
©
20

14
 L

an
de

s 
B

io
sc

ie
nc

e.
 D

o 
no

t d
is

tri
bu

te
.

 Report

www.landesbioscience.com	 Cell Cycle	 1617

Cell Cycle 13:10, 1617–1626; May 15, 2014; © 2014 Landes Bioscience

Report

Introduction

Chronic kidney disease (CKD) is a progressive and irrevers-
ible loss of the kidney function characterized by a lower glo-
merular filtration rate below 50%.1 Two types of treatment are 
currently applied to patients with CKD: dialysis (hemodialysis or 
peritoneal dialysis) and renal transplantation. When transplanta-
tion is possible, patients’ half-life and quality of life increase.1 
However, 25% of available kidneys are discarded for transplan-
tation. It is known that short periods of ischemia are sufficient 
to induce pathophysiological events in renal tubules that could 
compromise transplant viability. Kidneys are susceptible to alter-
ations in oxygen supply in procedures of organ transplantation 
protocols,2 particularly due to an increase in both reactive oxygen 
species and inflammatory response activation, and to the appear-
ance of cell death, since susceptible, or early damaged cells, find 
the energy needed to carry out these processes at the time of 
reperfusion after transplantation.3 Research into new protocols 
to define preconditioning conditions that could render an organ 
resistant to ischemic insults is an area that receives increasing 
interest, from which new concepts emerge. We hypothesized that 
cell cycle arrest using CDK inhibitors may allow cells to initiate a 
process to repair ischemia-induced early damage in kidney tissues 
to later prevent reperfusion-induced damage. It has been previ-
ously proposed that cyclin-dependent kinases (CDK) participate 
in ischemia-induced neuronal death,4 and that CDK inhibitors 
provide protection.5 Here we report that the CDK inhibitors 
roscovitine6 and TAT-NBI17,8 provide protection against cell 
death in a well-established ischemia/reperfusion (I/R) model 
in porcine renal tubular cells (LLC-PK1).9 When analyzing the 
molecular mechanism, we found the protective effect required of 

CDK5. CDK5 is an atypical member of the CDK family10,11 that 
is highly conserved in mammals and is expressed in all tissues, 
although the highest expression levels are observed in the central 
nervous system.12 CDK5 is regulated by p35 and p39 proteins, 
and also by p25, a calpain-generated proteolytic fragment of 
p35.11,13 Furthermore, cyclin I has also been described as a regula-
tory protein of CDK5.13-15 Cyclin I is constitutively expressed in 
cells, including differentiated cells, and cyclin I-null mice pres-
ent no developmental abnormalities or phenotypic abnormali-
ties.16 However, the podocytes of these mice are more susceptible 
to apoptosis, while an increased expression of cyclin I prevents 
podocyte cell death both in vitro and in vivo.16 In these studies, 
we investigated the molecular mechanism by which CDK/cyclin 
inhibitors roscovitine and TAT-NBI1 protect renal tubular cells 
from I/R-induced death. We also show that TAT-NBI1 facilitates 
the formation of the complex CDK5/cyclin I to offer protection 
against I/R-induced death.

Results

CDK inhibitors increase cell viability in an ischemia/reper-
fusion-induced cell death model in renal tubular cells

To investigate the potential role of CDK/cyclin inhibitors in 
cell recovery of the kidney cells subjected to ischemia/reperfu-
sion (I/R), we selected the general CDK/cyclin inhibitor rosco-
vitine6 and the ATP non-competitive inhibitor TAT-NBI1.7,8 
The cellular model we used was the I/R model developed 
from an epithelial cell line deriving from pig kidney proximal 
tubule cells (LLC-PK1).9 In this cell model, cells are subjected 
to hypoxia (1% O

2
) and hypercapnia (18% CO

2
) for 24 h, and 
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Ischemia reperfusion processes induce damage in renal tubules and compromise the viability of kidney transplants. 
Understanding the molecular events responsible for tubule damage and recovery would help to develop new strate-
gies for organ preservation. CDK5 has been traditionally considered a neuronal kinase with dual roles in cell death and 
survival. Here, we demonstrate that CDK5 and their regulators p35/p25 and cyclin I are also expressed in renal tubular 
cells. We show that treatment with CDK inhibitors promotes the formation of pro-survival CDK5/cyclin I complexes and 
enhances cell survival upon an ischemia reperfusion pro-apoptotic insult. These findings support the benefit of treating 
with CDK inhibitors for renal preservation, assisting renal tubule protection.
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are subsequently treated under normoxic conditions for 24 h 
(5% CO

