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Long PDE4 cAMP specific phosphodiesterases are activated by
protein kinase A-mediated phosphorylation of a single serine
residue in Upstream Conserved Region 1 (UCR1)
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1 Challenge of COSI cells with the adenylyl cyclase activator forskolin led to the activation of
recombinant PDE4A8, PDE4B1, PDE4C2 and PDE4DS5 cAMP-specific phosphodiesterase long
isoforms.

2 Forskolin challenge did not activate mutant long PDE4 isoforms where the serine target residue
(STR) within the protein kinase A (PKA) consensus phosphorylation site in Upstream Conserved
Region 1 (UCR1) was mutated to alanine.

3 The PKA inhibitor, H89, ablated forskolin activation of wild-type long PDE4 isoforms.

4 Activated PKA caused the in vitro phosphorylation of recombinant wild-type long PDE4
isoforms, but not those where the STR was mutated to alanine.

5 An antiserum specific for the phosphorylated form of the STR detected a single immunoreactive
band for recombinant long PDE4 isoforms expressed in COS1 cells challenged with forskolin. This
was not evident in forskolin-challenged cells treated with H89. Neither was it evident in forskolin-
challenged cells expressing long isoforms where the STR had been mutated to alanine.

6 In transfected COS cells challenged with forskolin, only the phosphorylated PDE4D3 long form
showed a decrease in mobility in Western blotting analysis. This decreased mobility of PDE4D3 was
ablated upon mutation of either of the two serine targets for PKA phosphorylation in this isoform,
namely Ser™ in UCRI1 and Ser" in the isoform-specific N-terminal region.

7 Activation by forskolin challenge did not markedly alter the sensitivity of PDE4A8, PDE4BI,
PDE4C2 and PDE4DS5 to inhibition by rolipram.

8 Long PDE4 isoforms from all four sub-families can be phosphorylated by protein kinase A
(PKA). This leads to an increase in their activity and may thus contribute to cellular desensitization
processes in cells where these isoforms are selectively expressed.
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Introduction

cAMP is a ubiquitous second messenger that is pivotal in
controlling a wide variety of cellular functions (Houslay &
Milligan, 1997). The only known means of degrading cAMP
is through the action of cyclic nucleotide phosphodiesterases.
It is now well appreciated that a large multigene family of
enzymes exhibits the ability to hydrolyse cAMP (Beavo, 1995;
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Conti & Jin, 1999; Houslay, 2001; Manganiello et al., 1995a,
b; Soderling & Beavo, 2000; Thompson, 1991). Recently,
however, the use of selective inhibitors has demonstrated the
importance of the PDE4 cAMP-specific phosphodiesterase
family in controlling inflammatory responses, depression and
cognitive function (Barnette, 1999; Bolger, 1994; Cavalla &
Frith, 1995; Giembycz, 2000; He et al., 1998; Houslay, 2001;
Houslay et al., 1998; Rogers & Giembycz, 1998; Schudt et al.,
1995; Souness & Rao, 1997; Spina et al., 1998; Torphy,
1998). Such discoveries have led to the development of
PDE4-selective inhibitors as potential therapeutic agents in a
variety of inflammatory disease states. Notwithstanding this,
it is only recently that we are beginning to understand the
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complex regulatory mechanisms that control the functioning
of the large number of PDE4 isoforms that have been
recognized to date (Conti & Jin, 1999; Houslay, 2001;
Houslay et al., 1998).

PDE4 enzymes are encoded by four genes (PDE4A,
PDE4B, PDE4C and PDE4D), each capable of producing a
number of isoforms through alternative mRNA splicing and
the use of alternative promoters (Conti & Jin, 1999; Houslay,
2001; Houslay et al., 1998). Each PDE4 isoform within a
particular PDE4 sub-family possesses a common core region,
which consists of the catalytic unit and the C-terminal
portion and is defined by its unique extreme N-terminal
region. The various PDE4 isoforms are classified further as
being either ‘long’ or ‘short’ isoforms. This classification
relates to the presence or absence of two highly conserved
sequences that are unique to the PDE4 enzyme family
(Bolger, 1994; Bolger et al., 1993). These are the 55 amino
acid Upstream Conserved Region 1 (UCRI1) and the 76
amino acid Upstream Conserved Region 2 (UCR2) that are
both located immediately N-terminal to the catalytic unit.
Thus long isoforms exhibit both UCR1 and UCR2 whilst
short isoforms lack UCRI1 and ‘super-short’ isoforms lack
UCRI1 and have a truncated UCR2 (Houslay, 2001; Houslay
et al., 1998). All four PDE4 gene families are known to
encode long-form enzymes. N-terminal truncation analyses
have led to the suggestion that UCR1 and UCR2 may
influence PDE4 catalytic activity (see e.g. Conti & Jin, 1999
for review). More recent studies on the PDE4D3 long
isoform have led to an appreciation that UCR1 and UCR2
interact together to form a regulatory module (Beard et al.,
2000; Lim et al., 1999) that integrates the regulatory effect of
phosphorylation by both protein kinase A (PKA) and by
ERK MAP kinase (MacKenzie et al., 2000).

Increased intracellular cAMP levels have been demon-
strated to increase cellular PDE4 activity (see Houslay, 2001;
Houslay et al., 1998 for reviews). This is believed to perform
an adaptive role in desensitising cellular processes to
increased levels of cAMP. The long-term elevation of
intracellular cAMP levels has been shown to cause an
increase in the levels of mRNA and protein expression for
various PDE4 isoforms, in particular the PDE4D1 and
PDE4D2 short forms (Erdogan & Houslay, 1997; Kovala et
al., 1994; Sette et al., 1994b; Seybold et al., 1998; Swinnen et
al., 1989; Verghese et al., 1995; Vicini & Conti, 1997) where a
cAMP-controlled promoter has been identified (Vicini &
Conti, 1997). However, a second cAMP-driven controlling
mechanism that has been identified is the rapid activation of
the PDE4D3 isoform that is achieved through direct PKA-
mediated phosphorylation (Alvarez et al., 1995; Hoffmann et
al., 1998; Sette & Conti, 1996; Sette et al., 1994a, b). PKA
appears to phosphorylate PDE4D3 at two sites, one being
Ser!® in the isoform-specific N-terminal region and the other
at Ser® in UCRI. However, only modification of Ser** in
UCRI1 is required to elicit activation (Hoffmann ez al., 1998;
Sette & Conti, 1996). This activation appears to contribute to
short-term desensitization, at least in certain cell types (Oki et
al., 2000). Such PKA-mediated phosphorylation of PDE4D3
has also been suggested to lead to an increase in the
sensitivity of PDE4D3 to inhibition by the PDE4 selective
inhibitor, rolipram (Alvarez et al., 1995). Additionally a
decrease in mobility of PDE4D3, on SDS—PAGE, has been
observed after its phosphorylation by PKA (Sette & Conti,

