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PP5 (PPP5C) is a phosphatase of 
Dvl2
Jianlei Xie1, Meng Han2, Miaojun Zhang1, Haiteng Deng2 & Wei Wu1

Dishevelled (Dvl) family proteins are key mediators of Wnt signalling and function in both canonical 
and noncanonical branches. Dvl2, the most studied Dvl protein, is extensively regulated by 
phosphorylation. Several kinases were found to be critical for Dvl2 localisation, stability control and 
functional segregation. For example, S143-phosphorylated Dvl2 was detected, together with CK1δ/ε, 
at the centrosome and basal body of primary cilia and plays pivotal roles during ciliogenesis. However, 
relatively less is known about Dvl dephosphorylation and the phosphatases involved. Here, we 
identified PP5 (PPP5C) as a phosphatase of Dvl2. PP5 interacts with and can directly dephosphorylate 
Dvl2. Knockdown of PP5 caused elevated Dvl2 phosphorylation both at the basal level and upon Wnt 
stimulation. In the Dvl2 protein, S143, the 10B5 cluster and other sites were dephosphorylated by PP5. 
Interestingly, comparison of PP5 with PP2A, another known Dvl2 phosphatase, revealed that PP5 and 
PP2A are not fully redundant in the regulation of Dvl2 phosphorylation status. In hTERT-RPE1 cells, PP5 
was found at the basal body of cilia, where S143-phosphorylated Dvl2 also resides. Functional assays 
revealed modest effects on ciliogenesis after PP5 depletion or over-expression. Taken together, our 
results provided evidence to suggest PP5 as a new phosphatase for Dvl2.

Dishevelled (Dvl) is a cytoplasmic adaptor protein necessary for Wnt signalling and functions in both canonical 
and noncanonical signalling branches1,2. Through Dvl family proteins, canonical Wnt signalling regulates cell 
proliferation and cell fate decision3,4, whereas noncanonical Wnt signalling controls cell polarity, cell migration 
and some other events such as centrosome positioning and primary ciliogenesis5–7. Dvl consists of an N-terminal 
DIX domain, a central PDZ domain and a C-terminal DEP domain. Generally, DIX and PDZ domains mediate 
functions in canonical Wnt signalling, while PDZ and DEP domains are required for noncanonical signalling1. As 
an adaptor protein, the signalling functions of Dvl are achieved through interactions with many other proteins. 
Upon canonical Wnt ligand stimulation, Frizzled (Fz) receptors interact with the PDZ domain to recruit Dvl 
to the cell membrane for signal activation8. DIX domain mediates the interaction with Axin and also partici-
pates in its membrane recruitment9–11. PDZ domain and DEP domain together activate the RhoA/Rac family of 
small GTPases in noncanonical Wnt signalling12,13. Sequences between the three domains and of the C-terminus 
are also functional in signal transduction under certain conditions14–16. There are three homologues of Dvl in 
humans: Dvl1, Dvl2 and Dvl3. Although functional specialization is apparent, they share similar structures and 
types of regulation in many contexts17–20.

At the cellular level, the function of Dvl proteins is critically regulated by phosphorylation1,2. Upon Wnt ligand 
stimulation, Dvl proteins are rapidly and intensely phosphorylated15,21,22. Several kinases have been shown to 
phosphorylate Dvl, such as CK1δ/ε, CK2, PAR-1, Abl, RIPK4 and NEK223–30. More than 50 phosphorylation sites 
have been identified in Dvl proteins, most of which are serine/threonine residues16. The functional significance of 
phosphorylation at several sites has been investigated in detail. For instance, S143 and T224 sites of human Dvl2 
were shown to be phosphorylated by CK1δ/ε. This creates an interface for Plk1 interaction. The resulting Dvl2–
Plk1 complex promotes HEF1 stabilisation and then Aurora A activation at the basal body of primary cilia. This 
process is required for the serum-stimulation-induced disassembly of primary cilia in human retinal pigmented 
epithelial cells (hTERT-RPE1)6. It was also reported that CK1ε phosphorylates S594, T595, S597 and T604 sites 
of human Dvl2 in response to Wnt stimulation. The phosphorylation of this cluster reduced the recognition by 
a monoclonal Dvl2 antibody, 10B5. In addition, mutation of these sites (10B5 sites hereafter) into alanine led to 
increased punctate localisation and canonical Wnt signal activation15.