2
) (Hx-Hp/Nx). Both roscovitine17 and TAT-NBI17,8 

induced cell death in tumor cell lines. Then we first determined 
the sensitivity of the LLC–PK1 cell line to these compounds in 
order to define sublethal concentrations. From the dose response 
curves, we selected 5 μM as an appropriate compound concen-
tration, because the extent of cell death induced in LLC-PK1 
under normal (normoxic) conditions was always below 20% 
(Fig. S1). Then, LLC–PK1 cells were subjected to Hx–Hp/
Nx conditions in the presence and absence of the CDK/cyclin 
inhibitors. In the vehicle control-treated cells, Hx–Hp/Nx con-
ditions induced cell death (Fig. 1A), which was characterized by 
increased caspase-3/-7 activity (Fig. 1B). The presence of CDK/
cyclin inhibitors enhanced cell viability under Hx–Hp/Nx con-
ditions, together with diminished caspase-3/-7 activity (Fig. 1A 
and B). It should be mentioned that despite the differences found 
in in vitro activity, the obtained cell recovery and diminished 
caspase-3/7 activity were similar for roscovitine and TAT-NBI1 
when cells were treated with identical concentrations of these 
compounds (Fig. 1).

Molecular mechanism of cell death protection provided by 
treatment with CDK/cyclin inhibitors

CDK/cyclin inhibitors have been proven to have a beneficial 
effect on ischemia-induced neuronal death through a CDK5-
dependent mechanism. In these cellular models, CDK5 was 
implicated directly in the cell death mechanism, and the use of 
CDK5 inhibitors avoids neuronal damage.18,19 Nevertheless, the 
role of CDK5 in other cellular types, such as podocytes, is still an 
active research area.20 Both TAT-NBI1 and roscovitine in vitro 
inhibited the activity of the complex CDK5/p35 with the IC

50
 

values of 7 μM (Table S1) and 0.2 μM,21 respectively. Thus, we 
evaluated the protein expression levels of CDK5 and its regulatory 
proteins, p35/p25 and cyclin I, in LLC–PK1 renal tubular cells 
in normoxia and Hx-Hp/Nx in the absence or presence of rosco-
vitine and TAT-NBI1 (Fig. 2A and B). The CDK5 protein levels 
remained constant regardless of treatment type. In contrast, the 
levels of p35/p25 increased under Hx–Hp/Nx conditions in the 
absence of the inhibitors (Fig. 2A and B). However, the p35/25 
protein levels were reversed to control levels in the presence of the 
CDK/cyclin inhibitors (Fig. 2A and B). In contrast, Hx–Hp/Nx 
 conditions induced a decrease in the protein levels of cyclin I, 
which did not occur in the presence of the CDK/cyclin inhibi-
tors (Fig. 2A and B). Recent reports suggest a possible role for 
CDK5 and cyclin I in cell survival through the modulation of the 
MEK–ERK pathway in podocytes.14,15,20 To determine whether 
the MEK–ERK pathway is involved in the CDK/cyclin inhib-
itors-mediated protection of LLC–PK1 cells under Hx–Hp/Nx 
conditions, we evaluated the phosphorylation levels of ERK1/2. 
Under normoxia conditions, the CDK/cyclin inhibitors did not 
influence the phosphorylation levels of ERK1/2 (Fig. 2C and D). 
In contrast, a number of modifications were noted when cells 
were subjected to Hx–Hp/Nx conditions. When CDK/cyclin 
inhibitors were absent, such conditions gave rise to a sharp drop 
in the phosphorylation levels, particularly of ERK1 (44 kDa), 
which would imply loss of cell survival signals. Interestingly, 
the ERK1 phosphorylation levels were similar to those observed 
under normoxic conditions, when cells were subjected to Hx-Hp/
Nx in the presence of TAT-NBI1 or roscovitine (Fig. 2C and D). 
Loss of survival signals induced apoptosis, which, in LLC–PK1 
cells under Hx–Hp/Nx conditions, was concurrent with an accu-
mulation of damaged DNA, as demonstrated by the increased 
phosphorylation of histone 2A.x (H2A.x) at Ser139 and by the 
reduced phosphorylation of DNA damage effector checkpoint 
kinase 1 (Chk1) (Fig. 2C).22,23 These symptoms were prevented 
in the presence of the CDK/cyclin inhibitors (Fig. 2C and D).