1996; Sette et al., 1994a). This has been suggested to be
diagnostic for the presence of an activated PKA-phosphory-
lated enzyme (OKki et al., 2000; Sette & Conti, 1996; Sette et
al., 1994a).

Whilst many analyses have been done on PDE4D3 as a
target for PKA-mediated phosphorylation and activation, it
has been pointed out (Sette & Conti, 1996; Souness & Rao,
1997) that an identical PKA consensus sequence, namely
Arg-Arg-Glu-Ser-Phe, is found in the UCRI of long isoforms
from all four PDE4 sub-families. However, no information is
available as to whether long isoforms of other PDE4 sub-
families can be phosphorylated and activated by PKA or if
this property is unique to PDE4D3. Certainly UCRI1 and
UCR?2 are linked to each other and to the catalytic unit by
regions that have very different primary sequences (Houslay
et al., 1998), which may alter accessibility of PKA to the site
within UCRI1, as well as affect any conformational change
consequent upon PKA phosphorylation. In addition to this,
there are distinct differences in primary sequence of a number
of the helices that form the catalytic unit of each of these
sub-families (Xu et al., 2000). These differences undoubtedly
underpin sub-family variation in sensitivity to the action of
certain inhibitors and catalytic activity, for example (Hous-
lay, 2001; Houslay et al., 1998). Thus, there is no a priori
reason to expect that long PDE4 isoforms from other sub-
families may either be phosphorylated by PKA or will be
activated as a consequence of any such phosphorylation
event.

This study demonstrates that examples of long isoforms
from the three other PDE4 sub-families are capable of acting
as PKA substrates both in vitro and in intact cells and that
this modification leads to enzyme activation. In all cases
studied, PKA phosphorylation occurs at a single serine
residue in UCRI1. For the first time we have developed
phospho-specific antisera against this site which allows for
the detection of phosphorylated PDE4 long forms from all
four PDE4 sub-families. In addition, we show that decreased
mobility on SDS—PAGE electrophoresis reported for the
PKA-phosphorylated form of PDE4D3 (Oki et al., 2000;
Sette & Conti, 1996) is likely to be unique to this isoform and
cannot be taken as a universal indicator of PKA phosphor-
ylation of PDE4 long isoforms.

Methods
Materials

[’H]-cAMP and enhanced chemiluminescence (ECL) reagent
were from Amersham Bioscience (Amersham, U.K.). Dithio-
threitol, Triton X-100 and N-{1-(2,3-dioleoyloxy)propyl}-
N,N,N,-trimethylammonium methylsulfate (DOTAP) and
protease inhibitor tablets were obtained from Boehringer
Mannheim (Mannheim, Germany). Bradford reagent was
from Bio-Rad (Herts, U.K.). Rolipram was a kind gift from
Schering AG (Berlin, Germany). All other materials were
from Sigma (Poole, U.K.).

Deletion mutagenesis and point mutations

Site-directed mutagenesis was performed using a Quick-
Change DNA mutagenesis kit (Stratagene, La Jolla, CA
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U.S.A)) according to the manufacturer’s instructions. All
mutagenesis and deletion constructs were confirmed by DNA
sequencing as described previously (McPhee et al., 1999). The
cDNA clones and expression vectors used for the various
PDE4 isoforms have been described previously (Bolger et al.,
1996; 1997; Huston et al., 1997; Owens et al., 1997).

Antibodies

The various antisera specific for each of the four PDE4 sub-
families have been described elsewhere by us (Bolger et al.,
1997; Huston et al., 1997; MacKenzie & Houslay, 2000;
McPhee et al., 1999). Briefly, these were generated against
fusion proteins formed between glutathione-S-transferase
(GST) and portions of the extreme C-terminal regions that
are unique to each of the PDE4 sub-families. Such regions
are found in common to all active isoforms within each
particular sub-family and thus antisera detect all isoforms
within a particular sub-family.

This study describes a novel polyclonal antiserum (PS54-
UCRI1-Al) able to detect the (protein kinase A) phospho-
serine form of the Arg-Arg-Glu-Ser-Phe motif found in the
conserved UCRI region of all long isoforms. This was
generated using a phosphopeptide whose sequence was
SQRRES*FLYRSDSDYDLSP. The phosphorylated serine
residue is indicated (S*) as well as the PKA consensus
sequence, which is underlined. This sequence reflects amino
acids 49— 67, inclusively, in PDE4D3.

We also generated a novel polyclonal antiserum (PS13-
4D3-A1) able to detect the Ser'* PKA-phosphorylated form
of PDE4D3. This was generated using a phosphopeptide
whose sequence was FRRHS*WISFDVDNGTSAGR. The
phosphorylated serine residue is indicated (S*) as well as the
PKA consensus sequence, which is underlined. This sequence
reflects amino acids 9—27, inclusively, in PDE4D3, except for
position 16, where a serine residue was substituted for a
cysteine residue to increase peptide stability.

In each case the peptides were synthesized with a
phosphorylated seryl amino acid residue corresponding to
positions 13 or 54, and an additional tyrosine amino acid
was added at the C-terminus to allow conjugation to
keyhole limpet haemocyanin (KLH). Peptides were synthe-
sized, conjugated to KLH, and used for antisera production
by Neosystems (Strasbourg, France). Female, pathogen-free
New Zealand rabbits (weight 2—2.5 kg; Neosystems) were
immunized four times over a three-month period, using
200 pug of coupled antigen in Freunds adjuvant. A portion
of the recovered antisera was purified by peptide affinity
chromatography at Cambridge Research Biochemicals
(Cambridge, U.K.). No difference in results was obtained
using affinity-purified antisera. We believe that this was
because these peptides are not particularly immunogenic in
their non-phosphorylated state. Indeed, we have been
singularly unsuccessful in making antisera directed against
the non-phosphorylated versions of these peptides (data not
shown).