Considering the importance of the phosphorylation of Dvl proteins, several Dvl phosphatases have also 
been identified and functionally investigated. The catalytic subunit of PP2A (PP2A/C) binds directly to the DEP 
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domain to dephosphorylate Dvl2. Wnt3a treatment increases this interaction but decreases the phosphatase activ-
ity of PP2A/C31. The catalytic subunit of PP1 (PP1c) was also reported to be a Dvl phosphatase. PP1c dephos-
phorylates Dvl with the aid of Hipk2, and relieves Dvl from Itch-mediated ubiquitination. This process results in 
the stabilisation of Dvl and maintains the normal Dvl protein level for Wnt signal transduction in mammalian 
cells and zebrafish embryos32. Interestingly, Dvl is also a protein substrate of PTEN. The interaction with PTEN 
is mediated by the DEP domain and the C-terminus of Dvl2. PTEN dephosphorylates the S143 site of Dvl2 and 
regulates the disassembly of primary cilia in hTERT-RPE1 cells7.

PP5 (PPP5C) is a serine/threonine phosphatase of the phosphoprotein phosphatase (PPP) family33–35. Unlike 
most other PPP family phosphatases, which form holoenzymes with a great number of regulatory subunits to 
recognise substrates, PP5 is a single-subunit enzyme and utilises its N-terminal TPR domain to achieve substrate 
recognition and activity regulation36–38. The basal phosphatase activity of PP5 is relatively low as a result of the 
intramolecular autoinhibition achieved through the interaction between the TPR domain and a C-terminal αJ 
helix39,40. Interaction of the TPR domain with Hsp70/Hsp90 relieves the autoinhibition of PP540–43. Functionally, 
PP5 has been proved to be an important regulator of hormone and stress-related signalling33,34.

Here, we identified PP5 as a phosphatase of Dvl2. PP5 interacts with and dephosphorylates Dvl2. CK1ε was 
shown to promote the interaction between PP5 and Dvl2. Knockdown of PP5 led to increased Dvl2 phospho-
rylation in response to both Wnt3a and Wnt5a treatment. Both S143 and 10B5 sites of Dvl2 were shown to be 
dephosphorylated by PP5. Moreover, coexpression with constitutively active PP5 mutants promoted punctu-
ate localisation of Dvl2. Conversely, overexpression of the TPR domain, likely via its dominant negative effect, 
inhibited the dephosphorylation of Dvl2 by PP5 and resulted in diffuse cytoplasmic localisation of Dvl2. In 
hTERT-RPE1 cells, PP5 was found at the basal body of primary cilia, where S143-phosphorylated Dvl2 was also 
detected. Over-expression or depletion of PP5 moderately affected ciliogenesis, possibly through dephosphoryl-
ating the S143 site of Dvl2. Taken together, our results show that PP5 is a phosphatase of Dvl2.

Results
Identification of Dvl2 phosphatase. In searching for phosphatases involved in Dvl2 dephosphoryla-
tion, we coexpressed FLAG-Dvl2 in HEK293T cells together with plasmids from a library containing 106 clones 
encoding 96 phosphatases or related genes (Table S1). The mobility shift of the Dvl2 protein in SDS-PAGE was 
used as an indicator of its phosphorylation status. The appearance of more rapidly migrating bands indicated the 
dephosphorylation of FLAG-Dvl2 by coexpressed genes. Four phosphatases, namely, PPP2CA, PPP2CB, PPP5C 
and PPM1A, encoded by five clones were identified (Fig. S1). PPP2CA and PPP2CB encode catalytic subunits 
of PP2A, which is a well-known Dvl2 phosphatase31. PPM1A encodes a metal-dependent protein phosphatase 
of the PP2C family44, which has already been reported to interact with Dvl2 and dephosphorylate Axin in regu-
lating Wnt signalling45. The identification of known Dvl2 phosphatases indicated that the screen was sufficiently 
sensitive. PPP5C encodes protein phosphatase 5 (PP5), which has been shown to regulate several signalling path-
ways33,34. However, to our knowledge, no direct link between PP5 and Dvl has been suggested. Therefore, we 
focused on PP5 to investigate its effects on Dvl2 dephosphorylation and function.

