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Abstract. It has been reported that cyclin-dependent kinase 5 (cdk5), a critical neuronal kinase, is hyperactivated in
Alzheimer’s disease (AD) and may be, in part, responsible for the hallmark pathology of amyloid plaques and neurofib-
rillary tangles (NFTs). It has been proposed by several laboratories that hyperactive cdk5 results from the overexpression
of p25 (a truncated fragment of p35, the normal cdk5 regulator), which, when complexed to cdk5, induces hyperactivity,
hyperphosphorylated tau/NFTs, amyloid-� plaques, and neuronal death. It has previously been shown that intraperitoneal
(i.p.) injections of a modified truncated 24-aa peptide (TFP5), derived from the cdk5 activator p35, penetrated the blood-brain
barrier and significantly rescued AD-like pathology in 5XFAD model mice. The principal pathology in the 5XFAD mutant,
however, is extensive amyloid plaques; hence, as a proof of concept, we believe it is essential to demonstrate the peptide’s
efficacy in a mouse model expressing high levels of p25, such as the inducible CK-p25Tg model mouse that overexpresses
p25 in CamKII positive neurons. Using a modified TFP5 treatment, here we show that peptide i.p. injections in these mice
decrease cdk5 hyperactivity, tau, neurofilament-M/H hyperphosphorylation, and restore synaptic function and behavior (i.e.,
spatial working memory, motor deficit using Rota-rod). It is noteworthy that TFP5 does not inhibit endogenous cdk5/p35
activity, nor other cdks in vivo suggesting it might have no toxic side effects, and may serve as an excellent therapeutic
candidate for neurodegenerative disorders expressing abnormally high brain levels of p25 and hyperactive cdk5.
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INTRODUCTION

Alzheimer’s disease (AD), a disease of aging, is
manifest by a progressive loss of memory and cog-
nitive function; its incidence increases with age as
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various aspects of brain physiology decline. A com-
plex systemic network of functional changes, lesions,
and somatic mutations that characterize brain aging
results in mitochondrial dysfunction, accumulations
of amyloid plaques, neurofibrillary tangles (NFTs),
inflammation, and neuronal cell death. Among these
changes is the hyperactivation of a neuronal, mul-
tifunctional serine/threonine kinase, cdk5 [1–5].
The activity of this kinase is critical for neuronal
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development and synaptic activity in the brain. Its
normal, tightly regulated activity depends on the
binding of neuron-specific, cyclin-related activators,
p35 and p39 [6–9]. In normal development and
synaptic function, the enzyme complex (cdk5/p35)
targets many cytoskeletal and synaptic proteins and
enzymes that are involved in neuronal migration,
synaptogenesis, and synaptic function, among others
[10]. It has been suggested that aberrant hyperacti-
vation of cdk5 in AD brains is correlated with an
increase in p25, derived as a proteolytic fragment of
the normal p35 activator [5, 11–13]. Although this
observation is controversial (see Discussion), several
laboratories have continued to explore this hypothesis
in various animal models of neurodegeneration. For
example, oxidative stress, amyloid-� (A�) toxicity,
inflammation, and excitotoxicity induce intracellular
calcium flux, that activates proteases which cleave
p35 into p25 and p10 fragments, producing a more
stable hyperactive cdk5/p25 complex [3, 13–18].
A cdk5/p25 hyperactive complex, when induced
in cortical neurons in culture, specifically hyper-
phosphorylates tau and neurofilaments ultimately
inducing cell death [19, 20]. Two peptides derived
from p35, CIP, a large 126, amino acid (a.a.) sequence
and a much smaller p5 (24a.a.), both of which specif-
ically inhibit cdk5/p25 activity in situ and in brain
lysates of AD model mice also prevent expression of
AD-like phenotypes in vivo and in vitro in cultured
cells [20–24]. In vivo studies rely on TFP5, a modified
p5 peptide able to penetrate the blood-brain barrier
(See Materials and Methods, Design and synthesis of
TFP5). Accordingly, it has been hypothesized that
hyperactivation of cdk5 via elevation of p25, is a
potential therapeutic target in AD [25–28]. To more
directly test this hypothesis, we have chosen a mouse
mutant, CK-p25Tg, which can be induced by doxy-
cycline withdrawal to overexpress p25 in forebrain
CamKII positive neurons [16]. These mice exhibit
robust p25 expression in various brain regions, ele-
vated cdk5/p25 activity (but no cdk5/p35 activity) in
brain lysates, extensive neuronal loss, and manifest
AD-related phenotypes including neuronal tau and
neurofilament hyperphosphorylation and microglia
and astrocytes activation. Here we demonstrate that
i.p. injections of TFP5 into overexpressing CK-
p25Tg mutant mice (p25TgOE) restored synaptic
activity (i.e., long term potentiation (LTP)), spa-
tial working memory, and other behavioral deficits.
These TFP5 treated mice show significant reduc-
tion in cdk5 hyperactivity, reduced inflammation, and
tau/neurofilament hyperphosphorylation. The results

are consistent with the hypothesis that hyperactive
cdk5/p25 plays a role in the development of AD-
like pathology and suggests that TFP5 may serve as
an excellent therapeutic candidate worthy of further
studies.

