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Abstract
STEP is a brain-specific phosphatase that opposes synaptic strengthening by the regulation of key
synaptic signaling proteins. Previous studies suggest a possible role for STriatal-Enriched protein
tyrosine Phosphatase (STEP) in learning and memory. To demonstrate the functional importance
of STEP in learning and memory, we generated STEP knockout (KO) mice and examined the
effect of deletion of STEP on behavioral performance, as well as the phosphorylation and
expression of its substrates. Here we report that loss of STEP leads to significantly enhanced
performance in hippocampal-dependent learning and memory tasks. In addition, STEP KO mice
displayed greater dominance behavior, although they were normal in their motivation, motor
coordination, visual acuity and social interactions. STEP KO mice displayed enhanced tyrosine
phosphorylation of extracellular-signal regulated kinase 1/2 (ERK1/2), the NR2B subunit of the
N-methyl-D-aspartate receptor (NMDAR), Proline-rich tyrosine kinase (Pyk2), as well as an
increased phosphorylation of ERK1/2 substrates. Concomitant to the increased phosphorylation of
NR2B, synaptosomal expression of NR1/NR2B NMDARs was increased in STEP KO mice, as
was the GluR1/GluR2 containing α-amino-3-hydroxy-5-methyl-4-isoxazole-propionic acid
receptors (AMPAR), providing a potential molecular mechanism for the improved cognitive
performance. The data support a role for STEP in the regulation of synaptic strengthening. The
absence of STEP improves cognitive performance, and may do so by the regulation of
downstream effectors necessary for synaptic transmission.
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Introduction
STriatal-Enriched protein tyrosine Phosphatase (STEP; PTPN5) is a neuronal-specific
tyrosine phosphatase that has been implicated in the regulation of learning and memory.
STEP is expressed in the hippocampus, cortex, striatum, and related brain regions
(Lombroso et al., 1993; Boulanger et al., 1995). Alternative splicing produces several STEP
isoforms (Sharma et al., 1995; Bult et al., 1997) that are differentially targeted to the post-
synaptic density (Oyama et al., 1995), extrasynaptic, and cytosolic compartments (Goebel-
Goody et al., 2009; Xu et al., 2009). The activity of STEP is itself regulated by both
dopamine and glutamate signaling (Paul et al., 2000; Paul et al., 2003). Activation of D1
receptors by dopamine results in PKA-mediated phosphorylation of a regulatory serine
residue within the Kinase Interacting Motif (KIM) of STEP (Paul et al., 2000; Paul et al.,
2003). Phosphorylation at this site sterically prevents STEP from associating with and
dephosphorylating its substrates (Paul et al., 2000; Xu et al., 2009). In contrast, stimulation
of NMDA receptors (NMDARs) by glutamate leads to Ca2+-dependent, calcineurin/PP1-
mediated dephosphorylation and activation of STEP (Paul et al., 2003; Valjent et al., 2005).

STEP associates with NMDARs, decreases NMDAR activity, and opposes the induction of
LTP through dephosphorylation of Y1472 on the NR2B receptor subunit, leading to
endocytosis of NR1/NR2B receptors (Pelkey et al., 2002; Snyder et al., 2005). Acute
reduction in STEP expression by RNA interference increases surface expression and
function of NR1/NR2B receptors (Braithwaite et al., 2006a), and STEP knockout (STEP−/−)
mice have enhanced hippocampal LTP (Zhang et al., 2010). In addition, STEP inactivates
ERK1/2, Fyn, and p38 kinases by dephosphorylating a regulatory tyrosine within their
activation loops (Nguyen et al., 2002; Paul et al., 2003). As these kinases are required for
the development of synaptic plasticity, the results suggest that STEP activity opposes the
development of synaptic strengthening (Braithwaite et al., 2006b).

Earlier studies using a substrate-trapping STEP protein demonstrated that infusion of this
inactive/dominant-negative protein into the lateral amygdala or ventrolateral striatum of
rodents blocked consolidation of fear memories and sensitization to repeated administration
of amphetamine, respectively (Paul et al., 2007; Tashev et al., 2009). However, these studies
did not address the role of STEP in synaptic plasticity directly. In order to determine the role
of STEP in modulating synaptic transmission, we generated mice lacking the STEP protein
(STEP KO mice) (Venkitaramani et al., 2009). Mice null for STEP had increased baseline
levels of phospho-ERK1/2 (pERK1/2) and enhanced activation of ERK1/2 after stimulation
of hippocampal neurons (Venkitaramani et al., 2009). In the current study, we examined the
effect of knocking out STEP on behavior in hippocampal-dependent learning and memory
paradigms and on the Tyr phosphorylation of STEP substrates and ERK1/2 downstream
signaling molecules.

