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Aim. Serine/threonine protein phosphatase 5 (PP5) is a unique member of serine/threonine phosphatase family,
comprises a regulatory tetratricopeptide repeat (TPR) domain and regulates many cell signaling pathways.
Here, we describe the development of a PP5 specific monoclonal antibody (mAb) and characterize its suitability
for Western blotting and immunoprecipitation. Methods. Hybridoma technology has been used for monoclonal
antibody generation. Immunization was carried out with recombinant mouse PP5 expressed in Escherichia coli
as a GST-tagged fusion protein. Results. mAb against PP5 has been generated. Conclusions. Generated mAb
specifically recognizes recombinant and endogenous mouse and rat PP5 and is suitable for Western blotting and
immunoprecipitation. This mAb will be useful tool for investigations of PP5 physiological role.
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Introduction. Serine/threonine protein phosphatase 5
(PP5) is a member of the PPP family of serine/threoni-
ne phosphatases, which includes PP1, PP2A, PP2B,
PP2C, PP4, PP6 and PP7[1]. PP5 possesses four N-ter-
minal tetratricopeptide repeat (TPR) domains [2],
which are implicated in protein-protein interactions [3—
8]. The catalytic activity of PP5 was reported to be inhi-
bited in vitro by an okadaic acid/cantharidin/microcys-
tin and activated by arachidonic acid [2, 9]. Although,
PP5 is highly conserved among species the biological
and pathological role of PP5 is not clear yet. It has been
shown that PP5 is ubiquitously expressed in normal
tissues, and high PP5 protein expression level has been
observed in different types of human cancer [10-15].
PP5 exists in cell in different multiprotein complexes
and has been reported to be involved in the regulation
of various biological processes such as glucocorticoid

© Institute of Molecular Biology and Genetics, NAS of Ukraine, 2013

136

receptor activity [16—18], apoptosis [19-21], cell res-
ponse to UV light or ionizing radiation [22, 23], geno-
mic stress response [19-21, 24-26]; additionally, PP5
appears to play an important role in balancing the cel-
lular responses to the transforming growth factor-f§
(TGF-P) signal [27].

Recently we have identified PP5 as a new binding
partner for a TSC2, a component of tuberous sclerosis
complex TSC1/2 [28-30]. TSC1/2 complex serves as a
point of integration between growth-stimulatory and
growth-suppressive signaling upstream of mTOR in
PI3K/Akt/mTOR signaling pathway. The last one is imp-
licated in signal transduction from mitogenic growth
factors, nutrients, cellular energy levels and stress con-
ditions to stimulate protein synthesis and cell growth
[31, 32]. So far, very little is known about the molecu-
lar mechanisms of TSC2 dephosphorylation. There-
fore, we hypothesized that the inter action with PP5
may control the phosphorylation status of TSC2.



GENERATION OF MONOCLONAL ANTIBODY AGAINST PROTEIN PHOSPHATASE 5

To analyze the specificity of interactions between
TSC2 and PP5 we developed monoclonal antibody
(mAD), which recognizes PP5. Recombinant GST-
tagged PP5 protein (GST-PP5) was used for mice im-
munization and hybridoma screening procedure. Here,
we report that developed mAb specifically recognizes
recombinant and endogenous PP5 in Western blotting
and immunoprecipitation assay. This mAb could be a
useful tool in study of PP5-mediated signal transduc-
tion pathways.

Materials and methods. Purification of GST-PP5
fusion protein. The bacterial expression system has
been used for production of mouse full length GST-
PP5 fusion protein. Generated plasmid pET42a/PP5
was transformed into Escherichia coli BL21 (lysE) and
the expression of GST-PP5 fused protein was induced
with 1 mM isopropyl-B-D(2)-thiogalactopyranoside
(IPTG) for 3 h at 28 °C. Affinity purification of GST-
PP5 was carried out under native conditions using Glu-
tathione-Sepharose («Amershamy, UK) as recommen-
ded by manufactures. The quality of the purified re-
combinant protein was tested by sodium dodecyl sul-
fate-polyacrylamide gel electrophoresis (SDS-PAGE).

Production of hybridomas. Briefly, generation of
mAb has been performed as described earlier [34].
Female BALB/c mice (6—8 weeks old) were immu-
nized with 20 pg of recombinant GST-PP5 fusion pro-
tein in complete Freund’s adjuvant by intraperitoneal
injections (i. p.) every two weeks. When the titer of an-
ti-PP5 antibody in the serum of immunized mouse rea-
ched 107, the hybridomas production was performed
according to a standard protocol [33]. Immunized mice
were boosted with 20 pg of antigen in phosphate-buf-
fered saline (PBS) by i. p. injection. Three days later,
spleenocytes from immunized mouse and SP2/0 mye-
loma cells were fused in the presence of PEG (MW
2000, «Merck», Germany). SP2/0 myeloma cells were
cultured in RPMI 1640 medium containing 20 % fetal
calf serum (FCS). Primary screening of hybridoma su-
pernatants was performed 7 days later using ELISA.
Isolated positive clones were subcloned by limiting di-
lution method [33].