SDS—PAGE and Western blotting

Eight per cent acrylamide gels were used and the samples
boiled for 5 min after being resuspended in Laemmli buffer
(Laemmli, 1970). Gels were run at 8 mA gel ' overnight or

50 mA gel for 4-5h with cooling. For detection of
transfected PDE by Western blotting, 2—50 ug protein
samples were separated by SDS—PAGE and then transferred
to nitrocellulose before being immunoblotted using the
indicated specific antisera. Labelled bands were identified
using peroxidase linked to anti-rabbit IgG and the Amersham
ECL Western blotting kit was used as a visualization
protocol.

Transient expression of PDE4 isoforms in COS1 cells

The generation of expression plasmids encoding the various
PDE isoforms has been described in detail previously (Bolger
et al., 1996; 1997, Hoffmann ef al., 1999; Huston et al., 1997,
McPhee et al., 1995; 1999; Owens et al., 1997). Transfection
was done using the COS1 SV40-transformed monkey kidney
cell line maintained at 37°C in an atmosphere of 5% CO,/
95% air in complete growth medium containing DMEM
supplemented with 0.1% penicillin/streptomycin
(10000 units ml~"), glutamine (2 mM) and 10% FCS. We
have described this before in some detail (Hoffmann et al.,
1999). Briefly, however, COSI1 cells were transfected using
DEAE dextran. The DNA to be transfected (5 pug) was
mixed, and incubated for 15 min with 250 ul of 10 mg ml™'
DEAE-dextran in PBS to give a DNA-dextran mix. When
cells reached 70% confluence, in 100 mm dishes, the medium
was removed and the cells were given 10 ml of fresh DMEM
containing 0.1 mM chloroquine and the DNA-dextran mix
(250 pl). The cells were then incubated for 4 h at 37°C. After
this period the medium was removed and the cells shocked
with 10% DMSO in PBS. After PBS washing, the cells were
returned to normal growth medium and left for a further 2
days before use. For determination of PDE activity the cells
were homogenized in KHEM buffer (mm) KC1 50, EGTA
10, MgCl, 1.92, dithiothreitol 1, HEPES 50, final pH 7.2,)
containing ‘complete’ protease inhibitors (Boehringer —Man-
nheim) of final concentrations 40 ug ml~' PMSF,
156 ug ml~' benzamine, 1 pug ml~' aprotonin, 1 ug ml™!
leupeptin, 1 ug ml~' pepstatin A and 1 ug ml~' antipain.
As described previously (Baillie et al., 2000; MacKenzie et al.,
2000), in such transfected cells then >98% of the total PDE
activity was due to the recombinant PDE4 isoenzyme. In
some instances the transfected COSI1 cells were plated onto
six-well plates for use in experiments and then serum-starved
over night before being treated with the indicated ligands for
the stated lengths of time.

Phosphorylation and dephosphorylation in vitro of
PDE4 isoenzymes

This was done as described previously (Hoffmann et al.,
1998, 1999). The indicated PDE4 species from 5x10°
transfected COS1 cells was immunoprecipitated as a
complex with protein G-sepharose. This was incubated for
30 min at 4°C with one volume of phosphorylation buffer
(100 mMm-Tris-HCl, pH 7.5, 10 mM-MgCl,, 30 mM beta-
mercaptoethanol, 10%-glycerol) containing 0.1 mM-y-[**P]-
ATP (100 Mbq mMol~"). The reaction was started by
introduction of one unit of the free active catalytic unit of
PKA (Upstate Biotechnology) and allowed to continue for a
period of 30 min at 30°C. The sepharose was washed four
times with 1 ml PDE-buffer and resuspended in PDE-buffer
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for analysis. Mock phosphorylation reactions were per-
formed as described above but PKA catalytic subunit was
omitted from the reaction mixtures. After such in vitro
phosphorylation samples were subjected to SDS—PAGE
with visualization by phosphorimager.

Dephosphorylation of PDE4D3 was done by taking lysate
(90 ul) from COSI cells transfected to express PDE4D3 and
then adding to this 10 ul of 10x alkaline phosphatase
reaction mixture (10 mM-TrisHCI, 1 mM-MgCl,, 0.1 mM-
ZnCl,, 50 mM-KCl and 50% glycerol) with five units
(1 U ul™") of alkaline phosphatase. This was incubated at
30°C for 20 min after which a further five units of alkaline
phosphatase was added and then the mixture incubated for a
further 10 min at 30°C. The reaction was then stopped by the
addition of 5x Laemmli sample buffer with boiling prior to
analysis by SDS—PAGE.

Assay of intracellular cAMP

This was done as described previously by us (Baillie ez al.,
2001; Heyworth & Houslay, 1983; Tang & Houslay, 1992).

Assay of cAMP PDE activity

PDE activity was determined by a modification of the two-
step procedure of Thompson & Appleman (1971) as
described previously by us (Marchmont & Houslay, 1980)
in 10 mM MgCl,, 20 mM TrisHCI buffer final pH 7.4. All
assays were conducted at 30°C with initial rates taken from
linear time-courses. Activity was linear with added protein
concentration. Untransfected and mock (vector only)-trans-
fected COS1 cells exhibited a PDE activity of 943 pmol

min~' mg protein—'.

Protein analysis

Protein concentration was determined using BSA as standard
(Bradford, 1976). SDS—PAGE was done as described by
Laemmli (Laemmli, 1970).

Results

Forskolin treatment activates long PDFE4 isoforms
expressed in transfected COSI cells

COS-1 cells were transfected so as to express various PDE4
isoforms. The expression of these species was determined by
immunoblotting using specific antisera (Figure 1). As noted
previously by us (see e.g. Baillie ez al., 2000; Huston et al.,
1997; 2000; MacKenzie et al., 2000; McPhee et al., 1999), in
all such transfected cells >98% of the total PDE activity was
due to the activity of the recombinant PDE4 isoform.

