bionic robot
fish on the new object test index was small. Therefore, the responses of crucian carp to
yellow, red and white were generally similar and universal. The following experiments
were carried out using yellow bionic robot fish.
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Figure 3. The effect of three-color bionic robot fish on the fear and exploratory behavior of crucian carp.
(a) Freezing time; (b) Exploration time of new object; (c) Time close to new object; (d) Observation
time of new object. Values are represented as mean + SD of data from triplicates per treatment
(n=3).

3.2. Behavior and Color Analysis
3.2.1. Position Analysis

In the first 7 days, the crucian carp were greatly affected by the stress of the bionic robot
fish, and the activity distribution area was mainly in grade 1; occasionally grade 2 occurred
on the fifth day. From the 8th to the 14th day, the space occupied by the crucian carp
gradually increased, sometimes reaching grade 2. After the 15th day, the distribution area
of crucian carp at grade 3 increased significantly. After the 21st day, the main distribution
area of crucian carp was at grade 3, as shown in Figure 4a.

3.2.2. Activity

For the first two days of the bionic robot fish invasion, the behavioral activity of the
crucian carp was at level 0, which indicated that the crucian carp had a fear response. From
day 3 to day 11, 40% of the crucian carp had a clear swimming profile (grade 1), indicating
that the carp were gradually adaptable. Until the 13th day, the behavioral activity of crucian
carp was at grade 2. After day 14, more crucian carp showed a clear swimming profile.
From day 22, almost all of the crucian carp maintained a clear swimming profile (grade 3),
as shown in Figure 4b.
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3.2.3. Position in the Water

From day 1 to day 5, the crucian carp were mainly distributed at the bottom of the
container (grade 0) after the invasion of the bionic robot fish. From the 6th to the 8th day,
60% of the crucian carp swam in the water (grade 1). Then, from day 9, the number of
crucian carp located in the middle of the container increased. The location parameters of
crucian carp in the water remained at grade 2 from the 23rd day, as shown in Figure 4c.

3.2.4. Abnormal Swimming

From day 1 to day 6, abnormal movements (grade 1) appeared more frequently than
at other times. From the 7th day to the 13th day, the abnormal behavior of crucian carp
decreased. On day 18, individual crucian carp showed a little abnormal behavior. From
day 19, there was no abnormal movement (grade 0) in crucian carp, as shown in Figure 4d.

3.2.5. Body Color

During the first five days of monitoring, 80% of crucian carp were light-colored
(grade 3), and the number of light-colored crucian carp was gradually decreasing from
the 6th to the 11th day. From day 12 to day 20, 40% of crucian carp showed lighter body
color (grade 1). From the 23rd day, the number of crucian carp with deepened body color
increased, and the grade at this time remained at grade 0 until the 28th day, as shown in
Figure 4e.
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Figure 4. Behavior and body-color changes of crucian carp within 28 days after being stimulated by
the bionic robot fish. (a) Regional location; (b) Behavioral activity; (c) Location in the water body;
(d) Abnormal movement; (e) Body color. Values are represented as mean =+ SD of data from triplicates
per treatment (1 = 5).

3.3. Feeding Behavior Analyses
3.3.1. Reaction to Food

Crucian carp did not respond to food pellets for the first six days. From day 7 to
day 17, crucian carp went from no response (grade 0) to scrambling for food pellets
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Grade

(grade 1). Between the 11th and 17th days, the behavior of the crucian carp swimming
slowly to the food position was occasionally found, and the crucian carp returned to the
original position after eating the pellets (grade 2). From the 18th to the 21st day, the active
food intake of crucian carp increased significantly. From the 22nd day onwards, crucian
carp always maintained a state of flexible food intake (grade 1), as shown in Figure 5a.

3.3.2. Food Consumption

The food intake of crucian carp in the first 6 days approached the lowest grade
(grade 0). Food intake was significantly increased to grade 1 from day 7 to day 13, and
gradually approached grade 2 from day 14 to day 21. The food consumption level of
crucian carp was maintained at grade 2 from day 22, as shown in Figure 5b.
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Figure 5. Feeding situation of crucian carp within 28 days after being stimulated by the bionic robot
fish. (a) Response time; (b) Food consumption. Values are represented as mean + SD of data from
triplicates per treatment (1 = 5).

3.4. Determination of Blood and Plasma

According to Figure 6A, the glucose level of crucian carp was significantly increased
on the first day, then decreased significantly by 25.0% and 24.0% (p < 0.01) on days 7 and
14 respectively, and finally stabilized on the 21st and 28th days. As shown in Figure 6B,
the total protein content was less at the first time point, then gradually increased from
the 7th day, significantly increased by 31.0% on the 21st day compared with the first day
(p < 0.01), then gradually stabilized. As shown in Figure 6C, the triglyceride level increased
significantly at the beginning, then it decreased significantly at the 7th day by 25.8%
(p < 0.01), increasing slightly on the 14th day, and stabilizing on the 21st and 28th day. As
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shown in Figure 6D, the mean hemoglobin content (MCH) was initially low, increased
slightly on days 7 and 14, significantly increased, by 31.8% (p < 0.01), on day 21, and
eventually stabilized.
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Figure 6. Blood biochemical levels of crucian carp at different sampling times. (A) Glucose (mg/dL);
(B). Total protein (g/L); (C) Triglycerides (mg/dL); (D) MCH (pg). The results are expressed as
mean =+ SD (n = 6), and different letters indicate significant differences between groups (p < 0.05).