MATERIALS AND METHODS

Animals

In this study, we used bitransgenic (CK-p25Tg)
mice (males and females) in which forebrain CK-p25
expression was tightly regulated by the tet on/off sys-
tem facilitated by the CamKII (CK) promoter [16].
The tet-off system was induced by dietary alteration
in doxycycline-supplemented food in which CK-p25
expression was suppressed in the presence of doxycy-
cline (Fig. 1). Calmodulin-dependent protein kinase
II (CaMKII or CK) is a promoter used to activate
the expression of the CK-p25 gene in the transgenic
mice. It was shown that CK-p25Tg mice develop
significant neuronal loss in the cortex and hippocam-
pus and display neurodegeneration and pathological
tau hyperphosphorylation when p25 expression is
induced. These mice are identified as p25Tg OE. High
p25 expression and elevated hippocampal cdk5 activ-
ity has been observed within 2 weeks after induction.

All mice were developed and raised in the presence
of doxycycline (1 mg/g in food). To induce CK-p25
expression, the mice were fed a normal diet. To inhibit
p25 production, the mice were again fed a doxy-
cycline diet. All experimental cohorts were treated
under the same conditions and fed doxycycline diet
for the same period of time. Note that all animal pro-
cedures were performed in accordance with the NIH
animal care committee’s regulations.

Design and synthesis of TFP5

TFP5 is a truncated portion of p35 (activator
of Cdk5), which extends 24 aa residues in length
(Lys254–Ala277) conjugated with an 11-aa modify-
ing peptide derived from the trans-activator domain of
TAT protein at the C terminus (to facilitate passage
through the blood-brain barrier), while FITC, fluo-
rescein isothiocyanate (a green fluorescent tag) with
linker GGG, was attached at the N terminus (to serve
as a marker). A scrambled peptide (Scb) was used as
a control to TFP5 (sequence shown below). Peptide
2.0 (Chantilly, VA, USA) commercially synthesized
both TFP5 and Scb peptides which were used after
dissolving both in saline or double distilled water.
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Fig. 1. Controlled p25 expression in a p25tg AD mouse model. The transgenic line is initiated by crossing a p25-expressing transgenic
mouse with a transgenic mouse expressing the CamKII promoter controlling a transactivator protein regulated by doxycycline intake. P25
mutant mice fed doxycycline do not express P25; in its absence high levels of P25 are expressed in the brain and the mice acquire an
AD phenotype; i.e., hyperactive cdk5/p25 activity, A� accumulation, hyperphosphorylation of tau, inflammation, and behavioral defects.
Cohorts and intraperitoneal injection paradigm: three control groups (left), expressing no p25 are compared to three experimental groups,
off doxycycline, expressing p25. One injected with saline, a second injected with TFP5, and a third injected with scrambled peptide at the
same dose.

Sequences used were as follows:
TFP5, FITCGGGKEAFWDRCLSVINLMSSKM

LQINAYARAARRAARR;
Scb peptide, FITCGGGGGGFWDRCLSGKGK

MSSKGGGINAYARAARRAARR.

Intraperitoneal (i.p.) injection paradigm

Five cohorts of mice were used: vehicle-injected
wild-type (WT), CK-p25Tg+DOX, CK-p25Tg-
DOX, TFP5-injected CK-p25Tg-DOX, and Scb-
injected CK-p25Tg-DOX (Fig. 1). After 12 weeks,
the three mutant cohorts were taken off DOX to

activate the expression of CK-p25. All five cohorts
were age-matched and WT, CK-p25Tg+DOX, CK-
p25Tg-DOX were treated with i.p. injection of
vehicle, while another group of -DOX mutant mice
was injected with 40 mg/kg/d TFP5. As an addi-
tional control, a cohort of -DOX mutants was injected
with 40 mg/kg/d Scb peptide. All five cohorts were
injected 3 days/week on weeks 13–17 for a total of 18
injections. All the mice were subjected to behavior
analysis on week 18 and the mice were euthanized
on week 19 when brain tissue was harvested for
biochemical analysis. Based on the observation that
injection of 200 mg/kg/day of TFP5 into WT mice in
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Fig. 2. Reduction in cdk5 activity post TFP5 treatment. A) Autora-
diograph of kinase assays in brain lysates derived from WT control
and p25 non-expressing transgenics compared to those from p25
expressing mutants with and without TFP5 treatment (i.e., scram-
bled peptide, S). B) Quantitation of pad assays of cdk5 kinase
activities in brain lysates derived from identical cohorts as in A.
TFP5 treatment produces a significant reduction in activity (com-
pare lanes 2, 3, 4) while scrambled peptide treatment (lane 5) has
no effect. (n = 4; *p < 0.05, **p < 0.01).