ELISA assay. Polystyrene 96-well plates were loa-
ded with GST-PP5 in the concentration 0.3 pg/well for
2 h at 37 °C. The plates were washed three times with
PBS containing 0.1 % Tween-20 («Sigma», USA). For

blocking of non-specific binding plates were incubated
with 2 % bovine serum albumin (BSA) in PBS (pH 7.4)
overnight at 4 °C (200 ul/well). Subsequently, the pla-
tes were loaded with 100 pl/well aliquots of hybri
doma supernatant and incubated for 1 h at 37 °C, se-
rum from immunized mouse was used as positive
control. After three times washing, 100 pl of horsera-
dish peroxidase (HRP)-conjugated goat anti-mouse IgG
antibodies (1:5000 v/v, «Promega», USA) were added
to each well following the incubation at 37 °C for 1 h.
Plates were washed three times and substrate solution
(0.02 % H,0,, 0.5 mg/ml 2.2'-azino-bis(3-ethylbenzo-
thiazoline-6-sulfonic acid) sodium salt («Sigmay) in
0.1 M citrate-phosphate buffer (pH 5.8)) was added to
each well. After 15-min incubation at 37 °C, the absor-
bance of the each well was determined at 490 nm in an
ELISA reader.

Hybridoma selection in Western blot analysis. Bac-
terially expressed GST-PP5 recombinant protein was
boiled in sample buffer, resolved by a 10 % SDS-PAGE
and electrotransferred to Immobilon-P membrane («Mil-
lipore», USA). The membrane was divided into strips,
blocked by 0.5 % gelatin in PBS for 1 h at room tem-
perature (RT) followed by a single wash with PBS con-
taining 0.1 % Tween-20. Strips were incubated with
either PBS, post-immune serum (1:1000), hybridoma
supernatants from clones, or cell culture media alone
for 4 h at RT. After three times washing, a HRP-
conjugated goat anti-mouse lgG («Promega») was ad-
ded to the strips and incubated for 1 h at RT. Strips were
washed three times, and developed by ECL Western
blotting reagent («Amershamy, Sweden).

Purification of mAb. For monoclonal antibody asci-
tes fluid production BALB/c mice were injected with
0.5 ml of pristane and 7-10 days later inoculated with
5-10° of hybridoma cells [34]. The ascitic fluid was col-
lected after 7-10 days. The fraction of immunoglobu-
lins was precipitated from ascitic fluid with 50 % am-
monium sulphate, dialyzed overnight against PBS, pH
7.4 and purified by affinity chromatography using Pro-
tein A-Sepharose CL-4B («Amershamy, Sweden). The
IgG fractions were pulled together and dialyzed against
PBS. The aliquots of purified antibodies were stored at
—70 °C.

Production of polyclonal serum. Polyclonal serum
has been collected from an immunized mouse by tail

137



MALANCHUK O. M. ET AL.

bleed before the hybridomas production was perfor-
med. Collected blood was incubated at 37 °C for 1 h
then transferred to 4 °C for 2 h, and after that spinned
down at 1500 rpm for 15 min at 4 °C. Serum was remo-
ved from cell pellet avoiding the packed one, diluted
with equal volume of glycerol and stored at — 20 °C.

Cell lines. TSC2™ p53” and TSC2 " p53" MEFs
(mouse embryonic fibroblast), HEK293 (human emb-
ryonal kidney), MCF-7 (human breast adenocarci-
noma), CHO (Chinese hamster ovary cells) and HeLa
(human cervical cancer cells) were grown in DMEM
medium supplemented with 10 % (v/v) FCS and 2 mM
L-glutamine. Sp2/0 (murine myeloma) cells were cul-
tivated in RPMI-1640 medium supplemented with 10 %
(v/v) FCS and 2 mM L-glutamine.