Transfected COS-1 cells were challenged with the adenylyl
cyclase activator, forskolin (100 uM) together with the non-
selective PDE inhibitor IBMX (100 uM), in order to increase
the intracellular concentration of cAMP (Tobias et al., 1997)
(Table 1). Such a treatment led (Figure 2) to a time-
dependent increase in the activity of examples of long
isoforms from all four PDE4 subfamilies. This increase in
PDE activity was, however, ablated (Figure 2) by co-
challenge with the PKA inhibitor, H89 (0.5 um).

However, in marked contrast to the wild-type enzymes,
forskolin challenge failed to elicit the activation (Figure 2) of
long PDE4 isoforms where the putative serine target for PKA
phosphorylation in UCRI1 was changed to alanine. These
mutant species were Ser®Ala-PDE4A8, Ser'**Ala-PDE4BI,
Ser'*Ala-PDE4C2 and Ser'*Ala-PDE4DS5 (Figure 2).

Forskolin+ IBMX challenge activated the PDE4A10 long
isoform to a similar degree to that seen for PDE4A8 and this
effect was also ablated by H89 (Figure 2). However, we were
unable to generate the cognate Ser®**Ala mutant form of
PDE4A10. This is undoubtedly because the extremely GC-
rich 5" region of the cDNA encoding this isoform has been
shown to be severely detrimental to PCR-based operations on
this cDNA (Rena et al., 2001).

As well as having a PKA phosphorylation site in UCRI,
PDEA4DS has a further potential site located within its unique
N-terminal region, namely Thr*}. This is found within the
consensus sequence Arg-Arg-Phe-Thr®-Val. However, in
forskolin-challenged COSI1 cells the Thr®Ala mutant form
of PDE4D5 was activated to a similar degree to wild-type
PDE4D5 (Figure 2).

Protein kinase A can phosphorylate recombinant PDE4
isoforms

Lysates from COSI cells transfected to express various PDE4
isoforms were treated with the free, activated form of the
catalytic unit of PKA under phosphorylation conditions with
2P[ATP] (Figure 3). This showed that the PDE4AS,
PDE4B1, PDE4C2 and PDE4DS5 long isoforms all became
radiolabelled (phosphorylated) upon such treatment (Figure
3). The phosphorylation of these proteins was, however, only
observed in the presence of added activated PKA (Figure 3).
Furthermore, phosphorylation was not observed when we
used mutant forms of these various PDE4 isoforms where the
putative serine target in UCRI was changed to alanine
(Figure 3).

The Thr**Ala-PDE4D5 mutant was phosphorylated by
PKA to a similar extent to the wild-type enzyme (Figure 3).
This indicates that this potential PKA phosphorylation site in
the unique N-terminal region of PDE4D5 did not serve as a
substrate for phosphorylation by PKA in the intact PDE4D5
enzyme. This may be due to steric hindrance due to the
conformation of this region.

Challenge of transfected COS1 cells with forskolin causes
the phosphorylation of PDE4 isoforms at a serine residue
within UCRI

We wished to determine whether challenge of transfected
COS cells with forskolin did indeed cause the PKA-mediated
phosphorylation of the serine target within UCRI1 of the
various PDE4 isoforms in intact cells. To assess this we
generated a novel antiserum to a phosphopeptide that
spanned the target serine for PKA phosphorylation in
UCR1 of PDE4D long isoforms. The sequence of this
peptide was SQRRES*FL.YRSDSDYDLSP, with the phos-
phorylated serine PKA target residue indicated (S*) and the
PKA consensus sequence underlined. The cognate region to
this is totally conserved in PDE4B long forms, and differs by
only a single residue (shown in lower case) for long PDE4A
forms, being SQRRES*FLYRSDSDYDmSP, and for
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Figure 1 Expression of PDE4 isoforms in transfected COS1 cells. Shows immunoblots of COSI1 cells transfected to express
PDE4AS8, PDE4B1, PDE4C2 and PDE4DS5 long isoforms. Detection was performed using antisera specific for the particular PDE4
sub-class. In each instance a single immunoreactive species (arrowed), of the appropriate molecular weight, was identified using
transfected cells. These were 98 kDa for PDE4AS8, 104 kDa for PDE4BI1, 80 kDa for PDE4C2 and 105 kDa for PDE4DS5. Data are
shown here for the indicated transfected cells that either had (+fsk) or had not (C) been treated with forskolin (100 um) together
with the non-selective, low affinity PDE inhibitor, IBMX (100 M) for 15 min prior to harvesting. The data shown are typical of

experiments done at least three times with different transfections.

Table 1 PDE4 transfected COSI cells

Lysate PDE4 activity
(pmol cAMP hydrolyzed
min~! mg~! protein)

PDE4 species in transfected COSI cells

4A8 566+42
4A8 (Ser® Ala) 525462
4A10 488 +32
4B1 494+23
4B1 (Ser'** Ala) 501427
4C2 516+31
4C2 (Ser' Ala) 537+12
4D5 550+22

4D5 (Ser'*® Ala) 581455

(cAMP) after Fsk+
IBMX challenge
(pmol cAMP 10~ cells)

Basal (¢cAMP)
(pmol cAMP 10~° cells)

0.30£0.02 3.9+0.2
0.33+0.03 4.0+0.1
0.34+0.04 4.1+0.3
0.34+0.04 3.8+£0.2
0.30+0.01 4340.1
0.37+0.03 39403
0.31£0.04 4.140.2
0.35+0.04 4.0+0.2
0.3040.03 42403

Means+s.d. for n=3 separate transfections. Intracellular cAMP is for basal conditions and cells challenged for 15 min with forskolin

(100 )+ IBMX (100 pom).

PDE4C long forms, being SQRRES*FLYRSDSDYeLSP.
The antiserum generated to be specific for the PKA
phosphorylated serine target (S*) within UCR1 was called
PS54-UCRI-AL.