5XFAD studies was not toxic, had no effect on body
weight, behavior, appearance, and [23], we decided
to limit the use of the expensive peptides and did not
inject peptide into WT and CK-p25Tg+DOX cohorts
as controls in the various experiments.

Sample preparation and Western blot analysis

Lysates were created from PBS-perfused hemi-
brains in 10% w/v homogenization buffer [20 mM
Tris-HCl, pH 7.4; 150 mM NaCl; 1 mM EDTA; 1%
Nonidet P-40; and complete mini protease inhibitor
(Roche, Basel, Switzerland)]. Western blot analysis
was performed according to standard protocols.

Immunoprecipitation and kinase assay

Cdk5 was immunoprecipitated from the respec-
tive brain lysates using the polyclonal C8 antibody
(Santa Cruz Biotechnology, Santa Cruz, CA, USA)

A

B

Fig. 3. TFP5 inhibits tau and neurofilament hyperphosphorylation.
A) Western blots of brain lysates derived from the standard four
cohorts of TFP5-treated and untreated mice showing the expres-
sion of pNFH (Smi31 antibody) and hyperphosphorylated tau
(pTau 404, AT8 antibodies). B) Quantitation of densities using NIH
Image J software scanning protocol. Comparison of lanes 3 and 4
show significant reductions in pNFH and phospho tau expression
as a consequence of TFP5 treatment. (n = 5; p < 0.05).

and kinase assays were conducted using TFP5 and
Scb as described. All kinase assays were carried out
as double blind experiments. As reported for the
p25TgOE mutant, cdk5 activity assayed in this man-
ner reflected cdk5/p25 rather than cdk5/p35 or other
kinases [16].

Synaptic activity: long term potentiation

Details of the procedures for recording LTP and its
response to TFP5 in -DOX off animals are included
in legend to Fig. 5.

Behavioral analysis

As previously stated, the following behavioral
studies were conducted with 18-week-old mice of
five cohorts: vehicle-injected WT, CK-p25Tg+DOX,
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A

B

Fig. 4. TFP5 administration reduces neuroinflammation. A) Western blots of brain lysates prepared from non-p25 expressing (lanes 1, 2)
and p25-expressing animals (lanes 3, 4) treated with TFP5 according to the standard protocol. Antibodies to inflammatory cytokines in
astrocytes and microglia show a significant reduction in inflammatory response as a result of the TFP5 injection protocol. B) Density scans
of the blots with Image J software show a significant reduction of inflammatory response after TFP5 administration. (n = 5; p < 0.05).

CK-p25Tg-DOX, TFP5-injected CK-p25Tg-DOX,
and Scb-injected CK-p25Tg-DOX. The Scb-injected
CK-p25Tg-DOX was used as a second control. For
each group, ≥7–15 animals were tested. Note, all the
behavioral studies were double blinded.

Spontaneous alternation Y-maze task

Spontaneous alternation was measured using the
Y-maze as previously described [29, 30]. The Y-maze
test assesses hippocampal-dependent spatial working
memory of the brain. Each mouse was placed at the
center of the symmetrical Y-maze and was allowed to
explore freely through the maze over an 8-min period.

The sequence and total number of arms entered were
recorded. Percentage alternation is measured as fol-
lows: number of triads containing entries into all three
arms/maximum possible alternations. Each of the five
experimental cohorts of animals were tested once
after the i.p. injection regimen.

Open-field task

The open-field task was used to assess exploratory
behavior and locomotor activity, as described previ-
ously [31]. The testing apparatus was made of PVC,
with a square 42- × 42-cm surface area and 31-cm-
high walls. Mice were placed individually in the
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A

B

Fig. 5. TFP5 restores normal synaptic activity and LTP. A) To record field excitatory postsynaptic potentials, transverse hippocampal slices
were prepared from mice. In brief, the brain was rapidly removed and transferred to ice-cold, oxygenated (95% O2 and 5% CO2) cutting
solution containing (mM) 211 sucrose, 3.3 KCl, 1.3 NaH2PO4, 0.5 CaCl2, 10 MgCl2, 26 NaHCO3, and 11 glucose. Hippocampal slices were
cut with a Leica VT1000S vibratome (Leica) and transferred for recovery to a holding chamber containing oxygenated artificial cerebrospinal
fluid (ACSF) consisting of (mM) 124 NaCl, 3.3 KCl, 1.3 NaH2PO4, 2.5 CaCl2, 1.5 MgCl2, 26 NaHCO3, and 11 glucose at 28–30◦C for at
least 1 h before recording. CA1 field potentials evoked by Schaffer collateral stimulation were measured. After recording of stable baseline
(at least 20 min of stable responses), LTP was induced by two episodes of theta burst stimulation (TBS) with 10-s intervals. TBS consisted of
ten bursts (each with four pulses at 100 Hz) of stimuli delivered every 200 ms. Recordings were performed using an AM-1800 Microelectrode
amplifier (A-M systems) and a Digidata 1440A A-D converter (Axon Instruments). All data were digitized and analyzed by the use of pClamp
10 software (Axon Instruments). Sample traces represent fEPSPs at 1 min before (gray trace) and 1 h after (black trace) TBS. B) Bar graph:
average slopes of fEPSP during the last 10 min of recording (percentage of baseline response) (*p < 0.05; **p < 0.01). Control (p25 only –
Dox off): 160.6 ± 6.1 %, 6 slices from 4 mice; CK-p25 + PBS: 125.2 ± 3.7 %, 5 slices from 3 mice.
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square open field area for a 20-min session and were
monitored by an automated tracking system (Digipro;
Accuscan Instruments Inc., Columbus, OH, USA).
The exploratory activity and anxiety of all five cohorts
were examined. For each group, the animals were
tested once after i.p. injections.