Taken together, these results suggest that CDK5 plays a key 
regulatory role in the resolution to cell death or to survival in 
the cellular pathways related to I/R-induced damage. We there-
fore examined whether CDK5 is in fact crucial for the process 
by silencing CDK5 in LLC–PK1 cells. Surprisingly, the silencing 
of CDK5 did not affect apoptosis in tubular renal cells, which 
occurs in other cellular damage models in neural or podocyte 
cells.13,14,24-26 Nevertheless, treatment of LLC–PK1 cells with 
CDK5 siRNA, but not with the control random siRNA, precluded 
the beneficial effect of CDK/cyclin inhibitors on Hx-Hp/Nx- 
induced caspase-3/7 activity (Fig.  3A). Interestingly, in the 

Figure 1. CDK inhibitors increase cell viability in a model of ischemia/
reperfusion-induced cell death in renal tubular cells. LLC–PK1 cells were 
either maintained in Nx (white bars) or subjected to Hx–Hp conditions 
(1.5% O2; 18% CO2). After 24 h, cells were treated (gray bars) or not (black 
bars) with TAT-NBI1 (1 and 5 μM) or roscovitine (1 and 5 μM) and were 
maintained under Nx conditions (21% O2; 5% CO2) for 24 h. (A). Cell sur-
vival was measured by the trypan blue exclusion assay. (B) Caspase-3/7 
activity was measured under the conditions described above. In all cases, 
data are expressed as the mean ± SE (n > 3). (***P < 0,0001; **P < 0,01).
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presence of CDK5 siRNA, the protein 
levels of p35/p25, which increased under 
Hx–Hp/Nx conditions, remained con-
stant, even in the presence of CDK/
cyclin inhibitors, while the Hx-Hp/
Nx-induced low levels of cyclin I were 
not recovered by treatment with the 
CDK/cyclin inhibitors (Fig. 3B and C). 
These results indicate that upon CDK5 
silencing, cells are susceptible to Hx-Hp/
Nx-induced apoptosis, characterized by 
lower levels of ERK1/2 phosphorylation 
and increased γ-H2Ax phosphorylation 
(Fig. 3B and C), but they cannot engage 
in CDK/cyclin inhibitors-mediated 
recovery programs. To confirm these 
results, we turned our attention to using 
CDK5 dominant-negative construc-
tions (DNcdk5).27 DNcdk5 competes 
with the endogenous CDK5 protein 
to bind to its activators and substrates. 
However, DNcdk5 has a point mutation 
at the catalytic site and is, thus, cata-
lytically inactive.27 LLC–PK1 cells were 
transfected with either the DNcdk5 
construct or a recombinant vector 
expressing wild-type CDK5 (WtCDK5) 
as a control and compared with non-
transfected cells (Fig. 4). As observed in 
the CDK5 siRNA-treated cells (Fig. 3), 
DNcdk5 cells were also induced to 
apoptosis under Hx–Hp/Nx condi-
tions, as demonstrated by the activation 
of caspase-3/7 activity, which was not 
inhibited in the presence of CDK/cyclin 
inhibitors (Fig. 4A). As expected, when 
cells were transfected with WtCDK5 
and were subjected to Hx–Hp/Nx con-
ditions, they start the apoptosis pro-
gram, which was inhibited with CDK/
cyclin inhibitors. However, unlike the 
control cells, higher concentrations of 
inhibitors were required for effective 