Immunoblotting of cell lysates and organ extracts.
TSC2" p53” MEFs, TSC2” p53” MEFs and HEK293
cell lines and both mouse and rat kidney, liver, spleen,
lung and brain extracts were lysed with lysis buffer
(50 mM Tris-HCI, pH 7.5, 150 mM NaCl, 1 % NP40,
50 mM NaF, 2 mM EDTA, 10 mM Na,P,0,) containing
the protease inhibitors cocktail («Roche Molecular Di-
agnostics», France) and spinned down at 10000 rpm for
10 min. Protein concentration in supernatant was esti-
mated by BCA assay («Pierce», USA), and equal
amounts of protein (50 pg) were resolved in SDS-
PAGE. Gels were transferred to polyvinylidene difluo-
ride (PVDF) membrane («Millipore»). The membrane
was blocked with 0.5 % gelatine in PBS containing
0.05 % Tween-20 (PBST) for 1 h at RT and incubated
overnight (o/n) with different dilutions of selected hyb-
ridoma supernatants at 4 °C. After washing with PBST,
membrane was stained with HRP-conjugated goat anti-
mouse 1gG («Promega») during 1 hat RT. As a loading
control, mouse anti-actin antibody was used («Sig-
may). Western blot membranes were developed ECL
Western blotting reagent («Amershamy», Sweden).

Immunoprecipitation. Hybridoma supernatants from
selected clones were incubated with 25 pl of 50 % sus-
pension of Protein A-Sepharose CL-4B («Amershamy,
Sweden) for 2 h at4 °C. Then, beads were washed three
times in lysis buffer above and the lysates (500 pg of
protein) from cell lines TSC2"" p53™ MEFs cells, HEK
293, HeLa, CHO, MCF7, rat brain extract were added.
After incubation o/n at 4 °C, beads were washed four
times with 1 ml of lysis buffer. Immune complexes we-
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re removed from beads by boiling in Laemmli sample
buffer and separated by SDS-PAGE. Resolved proteins
were visualized by Coomassie staining or transferred
onto PVDF membrane for immunoblotting.

Results and discussion. Recent progress toward
understanding the mechanism of control on cell growth
indicates that the tuberous sclerosis complex TSC1/2
as tumor suppressor an upstream negative regulator of
mTOR activity. However, the regulation of tumor sup-
pression by TSC1 and TSC2 is not well understood.
We were interested in the elucidation of molecular me-
chanisms, which regulated TSC1/2 function in cellular
response to various extracellular stimuli. In the pre-
vious study, by the yeast two-hybrid screening we iden-
tified already known and novel binding partners for
TSC1 and TSC2 including Ser/Thr protein phosphatase
5 designated PP5 [28]. To analyze the specificity of in-
teractions between TSC2 and PP5 and to explore a po-
tential effect of PPS on TSC2 phosphorylation status we
developed monoclonal antibody, which would specifi-
cally recognize PP5 in vivo.

Production and characterization of recombinant PP5
protein. We used the bacterial expression system to pro-
duce recombinant PP5 for mouse immunization and
hybridoma clone screening. The full length of mouse
PP5 was amplified by PCR and cloned into pET42a
vector in frame with the GST-tag sequence to facilitate
purification of recombinant protein. GST-PP5 was high-
ly expressed upon IPTG induction and shown to be so-
luble under native conditions (Fig. 1, 4). For GST-PP5
fusion protein purification Glutathione-Sepharose affi-
nity chromatography was used (Fig. 1, B).

Hybridoma production and isolation of positive
clones. BALB/c mice were immunized with 20 pg of
purified GST-PP5 fusion protein in complete Freund’s
adjuvant every two weeks. Animals developed strong
immune response to the antigen, and the titer of speci-
fic antibody reached 107 in all immune sera after the
third immunization. Immune spleen cells were fused
with the myeloma cells Sp2/0 using PEG. After fusion
cells were incubated in RPMI medium containing anti-
biotics, 20 % fetal bovine serum, and hypoxanthine/
aminopterin/thymidine (HAT) as a selective agent. Ten
days later the first ELISA screening was carried out
using GST-PP5 fusion protein to coat ELISA plate. We
selected 14 positive hybridoma clones in the first round
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Fig. 1. Analysis of expression and affinity purification of recombinant GST-PP5 by SDS-PAGE: 4 — expression of GST-PP5 in BL21 pLysE cells
was induced by IPTG (harvested cells were lysed in lysis buffer and centrifuged at 13 000 rpm for 20 min; total cell lysates and the supernatants
from the IPTG induced and non-induced cells were separated by SDS-PAGE and Coomassie stained); B — affinity purification of GST-PP5 protein
on GST-sepharose under native conditions (the GST-PP5 expressing cells were incubated with the GST-sepharose as described in Material and me-
thods; after extensive washing, bound proteins were eluted in buffer containing 250 mM imidazole; obtained fractions were resolved by SDS-
PAGE and Coomassie stained); lane / — total lysate; lane 2 — lysate before GST-seph. binding; lane 3 — lysate after GST-seph. binding; lane 4 —
BSA; lane 5 — Protein Marker; lane 6—9 — elution 1-4, respectively; lane /0 — blank; lane // — GST-sepharose after elution. The position of