Rotarod task

The rotarod task assesses the ability of an animal
to keep its balance on a rotating rod and measures
the animal’s balance, coordination, and motor abil-
ity. Rotarod assay was performed on 18-week-old
mutant and WT mice as previously described [32].
The animal was placed on a cylinder which begins to
rotate at a slowly increasing speed. The duration of
time before it fell was recorded. For each group, the
animals were tested thrice after i.p. injections.

Statistics

All statistical analyses of behavioral experiments
are reported as means ± SE, where n ≥ 7–15 for each
treated condition, as previously stated. Student’s t test
was used to make comparisons between control and
TFP5-treated mice. Values of p ≤ 0.05 were consid-
ered statistically significant. Except where indicated
all other statistical analyses were also as student
T-tests.

RESULTS

Reduction in hyperactivation of CDk5 activity
post TFP5 treatment

The proof of concept in this instance requires
that the TFP5 peptide does, indeed, successfully
and specifically target (i.e., inhibit) overexpression
of p25-induced Cdk5 hyperactivity, reduce AD-like
pathology, improve abnormal behavior and promote
survival. Previous studies have shown that a regimen
of i.p. injections of the TFP5 peptide successfully
passed the blood-brain barrier and reduced cdk5/p25
hyperactivity and AD phenotypes in a 5XFAD mouse
model. This transgenic mouse expresses five human
mutant genes involved in A�PP processing which
may confound the phenotype. The CK-p25Tg mouse,
however, is a better model for p25 overexpression;
within six weeks after p25 induction it develops sig-
nificant neuronal loss in cortex and hippocampus
and displays neurodegeneration and pathological tau
hyperphosphorylation [16, 32]. The entire phenotype

is a result of specific overexpression of p25. To assess
the effect of the peptide, brain tissue lysates har-
vested from the five cohorts (induced and/or treated),
were immunoprecipitated with a cdk5 antibody and
assayed for cdk5 activity (Fig. 2A). The results show
the cdk5 activity levels increase more than 2.5 fold
after p25 induction (in Fig. 2B, compare lane 3
with lane 1, 2). This is consistent with the evidence
of p25 overexpression as reported [16]. Treatment
with TFP5, however, shows a significant reduction
in activity (almost 40%; compare lane 4 with lane 3)
which more closely resembles the CK-p25Tg+DOX
cdk5 activity or that of the WT control; the scrambled
peptide control, however, had no effect on the hyper-
activity which was similar to the untreated p25TgOE
mice. These data show that TFP5 treatment inhibits
hyperactive cdk5 and suggest that TFP5 treatment of
the p25TgOE mouse may also prevent the AD-like
phenotypes induced by cdk5 hyperactivation.

TFP5 inhibits tau and neurofilament
hyperphosphorylation

Hyperphosphorylated tau and neurofilaments con-
tribute to NFTs, a hallmark of AD pathology [1, 16,
33, 34]. Tau contains multiple target sites for phos-
phorylation by several kinases, the principal ones
being cdk5 and GSK3-� [35–38]. Brains of CK-
p25Tg mice, when induced, exhibit high levels of
tau and neurofilament-H/M phosphorylated at PHF
sites Ser202, Ser404, and Thr205 [16]. To deter-
mine whether the TFP5 peptide would affect tau
phosphorylation, we prepared Western blots of brain
lysates from treated and untreated cohort mice using
tau site- specific phospho-antibodies (Fig. 3A, B).
Antibody SMI31 detected phosphorylated neurofila-
ments (p-NF-H/M) and also detects phospho-tau at
64 kDa. Western blot results of the brain lysates from
CK-p25Tg mice show that of the four cohorts only
the untreated p25TgOE mutant (lane 3) displayed
increased levels of p-NF-H/M and p-Tau (25–50%)
as detected by SMI 31, AT8, and pTau 404 anti-
bodies, respectively. Brain lysates from TFP5-treated
p25TgOE mice, however, showed significant reduc-
tion in both p-NF-H/M and p-Tau levels (lane 4,
Fig. 3A-B). Actin antibody was employed to verify
equal loading of the samples.