Figure 2. TAT–NBI1 treatment restores the 
normoxic phenotype in the LLC–PK1 Hx–
Hp/Nx model. LLC–PK1 cells were treated 
as indicated in Figure 1. The expression of 
CDK5, p35/p25, cyclin I in total cell extracts 
was analyzed by western blot in the pres-
ence of (A) TAT-NBI1 or (B) roscovitine. An 
analysis of the phosphorylation levels of 
ERK1/2, H2A.x ,and Chk1 detected by the 
western blotting of the cells treated with 
(C) TAT-NBI1 or (D) roscovitine, respectively. 
A densitrometric analysis of the western 
blots from 3 independent experiments are 
shown in the right-hand panels.
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apoptosis inhibition (Fig.  4B). These data collectively suggest 
that CDK5 activity is required for the cell protection mechanism 
provided by CDK/cyclin inhibitors, although the presence of an 
excessive CDK5 concentration in the cell nullifies this effect, or 
at least makes it difficult. It is noteworthy that CDK5 does not 
appear to be involved in the cell death mechanism induced by 

Hx-Hp/Nx, since its silencing did not affect the apoptosis levels, 
although it was required for the cell recovery programs. These 
results suggest that CDK5 plays a dual regulatory role in exert-
ing control on cell survival or cell death induced by I/R insults, 
depending on the molecular context. Such a role may relate to 
the regulatory subunit with which CDK5 is associated. Therefore, 

we decided to analyze the relevance of 
these subunits in the recovery mecha-
nism mediated by CDK/cyclin inhibi-
tors in LLC–PK1 cells.

For this purpose, we downregu-
lated the expression of cyclin I by 
siRNA and measured the protein 
levels of the related proteins (Fig.  5). 
In the knocked-down cyclin I cells 
subjected to Hx–Hp/Nx conditions, 
CDK inhibitors lost the beneficial 
effect, as in CDK5 silencing. In fact, 
caspase-3/7 activity was not modi-
fied when knocked-down cyclin I cells 
were subjected to Hx–Hp/Nx condi-
tions in either the absence or presence 
of CDK/cyclin inhibitors (Fig.  5A). 
Moreover, treatment with the com-
pounds increased ERK1/2 phos-
phorylation and diminished γ-H2A.x 
phosphorylation under normal basal 
conditions (Fig. 5B and C). Yet when 
the cyclin I levels were downregulated, 
neither TAT-NBI1 nor roscovitine 
modified the phosphorylation levels 
of these proteins. These data suggest a 
pronounced effect of cyclin I silencing 
on the CDK/cyclin inhibitors-based 
escape from Hx–Hp/Nx conditions-
induced cell death, and demonstrate 
that the anti-apoptotic effect of CDK/
cyclin inhibitors requires cyclin I to be 
present in the cell.

Having shown that the CDK5/
cyclin I complex contributes to the 
cell recovery program, we went on to 
evaluate the role of p35. To this end, 
the p35 expression was reduced by 
transfection with siRNA against p35. 
Reducing the p35 levels had a similar 
biological effect to that observed when 
the cells subjected to Hx-Hp/Nx were 
treated with TAT-NBI1 or roscovitine. 
Both the siRNA-induced decrease 
of p35 and TAT-NBI1/roscovitine 
treatment reduced the Hx-Hp/Nx- 
induced activation of caspase-3/-7 
activity (Fig.  6A) and increased the 
cyclin I levels (Fig. 6B and C). Based 
on these data, we hypothesized that 