Material and methods
Reagents and animals

The primary and secondary antibodies used for immunoblotting are listed in Table 1. The
wildtype (WT) and STEP knockout (KO) male mice used in these experiments were 3–4
months of age, maintained on the C57Bl/6 background, and generated at Yale University
from heterozygous (HET) crosses as described previously (Venkitaramani et al., 2009).
STEP HET were backcrossed for at least 9 generations with C57Bl/6 WT mice from Charles
River Laboratories (Wilmington, MA). Experimental mice were group-housed with a
maximum of 5 mice per cage in a climate-controlled facility with 12h light-dark cycle with
access to food and water ad libitum. All experiments were carried out during the light phase
of the cycle. All procedures were performed according to the National Institutes of Health
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Guide for the Care and Use of Laboratory Animals and were approved by the Institutional
Animal Care and Use Committee at Yale University.

Morris water maze
The Morris water maze was used as a measure of spatial memory and was carried out as
previously described (Vorhees & Williams, 2006). Mice were handled for 4 days prior to
training. The maze consisted of 1-m circular pool with a submerged 10 × 10 cm transparent
platform. Spatial training consisted of 4 trials/day with the platform in the same quadrant
location on all training days, an inter-trial interval of 10 min, and each trial lasting until the
mouse reached the platform. Mice that failed to locate the platform within 60 s were gently
guided onto the platform. All animals were allowed to remain on the platform for 30 s. The
latency to reach the platform, pathlength and time spent in each quadrant was measured by a
PolyTrack Video tracking System (San Diego Instruments, San Diego, CA). The animals
were trained for 5 consecutive days, with a pseudo-randomized starting location (one trial
was initiated from each quadrant each day). A probe trial was administered 24 h after the
final training trial and the amount of time spent in the target quadrant was recorded.
Following the first probe trial, animals were retrained for the same platform location for 2
additional days. The platform location was then changed to the opposite quadrant and
reversal training consisted with 4 trials/day for 5 days. Twenty-four h following the last
reversal trial, mice were given another probe test. Visible platform tests were also performed
to control for visual acuity, motivation and swimming speed. The swim path for each trial
was plotted using the Polytrack system and an investigator blind to genotype assigned a
predominant search strategy as described in (Brody & Holtzman, 2006). Although the mice
sometimes changed strategies during the trial, the strategy that fit the majority of the swim
path was assigned.

Radial-arm water maze
The water-escape motivated, six-arm radial task was carried out as previously described
(Alamed et al., 2006; Park et al., 2006) with minor modifications. Mice were handled for 4
days before testing. The radial-arm water maze consisted of a circular 1-m pool with six
arms that were 20 cm wide, 30 cm in length and that radiated from a central open area 40 cm
in diameter. The submerged escape platform was located at the end of one of the arms,
which was randomized for each mouse. The hidden platform location was kept constant for
each mouse during the first 2 days of testing. Training consisted of 3 blocks of 5 trials/day
and mice were placed at the end of a random starting arm for each trial. Mice were allowed
60 s to find the platform and each entry into an incorrect arm (all four paws in the arm
without the platform) was recorded as an error. If a mouse failed to choose an arm for 20 s,
it was assigned an error. The intertrial interval was 10 min and mice were allowed to rest for
30 min between each block of 5 trials. The number of errors was averaged over 5 trials for
each mouse resulting in 3 error blocks per animal per day. On day 3, the location of the
platform was changed to the opposite arm and mice were tested for 2 days in the reversed
location. Latency to find the platform and total number of errors were recorded. Errors were
further categorized as reference memory, working memory and perseverative errors.
Reference memory errors were defined as errors when the mouse entered the arm that did
not contain the platform. Re-entry into an arm without a platform (that had already been
explored) within the same trial was scored as a working memory error. Perseverative errors,
measured during reversal trials, were defined as the number of entries into the arm that
contained the platform before the reversal. The strategy used to solve the maze was
measured as the angle between two-arms visited successively (Lavenex & Schenk, 1996).
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Open Field activity
To measure exploratory activity, mice were placed in open-field chambers (Med Associates)
and activity was recorded for 30 min. Activity chambers were located in a sound-attenuated
enclosure with appropriate lighting. The response to a novel environment was recorded as a
function of distance traveled, ambulatory time, average velocity, ambulatory counts, and
ambulatory episodes. Ambulatory counts were defined as the number of beam breaks during
the period the mouse was moving, while ambulatory episodes was defined as the number of
times the mouse started to move from a resting position. The distance traveled was binned
into 5 min periods to monitor habituation over time.

Rotarod
To test the motor coordination of STEP KO mice, animals were trained on an accelerating
rotarod (Accurotor Rotarod, Accuscan Instruments) for 2 days. The rotarod accelerated
gradually from 0–40 rpm over 200 s. Maximum time allotted on the drum was 300 s. Mice
were given 6 trials/day with an intertrial interval of 15 min and latency to fall off the drum
onto a soft pad was recorded.