TFP5 reduces neuro-inflammation

The AD brain in humans and in AD mouse
models is also characterized by neuro-inflammation
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involving activated astrocytes and microglia [39–41].
Activation of astrocytes parallels the accumulation
of A� and microglia; the immune cells of the
brain are activated when in proximity to senile
plaques. Inflammation is a key early phenotype
of the p25TgOE mutant after p25 induction [22,
42] and is ameliorated by the expression of trans-
fected CIP, a larger truncated fragment containing the
P5 sequence. Enhanced neuro-inflammation (almost
five-fold) after p25 induction in brains of p25Tg
OE mutants is significantly reduced (approximately
20–50%) upon TFP5 treatment as displayed in
Western blots using GFAP antibody for activated
astrocytes, Iba-1 for activated microglia and CD 86
for neuro-inflammation (Fig. 4 A, B). Equal load-
ing of the samples was confirmed by immunoblotting
with actin antibody.

TFP5 treatment restores normal synaptic activity
and LTP

It has been shown that forebrain-specific overex-
pression of p25 results in the impairment of LTP in
mouse hippocampus [32]. Moreover, a recent study
indicates that chronic p25 expression is responsi-
ble for synaptic dysfunction in the 5XFAD mouse
model of AD. Therefore, we sought to address
whether TFP5 could affect p25-mediated synaptic
dysfunction in the brain of the p25TgOE mouse.
To do this, we examined LTP at Schaffer-collateral
synapses in hippocampus of p25TgOE mice with
TFP5, scrambled peptides or PBS administration.
Three-month-old CKp25 male mice were fed with
regular diet (off-DOX) for the onset of p25 expres-
sion. During the off-DOX period (6 weeks), we
intraperitoneally injected the mice with TFP5, scram-
bled peptide (Scb), or PBS three times a week
with 40 mg/kg of animal weight. Electrophysiolog-
ical experiments were carried out at 18 weeks of age.
After stable recording of baseline at least 20 min, we
applied two times theta-burst stimulation (TBS) at 10-
s intervals. Consistent with a previous study [43], we
observed significantly impaired LTP in hippocampal
slices from PBS-injected CK-p25Tg mice compared
to littermate controls (Fig. 5A). We found that TFP5
administration completely restored hippocampal LTP
whereas scrambled peptide failed to attenuate LTP
deficits in these animals. The quantitation of these
data shown in Fig. 5B indicates that TFP5 effec-
tively inhibits p25-mediated synaptic dysfunction in
the brain of the p25TgOE mouse.

TFP5 inhibits NMDA-induced cdk5/p25
activation in mouse hippocampal slices

It has been shown that glycine or NMDA stimula-
tion of hippocampal slices induces elevated cdk5/p25
activity within a few minutes. The uptick in activity is
presumed to result from increased availability of p25.
If true, then our hypothesis predicts that treatment of
hippocampal slices with TFP5 should successfully
prevent hyperactive cdk5 under these conditions. The
experiment, including scrambled peptide as control,
is shown in Fig. 6A and indeed shows that TFP5
successfully inhibited cdk5 hyperactivity induced by
stimulation.

A more compelling negative control is illustrated in
a knock-in mutant mouse model in which endogenous
p35 is replaced by a calpain resistant mutant of p35
(�p35KI) to prevent p25 generation. These mutants,
however, exhibit normal endogenous cdk5/p35 activ-
ity. Unable to produce p25, these mice should show
endogenous levels of cdk5/p35 activity unrespon-
sive to TFP5 pretreatment (100 �M for 30 min) and
in Fig. 6B we note that the modest reduction seen
in activity after TFP5 treatment is not significant.
We conclude that TFP5 selectively inhibits aberrant
hyperactive cdk5/p25 activity but not cdk5/p35 physi-
ological activity essential for neural development and
function. It should be further noted that crossing the
�p35KI mutant with the 5XFAD AD mutant resulted
in reduction of A�, synaptic depression, and cogni-
tive impairment. Expression of the calpain resistant
gene was sufficient to reduce the expression of p25
in the hybrid brain.

Spatial working memory deficit is rescued in
p25TgOE mutants after TFP5 treatment

The mice overexpressing p25 (CK-p25Tg) display
a spatial working memory deficit due to neuronal loss
induced by AD-like pathology [16, 32]. Spatial work-
ing memory of CK-p25Tg and WT mice was tested
measuring spontaneous alternation in the Y-maze
(Fig. 7A). A spontaneous alternation value <45%
indicates significant spatial working memory deficit.