Using the PS54-UCR1-Al antiserum, we failed to observe
(Figure 4a,b) any immunoreactive species in COS1 cells
transfected to express the long PDE4D3 isoform unless cells
had been challenged with forskolin+IBMX. This immunor-
eactive species was not detected if the phospho-peptide used
to generate the PS54-UCRI1-Al antiserum was added to the
immunoblotting mixture (Figure 4a). PDE4D?3 is phosphory-
lated at both Ser'® and Ser** by PKA (Sette & Conti, 1996;
Sette et al., 1994a). The PS54-UCRI1-A1 antiserum failed to
identify an immunoreactive species in forskolin+IMBX
treated COS1 cells transfected to express the Ser**Ala-
PDE4D3 but did in cells expressing the Ser'*Ala-4D3 mutant
(Figure 4b). No immunoreactive species was evident when
cells expressed a mutant with both sites mutated (Ser'*Ala:
Ser**Ala-PDE4D3; Figure 4b).

Using the PS54-UCRI1-A1 antiserum little or no immuno-
reactive species was observed (Figure 4c) for COS1 cells
transfected to express the long PDE4AS8, PDE4B1, PDE4C2
and PDE4DS5 isoforms unless the cells had first been
challenged with forskolin+IBMX. The appearance of such
immunoreactive species was ablated by co-incubation of cells
with H89 (Figure 4c¢). Additionally, no immunoreactive
species were evident in forskolin + IBMX-challenged COSI1
cells expressing PDE4 isoforms where the serine target site in
UCR1 for PKA phosphorylation had been mutated to
alanine (Figure 4c).

The altered mobility state associated with PKA-
phosphorylated PDE4D3 is not a universal characteristic
of PKA phosphorylated PDE4 isoforms

At least in certain cells, PKA phosphorylation of PDE4D3
appears to elicit a decrease in its mobility upon SDS—PAGE
(Oki et al., 2000; Sette et al., 1994a). We show this here for
PDEA4D3 in transfected COSI1 cells challenged with forsko-
lin+IBMX (Figure 5a). Such a mobility shift could be
reversed by treatment of PDE4D3, from forskolin+IBMX
challenged cells, with alkaline phosphatase (Figure 5b).
Intriguingly, we did not observe (Figure 1) any change in
the mobility of PDE4AS, PDE4B1, PDE4C2 and PDE4DS in
transfected COS1 cells challenged with forskolin +IBMX to
elicit the PKA phosphorylation of these isoforms.

Unlike wild-type PDE4D3, neither the Ser**Ala- nor the
Ser'*Ala-PDE4D3 single mutant forms, nor the Ser'’*Ala:
Ser**Ala-PDE4D3 double mutant, showed any major change
in mobility on SDS—PAGE subsequent to challenge of cells
with forskolin +IBMX (Figure 5a).

Figure 6a follows the time-course of altered mobility and
phosphorylation of PDE4D3 in forskolin+IBMX-chal-
lenged COSI1 cells. Immunoblotting, using a vesicular
stomatis virus (VSV) glycoprotein specific monoclonal
antibody, allowed us to follow time-dependent changes in
the mobility of a transfected VSV epitope-tagged form of
PDE4D3 in COSI cells challenged with with forskolin+
IBMX (Figure 6a; upper panel). At the start of the
experiment, in the absence of forskolin, PDE4D3 migrated
as a single ‘high mobility’ species. However, a doublet was
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Figure 2 Activation of PDE4 long isoforms in forskolin-challenged cells. COSI1 cells, transfected to express the indicated PDE4
isoforms, were challenged with the adenylyl cyclase activator, forskolin (100 um), together with the non-specific PDE inhibitor,
IBMX (100 um). They were then harvested at the indicated time for analysis of PDE4 activity. COS1 cells were transfected with
PDEA4AS (a), PDE4A10 (b), PDE4B1 (c), PDE4C2 (d) and PDE4DS5 (e). In such cells then >98% of the total PDE activity was due
to the transfected species whose activities are given in Table 1. Note that the ICs, value for inhibition of the various PDE4 isoforms
by IBMX is around 30 um. Thus, subsequent to cell harvesting, disruption and dilution of extract into the assay, a functionally
insignificant level of IBMX (<1 nM) will be carried over into the PDE assay. Where indicated, the PKA selective inhibitor H89
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evident 1-2 min after forskolin challenge due to the
appearance of a band of reduced mobility (Figure 6a;
upper panel). If these blots were then stripped and reprobed
with the PS54-UCRI1-Al antiserum, a very similar pattern
was evident, except that no immunoreactive, phosphorylated
species was evident at zero time (Figure 6a; middle panel).
This antiserum detected two immunoreactive species (Figure
6a; middle panel) that migrated identically to the two
species identified using the VSV monoclonal antibody
(Figure 6a; upper panel).

PDE4D3 is also phosphorylated by PKA at Ser'® (Sette &
Conti, 1996). To follow phosphorylation at this site we
generated a further phospho-specific antiserum, in this case
called PS13-4D3-Al. This detected an appropriately sized
immunonoreactive species in PDE4D3-transfected COSI cells

(a) PDE4AS —> ﬁ

wt wt
+PKA  -PKA
®) PDE4B1 —» “
wt wt
-PKA  +PKA
() PDE4C2 —b .
wt wt
-PKA  +PKA

(d) PDE4D5 —» ,.-\.!.p-;' *

Ser126Ala
+ PKA

wt wit
- PKA + PKA

(e) poeans —> (R

wt Thr83Ala

+PKA  +PKA

that had been challenged with forskolin+IBMX but not in
untreated cells (Figure 6b,c). The generation of this species
was ablated with the PKA selective inhibitor, H89 and its
detection was prevented by use of the blocking antigen
phospho-peptide (Figure 6b). Such an immunoreactive
species was not evident in forskolin+IBMX-challenged
COSI cells expressing either the Ser'*Ala- or Ser'’Ala: Ser®*
Ala-PDE4D3 mutant forms but was seen for the Ser*Ala-
PDE4D3 mutant (Figure 6¢). Additionally, incubation with
the peptide used to generate the PS54-UCRI1-A1 antiserum
did not ablate detection of an immunoreactive species in
forskolin + IBMX-treated COS1 cells expressing wild-type
PDE4D3 (data not shown). The PS13-4D3-Al antiserum
thus appears to detect specifically the PKA-mediated
phosphorylation of Ser'* in PDE4D3.