Social Discrimination task
Animals were brought to the experimental room 1 h before behavioral testing. Adult resident
(test) mice were habituated to a new home cage for 20 min. Following habituation, an
intruder (juvenile) was introduced for 4 min and the session was video-recorded. Test mice
were returned to the animal facility 6 h following the first meeting. Twenty-four hours later,
test mice were exposed to either a familiar or unfamiliar/novel juvenile intruder for 4 min in
their home cage and the session was again video-recorded. The intruders were always WT,
while the test mice was either STEP KO or WT. Social behaviors scored include sniffing of
anogenital region, head or body, following the intruder and dominance or aggressive
behaviors (Gheusi et al., 1994; Engelmann et al., 1995; Garau et al., 2000). Sniffing
behaviors were considered when test mouse had its nose as close as 1 cm or less from the
region of interest, i.e., anogenital, head or other body regions. Dominance behavior was
scored when the resident held down the other mouse against the cage floor or cage wall, and
aggressive behaviors scored if kicks and/or bites were observed. During all sessions an
experienced investigator observed if any animal displayed aggressive behavior that could
injure the other animal, which would lead to termination of the session, but such behaviors
were not observed. A computer-assisted data acquisition system was used by an investigator
blind to genotype to quantify the total time spent by test mice in each social interaction in
both social meetings.

Western blotting
Immunoblot analysis was performed as described (Zhang et al., 2008). Briefly, hippocampus
was dissected and homogenized in TEVP + 320 mM sucrose containing protease inhibitors.
The homogenates were fractionated (Hallett et al., 2008) and the following fractions were
used for immunoblotting: nuclear (P1: Elk1 and CREB), crude synaptosomal membranes
(P2: Pyk2 and synapsin I) and synaptosomal membranes (LP1: ERK1/2, NMDA and AMPA
receptors). Proteins (25–40 μg) were separated on 8% (LP1 fractions) or 10% (P1 and P2
fractions) SDS-PAGE and transferred to nitrocellulose membranes. Membranes were
blocked and then incubated with primary antibodies overnight at 4°C followed by
appropriate secondary antibodies. Signals were visualized using the SuperSignal western
blot kit (Pierce Biotechnology) and captured using a Chemi-HR imaging system (Syngene).
Since levels of ERK2 did not differ between WT and STEP KO mice, band intensities were
analyzed using ImageJ (NIH) software and normalized to ERK2 levels from the same blot.
Levels of non-phosphorylated proteins were normalized to total ERK2 levels from the same
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blot and WT levels were set as 100% for all comparisons with proteins from STEP KO
mice. For phosphorylated proteins, we first normalized the total protein levels to ERK2
levels from the same blot and then determined the ratio of phosphorylated protein to total
protein within the same blot.

Statistical Analysis
All analyses were performed using statistical software SPSS (Chicago, IL, USA). Statistical
analyses were performed using one-way (genotype) repeated-measures ANOVA on latency
(to find platform), number of errors per block, bins or trials and groups with significant
differences were compared using one-way ANOVA with genotype as factor. The search
strategy used during Morris water maze trials and turn angle during radial-arm water maze
were analyzed using the non-parametric Mann-Whitney U test. The time spent by the test
mice (resident) performing social behaviors was analyzed by a two-way ANOVA with
duration of the interval (30 min vs. 24 hours) and familiarity (familiar vs. unfamiliar) as
factors. Analysis of experiments involving two groups including western blots was
performed using unpaired two-tailed (non-directional) t-tests. All data are presented as
means ± SEM and P < 0.05 was considered to be significant.

Results
STEP KO mice showed increased behavioral flexibility and accuracy in tests of spatial
learning and memory

We used two hippocampus-dependent spatial tasks to assess learning and memory in STEP
KO mice. First, we tested STEP WT and KO mice in the Morris water maze. The latency to
find the hidden platform as well as the pathlength was similar between the WT and KO mice
on all training days (Fig. 1A and B). Both STEP WT and KO mice showed improvement in
performance over the training blocks, and the latency and pathlength decreased significantly
over training blocks (F6,180 = 29.49, P < 0.001 for latency; F6,156 = 24.81, P < 0.001 for
pathlength). The performance on the probe trial on day 6 did not differ significantly between
WT and KO mice (Fig. 1C). Both groups spent significantly more time in the target quadrant
as opposed to other quadrants during this probe trial (t31 = 4.18, P < 0.001 as compared to
chance). The latency to find the platform and pathlength decreased significantly during
reversal trials for both genotypes (F4,120 = 18.81, P < 0.001 for latency; F4,112 = 17.55, P <
0.001 for pathlength).