The injection paradigm was amended for the
behavioral experiments and the spontaneous alterna-
tion was studied for the five cohorts after 6 weeks
off DOX (Fig. 7A, D). Using the second injection
paradigm, WT mice displayed normal alternation
performance in the Y maze, whereas p25TgOE
mice performed poorly (<45%). The peptide- treated
CK-p25Tg+DOX+T mice performed well with a
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Fig. 6. TFP5 inhibits NMDA-induced cdk5/p25 activation in
mouse hippocampal slices. A) Hippocampal slices from 3 to 5-
month-old WT mice were pre-incubated with TFP5 or scrambled
peptide (100 nM) for 30 min followed by cLTD induction (NMDA
50 �M for 5 min and recovery for 15 min), and then subjected
to cdk5 kinase assay (n = 5 from 3 mice). Control: 100 ± 10.1,
Scrambled + NMDA: 138.2 ± 7.3, TFP5 + NMDA 92.7 ± 10.0,
ANOVA test; p = 0.0097 with post hoc Tukey HSD. B) Cdk5
activity in hippocampal slices from the Dp35KI calpain-resistant
mutant, that fails to produce p25 endogenously or after stimula-
tion, is significantly unaffected by TFP5 treatment. Slices were
preincubated with TFP5 (100 nM for 30 min), then subjected to
a kinase assay after cdk5 immunoprecipitation, Activity, though
slightly less than the untreated control activity, was not significant
(n = 3, p < 0.44 with post hoc Tukey). This is consistent with obser-
vations showing that endogenous brain cdk5/p35 is not inhibited by
TFP5.

spontaneous alternation value well over 50%, com-
parable in value to the WT and CK-p25Tg+DOX
mice, while the untreated and Scb-treated groups
showed similar poor spontaneous alternation perfor-
mance (Fig. 7A).

TFP5 treatment improves other behavioral
defects induced by p25 overexpression

Induction of p25 after DOX removal results in a
40% reduction in fall latency (roto-rod test) which is
significantly restored after TFP5 treatment (Fig. 7B);
again, we see that the scrambled peptide control
has no effect on the abnormal behavior. The motor
defects induced by p25 overexpression are prevented
by TFP5 treatment. The results of the open field
exploration test Fig. 7C) were unexpected; the p25
overexpressing animals (neurotoxic) exhibit hyperac-
tive exploratory behavior compared to saline injected
controls. This effect is not understood other than to
suggest that some motor centers may be affected
in response to high p25 levels. Nevertheless, TFP5
treatment succeeds in inhibiting that hyperactivity
towards control values (compare red curve with
green and blue). Here, too, scrambled peptide has no
effect. It is interesting that the open field anxiety test
(Fig. 7D) showed no significant difference among all
the cohorts.

DISCUSSION

It has been reported that elevated levels of p25
in AD human brains and brains of AD rodent mod-
els specifically hyperactivate cdk5, a key neuronal
kinase, which may contribute to the abnormal tau
and A� pathology of AD [5, 16, 22, 23, 44–47].
Overexpression of p25 and hyperactivated cdk5 have
also been noted in Parkinson’s disease [48] and
Amyotrophic Lateral Sclerosis [4]. According to the
model, p25 derived from cleavage of p35, the normal
regulator of cdk5, accumulates in stressed or aging
brains to form stable, activated cdk5/p25 complexes
that contribute to AD etiology. The model claims that
cdk5/p25 activity is significantly greater in vivo than
the physiologically normal, cdk5/p35 activity. Con-
sistent with this model is the demonstration that p25
induction leads to neurotoxicity [13]. Consequently,
cdk5/p25 has been identified as a therapeutic target
for AD [28].

It should be pointed out, however, that the role of
p25 in the induction and evolution of the AD phe-
notype in humans (or in model systems) is quite
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Fig. 7. Behavioral defects in CK-p25TgOE mice rescued after TFP5 treatment. Various CK-p25 cohorts were tested for behavior assays
including Y maze, Rota-rod and Open field. A) Spatial memory deficit was measured by Y maze assay represented in the bar graph as average
% alternation. The bi-transgenic CK-p25Tg performed poorly (less than 50%) and the poor performance was rescued in the CK-p25TgOE
mice injected with TFP5. Scrambled peptide had no rescue affect. B) Motor deficits were accessed via rota-rod experiments. The average
time (in seconds, as shown in the bar graph) for TFP5 injected CK-p25TgOE mice was comparable to the control cohorts, whereas PBS
or scrambled injected mice could not balance themselves well on the rotating rod. C-D). Open-field test was carried out to observe the
exploratory (total distance travelled over 20 min time) and anxiety behavior (time spent at the center of the box). Even though there was a
significant decrease in the total distance travelled in the open field by TFP5 injected CK-p25TgOE mice compared with PBS or scrambled
injected mice, there was no significant difference in the time spent at center of the open field box between the cohorts. Each column in the
graph represents the mean ± SEM. (n = 10–16 and *p ≤ 0.05, **p ≤ 0.01).