Figure 3. CDK5 is not involved in apoptosis induction, but is required to engage the TAT-NBI1 treat-
ment-induced recovery program. LLC–PK1 cells were untreated or transfected with a control (random) 
or a CDK5-specific siRNA. After 24 h of silencing, cells were treated as indicated in Figure 1. (A) The 
caspase-3/7 activity of the cytosolic extracts from treated cells. Error bars represent the mean of 3 
experiments ± sd. The expression of CDK5, p35/p25, cyclin I, and the phosphorylation levels of ERK1/2 
and H2A.x were analyzed by western blot in the cells treated either with TAT-NBI1 (B) or roscovitine (C). 
The densitrometric analysis of the western blots from 3 independent experiments are shown in the 
right-hand panels.
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CDK inhibitors induce CDK5/cyclin I to probably compete for 
the binding of CDK5 to p35. In order to evaluate the influence 
of CDK inhibitors on the multiple equilibria between CDK5 and 
its regulatory subunits, we performed co-immunoprecipitation 
experiments. The cellular extracts from the LLC–PK1 control 
cells or from those cells subjected to Hx–Hp/Nx conditions in 
the presence or absence of TAT-NBI1 were prepared and used to 
immunoprecipitate CDK5. A western blotting analysis revealed 
that the immunoprecipitation of CDK5 was effective, and that 
the amount of precipitated protein was not influenced by Hx–
Hp/Nx conditions (Fig.  7A and B). WB with anti-p35/p25 
manifested the presence of p35/p25 in the precipitated material, 
suggesting the formation of CDK5/p35/p25 complexes (Fig. 7A). 
These complexes increased under Hx–Hp/Nx conditions, but 
reverted back to the control levels in the presence of TAT-NBI1 
(Fig. 7A and B). Interestingly, when anti-cyclin I was employed 
to develop WB, we also obtained evidence for the presence of 
CDK5/cyclin I complexes, but showing the opposite behavior. 
The CDK5/cyclin I complexes decreased under Hx–Hp/Nx 
conditions, but increased in the presence of TAT-NBI1. Thus, 
TAT–NBI1 and roscovitine treatments 
favor CDK5/cyclin I over CDK5/p35 
complexes as part of their mechanism 
of action to protect cells from Hx–Hp/
Nx-induced apoptosis. To evaluate the 
relevance of our findings for in vivo 
studies, we performed immunohis-
tochemistry assays in rat kidneys and 
showed the expression of CDK5 and 
its regulatory subunits, cyclin I and 
p35/p25, in renal tubules (Fig. 7C).

Discussion

CDK5 has been discovered to be 
a non-canonical CDK, given its asso-
ciation with non-cyclin-like regula-
tory subunits p35/p25 and p39. As 
the expression of p35/p25 is restricted 
mainly to neurons, CDK5/p35 activity 
has been studied chiefly in neuronal-
specific functions. In neurons under 
different stress stimuli, such as isch-
emia/reperfusion,4,28 given its associa-
tion with p35, CDK5 plays an active 
role in the cell death induction process. 
In these models, CDK5 inhibition 
by classical CDK inhibitors, such as 
roscovitine, induces cell recovery.19,29-31

Nonetheless, the wide tissue distri-
bution of CDK5 across cells and tissues 
suggests that the function of CDK5 
is not restricted to neurons. Indeed, 
in recent years, novel regulatory pro-
teins such as cyclins I or G have been 

described, and the activation of CDK5 has been involved in 
multiple cellular processes.32,33 Regarding kidney, in podocytes, 
which are the postmitotic kidney cells responsible for glomerular 
filtration processes, the involvement of CDK5, p35, and cyclin 
I in cell survival processes has been demonstrated.13,16 Double 
KO mice p35 and cyclin I exhibit a normal kidney phenotype, 
although glomerular disease induction triggers exacerbated 
apoptosis activation. These results highlight the involvement of 
CDK5 and its regulatory proteins in the cell survival processes 
linked to stress situations.15 Therefore, the balance between dif-
ferent CDK5 regulators, their cellular localization, and cell type 
seem to be key factors in determining the role of CDK5 in the 
equilibrium between cell survival and cell death.

Renal transplants in patients who present proximal tubular 
dysfunction produce functional alterations associated with a 
progressive decrease in the renal function.34 Therefore, protec-
tion of renal tubular cells would notably improve transplanta-
tion quality. In this report, we have studied the effect of CDK 
inhibitors on the prevention of Hx–Hp/Nx damage in renal 
tubular cells. Collectively, our data indicate that treatment with 