- - W PDE4AS

Ser89Ala 1 2 3
+ PKA

S W SN PDE4B1

+ PKA

Ser133Ala 1 2 3
S S oDEsC2
1 2 3
Ser13Ala
+ PKA

Yo/ ) W 00405

1 2 3

W W PDE4D5

1 2

Figure 3 Phosphorylation of long PDE4 isoforms by PKA. COSI cells were transfected to express various long PDE4 isoforms.
Lysates containing the indicated recombinant wild-type (wt) forms were then treated with a phosphorylation mixture containing
radiolabelled **P-ATP in either the presence or absence of the activated catalytic unit of PKA. They were then subjected to SDS—
PAGE with detection using a phosphorimager. In the presence of PKA then a radiolabelled species of the appropriate size, namely
98 kDa for PDE4A8 (a), 104 kDa for PDE4BI1 (b), 80 kDa for PDE4C2 (c) and 105 kDa for PDE4DS5 (d), was obtained in each
instance. However, no such species were apparent for samples that had not been treated with PKA catalytic unit. Ser®Ala-PDE4AS
(a), Ser'*Ala-PDE4BI (b), Ser'*Ala-PDE4C2 (c) and Ser'“®Ala-PDE4DS5 (d) PDE4 isoforms were also used, as indicated, where the
putative serine target site in UCRI1 for phosphorylation by PKA had been mutated to alanine. In these instances data are shown for
experiments where active PKA catalytic unit was added. Also shown (e) is data for the treatment, with activated PKA, of the
Thr*3Ala-PDE4D5 mutant form where the potential PKA phosphorylation site in the unique N-terminal region of PDE4DS5 was
mutated to alanine. In each case, equal immunoreactive amounts of the various PDE4 constructs were used in these experiments, as
demonstrated by the immunoblots shown in the right hand panels using antisera specific for the indicated PDE4 sub-family
analysed. In the immunoblots tracks 1, 2, 3 analyse, respectively, experiments of wt+ PKA, wt — PKA and Ala mutant+PKA as in
the left hand panel. The data shown are typical of experiments done at least three times with enzymes from different transfections.

(0.5 um) was also added with forskolin and IBMX to the cells. As indicated, experiments were also performed using COSI cells that
were transfected to express various mutant PDE4 isoforms where the putative serine target in UCRI1 for phosphorylation by PKA
had been replaced with an alanine residue. These were Ser®’Ala-PDE4AS, Ser'3*Ala-PDE4B1, Ser!*Ala-PDE4C2 and Ser!*°Ala-
PDE4DS5. In addition to this the Thr**Ala-PDE4D5 mutant was also evaluated in order to delete a potential PKA phosphorylation
site within the unique N-terminal region of PDE4D5. Activities are shown as a percentage relative to that of the control, untreated
form. Data are given as means+s.d. for n=3 experiments done using separate transfections.
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Figure 4 Detection of phosphorylated long PDE4 isoforms using a novel antiserum specific for the PKA phosphorylated serine
residue in UCRI. These data show the results of immunoblots done with the PS54-UCRI-A1l antiserum. COS-1 cells were
transfected with the indicated PDE4 isoform and then harvested and analysed by Western blotting. In (a) cells were transfected
with PDE4D3 and then either challenged or not, as indicated, with forskolin (100 um) together with IBMX (100 um) for 15 min.
In one instance the antiserum was treated with a 10-fold excess of the peptide used to generate it in order to block interaction.
The single immunoreactive species identified in the second lane migrated with immunoreactive PDE4D3 as identified by stripping
and re-probing the blots using a PDE4D-specific antiserum (data not shown). In (b) cells were transfected with the indicated
PDE4D3 mutant isoform and then either treated (fsk) or not with forskolin (100 um) together with IBMX (100 um), followed by
harvesting and Western blotting. The mutants used were serine to alanine replacements as indicated. In (c) cells were transfected
to express the indicated PDE4 long isoforms, either as wild-type or with the putative PKA target serine in UCR1 mutated to
alanine. Cells were then treated or not with forskolin (100 uM) together with IBMX (100 uMm), as indicated, for 15 min prior to
harvesting and Western blotting. In some instances cells were additionally treated with H89 (0.5 um) together with forskolin and
IBMX. The single immunoreactive species identified in forskolin-treated cells transfected to express either PDE4A8 or PDE4BI1 or
PDE4C2 or PDE4DS5 migrated as expected for these isoforms (see legend to Figure 1). In each comparative experiment we
ensured that equal amounts of the indicated PDE4 long isoform was present. This was gauged by immunoblotting lysates with a
PDE4 subfamily-specific antiserum in each case. This was then confirmed when the blots were stripped and re-probed for the
appropriate isoform (data not shown). The data shown are representative of at least three separate experiments using different

transfections.

Indeed, as this phosphorylation site is found only in
PDE4D3, such an antiserum will in fact uniquely detect such
a phosphorylated PDE4D3 form. This proved to be the case
as, using the PS13-4D3-A1 antiserum, we failed to identify
immunoreactive species in forskolin-challenged COS1 cells
transfected to express the various PDE4A, PDE4B and
PDE4C forms analysed here, as well as the PDE4D5 isoform
(data not shown).

We used the PS13-4D3-Al antiserum to re-probe the blots
from COSI cells transfected to express PDE4D3 that had been
challenged with forskolin for various periods of time (Figure
6a; lower panel). In the absence of forskolin, no immunor-
eactive species was evident (Figure 6a; lower panel). However,
for all time periods studied, this phospho-Ser'*-specific
antiserum detected but a single immunoreactive species. This
migrated with upper, reduced mobility form detected with
both the anti-VSV mAb for recombinant PDE4D3 and the
phospho-Ser**-specific antiserum (Figure 6a). The intensity of
signal detected by the phospho-Ser'*-specific antiserum
increased over time, being consistent with an increased

amount of Ser'>-phosphorylated form of PDE4D3. However,
unlike with the two other antisera, we never observed a
doublet using the PS13-4D3-A1 antiserum (Figure 6a).