controversial. The human brain data were questioned
with evidence from two laboratories of a significant
downregulation of p25 in frontal cortex of AD brains
[49, 50]. In defense, the Patrick group repeated their
study of human brains, showing a significant increase
in the p25/p35 ratio [51]. Here, too, the results
were doubtful, post-mortem changes complicate the

interpretation of the data. The claim of cdk5/p25
hyperactivity exceeding cdk5/p35 activity has also
been queried. In vitro, it has been shown that catalytic
kinetics for phosphorylation of tau and histone is sim-
ilar for cdk5/p25 and cdk5/p35 [52]. Finally, a more
recent postmortem study only confirmed a reduction
in both p25 and p35 in mild cases of AD, which
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continued unchanged during the more severe AD phe-
notype [53]. Although diverse postmortem changes
may account for the differences [54], to date, there has
been no resolution; in fact the situation has become
even more confusing with the mixed results from
other p25 mouse transgenics initiated at fertiliza-
tion [1, 55]. Robust p25 expression and cdk5 activity
at 4-5 months correlated with tau phosphorylation,
axonopathy, neurodegeneration, and severe motor
defects but no evidence of other AD phenotypes.
Moreover, later studies of the doxycyclin-regulated
p25Tg only added to the confusion; two roles for
p25 were revealed a low-dose, positive physiological
role in memory formation, while a higher sustained
p25 elevation induced neurodegeneration and AD-
like phenotypes [32].

In spite of the controversy, a number of laborato-
ries have shown that specific inhibition of cdk5/p25
activity with compounds such as roscovitine do affect
neuronal degeneration in vitro and in model mice. [15,
39, 56–62]. Roscovitine-like compounds are non-
specific, however; they bind to the ATP binding site
and inhibit cell cycle cdks and other kinases. Hence
more specific inhibitors have been sought. P5, a 24aa
peptide from p35, which, when modified as TFP5 (an
N-terminal FITC fluorescent marker and a C-terminal
TAT sequence to penetrate the blood-brain barrier)
has been shown to specifically inhibit cdk5/p25 in a
5XFAD model mouse and alleviate AD-like pheno-
types (including behavior) without affecting normal
activity of cdk5/p35 [23]. Although a modest level
of cdk5/p25 is produced in these mouse brains, it
is insufficient as proof of the pathological role of
p25, possibly because low, transient p25 levels are
involved in normal synaptic activity [63]. Optimally,
we require a model in which robust, sustained levels
of p25 can be induced and regulated experimentally
to test the efficacy of the TFP5 peptide. The exper-
iments reported here, we believe, have successfully
demonstrated in a p25 transgenic mutant CK-p25Tg
[3, 16], that elevated p25 and hyperactive cdk5 initi-
ate a cascade of AD-like biochemical, physiological
and behavioral events that are ameliorated by specific
TFP5 inhibition of cdk5 hyperactivity.

TFP5 is unique among a large number of cdk5
inhibitors. These are ATP analogues, hydrophobic,
pass cell membranes, inhibit almost all the kinases,
therefore, are toxic. TFP5 is not toxic and inhibits
cdk5 hyperactivity (cdk5/p25) but not the physiolog-
ical activity of cdk5 (cdk5/p35).

Regulated by doxycycline, levels of p25 in CK-p25
transgenics can be selectively expressed to induce the

pathology and abnormal behavior of AD. Animals,
maintained on doxycycline during development and
grown to 12 weeks of age, produce no p25; removal
of doxycycline, however, induces a robust expression
of brain p25. Description of the ensuing phenotype
depends on the number of time points taken for bio-
chemical or behavioral assay, most of which were
between 4- and 12-weeks post induction [3, 16].
For example, robust expression of p25 with upreg-
ulated cdk5 activity was detected at 5-weeks post
induction [16], whereas cdk5 hyperactivity (2X) was
noted 1-week post induction in the same mutant [42].
Although an amyloid response was noted at 2 weeks
[3], in the latter study the earliest event correlating
with cdk5 activity was inflammation at one week
(astrogliosis, i.e., GFAP expression, PLA2 upreg-
ulation, LPC production) followed by microgliosis
(cytokine expression) at 4 weeks. Here, 4-5 weeks
also marked the expression of tau hyperphosphoryla-
tion which increased three fold at 12 weeks, clearly
later than the inflammation response. During this
period neuronal loss was 25–40% by 12 weeks.

Based on a more detailed time-line provided by
Sundaram et al. [42], which includes underlying
mechanisms, we note that 6-week TFP5 peptide
treatment post induction, covers the key events in
development of the AD-like phenotype. Hence, our
behavioral, physiological and biochemical analyses,
though representing a single time point (6-weeks post
induction), evaluate the impact of the peptide treat-
ment during the peak of the early response to p25
activation. We suggest that this is, indeed, a “proof of
concept” test of the hypothesis outlined above.