However, during the second probe trial after reversal training on day 13, the STEP KO mice
spent significantly more time in the target quadrant as compared to WT mice (Fig. 1D, t31 =
4.46, P < 0.001 for STEP KO mice in the new target quadrant as compared to chance).
Although there was no difference in the latencies to find the platform on training trials
during reversal learning, WT mice spent significantly more time in the quadrant that housed
the hidden platform before reversal (for STEP WT mice, t31 = 3.09, P < 0.01 in the opposite
quadrant as compared to chance). These results indicate that STEP KO mice showed
enhanced performance during the reversal probe test, which is a measure of cognitive
flexibility. This difference between STEP WT and KO mice was not detected during a probe
trial on day 20 (Fig. 1E), suggesting that the STEP KO mice were able to learn and
consolidate the new location of the platform better than WT controls, but were also able to
extinguish the memory. We also tested the ability of WT and KO mice to locate the visible
platform. There were no significant differences in either the latency to find the platform or
the pathlength between the two genotypes, suggesting that the differences observed in the
hidden platform trials cannot be attributed to changes in motivation or ability to perform the
task.
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We analyzed the strategy used by the WT and STEP KO mice to complete this spatial task.
The search strategy was scored during training blocks 1, 5, 7, 8 and 12 as well as during
probe trials I, II and III. Search strategies were grouped into 3 main categories, spatial, non-
spatial/systematic and repetitive looping. The search strategies used by STEP KO mice did
not differ from those used by WT controls during first training block (Trial block 1) or
training blocks after reversal (Trial blocks 8 and 12 (Fig 2B)). During trial block 5, WT
mice predominantly used a spatial search strategy, whereas STEP KO mice used both spatial
(Z = −1.97, P < 0.05) and non-spatial/systematic strategies (Z = −2.25, P < 0.024) equally.
STEP KO mice exhibited significantly more repetitive looping than WT mice during trial
block 7 (Z = −1.97, P < 0.05). In the first two probe trials there was no difference in the
strategy used between the WT controls and STEP KO mice. However, during probe trial III,
STEP KO mice did not use a spatial strategy as often as WT mice (Z = −2.10, P < 0.04). We
sub-categorized each group of search strategies (Table 2.) and found that STEP KO mice
preferred the non-spatial/systematic strategy more than the spatial strategy during trial block
5 and probe trial III. Interestingly, the latency and pathlength did not differ between the two
genotypes during trial block 5.

Next, we evaluated performance in the radial-arm water maze, which tests spatial working
memory in addition to spatial reference memory. Unlike the Morris water maze, there was a
significant main effect of genotype (F1,28 = 4.32, P < 0.05 for reference memory error; F1,28
= 4.65, P < 0.04 for latency; F1,28 = 4.40, P < 0.05 for working memory error) and an
interaction between genotype and blocks (F5,140 = 2.74, P < 0.03 for reference memory
error; F5,140 = 2.29, P < 0.05 for latency; F5,140 = 2.72, P < 0.03 for working memory error)
during the first two days of testing. STEP KO mice committed fewer reference errors (Fig.
3A, F1,28 = 5.18, P < 0.02 for Block 1; F1,28 = 10.60, P < 0.003 for Block 3) and working
memory errors (Fig. 3C, F1,28 = 4.32, P < 0.05 for Block 1; F1,28 = 7.89, P < 0.009 for
Block 3) on the first day of testing. The latency to find the hidden platform was also
significantly faster in the STEP KO as compared to their WT controls (Fig. 3B, F1,28 =
10.81, P < 0.003 for Block 3).

There were no significant effects of genotype or interactions between genotype and block
during reversal trials. Although there was no significant difference in the latency to find the
platform or in errors on the second testing day or during reversal training and testing, STEP
KO mice committed fewer errors and, on average, located the platform more quickly than
their WT controls (Fig. 3A, 3B and 3C). The two groups did not differ in the perseverative
error rate during reversal learning (Fig. 3D). This suggests that in a more complex learning
spatial task, STEP KO mice show enhanced acquisition of the behavior.

We assessed the strategy used to solve the radial-arm water maze by measuring the angle of
turn between two successive arm choices. We also evaluated the reference memory errors
during the first and last trials on each training day (Fig. 4A). The number of reference
memory errors decreased across trials in both genotypes. However, STEP KO mice
committed significantly fewer reference memory errors than WT controls during trial 46
(F1,28 = 5.36, P < 0.03). The turn angle was not different between WT and STEP KO mice
(Fig. 4B) across most trials except the last trial (trial 60) after reversal (Z = −2.48, P <
0.014). An average turn angle value close to 60° would suggest a serial/sequential search
strategy was used while a larger turn angle values is indicative of spatial search strategy.
During trial 60, WT mice made more 180° arm choices than STEP KO mice (Table 3.).
However, both the WT and KO mice used a spatial strategy as indicated by average turn
angles greater than 60°.
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Activity levels and motor coordination were similar in STEP KO and WT mice
We examined the effect of the STEP knockout on baseline locomotor activity and motor
coordination, since locomotor activity is essential for performing the behavioral tasks used.
STEP WT and KO mice were allowed to explore an open field for 30 min on 3 consecutive
days. Baseline activity was not significantly different between the STEP WT and KO mice,
suggesting similar locomotor responses to a novel environment. STEP WT and KO mice did
not differ in measures of total distance travelled (F1,26 = 0.003, P > 0.05; Fig. 5A), showed a
similar significant decrease in activity over time (F5,22 = 7.517, P < 0.001; Fig. 5B), time of
ambulation (F1,26 = 0.003, P > 0.05; Fig. 5C), average velocity (F1,26 = 0.797, P > 0.05;
Fig. 5D), ambulatory counts (F1,26 = 0.013, P > 0.05; Fig. 5E) or ambulatory episodes (F1,26
= 0.214, P > 0.05; Fig. 5F).