3.5. Skin Melanin Area Analysis

The pigmented area of crucian carp on day 1 was 13.3% higher than that on day 7
(p < 0.05). The pigmented area subsequently stabilized from day 14 to the end of the
experiment, as shown in Figure 7.
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Figure 7. Skin pigmented area (%) of crucian carp at different sampling times. Results are expressed
as mean £ SD (n = 6), and different letters indicate significant differences between groups (p < 0.05).
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4. Discussion

The swimming activity and feeding status of fish are effective means to monitor fish
welfare [27]. Studies have shown that fish behavioral responses are highly influenced by
new object stress [28,29]. Studies have shown that the domestication period is roughly one
month in scientific departments of fish research [30]. Therefore, in this study, a multifactorial
assay which includes the determination of fish behavior, physiology, biochemistry, and
pigment area ratio was used to evaluate how long the acclimation period of crucian carp
was after being stressed by the bionic robot fish.

Studies have shown that freezing time and exploratory behavior of tilapia can be
influenced by the environment [2,31]. In this study, results showed that the objects with
the same shape but different colors would appropriately change the freezing time of
crucian carp, as well as the time to explore new objects and the time close to new objects.
This suggests that different species may exhibit similar behavioral changes in the face of
environmental changes. There is little change between these three parameters. In addition,
there is little or no effect on observing time for new objects. That is to say, when the
living environment of crucian carp changes, they will perceive and make corresponding
behavioral changes [32]. In general, the four parameters of crucian carp under the stress
condition of three colors of bionic robot fish have small differences [33,34], indicating that
the stress response of crucian carp to the three colors is similar and universal.

According to the results, the crucian carp initially stayed at the bottom of the tank and
swam inactively, then the behavioral pattern of crucian carp was re-established obviously on
the 23rd day. This may be for the reason that crucian carp are susceptible to specific parts of
the tank and showed limited swimming activity. Normal crucian carp like to swim close to
the food and have a clear swimming profile in the water. Abnormal swimming movements
were also found and persisted until day 13. The presence or absence of abnormal behavior
parameters reflects the stress state of the fish [13]. The color of crucian carp became lighter
under stressful conditions [22]. Until the 21st day, the color of the crucian carp darkened.

Appetitive status of fish is one of the common indicators of stress response in aqua-
culture [35]. From the beginning to the 6th day, the food consumption of crucian carp was
very low, only one-third of the total pellets, and gradually increased from the 7th day to the
13th day. Furthermore, from day 12, the fish responded immediately and actively swam
towards the food pellets. This may be due to the formation of a hierarchy among these
crucian carp, resulting in different food intakes among different crucian carp [36].

Glucose is the main substance in the metabolism and physiological activities of cells
and tissues [37], and it is also one of the main biochemical parameters of fish stress indica-
tors [38,39]. In this study, the glucose level reached 121 mg/dL on the first day, decreased
significantly on the 7th day and recovered slightly on the 14th day. Finally, it was relatively
stable on the 21st and 28th day. Some researchers have also suggested that the glucose
level in crucian carp may peak on the first day, and then gradually stabilize in the later
period [40]. The main function of total protein is to repair damaged tissues and participate
in the regulation of plasma osmotic pressure [41]. Under stress conditions, the total protein
content of crucian carp was lower on the 1st and 7th days, increased slightly on the 14th
day, and was finally stable on the 21st and 28th days. This may be due to damage to carp
epidermis under stress conditions [42], which affects the osmotic pressure parameters of
plasma [43]. Stress conditions are closely related to the metabolic demands of crucian carp.
Triglycerides are an important energy source for fish metabolism [44]. Herein, triglyceride
levels decreased significantly on day 7, which may be for the reason that the stressful
response of crucian carp could induce higher metabolic function and require more energy
to adapt to the environment [45]. In addition, the mean hemoglobin content is one of the
key indicators in hematological parameters [46]. It increased on the 7th and 14th days,
compared to the first day, and was relatively stable on the 21st and 28th days. This showed
that the aerobic metabolism of crucian carp will be affected by the bionic robot fish. Simi-
larly, some researchers have determined the adaptation period of brown trout after acute
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transportation by measuring physiological and biochemical parameters such as glucose
and triglycerides [22].

The darkening of skin pigmentation in fish is considered to be a response to social
environmental stress [47,48]. The area that was pigmented area in the skin sections was the
highest on day 1 and decreased significantly on day 7. From the 7th day, the pigmented
area gradually became stable. Studies have shown that fish with less pigment grow better
than fish with more pigment [49].

5. Conclusions

This paper proposed a multi-parameter evaluation method for crucian carp, under the
stress conditions of the bionic robot fish, to determine the best adaptation period for crucian
carp. Comprehensive analysis was performed on freezing time and exploratory behavior,
as well as non-invasive parameters and invasive parameters. According to the experimental
results, crucian carp generally tended to be stable from 14 to 21 days, with occasional errors
on the 22nd day. From 21 to 28 days, the behavioral and feeding parameters were stable,
and the physiological, biochemical and pigment area percentage parameters became steady.
To sum up, results suggested that when using the bionic robot fish for the experimental
detection of crucian carp, the adaptation period should be at least 23 days, to ensure the
normal level of various parameters of crucian fish and to avoid experimental deviation.
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