Figure 4. CDK5 activity is required to activate the TAT-NBI1 treatment-induced recovery program. LLC–
PK1 cells were transfected with a mock vector or with dominant-negative Cdk5 (DNcdk5) (A) or WtCDK5 
(B). After 24 h of transfection, cells were treated as indicated in Figure 1, and the caspase-3/7 activity 
of cytosolic cell extracts was measured under the conditions described above. The cellular extracts of 
the LLC–PK1 cells were analyzed by western blot for the overexpression of CDK5 (right-hand panels).
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CDK5 inhibitors prevents Hx–Hp/Nx damage in renal tubular 
cells by disrupting the equilibrium state of CDK5 and by trig-
gering the implication of the CDK5/cyclin I complex in the 

cell recovery process (Fig.  8). We 
demonstrate that the presence of 
CDK5 is necessary for Hx–Hp/
Nx renal tubular cell recovery, and 
that CDK5 activity is required 
for roscovitine- and TAT-NBI1-
mediated apoptosis protection, 
because the overexpression of 
DNcdk5 avoids cell recovery. In 
fact, silencing cyclin I hinders the 
protective action of compounds, 
but, in contrast, p35 silencing has 
a protective effect itself. Overall, 
the results obtained fit a model 
in which roscovitine and TAT-
NBI1 preferentially inhibit the 
CDK5/p35/25 complex. Cyclin 
and cyclin-like proteins are pro-
teolytically unstable unless associ-
ated with their CDK partners.35,36 
Then, once the complex has been 
inhibited, the p35 protein would 
be degraded, and the CDK5 pro-
tein would be free to interact with 
cyclin I to stabilize the protein. 
This model is supported by the 
data reported in the bibliography, 
where the IC

50
 determined for 

CDK5/p35 with roscovitine is 0.2 
μM,21 while 50 μM concentrations 
were needed to partially inhibit the 
CDK5/cyclin I complex.14 In the 
case of the TAT–NBI1 peptide, the 
IC

50
 determined for CDK5/p35 is 

7 μM (Table S1). The IC
50

 value 
for the CDK5/cyclin I complex 
has not been in vitro determined 
due to cyclin I purification prob-
lems. Nevertheless, the mechanism 
of action of TAT-NBI1 is based 
on TAT-NBI1 binding to a cyclin 
groove present in cyclin A that is 
non-existent in cyclin E.7 TAT-
NBI1 specificity is reflected in the 
IC

50
s obtained for both complexes 

(Table S1). The molecular model-
ing studies of cyclin I described in 
the bibliography show that cyclin 
I is a homolog to cyclin E,37,38 
thereby supporting the differential 
inhibition proposed for TAT-NBI1 
of both complexes.

Therefore in our model, Hx–
Hp/Nx conditions would bring about a decrease in the cyclin I 
protein levels to favor the formation of the CDK5/p35 complex. 
These changes would lead to the loss of pro-survival signaling 

Figure 5. CDK5/cyclin I complex contributes to the cell recovery program. LLC–PK1 cells were untreated or 
transfected with control (random) or cyclin I-specific siRNA. After a 24 h post-transfection, cells were treated 
as described in Figure 1 (A). The caspase-3/7 activity of the cytosolic cell extracts was measured under the 
conditions described above. In all cases, bars represent the mean of 3 experiments ± sd (B). The western 
blot analysis for the expression of cyclin I, CDK5, p35/p25, and the phosphorylation levels of ERK1/2 and 
H2A.x in cellular extracts. The densitrometric analysis of the western blots from 3 independent experiments 
are shown in the right-hand panels.
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induced by the CDK5/cyclin I 
complex. We propose that treat-
ment with CDK5 inhibitors at low 
concentrations can affect mainly 
the CDK5/p35 complex without 
affecting the activity of the CDK5/
cyclin I complex. This differential 
inhibition would promote the deg-
radation of p35, the stabilization of 
the CDK5/cyclin I complex, and 
the engagement of a cell survival 
program that would protect cells 
from Hx–Hp/Nx-induced damage 
(Fig. 8).

Hence, treatment of kidneys 
with CDK5 inhibitors has the 
dual benefit of increasing survival 
of not only podocytes, but also of 
the renal tubular cells subjected 
to ischemic damage. These results 
further highlight the need to in 
vivo evaluate CDK inhibitors as 
potential drugs for use in differ-
ent stages of the kidney transplant 
process.