Motor coordination and learning were assessed using an accelerating rotarod test. The
latency to fall from the rotarod within each day and over the 2 days of testing did not differ
significantly between the STEP WT and KO mice (Fig. 5G). The latency to fall off the drum
increased significantly over trials for both genotypes, suggesting improved performance
with training (F5,95 = 25.703, P < 0.001 for day 1; F5,95 = 9.273, P < 0.001 for day 2). There
was no interaction between trials and genotype. These results suggest that STEP KO mice
do not exhibit deficits in motor coordination or motor learning.

STEP KO mice differ from WT mice in specific social behaviors
Social recognition memory is a measure of the ability of mice to discriminate between
familiar and unfamiliar (novel) conspecifics. The analysis of the baseline social interaction
of STEP KO and WT observed during the first meeting shows that STEP KO mice spent
significantly more time showing dominance behavior as compared to WT mice (Fig. 5H,
F1,20 = 6.07, P < 0.03). STEP WT and KO mice did not differ significantly in the total
amount of time spent in social behaviors during either a first or second meeting. Both groups
showed a decrease in social behaviors towards the familiar intruder after 30 min or 24 h, and
spent more time with the unfamiliar intruder (data not shown). These data suggest that STEP
KO mice showed intact short- and long-term social memory, but presented high levels of
dominance behavior at baseline.

Increased tyrosine phosphorylation and expression of ionotropic glutamate receptors
It is possible that the decreased ability of STEP to dephosphorylate its molecular targets in
the hippocampus underlies the improved performance of these mice in these learning tasks.
We previously found that the Tyr phosphorylation of ERK1/2 was elevated in the
hippocampus of STEP KO mice (Venkitaramani et al., 2009). Here, we examined the
phosphorylation state of glutamate receptors and an upstream kinase known to regulate their
Tyr phosphorylation in synaptosomal membrane fractions from the hippocampus of STEP
WT and KO mice. We confirmed the absence of STEP in KO mice, and detected STEP61,
the only isoform expressed in the hippocampus, in blots from WT samples. The level of
activated ERK1/2 served as a positive control and was significantly increased in the STEP
KO mice as compared to WT controls (Fig. 6A and 6B, t4 = 2.78, P < 0.04) (Venkitaramani
et al., 2009).

We next measured the Tyr phosphorylation of NR2B at Y1472. Phosphorylation of NR2B at
Y1472 by Fyn is associated with increased NMDAR surface expression, increased NMDAR
channel activity, and enhanced synaptic transmission (Xu et al., 2006). There was a
significant elevation in the phosphorylation of Y1472 in hippocampal synaptosomal fractions
from STEP KO mice (Fig. 6A and 6B, t4 = 2.90, P < 0.05). We also examined the total
levels of the NR1, NR2B and NR2A subunits of the NMDAR complex. There were
significant increases in total levels of the NR1 subunit (t4 = 2.88, P < 0.05), which is
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essential for NMDAR assembly and function, as well as total levels of the NR2B subunit (t4
= 2.86, P < 0.05) in the hippocampal synaptosomal membrane compartment of STEP KO
mice compared to WT controls (Fig. 6A and 6B); however, we did not observe any
differences in the total levels of the NR2A subunit between STEP WT and KO mice.

We next examined the level of AMPAR subunits in synaptosomal membrane fractions. We
found a significant increase in the expression levels of both GluR1 (t4 = 3.33, P < 0.03) and
GluR2 (t4 = 5.60, P < 0.005) subunits in STEP KO mice, while GluR3 subunit levels were
similar between the two genotypes (Fig. 6A and 6B). These results suggest that STEP
activity is important for regulating the trafficking of two classes of glutamate receptors, and
are consistent with earlier findings that mice null for STEP have significant increases in
surface expression of GluR1/GluR2 subunits of AMPAR (Zhang et al., 2008).

Calcium entry through NMDARs results in the tyrosine phosphorylation of Pyk2, leading to
activation of ERK1/2 (Lev et al., 1995). Pyk2 also induces the phosphorylation of glutamate
receptors on residues important for membrane insertion via activation of Src kinase, and is
necessary for the induction of hippocampal LTP (Huang et al., 2001). Recent studies in our
lab have shown that Pyk2/CAKβ, a member of FAK family of kinases, is a substrate of
STEP (Xu and Lombroso, unpublished results). We therefore examined the Tyr
phosphorylation of Pyk2 (Y402) in the crude synaptosomal fractions of STEP WT and KO
mice. There were significant increases in pY402 Pyk2 phosphorylation in STEP KO mice
compared to their WT controls (Fig. 6E and 6F, t4 = 3.75, P < 0.02).

We examined the phosphorylation levels of downstream targets of pERK1/2 known to
contribute to synaptic plasticity in the hippocampus. We observed a significant increase in
the phosphorylation of two transcription factors with roles in synaptic plasticity and
performance in tests of learning and memory (Thomas & Huganir, 2004), S383-Elk1 (t4 =
3.02, P < 0.04) and S133-CREB (t4 = 2.82, P < 0.05) in the nuclear fraction of STEP KO
mice as compared to WT controls (Fig. 6C and 6D). In addition, we detected a significant
increase in synapsin I phosphorylation at ERK1/2 specific sites in the crude synaptosomal
fraction of STEP KO mice (Fig. 6E and 6F, t4 = 5.95, P < 0.004). Phosphorylation of
synapsin I at these sites is associated with an increased probability of vesicle release
(Jovanovic et al., 2001).