PP5 can dephosphorylate Dvl2. To confirm that PP5 can dephosphorylate Dvl2, we coexpressed 
FLAG-Dvl2 together with wild-type PP5, PP5-K97A, a less active mutant, or PP5-H304A, a phosphatase-dead 
mutant, in HEK293T cells. As shown in Fig. 1a, wild-type PP5 caused strong fast migrating bands of Dvl2 
in SDS-PAGE, whereas PP5-K97A caused a partial shift and PP5-H304A caused none. Next, we purified 
FLAG-tagged Dvl2 protein from transiently transfected HEK293T cells and incubated it with bacterially 
expressed and purified PP5 proteins (GST-PP5). Wild-type PP5 protein directly dephosphorylated Dvl2, indi-
cated by a clear down-shift of the Dvl2 bands (Fig. 1b). PP5-H304A mutant did not dephosphorylate Dvl2. 
Interestingly, PP5-deltaC (PP5-dC), which lacks amino acids critical for its C-terminal inhibitory domain and 
thus is believed to be a constitutively active form39, was indeed highly active in promoting the rapid migration of 
Dvl2 (Fig. 1b).

Although mobility shift has been widely used as an assay of Dvl2 phosphorylation, we made use of two anti-
bodies to further investigate the phosphorylation sites in Dvl2. The first one is an antibody recognising the phos-
phorylated serine 143 site of human Dvl2 (p-S143). The second one (clone 10B5) reacts with human Dvl2 with 
its four C-terminal serine/threonine sites (S594, T595, S597 and T604; collectively called 10B5 sites) unphos-
phorylated15. Thus, a signal from the 10B5 antibody indicates the loss of phosphorylation at these sites, and loss 
of the 10B5 signal indicates that these sites are phosphorylated15. Upon PP5 coexpression, the p-S143 signal was 
largely abolished and the 10B5 signal was enhanced (both representing Dvl2 dephosphorylation), accompanied 
by a dramatic down-shift of FLAG-Dvl2 protein (Fig. 1c). In contrast, CK1ε coexpression caused slow-migrating 
(up-shift) FLAG-Dvl2 proteins and complete abolition of the 10B5 signal. The p-S143 signal was not significantly 
enhanced by CK1ε, probably because Dvl2 from HEK293T cells was already highly phosphorylated on S143. 
These results indicate that PP5 can at least dephosphorylate the S143 and 10B5 regions of the Dvl2 protein.

Dvl2 harbours many more phosphorylation sites other than the S143 and 10B5 region1. To investigate whether 
there are other sites in Dvl2 that are dephosphorylated by PP5, we mutated S143, T224 and the 10B5 sites (S594, 
T595, S597 and T604) of human Dvl2 all into alanine. The mutated protein (Dvl2-6M) migrated more rapidly in 
gels than the wild-type protein (WT), indicating less phosphorylation. However, coexpression with PP5 caused a 
further down-shift of Dvl2-6M protein (Fig. 1d). This result suggested that PP5 can also dephosphorylate some 
other sites of Dvl2. To clarify this issue, mass spectrometry (MS) was used to identify potential sites affected 
by the coexpressed PP5. EYFP-Dvl2 was expressed alone or together with FLAG-PP5 in HEK293T cells and 
Dvl2 protein was purified and analysed (Fig. S2a). Twelve phosphorylation sites of Dvl2 were identified by mass 
spectrometry (Fig. 1e). Coexpression with PP5 led to the significant dephosphorylation of eight sites (S143, 
S158, S170, S207, S252, S358, S520 and S720). The phosphorylation status of two sites (S194 and S562) was not 
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significantly changed by PP5. Besides, the phosphorylation status of the other two sites (S618 and S717) was sig-
nificantly increased upon coexpression with PP5 (Figs 1e, S2b, Table S2). Taking these findings together, PP5 can 
dephosphorylate multiple sites of the Dvl2 protein.