The peptide, TFP5, was injected at high dose
(120 mg/kg per week for 6 weeks) into activated
transgenics (-DOX). Among the control cohorts were
activated transgenics receiving an equivalent dose of
scrambled peptide. It is clear that at 6-weeks post
induction, cdk5 activity is still 3 X WT controls in
transgenics, whereas activity in TFP5-treated mice is
restored almost to control levels. No reduction is seen
in scrambled peptide controls, however. Moreover, in
response to reduced cdk5 activity, a similar pattern of
recovery is evident in expression of hyperphosphory-
lated neurofilament and tau. It is also noteworthy that
the early inflammatory response induced simultane-
ously with the uptick of hyperactive cdk5/p25 at one
week, is sustained at high levels (3X controls) at 6
weeks in untreated transgenics. Nevertheless, TFP5
treatment succeeds in significantly reducing cytokine
overexpression 20–50%, marking an improvement in
inflammation.
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Within six weeks after p25 expression the
p25TgOE mouse displays a significant loss of neu-
rons coupled to behavioral defects. A memory loss
detected in Y maze tests is most dramatic, joined
by defects in open field exploration and rotorod motil-
ity. No significant change occurred in the open field
anxiety test, however. Here, too, sustained TFP5
treatment in the weeks prior to testing succeeded in
restoring normal behavior in most animals. A sim-
ilar injection regimen with the scrambled peptide
failed to improve any behavioral defect. Consistent
with these results is the successful restoration of
normal LTP activity in the activated p25 hippocam-
pus after 6 weeks of peptide treatment. One would
expect synaptic defects in hippocampal neurons to
contribute to the abnormal behavior at 6-weeks post
induction. Phosphorylated tau and A� upregulation,
which are detected at 4-5 weeks, may be responsi-
ble for behavioral defects but it is more likely that the
longer period of persistent astrogliosis and microglio-
sis is a prime factor in neurodegeneration [64–66].
Inflammation does correlate with neurodegeneration
in a related p25 transgenic also controlled by doxy-
cycline [41]. In this mutant, removal of doxycycline
at 6 weeks of age induces high levels of neuronal
p25 within a week, without affecting cdk5 catalytic
subunit expression. Surprisingly, after 5 months, in
spite of a 44% reduction in brain weight, the mice
appeared in good health and behaved normally and
different simple tests including clasping, walking,
and rotorod, revealed no major clinical problem.
After analysis, however, it was concluded that pro-
gressive neuronal loss in response to p25 expression
was not due to tau phosphorylation, amyloid depo-
sition, nor apoptosis but was evoked by intensive
astrogliosis and microgliosis in cortex and hippocam-
pus as documented by a rapid rise of GFAP and CD45
markers, barely 2 weeks after induction [41]. Prelim-
inary data suggested that inflammation was induced
by activation of astrocytes and microglia by a soluble
factor released from p25-overexpressing and dying
neurons.

Subsequent studies confirmed this hypothesis and
provided additional molecular details as to the
mechanism initiating inflammation [42]. Briefly,
they have shown that hyperactive cdk5/p25 in neu-
rons activates cytosolic phospholipase A2 (cPLA2)
which hydrolyzes phosphatidylcholine to produce
lysophosphatidylcholine (LPC). Soluble LPC is
released from neurons and activates glial synthe-
sis of various chemokines and cytokines that trigger
inflammation. They, too, noted the early rise of

GFAP one-week post p25 induction and the sustained
inflammation peaking at 6 weeks. One should note,
therefore, that in our experiments, TFP5 treatment
was intense throughout this period, inhibited cdk5
activity and at 6 weeks we could show a significant
down-regulation of inflammation.

Variability in the timing of events in development
of the phenotype in the CK-p25 Tg model mouse, as
reported in three different laboratories, is not surpris-
ing. The time points at which sampling occurs either
for biochemical or histochemical assay are different
in each laboratory as is the specific bias adopted as
relevant to the onset of the pathology. Future stud-
ies of the kinetics of inhibition by these peptides
will require a thorough pharmacokinetic and phar-
macodynamic analysis of the fate of the peptide after
injection. How much penetrates the brain, in what
form, and for how long need to be determined. Its
precise mechanism of action in vivo may then be
accessible for analysis.

It is becoming evident that p25 is essential in
increasing synaptic density during spatial memory
formation under normal physiological conditions [32,
63, 67–71]. This is probably true for transient, low
levels of p25 expression occurring during NMDA-
induced long term depression [72], or glycine evoked
long-term potentiation [71]. Presumably, these Ca-
mediated synaptic events activate calpain cleavage
of p35 to p25, which, in turn, initiate synthesis of key
synaptic proteins [53].

Cdk5 has been identified as a key player in synaptic
activity underlying plasticity and memory forma-
tion [73, 74]. Moreover, cdk5 phosphorylation of the
NR2A subunit of the NMDA receptor is involved in
regulation of NMDAR receptors [75]. More recently,
inhibition of cdk5 phosphorylation of the NR2B
receptor improves synaptic plasticity and increases
expression of spines at the dendritic surface [76].
Activation and/or inhibition of cdk5 phosphoryla-
tion of the NMDA receptor at serine 1116, regulates
synaptic plasticity and memory formation; inhibi-
tion of activity with a small interfering peptide
targeting the NR2B sequence affected cdk5 activ-
ity, promoted synaptic transmission and enhanced
memory [76]. We see that synaptic stimulation that
elevates p25 at the synapse should engage a net-
work underlying LTP and memory regulation. Our
study with TFP5 peptide carried out in a model
mouse exhibiting an unusually robust overexpres-
sion of p25 affected the later stages of neuro-
degeneration when synaptic function is seriously
compromised.
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