recombinant GST-PP5 is indicated by arrows
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Fig. 2. Western-blot analysis of hybridoma supernatants from different
clones with recombinant GST-PP5. Recombinant GST-PP5 was sepa-
rated in numerous lanes by SDS-PAGE and transferred to PVDF memb-
rane. The strips of membranes, corresponding to one lane were immuno-
blotted with hybridoma media from PP5 positive supernatants. Anti-
PP5 polyclonal serum and 10 % fetal bovine serum (FBS) were used as
positive and negative control, respectively. The position of GST-PP5
protein is indicated by arrows

of screening. For selected clones a second ELISA scree-
ning was performed three days later and confirmed the
GST-PP5 specificity for 4 clones. Selected clones were
further subcloned twice using limiting dilution method.

Testing the specificity of selected clones in Western
blotting. Supernatants from four positive clones were
then tested by Western blotting using GST-PP5 pro-
tein. RPMI medium with 10 % FBS was used as a ne-
gative control. The serum collected from GST-PP5 im-
munized mouse was used as positive control. The obtai-
ned results clearly indicate that only one mAB, which

designated as A4/1, recognizes a protein at the level cor-
responding to GST-PP5 (Fig. 2).

Produced antibodies recognize endogenous PP5. To
determine whether the selected A4/1 mAb can recogni-
ze endogenous PP5, we tested their specificity in Wes-
tern blotting and immunoprecipitation assay using cell
lysates from different cell lines and organ extracts from
mouse and rat. For these purposes 50 pg of cell lysates
from TSC2"" p53" MEFs, TSC2” p53” MEFs, HEK
293, HeLa cell lines and organ extracts from mouse and
rat brain, kidney, liver, spleen, and lung were analyzed
in Western blot with A4/1 mAb. We found that mAb
A4/1 recognizes a protein of approximately 58 kDa in
TSC2" p537 MEFs and TSC2" p53” MEFs but not
in HEK293 cell lines (Fig. 3, 4). Moreover, we also
found that A4/1 mAb recognizes specifically endoge-
nous PP5 in immunoblot analysis of mouse and rat pro-
tein extracts from brain, kidney, liver, spleen and lung
(Fig. 3, B).

Then, we tested the ability of selected mAb to im-
munoprecipitate endogenouse PP5. In this assay, we
used protein extracts from rat brain, TSC2"" p537
MEFs cells, HEK 293, HeLa, CHO, MCF7 cell lines
and IgGs from selected clone A4/1. Immune comple-
xes were resolved by SDS-PAGE and immunoblotted
with A4/1 mAb. The Protein A-Sepharose pre-incuba-
ted with lysate from TSC2"" p53” MEFs alone served
as a negative control.
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Fig. 3. Western-blot analysis of monoclonal antibody A4/1 using cell lines and tissues: 4 — endogenous PP5 is specifically recognized by A4/1
mAb in Western blotting of TSC2" p53™ MEFs and TSC2™" p53™ MEFs cell lines (total cell lysates (50 pg) were separated by SDS-PAGE and
immunoblotted with A4/1 mADb); B — endogenous PP5 is specifically recognized by A4/1 mAb in Western blotting of rat (right) and mouse (left)
extracts of organs (total organ extracts (50 pg) were separated by SDS-PAGE and immunoblotted with A4/1 mAb)
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Fig. 4. Application of monoclonal antibody A4/1 in immunoprecipitation assay: 4 — the pattern of expression of PP5 in supernatants (50 pg) from
TSC2" p53™" MEFs cells, HEK293, HeLa, CHO, MCF7, and extract of rat brain (50 pg) were analysed in Western blotting; B — cell lysates from
TSC2"" p53" MEFs cells, HEK293, HeLa, CHO, MCF7 and extract of rat brain (500 ug) were incubated with Protein A-Sepharose containing
IgGs from A4/1 mAb. After extensive washing of beads with cell lysis buffer, specifically associated proteins were resolved by SDS-PAGE and
immunoblotted with A4/1 mAb. Lanes 44/] Mab and TSC2"" MEFs serves as positive and negative controles, respectively.