PP5 interacts with Dvl2. PP5 consists of an N-terminal TPR domain and a C-terminal phosphatase 
domain36–38. The TPR domain has been suggested to function in protein-protein interactions42,46. It is also 
bound by a short amino acid sequence from the C-terminus of PP5 protein and this interaction functions as an 
autoinhibitory mechanism40. Hsp90, via its interaction with the TPR domain, releases this autoinhibition40. To 
determine whether PP5 interacts with Dvl2, Co-immunoprecipitation (Co-IP) experiments were carried out 
in HEK293T cells. The results indicated that PP5 was effectively co-immunoprecipitated with Dvl2, while no 
interaction was detected with other unrelated proteins (Fig. 2a). A semi-endogenous Co-IP experiment was con-
ducted and the endogenous Dvl2 was indeed associated with the transiently expressed phosphatase-dead PP5 
(PP5-H304A) (Fig. 2b). Moreover, GST-pull down assay confirmed that PP5 binds to Dvl2 directly (Fig. 2c). In 
comparison with the wild-type PP5, PP5-K97A, which contains a mutation in the TPR domain that disrupts the 

Figure 1. PP5 dephosphorylates Dvl2. (a) HEK293T cells were transfected with FLAG-Dvl2 together with 
wild-type or mutant PP5 and analysed by Western blotting (WB) with the indicated antibodies. (b) FLAG-Dvl2 
purified from transfected HEK293T cells was incubated with PP5 or PP5 mutant proteins purified from E. coli 
in phosphatase assay buffer for 1 h at 30 °C. GST was used as a negative control. The protein samples were then 
subjected to WB to verify Dvl2 phosphorylation. (c) HEK293T cells were transfected with FLAG-Dvl2 together 
with FLAG-PP5 or FLAG-CK1ε and then analysed by WB with the indicated antibodies. Note that p-S143 
antibody recognises Dvl2 with S143 phosphorylation, while 10B5 antibody recognises Dvl2 with its 10B5 sites 
not phosphorylated. (d) HEK293T cells were transfected and analysed by WB. WT, wild-type Dvl2. 6 M, Dvl2 
S143A/T224A/S594A/T595A/S597A/T604A mutant. (e) Schematic showing the Dvl2 phosphorylation sites 
identified by MS analysis with their change of phosphorylation level indicated by arrows. Downward arrow 
indicates more than twofold reduction by PP5. Upward arrow indicates more than twofold upregulation by PP5. 
Line without an arrowhead indicates no significant change detected. Full-length gels and blots of this figure are 
shown in Figure S4.
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Figure 2. PP5 interacts with Dvl2. (a) Transfected HEK293T cells were processed for coimmunoprecipitation 
with FLAG M2 beads and samples were analysed by WB. (b) HEK293T cells were transfected as indicated and 
processed for Co-IP with GFP-Trap beads. Asterisk indicates nonspecific signal from enriched EYFP-PP5-
H304A protein. (c) FLAG-Dvl2 purified from transfected HEK293T cells was incubated with PP5 protein 
purified from E. coli together with Glutathione Sepharose 4B beads. GST was used as a negative control. (d,e) 
HEK293T cells were transfected as indicated and processed for Co-IP with FLAG M2 beads. WT, wild-type 
PP5. K97A, PP5-K97A. H304A, PP5-H304A. Asterisk indicates nonspecific bands. (f) Schematic of PP5 
mutants used in (g). (g) HEK293T cells were transfected as indicated and processed for Co-IP with FLAG M2 
beads. Samples were then analysed by WB. (h) Schematic of Dvl2 truncations used in (i). (i) HEK293T cells 
were transfected with EYFP-PP5-H304A and FLAG-tagged full-length or truncated Dvl2. Cells were processed 
for Co-IP with GFP-Trap beads and were then subjected to WB. Full-length blots of this figure are shown in 
Figure S5.
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interaction of PP5 with Hsp90, showed similar interaction with Dvl2. Interestingly, the phosphatase-dead mutant 
PP5-H304A showed much stronger interaction with Dvl2 (Fig. 2d). In this experiment, the levels of transiently 
expressed FLAG-Dvl2 and EYFP-PP5 were not much higher than those of their endogenous counterparts, sug-
gesting that the interaction observed is physiologically relevant (Fig. 2d). Since coexpressed PP5 significantly 
reduced the overall phosphorylation of the Dvl2 protein, while the phosphatase-dead form did not, we tested 
whether elevated phosphorylation on Dvl2 could enhance PP5 binding. Indeed, coexpression with CK1ε led to 
increased Dvl2 phosphorylation (upper shift), accompanied by increased affinity to PP5. Coexpression of Axin2, 
another well-known Dvl2 interacting protein, did not affect the interaction between PP5 and Dvl2 (Fig. 2e). These 
results suggest that PP5 interacts with Dvl2 and this interaction is further enhanced by Dvl2 phosphorylation.