Discussion
We report for the first time that STEP KO mice show improved hippocampal learning and
memory and that the loss of STEP is associated with increased tyrosine phosphorylation of
STEP substrates that are essential for synaptic plasticity in the hippocampus. The altered
performance of STEP KO mice in these behavioral paradigms is not due to lack of
motivation, impaired motor coordination, or loss of visual acuity.

Previous studies suggested a role for STEP in the regulation of synaptic plasticity in the
amygdala and striatum (Paul et al., 2007; Tashev et al., 2009). Here, we directly examined
whether STEP modulates hippocampal learning and memory. Mice null for STEP did not
show altered acquisition of spatial memory in the Morris water maze. There were also no
differences during the first probe trial, which is a measure of memory consolidation.
However, loss of STEP enhanced performance and resulted in more selective search of the
target quadrant during the probe trial after reversal learning. The improved performance
during reversal in the STEP KO mice could be due to increased cognitive flexibility or due
to enhanced extinction of initial learning. The lack of detectable differences during the
initial acquisition phase and first probe trial may indicate a ceiling effect. It is possible that
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we might have detected differences in the rate of acquisition of spatial memory between WT
and STEP KO mice using a pool of larger diameter.

Search strategy analysis suggested that STEP KO mice employed both spatial and non-
spatial/systematic approaches equally during most trial blocks as compared to WT controls.
During probe trial III, STEP KO failed to use a spatial strategy. Typically, use of a spatial
strategy is associated with decreased latency to find the platform, but STEP KO mice were
not outperformed by WT controls during any of the trial blocks.

To examine whether STEP KO mice have increased cognitive flexibility, we subjected them
to a more complex spatial task, the radial-arm water maze. In this task, we detected
significant differences in latency and error rates between STEP KO and control mice. STEP
KO mice committed significantly less reference and working memory errors. Thus, the
enhanced acquisition of spatial memory by STEP KO mice was not discernible in the
traditional water maze task, but was demonstrable in the more complex radial-arm water
maze.

The search strategy used to perform the radial-arm water maze task did not differ
significantly between WT and STEP KO mice until the last trial after reversal. Although the
turn angle was smaller for the STEP KO mice, the latency to find the platform was similar to
that of WT controls. Both groups of mice used a spatial strategy as indicated by average turn
angles greater than 60°.

To investigate baseline activity and motor coordination, we tested open field activity and
rotarod performance of STEP KO mice. Knocking out STEP did not affect exploratory
behavior or motor learning. In contrast, the knock-out of a highly related phosphatase (PTP-
STEP-like; PTPRR) that regulates MAPK activity in the cerebellum (Hendriks & Stoker,
2008) resulted in deficits in motor coordination and balance (Chirivi et al., 2007).
Interestingly, STEP is not expressed in the cerebellum and deletion of STEP does not alter
phospho-ERK1/2 levels in this brain region (Venkitaramani et al., 2009). This suggests that
improved performance of STEP KO mice in hippocampal-dependent tasks is not associated
with altered activity, motivation or motor coordination.

We also examined the performance of STEP KO mice in social behaviors, and found that
STEP KO and WT mice showed similar short- and long-term social memory as WT
controls. However, the analysis of specific social behaviors during an initial exposure to an
intruder revealed that STEP KO mice exhibit more dominance behavior. Dominance
behavior is important for establishing hierarchy amongst conspecifics and has evolutionary
advantages. Changes in dominance behavior between conspecific males have been noted in
a variety of genetic mutants, including mice null for neuronal nitric oxide synthase and the
dopamine transporter, and p25 over-expressing mice (Nelson & Chiavegatto, 2001; Angelo
et al., 2003; Nelson & Trainor, 2007). Reduction in aggression has been shown in mice null
for GluR1 and aromatase (Toda et al., 2001; Vekovischeva et al., 2004).

Previous studies have shown that mice exhibiting dominance behavior during social
interaction commit fewer errors than subordinates when the radial maze test is administered
immediately after the social interaction (Barnard & Luo, 2002). This improvement has been
attributed to state-dependent change in learning and memory (Barnard & Luo, 2002). In the
current work, different mice were used in each behavioral test, which rules out the
possibility of a state-dependent change in learning. However, STEP KO mice showed
increased levels of dominance behavior as well as improved hippocampal learning and
memory suggesting a possible correlation between the two behaviors. Thus, one may
speculate that STEP could be the common link leading to changes in dominance behavior
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and also learning and memory. The effects of knocking down STEP and the concomitant
effects on dominance and learning and memory should be addressed in future studies.