Materials and Methods

Antibodies, chemicals, and cell 
lines

Antibodies for phospho-Chk1 
(#23425), γ-H2A.x (Ser 139) 
(#9718S), CDK5 (#2506) were 
obtained from Cell Signaling. 
Cyclin I (sc-5547), p35/p35 (sc-
820), and phospho-ERK1/2 (sc-
7383) were acquired from Santa 
Cruz Biotechnology. Tubulin 
(T8203) was purchased from 
Sigma-Aldrich. TAT-NBI1 
was synthesized as previously 
described7 and is also available 
from Calbiochem (238808), while 
roscovitine (R7772) was obtained 
from Sigma-Aldrich. pCMV-
HA-tagged Cdk5 (#1872) and 
HA-tagged dominant-negative 
(D145N) Cdk5 (#1873) (both) 
were purchased from Addgene.

Cell lines
Proximal tubular porcine 

LLC-PK-1 cells were obtained 
from ATCC. Cells were grown in M199 supplemented with 
3% FBS and were maintained at 37 °C in a 5% carbon dioxide 
atmosphere.

Model renal ischemia–reperfusion (I/R) injury in LLC-PK1
LLC–PK1 proximal tubule cells were grown to form a conflu-

ent monolayer in a 6-well plate format at a cellular density of 4 

Figure 6. p35 siRNA had a similar biological effect to the treatment with CDK5 inhibitors. LLC–PK1 cells 
were untreated or transfected with control (random) or p35 specific siRNA. After 24 h of silencing, cells were 
treated as indicated in Figure 1. (A) The caspase-3/7 activity of the cytosolic cell extracts was measured. 
In all cases, bars represent the mean of 3 experiments ± sd. (B) The cellular extracts of the LLC–PK1 cells 
treated as described above were analyzed by western blot for the expression of p35/p25, CDK5 and cyclin 
I. A densitrometric analysis of the western blots from 3 independent experiments are shown in the right 
panels.
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× 105 cells/well. Then cells were subjected to hypoxia–hypercap-
nia conditions (Hx-Hp) (1.5% O

2
; 18% CO

2
). After 24 h, cells 

were treated with the compounds at the indicated concentrations 
and were maintained under normoxia conditions (Nx) (21% O

2
; 

5% CO
2
) for an additional 24-h period.9

Cell viability assays
For the trypan blue cell viability assays, cell suspensions were 

stained with trypan blue 0.004% (1:1), and cells were counted 
using a hemocytometer. Viability values were calculated in rela-
tion to the control cells maintained under normoxia conditions.

Caspase 3/7 activity measurements
LLC–PK1 cells were lysed in extraction buffer (50 mM 

PIPES, 50 mM KCl, 5 mM EDTA, 2 mM MgCl
2
, 2 mM 

DTT, supplemented with protease inhibitors). After 3 freeze 
and thaw rounds, cell lysates were centrifuged at 14 000 rpm for 

5 min, and supernatants were collected. 
Quantification of the total protein con-
centration was performed using the BCA 
protein assay (Thermo Scientific). Total 
protein (50 μg) was mixed with 200 μL 
of caspase assay buffer (PBS, 10% glyc-
erol, 0.1 mM EDTA, 2 mM DTT) con-
taining 20 μM of Ac-DEVD-afc (Enzo 
Life Sciences) of the caspase-3 substrate. 
DVDase activity was continuously 
monitored following the release of fluo-
rescent afc at 37 °C with a Wallac 1420 
Workstation (λexc = 400 nm; λem  = 
508 nm).

Kinase activity assays
TAT-NBI1 IC

50
 vs. different kinases 

(in vitro pharmacology kinase assays) 
were either previously described in refer-
ences 7 and 8 or performed by Cerep.

Western blot analysis
Whole-cell extracts were obtained 

by lysing cells in a buffer containing 25 
mM TRIS-HCl pH 7.4, 1 mM EDTA, 
1 mM EGTA, 1% SDS, plus protease 
and phosphatase inhibitors. The pro-
tein concentration was determined by 
the BCA protein assay. Samples were 
separated by SDS-PAGE and blot-
ted on a nitrocellulose membrane. The 
membrane was incubated in 5% nonfat 
milk powder in TBS solution (10 mM 
TRIS-HCl, pH 8.0, 150 mM NaCl), 
and the blot was incubated overnight at 
4 °C with primary antibodies, followed 
by incubation with appropriate horse-
radish peroxidase secondary antibodies 
(GE Healthcare). Proteins were visual-
ized using enhanced chemiluminescence 
technology (GE Healthcare).