To investigate which part of PP5 is involved in Dvl2 interaction, four additional constructs were pre-
pared, namely, TPR domain alone (TPR), TPR-K97A in which the TPR domain contains the K97A mutation, 
phosphatase domain alone (Phos) and Phos-H304A in which the phosphatase domain is inactive (Fig. 2f). 
Phosphatase-dead full-length PP5 (PP5-H304A) was used as a positive control in this Co-IP experiment (Fig. 2g). 
The results indicated that both TPR and phosphatase domains were involved in the interaction with Dvl2. 
Compared with the phosphatase domain (Phos), Phos-H304A mutant showed a stronger interaction (Fig. 2g).

Next, the domain of Dvl2 that interacts with PP5 was determined (Fig. 2h,i). Full-length Dvl2 interacted 
strongly with PP5-H304A and the deletion of the DIX domain (D1) did not affect their interaction. However, 
the D2 mutant, which lacks all N-terminal sequence from the PDZ domain, exhibited a dramatic decrease in its 
interaction with PP5-H304A. Therefore, the sequence between DIX and PDZ domains seems to be essential for 
the interaction. In fact, this region alone (D3) was sufficient for the interaction with PP5-H304A to occur, albeit 
with relatively low affinity (Fig. 2i). Of course it is possible that some flanking sequence or sequences in other 
parts are also involved.

PP5 is required for Dvl2 dephosphorylation. The above results indicate that PP5 can interact with and 
dephosphorylate Dvl2. To investigate whether PP5 is required for Dvl2 dephosphorylation, we used two inde-
pendent siRNAs to knockdown PP5 in MCF7 (Fig. 3a), HCT116, HEK293T and HeLa cells (data not shown). The 
PP5 protein level was efficiently downregulated upon siRNA transfection. At the same time, the phosphorylation 
level of endogenous Dvl2, judged by the enhanced intensity of the upper band, was increased in cells with PP5 
knockdown (Fig. 3a). As a positive control, knocking down PP2A/C (a catalytic subunit of PP2A) also led to an 
increase in Dvl2 phosphorylation (Fig. 3a). Moreover, two independent shRNAs were used to knockdown PP5 in 
HCT116 cells, and elevated Dvl2 phosphorylation was also observed (Fig. 3b).