Improved performance in learning and memory tasks is generally associated with altered
expression, post-translational modification, or targeting of signaling molecules that
modulate synaptic plasticity. Post-translational modification by phosphorylation is an
important mechanism underlying synaptic plasticity (Lee, 2006). STEP regulates the activity
of ERK1/2 (Paul et al., 2003), p38 kinase (Xu et al., 2009), and Fyn (Nguyen et al., 2002),
as well as the trafficking of NMDARs and AMPARs (Pelkey et al., 2002; Snyder et al.,
2005; Kurup et al., 2010b; Zhang et al., 2010), all of which are critical for synaptic
plasticity. Thus, the activity of STEP is likely to be critical for the regulation of synaptic
strengthening. The NR2B subunit can interact with αCaMKII at synaptic membrane via its
C-terminal domain resulting in phosphorylation of GluR1 subunit of AMPAR, which is
essential for spatial learning and synaptic plasticity (Zhou et al., 2007). In addition, the
baseline tyrosine phosphorylation of ERK1/2 and NR2B subunit of the NMDAR is
increased in the STEP KO mice. Interestingly, both p25 over-expressing mice (Angelo et al.,
2003) and cdk5 conditional knockout mice (Hawasli et al., 2007), in which baseline pY1472-
NR2B levels is enhanced, show increased aggression, reversal learning in spatial tasks and
enhanced spatial learning respectively, suggesting that increased baseline pY1472 of NR2B
may be an important molecular event underlying the behavioral changes reported here.

In addition, expression of NR1, NR2B, GluR1 and GluR2 subunits, but not NR2A and
GluR3, were enhanced in synaptosomal membrane fraction of STEP deficient mice. The
ability to learn hippocampal-dependent tasks has been shown to correlate with NR1 levels in
the CA3 region (Adams et al., 2001). Region specific knockdown of GluR2 subunit of
AMPAR results in impaired hippocampal-dependent spatial learning (Wiltgen et al., 2010).
The results presented here confirm earlier findings that STEP regulates the surface
expression of specific NMDAR and AMPAR subunits (Zhang et al., 2008; Zhang et al.,
2010). We have also previously shown that endocytosis of NMDARs by amyloid-β (Kurup
et al., 2010a; Kurup et al., 2010b) and internalization of AMPARs in response to DHPG
(Zhang et al., 2008) are both reduced in STEP KO mice and this is reversed by the
restoration of active STEP protein to neuronal cultures. Thus, STEP is likely to have a
regulatory role in activity-dependent trafficking of glutamate receptors.

Recent data from our lab have suggested that Pyk2 is a substrate of STEP (Xu and
Lombroso, unpublished results). Pyk2/CAKβ is a FAK family kinase that is required for
induction of hippocampal LTP and is necessary for src kinase-mediated phosphorylation and
upregulation of NMDAR surface expression (Huang et al., 2001). Stimulation of ionotropic
and metabotropic glutamate receptors leads to the activation of Pyk2 and subsequent
increase in the phosphorylation of ERK1/2 (Nicodemo et al., 2010). Tyrosine
phosphorylation of Pyk2 at Y402 is elevated in the STEP KO mice as compared to WT
controls, suggesting that STEP normally decreases the activity of Pyk2.

Similarly, ERK/MAPK regulates synaptic strengthening in part by targeting the CREB and
Elk1 transcription factors, leading to activity-dependent gene transcription (Davis et al.,
2000). In STEP KO mice, the baseline phosphorylation of ERK1/2-dependent
phosphorylation sites on both CREB and Elk1 was increased. Blockade of ERK1/2-
mediated activation of CREB and Elk1 have been shown to prevent maintenance of LTP
(Davis et al., 2000). Thus, the increased basal activity of CREB and Elk1 in the STEP KO
mice may contribute to the enhanced learning observed here. ERK1/2 also phosphorylates
synapsin I after depolarization, which leads to an increased probability of vesicle release
(Jovanovic et al., 2001; Kushner et al., 2005). The ERK1/2 sites 4 and 5 on synapsin I are
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hyperphosphorylated in STEP KO mice, suggesting that there may also be presynaptic
changes associated with the knockdown of STEP.

Since the current studies used mice with constitutive loss of the STEP protein, it is possible
that some of the molecular changes observed here might be attributed to the absence of
STEP during development. The levels of synaptic proteins (NR1, NR2B, GluR1 and GluR2)
are elevated in primary hippocampal or cortical neurons prepared from embryonic tissue.
However, restoration of wildtype, but not inactive, STEP protein normalized these receptor
levels to that of WT controls (Zhang et al., 2008; Kurup et al., 2010a). Although, we cannot
rule out the possibility that STEP’s function during development increases expression and
localization of synaptic proteins, our data suggest that constitutive knockdown of STEP does
not irreversibly alter markers of synaptic plasticity. Further studies are needed to evaluate
whether selective ablation of STEP in adult mice can improve memory.

It is interesting to speculate about how a protein that impairs memory might have evolved.
One of the functions of STEP is to dephosphorylate and internalize both AMPA and NMDA
receptor complexes. In the absence of STEP, the internalization of these receptors would be
hampered, and there would soon be an over-expression of glutamate receptors on synaptic
membrane surfaces. Thus, STEP may have evolved to return glutamate receptors to baseline
levels so that further learning can occur.