Rolipram inhibition of PKA-phosphorylated PDE4
isoforms

The susceptibility of the activity of the various recombinant
PDE4 isoforms, expressed in transfected COS1 cells, to
inhibition by the PDE4 selective rolipram was assessed using
1 uM cAMP as substrate (Figure 7). As reported before
(Alvarez et al., 1995; Hoffmann et al., 1998; Sette & Conti,
1996; Sette et al., 1994a), we noted that PKA-activated
PDE4D3 showed a heightened sensitivity to inhibition by
rolipram (Figure 7f). In contrast to this, using PDE4
isoforms from the other three sub-families, we did not see
any increase in their susceptibility to inhibition by rolipram
(Figure 7; Table 2). Neither did we see increased sensitivity to
rolipram inhibition for PDE4DS5 (Figure 7¢). The only
apparent difference noted was for PDE4B1, for which the
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shallower slope of the inhibition plot implied heightened
sensitivity to rolipram inhibition at lower concentration, for
the phosphorylated form (Figure 7c).

@ Wild-type Ala13 Aspl3 Alas4 Ala13/
Ala54

+— P — P t—r
(o +fsk c +sk Cc +fsk [ +fsk c +fsk

® =
C  +ptase

Figure 5 The PKA-mediated mobility shift of PDE4D3 requires
phosphorylation at both Ser'® and Ser**. In (a) COS-1 cells were
transfected to express the indicated wild-type or mutant forms of
PDE4D3. They were then either treated (+fsk) or not (C) with
forskolin (100 uMm) together with IBMX (100 um) for 10 min prior to
harvesting. They were then identified using a PDE4D specific
antiserum. In (b) is shown an experiment where cells were treated
with forskolin together with IBMX for 10 min prior to harvesting
and then samples were either treated with alkaline phosphatase
(+ptase) or not (C) as described in Methods. The data shown are
representative of at least three separate experiments using different
transfections.
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Discussion

It is now well established that the long PDE4D3 isoform
provides a target for phosphorylation by PKA (Alvarez et al.,
1995; Hoffmann et al., 1998; 1999; Oki et al., 2000; Sette &
Conti, 1996; Sette et al., 1994a, b) at both Ser'® located
within its unique N-terminal region and Ser** located within
UCR1 (Hoffmann et al., 1998; Sette & Conti, 1996). PKA
phosphorylation of PDE4D3 leads to a decrease in its
mobility on SDS—PAGE (Oki et al., 2000; Sette & Conti,
1996) and enhanced sensitivity to inhibition by the PDE4
selective inhibitor, rolipram (Alvarez et al., 1995). It also
generates an activated form of the enzyme that can be
entirely attributed to phosphorylation of Ser** (Hoffmann et
al., 1998; Sette & Conti, 1996). However, three other PDE4
gene families generate a range of other long PDE4 isoforms.
These all contain an identical PKA consensus sequence that
is identical to that found in the UCRI of PDE4D3, namely
Arg-Arg-Glu-Ser-Phe. We have been able to show here that
examples of long isoforms from each of the three other PDE4
sub-families can also be phosphorylated by PKA at the
cognate serine within this site and that such a modification
leads to enzyme activation. We ascertained that PKA caused
the phosphorylation of this cognate serine residue using two
independent approaches. Firstly, we generated various
mutant PDE4 isoforms where the serine target for PKA
phosphorylation in UCR1 was replaced by alanine. Such
mutant forms could not be phosphorylated in vitro by

Panel (b)
PS13-4D3-A1 antiserum

PDE4D3 —» #=

Wt Wit Wt Wi+
sk ctr H89 Fsk+
fsk Peptide block

Panel (c) PS13-4D3-A1 antiserum

- —
Wt Wt A A A A A A
cr fsk 13 13 54 54 13 13
fsk fsk 54 54
fsk

Figure 6 Time dependence of the PKA-induced mobility shift of PDE4D3 determined using novel antisera specific for the PKA
phosphorylated serine residue in UCR1 and for Ser'? in the unique N-terminal region of PDE4D3. Panel (a) shows a time-course of
the effect of challenging COS-1 cells transfected to express PDE4D3 with forskolin (100 M) together with IBMX (100 um). At the
indicated times cells were harvested and then immunoblotted with antiserum specific for PDE4D (upper lane), with the PS54-UCRI1-
Al antiserum (middle lane) and also with the PS13-4D3-Al antiserum (lower lane). Lanes show data for equal loading of
immunoreactive PDE4D3 in all experiments. The data shown are representative of at least three separate experiments using different
transfections. Panel (b) shows the use of the novel polyclonal antiserum, PS13-4D3-Al, to detect the PKA-phosphorylated form of
Ser'? in PDE4D3. Shown are lysates of transfected COS cells immunoblotted using this antiserum. COS1 cells transfected to express
wild type PDE4D3 (wt) were either challenged (+fsk) or not (ctr) with forskolin together with IBMX for 10 min prior to
harvesting. The single immunoreactive band identified in ‘ +fsk’ treated cells was identified as PDE4D3 by stripping and re-probing
the blots with PDE4D-specific antiserum (data not shown). Also shown are lysates from °+fsk’ treated PDE4D3 transfected COS1
cells where the polyclonal antiserum, PS13-4D3-A1, had been pre-absorbed with a 10-fold excess of the peptide used to generate it.
Panel (c) shows immunoblots, done using antiserum PS13-4D3-Al, of COSI cells transfected to express the indicated PDE4D3
mutants which were either treated (fsk) or not, as indicated, with forskolin together with IBMX for 10 min prior to harvesting. Used
were wild-type PDE4D3 (wt), the Ser'*Ala mutant, the Ser’*Ala mutant and the Ser'*Ala: Ser’**Ala double mutant of PDE4D3. The
data shown are representative of at least three separate experiments using different transfections.
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Figure 7 Rolipram inhibition of PKA-phosphorylated long PDE4 isoforms. High speed supernatant/soluble (S2) fractions were
made from COSI cells transfected to express the indicated PDE4 isoforms that either had or had not been treated with forskolin
(100 uMm) together with IBMX (100 uM) for 10 min prior to harvesting. The inhibitory effect of rolipram on the PDE activity was
assessed using 1 um cAMP as substrate. The indicated enzymes were (a) PDE4A10, (b) PDE4AS, (c) PDE4BI1, (d) PDE4C2, (e)
PDEA4DS and (f) PDE4D3. Activity of the various PDE4 species in transfected COS cells was as indicated in Table 1 and in Figure
2. The data presented give mean+s.d. of three separate experiments using different transfections.
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Table 2 PDE4 transfected COSI cells