Gene silencing with small interfer-
ing RNA

The siRNA for CDK5 mRNA (#6216) and the negative con-
trol siRNA (#6568) were purchased from Cell Signaling. The 
siRNAs for p35 and Cyclin I were acquired from Santa Cruz 
Biotechnology (sc-36153 and sc-35141, respectively). siRNA 
oligonucleotides were transfected in Optimem at the recom-
mended concentrations using Lipofectamine 2000 (Invitrogen), 
according to the manufacturer’s instructions. At 24-h post-
transfection, cells were incubated under Hx–Hp conditions, 
treated with the compounds, and maintained under Nx condi-
tions for 24 h.

DNcdk5, WtCDK5 transfection conditions
LLC–PK1 cells were seeded in 6-well plates at a cellular den-

sity of 4.5 × 105 cells/well and were transfected with 2 μg of DNA 
using Lipofectamine 2000 (Invitrogen), following the manufac-
turer’s instructions.

Figure  7. CDK5 inhibitors favored the formation of CDK5/cyclin I complexes to promote cellular 
recovery mechanisms. Cells were treated as described in Figure 1. (A) Immunoprecipitation (IP) of 
the CDK5 protein in the LLC–PK1 cell lysates probed with the CDK5, cyclin I and p35/p25 antibodies. 
S, supernatant. (B). A non-relevant immunoglobulin (IgG) was used as the control for non-specific 
immunoprecipitation. Control IP and total cell lysates (inputs) were immunoblotted with the CDK5, 
cyclin I, and p35/p25 antibodies. A densitrometric analysis of the western blots from 3 independent 
experiments are shown in the right panels. (C) Immunohistochemistry analysis of rat kidneys show-
ing morphological hematoxylin and CDK5, cyclin I and p35/p25 staining of the tubular renal cells.
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Immunoprecipitation studies
LLC-PK-1 cells were treated as described above, and 1 mg 

of cell extract was used for the immunoprecipitation analysis. 
The Co-IP kit (Pierce Classic IP Kit #26146) was used for the 
CDK5 immunoprecipitation studies to reduce IgG light- and 
heavy-chain contamination according to the manufacturer’s 
instructions.

Immunohistochemistry analysis
Indirect immunoperoxidase immunostaining was per-

formed on formalin-fixed paraffin-embedded kidney specimens 
from normal rat. Briefly, 5-μm cut tissue sections were depa-
raffinized in xylol and rehydrated in graded ethanol. Antigen 
retrieval was performed by heating tissue sections in 0.1 M 
citrate solution (pH 6.0) using autoclave, and endogenous per-
oxidases were blocked with 3% hydrogen peroxide. Sections 
were blocked in PBS-T (PBS with 0.3% Triton X-100) with 
5% goat serum for 30 min and then incubated for 1 h at room 
temperature with primary antibody. The sections were washed 
repeatedly in PBS before incubation with anti-rabbit HRP con-
jugated secondary antibody (Sigma) for 1 h at room tempera-
ture. 3,3-diaminobenzidine (Dako) was used as chromogen. 

Slides were counterstained with hematoxylin, dehydrated, and  
coverslipped.
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Figure 8. Proposed model for the CDK5-mediated cell recovery of kidney tubular cells from Hx–Hp/Nx damage. (A) Under Nx conditions, CDK5 main-
tains a binding equilibrium between both partners p35/p25 and cyclin I signaling to cell survival. (B) Hx–Hp/Nx conditions would produce a decrease in 
the cyclin I protein levels to favor the formation of the CDK5/p35 complex. These changes would lead to the loss of pro-survival signaling induced by the 
CDK5/cyclin I complex. (C) Under Hx–Hp/Nx conditions, treatment with the CDK5 inhibitors would affect the CDK5/p35 complex without affecting the 
activity of the CDK5/cyclin I complex. This differential inhibition would promote the degradation of p35, the stabilization of the CDK5/cyclin I complex, 
and the engagement of a cell survival program.
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