We found that selected mAb was able to immunopre-
cipitate specifically PP5 from TSC2”" p53" MEFs and
rat brain extract (Fig. 4). However, despite PP5 is highly
conserved among species, generated mAb and polyclo-
nal serum (data not shown) didn’t recognize endoge-
nous PP5 in human (HEK293, HeLa, MCF7) or hams-
ter cells (CHO) neither under Western-blot analysis nor
immunoprecipitation assay (Fig. 3, 4). One possible ex-
planation is that antigen’s epitope for mAb A4/1 may
contain some non-homologous amino acids.

Taken together, this study describes the production
of monoclonal antibody, which recognizes mouse and
rat PP5. Generated mAb could be suitable for various
immunoassays, including ELISA, Western blotting
and immunoprecipitation. This mAb could be a useful
tool in study of PP5-mediated signaling under different
pathophysiological condition.
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OTpuMaHHSI MOHOKJIOHAJILHUX aHTUTLI 10 ipoTeindocdarasu 5

Pestome

Mema. Cepun-mpeoninosa npomeingocpamasa 5 (PP5) e ynixano-
HUM YAeHOM POOUHU CEPUH-MPEONIHOBUX npomeingochamas, OcKinb-
Ku micmume pezyasmopni mempampuxonenmuoui nosmopu (TPR).
PP5 6epe akmusny yuacme y npoyecax cuenaibHoi mpancoykyii. Onu-
cano npoyedypy ompumManHs MOHOKIOHATbHUX AHMUMIN, chneyuqiy-
Hux 0o PPS5, a makooic ocobausocmi ixHb020 uxopucmanus y Bec-
mepH-6nom ananizi ma imynonpeyunimayii. Memoou. I'i6puoommy
MEXHON02II0 3ACMOCOBAHO OJisl OMPUMAHHS MOHOKIOHANLHUX AHMU-
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min. ImyHizayito nposodunu pekombinanmuum 3aumum oinkom GST-
mae, cunme3zoganum y baxmepitnii cucmemi. Pesynomamu. Odeporca-
HO cneyugiuni MOHOKIOHANbHI anmumiia npomu PP5. Buchoeku.
MoHoknonanvhi anmuming cneyu@iuHo po3nizHarms peKoMOIHaHmM-
Hy ma endozenny PP5 y Becmepn-61om ananuzi ma imynonpeyunima-
yii. Bonu moocyms cmamu HeoOXiOHUM THCIMPYMEHMOM npu 00CHio-
oicenni izionoziunoi poni PPS.

Kniouosi crosa: npomeingocghamasa 5, 2i6pudomna mexnonoeis,
MOHOKIOHANbHE AHMUMINA.

0. H. Mananuyx, I'. B. Osuapenxo, U. A. Tuxonxosa, A. C. Xoma,
V. A. Yopna, M. IO. Pubax, C. C. Ilanvuesckuii

INomy4yeHrne MOHOKIOHAIBHBIX aHTUTEI K IpoTeHH(pocharaze 5

Pestome

Lenv. Cepun-mpeonunosas npomeungocghamasza 5 (PPS5) sensemes
VHUKATbHbIM YJIeHOM CeMeticmed ceput-mpeoHuHo8UX npomeun@oc-
Gamas, nOCKOILKY cooepaicum pecyisimopHsie mempampukonenmuo-
uote nogmoput (TPR). PP5 akmusno yuacmeyem 6 npoyeccax cueHaiv-
nou mpancoykyuu. Onucanol npoyeoypa noIyYenus MOHOKIOHATbHBIX
anmumen, cneyuguunvix Kk PP5, a maxace 0cobennocmu ux ucnoib3o-
sanus 6 Becmepn-onom ananuze u ummynonpeyunumayuu. Memooot.
Tubpuoomnas mexnonozus npumerena Ojis NOIY4eHUs MOHOKIOHANb-
Holx anmumen. IMMyHu3ayuio npoeoouiu pekoOMOUHAHMHBIM CIUMbBIM
beakomGST-mae, cunmesuposannvim 6 baxmepuanvrou cucmeme. Pe-
synomamet. [lonyuenvl cneyuguueckue MOHOKIOHATbHbIE AHMUMENA
npomue PP5. Bwieoowsl. Monoknonanvbhbie anmumena cneyuguyHo
PACNO3HAIOM PEKOMOUHAHMHYIO U SHOO02eHHYI0 PP5 6 Becmepn-610m
ananuze u ummynonpeyunumayuu. Onu Mo2ym cmamsv HeoOX00UMbIM
UHCMPYMEHMOM Npu UCCIe008anuu Gusuonocuieckoll poau PPS.

Knoueswie cnosa: npomeungocamasa 5, cubpudomuas mexmo-
J02Usl, MOHOKIIOHAbHbIE AHMUMend.
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