PDE4 isoform in 1Csy value Slope (h)

transfected (means+s.d.; n=3) (means+s.d.; n=3)

COS]1 cells Resting Phosphorylated Resting Phosphorylated

4A8 0.15+0.04 0.16+0.03 0.51+0.01 0.47+0.02

4B1 0.10+0.02 0.22+0.04 0.51+0.02 0.18+0.01

4C2 0.14+0.04 0.124+0.04 0.52+0.05 0.56+0.02

4D3 0.52+0.02 0.08+0.01 0.52+0.01 0.52+0.01

4D5 0.07740.005 0.099+0.011 0.44+0.09 0.45+0.05

Lysates were from either resting cells or those challenged (phosphorylated) for 15 min with forskolin (100 um)+IBMX (100 um). PDE4

activity as in Table 1 and Figure 7.

treatment with activated PKA. Secondly, we generated a
novel antiserum able to detect specifically the phosphorylated
form of this serine residue in UCR1. This antiserum was then
employed to detect the PKA-mediated phosphorylation of
these various PDE4 long isoforms in intact cells. In addition,
we showed that phosphorylation in intact cells treated with
forskolin and IBMX to increase cAMP levels was ablated by
the PKA inhibitor, H89. Thus it would seem that PKA
phosphorylation of a cognate serine residue in UCRI,
causing enzyme activation, is a common characteristic of
long PDE4 isoforms from all four sub-families.

Here we have used forskolin to stimulate adenylyl cyclase
activity and IBMX to reversibly inhibit the elevated PDE
levels in PDE4 isoform-transfected cells so as to ensure that
cAMP levels were sufficiently increased to allow PKA to
phosphorylate these isoforms. This approach has allowed us
to show that long isoforms from all four PDE4 sub-families
can be phosphorylated and activated by PKA. As such, these
analyses can be expected to serve as a paradigm for PDE4
expressed in cells where PKA is activated.

It would appear, however, that the PDE4D3 isoform
exhibits certain unique attributes regarding its regulation by
PKA. It has been shown previously to be phosphorylated at
two distinct sites by PKA (Sette & Conti, 1996), unlike other
long forms which we show here are phosphorylated solely at
the common site in UCRI1. Furthermore, we show that, of
the various long PDE4 isoforms evaluated here, including
PDE4DS from the same sub-family, PDE4D3 is the only
species where PKA phosphorylation engenders increased
sensitivity to inhibition by rolipram and altered mobility on
SDS—-PAGE. In addition, where PDE4D3 appears to be
activated some 2-—3-fold by PKA phosphorylation (Hoff-
mann et al., 1998; Sette & Conti, 1996) this is somewhat
greater than the activation we observe for other long PDE4
isoforms including PDE4D5. This suggests that the unique
N-terminal region of PDE4D3 may serve to confer these
unique attributes. In this regard, there is evidence that the N-
terminal regions of PDE4A (Bolger et al., 1996; Shakur et al.,
1993; 1995), PDE4B (Huston et al., 1997) and PDE4D
(Bolger et al., 1997) families can affect functional aspects of
these enzymes.

Our generation of antisera specific for the two PKA
phosphorylation sites in PDE4D3 have allowed a unique
insight into the regulation of this enzyme. Use of the PS54-
UCRI1-A1 antiserum identified that two populations of Ser>*-
phosphorylated PDE4D3 existed 1 min after challenge with
forskolin + IBMX, one of which exhibited a mobility akin to
that of dephosphorylated PDE4D3 while the other had a

reduced mobility (Figure 6). In contrast to this the PS13-
4D3-A1 antiserum only ever detected a single species of
reduced mobility (Figure 6). This suggests to us that the
phosphorylation of both sites is needed to attain the low
mobility species and that the phosphorylation of Ser®* might
even precede that of Ser® in COS cells treated with
forskolin + IBMX. Consistent with the notion that phosphor-
ylation of both sites is needed to attain the low mobility state
were our observations that mutation of either Ser'® or Ser** to
alanine prevented the PKA-mediated mobility shift in
PDEA4D3 (Figure 5).

Whilst the degree of activation by PKA of the various
PDE4 isoforms analysed here may not seem at first site to be
profound, Oki et al. (2000) have shown, for PDE4D3, that
such elevated rates of hydrolysis of cAMP can exert a
cumulative acceleration in the degradation of cAMP. Indeed,
there is a growing body of evidence that PDE4 isoforms are
anchored to specific sites in cells (Houslay, 2001; Houslay &
Milligan, 1997; Houslay et al., 1998) and thus activation by
PKA may be expected to provide a change in the steady-state
levels of cAMP and activation of PKA, at least in a localized
environment. This may be of particular importance as it is
now well-established that anchored populations of PKA serve
to sample and act on changes in gradients of cAMP within
the cell interior (Colledge & Scott, 1999; Klauck & Scott,
1995). Indeed, it is now known (Colledge & Scott, 1999) that
there is a very large family of PKA anchor proteins (AKAPs)
that control specific intracellular events. Recently, it has been
shown that PDE4D3 can interact with various AKAPs where
it regulates localized PKA activity with feedback control
provided by PKA phosphorylation (Dodge et al., 2001;
Tasken et al., 2001). It is possible that other PKA-regulated
PDE4 isoforms may act similarly with other AKAPs. Thus
one might predict that the various PDE4 isoforms may have
distinct functional roles in cells and thus sub-family selective
PDEA4 inhibitors might have rather different functional effects
which could be exploited therapeutically.

M.D. Houslay thanks the Medical Research Council and Novartis
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