Dvl2 phosphorylation can be further stimulated by Wnt ligands of both canonical and noncanonical signal-
ling15,21,22. We therefore treated PP5 knockdown HCT116 cells with Wnt3a conditioned medium (CM) or Wnt5a 
protein and verified Dvl2 phosphorylation. Wnt ligands stimulated Dvl2 phosphorylation in both S143 and 10B5 
sites, and PP5 knockdown further enhanced them (Fig. 3c,d). The effects of PP5 knockdown were largely rescued 
by coexpression of mouse PP5, which was not effectively targeted by the siRNA (Fig. 3e). To shed light on the 
dynamic process, HCT116 cells were treated with Wnt3a CM for different time periods and the Dvl2 phosphoryl-
ation level was quantified (Fig. 3f–h). PP5 knockdown resulted in a significant increase of Dvl2 phosphorylation 
in both S143 and 10B5 sites in the whole process of 4-h Wnt3a treatment. These results demonstrate that PP5 is 
involved in the regulation of both the basal level and Wnt-ligand-induced Dvl2 phosphorylation.

We also attempted to clarify the effects of PP5 knockdown on the process of active Dvl2 dephosphorylation. 
For this purpose, HCT116 cells were treated with Wnt3a CM for 2 h to stimulate Dvl2 phosphorylation. After 
removing Wnt3a CM, cells were washed with PBS and supplemented with normal medium to allow the dephos-
phorylation of Dvl2 (Fig. 3i–k). In control siRNA-transfected cells, S143 phosphorylation (p-S143) was soon 
diminished after the removal of Wnt3a CM. However, in PP5 knockdown cells, the existence of a high p-S143 
level was significantly prolonged (Fig. 3i,j). Interestingly, the recovery of the 10B5 signal, that is, the dephospho-
rylation of 10B5 sites, was relatively slow and knockdown of PP5 only slightly prolonged this process (Fig. 3i,k). 
Similar results were also obtained from HCT116 cells in which PP5 was downregulated by shRNAs (data not 
shown). The above results indicate that PP5 is involved in the dephosphorylation of Dvl2.

Comparison of PP5 and PP2A on Dvl2 dephosphorylation. The above results show that the effects 
of PP5 on the dephosphorylation of Dvl2 at the S143 and 10B5 sites differ to some degree. We therefore pre-
cisely compared the effect of PP5 on S143 and 10B5 sites in vitro and in vivo. In an in vitro phosphatase assay 
with increasing amounts of GST-PP5 applied, S143 and 10B5 sites were dephosphorylated with very similar effi-
ciency, suggesting no preference in vitro (Fig. 4a,b). When coexpressed in HEK293T cells, PP5 could effectively 
dephosphorylate the S143 site in the presence of overexpressed CK1ε, which is responsible for the phosphoryl-
ation of several residues in Dvl2 including S143 and 10B5 sites6,15. However, under the same conditions, 10B5 
sites were not dephosphorylated by PP5 (the 10B5 signal did not return when PP5 and CK1ε were coexpressed) 
(Fig. 4c). In other words, PP5 could counteract CK1ε at the S143 site but not at 10B5 sites when coexpressed in 
HEK293T cells. These findings suggest that the phosphorylated S143 site is more reactive to PP5 than 10B5 sites 
in HEK293T cells.