In summary, we examined the hypothesis that reducing STEP levels would facilitate
learning and memory. Genetic ablation of STEP resulted in enhanced performance in
hippocampal-dependent spatial tasks without affecting baseline activity or motor
coordination. We detected increased tyrosine phosphorylation of substrates of STEP as well
as augmented expression of selected NMDAR and AMPAR subunits in the synaptosomal
membrane fraction. In addition, activation of downstream substrates of phospho-ERK1/2
was enhanced in the STEP KO mice. Given that phosphorylation of signaling molecules as
well as the synaptic distribution of ionotropic receptors significantly affects synaptic
transmission, these changes may account for the improved performance of STEP KO in
spatial tasks. Thus, reduction of STEP activity may be valuable in reversing synaptic deficits
associated with various neurological disorders.
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AMPAR α-amino-3-hydroxy-5-methyl-4-isoxazolepropionic acid receptors

CREB cyclic AMP response element binding protein

ERK extracellular signal-regulated kinase

FAK focal adhesion kinase

KIM kinase interacting motif

LTP long-term potentiation

NMDAR N-methyl D-aspartate receptor
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PAGE polyacrylamide gel electrophoresis

Pyk2 proline-rich tyrosine kinase 2

PKA protein kinase A

STEP STriatal-Enriched protein tyrosine Phosphatase
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FIG. 1. Altered performance of STEP KO mice on the Morris water maze
The latency to find the platform (A) as well as the pathlength (B) were not different between
WT and KO mice during all training blocks. The time spent in the four quadrants during
probe trial I (Day 6) were similar between WT and STEP KO mice (C). Both groups spent
significantly more time than chance in the target quadrant (p < 0.001). During probe trial II
(Day 13) after reversal (D), the STEP KO mice spent significantly more time in the new
target quadrant than WT mice (p < 0.05 as compared to WT). In probe trial III (Day 20),
there were no significant differences between the WT and STEP KO mice (E) (n=14–16 per
genotype).
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FIG. 2. Differences in search strategy used by STEP KO during first and last blocks of training
as well as probe trials
The search strategy (A) used by STEP KO mice did not differ from WT mice during the first
training block or training blocks after reversal. The STEP KO mice used different search
strategy during training blocks 5 and 7. The search strategy (B) of STEP KO mice was
similar to that of WT controls during probe trials I and II. The STEP KO mice did not utilize
spatial strategy during probe trial III.
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FIG. 3. Enhanced performance of STEP KO mice on radial-arm water maze
The number of reference memory errors (A), latency to find the platform (B) as well as the
working memory errors (C) were significantly lower in STEP KO mice as compared to WT
controls during the first two days of testing. The STEP KO mice and WT littermates did not
differ significantly in error rate or latency during reversal trials. However, the STEP KO
mice had consistently exhibited lower error rates and latency. Perseverative errors (D)
during reversal trials were similar between WT and STEP KO mice (n=15 per genotype).
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FIG. 4. Comparison of Reference memory errors and turn angles between successive arm visits
The number of reference memory errors (A) during the first and last trial of each training
day was similar between WT and STEP KO mice except for the first trial of the last
experimental day (Day 4). The number of reference memory errors decreased over trials in
both genotypes. WT mice committed significantly more reference memory errors during the
first trial on day 4. The average turn angle (B) during each arm visit was comparable
between WT and STEP KO mice except during the last trial of the experiment. During the
last trial on day 4, STEP KO mice used a strategy that significantly reduced the turn angle.
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FIG. 5. Comparison of open field activity, motor coordination and social interaction between
WT controls and STEP KO mice
The total distance travelled (A), time of ambulation (C), average velocity (D), ambulatory
counts (E) and ambulatory episodes (F) averaged over 3 consecutive days were not different
between STEP WT and KO mice. Total distance moved per 5 min blocks (B) over 30 min
showed that both WT and KO mice habituated to the environment. The latency to fall (G)
from a rotarod increased significantly over 6 trials on both testing days. Total time spent in
social behaviors as well as specific categories of behaviors are shown in (H). STEP KO
mice showed significantly more dominance behaviors than WT controls (p < 0.03) (n=10–
14 for open field and rotarod, n=5–7 for social interaction for each genotype).
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FIG. 6. STEP KO mice have elevated Tyr phosphorylation of STEP substrates and increased
surface expression of ionotropic glutamate receptors
Synaptosomal membrane fractions from WT and STEP KO hippocampi were probed with p-
ERK1/2, ERK2, STEP, pY1472-NR2B, NR2B, NR2A, GluR1, GluR2, and GluR3.
Representative immunoblots are shown in (A) and histograms in (B). The STEP KO mice
show no detectable STEP expression and increased Tyr phosphorylation of ERK1/2 and
NR2B. The expression levels of NR1, NR2B, GluR1, and GluR2 but not NR2A and GluR3
are elevated in the STEP KO mice. The levels of phosphorylation of ERK substrates in
nuclear fraction were detected by immunoblotting (C, E) and quantified (D, F). There were
significant increases in activated CREB, Elk1 and synapsin I in STEP KO mice. The Tyr
phosphorylation of Pyk2 was significantly enhanced in crude synaptosomal fractions from
STEP KO mice (E, F) (n=5 per genotype).
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