Next, we compared the involvement of PP5 and PP2A in the dephosphorylation of the S143 and 10B5 sites 
of Dvl2. It has been reported that PP2A interacts with and dephosphorylates Dvl231. Indeed, siRNA-mediated 
knockdown of PP2A catalytic subunit (PP2A/C) led to an up-shift of Dvl2 protein, suggesting the over-
all enhancement of phosphorylation (Fig. 3a). However, when specific sites were carefully monitored in both 
untreated and Wnt3a-stimulated cells, it was observed that the enhancements of the Dvl2 protein up-shift and 
10B5 phosphorylation (loss of 10B5 signal) were more dramatic in PP2A/C knockdown cells, whereas the eleva-
tion of S143 phosphorylation was more significant in PP5 knockdown cells (Fig. 4d). This is consistent with a pre-
vious report describing that phosphorylation of the 10B5 region contributes significantly to the protein up-shift 
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Figure 3. PP5 is required for Dvl2 dephosphorylation. (a) MCF7 cells were transfected with two independent 
PP5 siRNAs. Cells were lysed 48 h later and analysed by WB. siRNA targeting PP2A/C was used as a positive 
control. NC, negative control siRNA. (b) HCT116 cells stably expressing two independent shRNAs targeting 
PP5 were lysed and analysed. NC, negative control shRNA. (c,d) HCT116 cells were transfected with control or 
PP5 siRNA and 48 h later, cells were treated with Wnt3a conditioned medium (CM) (c) or Wnt5a protein (d) for 
3.5 h. Cell lysates were analysed by WB. L CM and BSA were used as a control. L, L CM (conditioned medium 
collected from control L-cells). 3a, Wnt3a CM. NC, negative control siRNA. 5, PP5 siRNA. (e) HCT116 cells 
were transfected with indicated siRNA and 24 h later, cells were further transfected with plasmids as indicated. 
After another 24 h, cells were treated with L or Wnt3a CM for 2 h. L, L CM (conditioned medium collected from 
control L-cells). 3a, Wnt3a CM. (f) HCT116 cells were transfected with control or PP5 siRNA and 48 h later, 
cells were treated with L or Wnt3a CM for the indicated time periods. L, L CM (conditioned medium collected 
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phenomenon15. To further confirm this difference in a dynamic process, HCT116 cells were treated with Wnt3a 
CM to induce Dvl2 phosphorylation, followed by the washing out of Wnt3a to determine the dephosphorylation 
of Dvl2. In this process, again, PP2A/C knockdown resulted in more dramatic inhibition of 10B5 dephosphoryl-
ation, while PP5 knockdown mainly reduced S143 dephosphorylation (Fig. 4e). Together, these results suggested 
that, at least in HCT116 cells, PP5 and PP2A are not fully redundant in Dvl2 dephosphorylation.

PP5 mutants affect Dvl2 subcellular localisation. The subcellular localisation of Dvl2 is regulated by 
many factors. In transfected cells, Dvl2 exists in two distinct patterns: diffuse and punctate15. Wnt ligand treat-
ment or Fz coexpression can lead to the membrane recruitment of Dvl29,11,16, while the coexpression of CK1ε 
promotes the diffuse pattern16. The phosphorylation of 10B5 sites has been shown to affect the subcellular locali-
sation of Dvl2. Mutation of 10B5 sites into alanine leads to increased punctate localisation15. Our results suggest 
that PP5 can dephosphorylate Dvl2, so we then tested whether PP5 affects the subcellular localisation of Dvl2.

The phosphatase activity of wild-type PP5 is relatively low due to the autoinhibitory mechanism, which relies 
on the interaction between the N-terminal TPR domain and the C-terminal αJ helix. Two constitutively active 
PP5 mutants, PP5-E76A, which contains a critical amino acid mutation in the TPR domain disturbing αJ helix 
binding, and PP5-dC, which lacks amino acid residues critical for its C-terminal inhibitory domain39,40, were also 
utilised here to influence the subcellular localisation of Dvl2. We confirmed that both PP5-E76A and PP5-dC 
promoted the dramatic dephosphorylation of Dvl2 (Fig. 5a). In HeLa cells, wild-type PP5 or PP5-K97A had 
no dramatic influence on Dvl2 localisation. However, the constitutively active mutants PP5-E76A and PP5-dC 
dramatically increased the proportion of cells with Dvl2 in a punctate pattern. In contrast, coexpression with the 
phosphatase-inactive mutant PP5-H304A rendered Dvl2 mainly in a diffuse pattern in cells and, in fact, the TPR 
domain alone was sufficient to achieve this (Fig. 5b,c).

Considering that CK1ε-phosphorylated Dvl2 displays a diffuse pattern and 10B5 mutant Dvl2 tends to form 
puncta15,16, the PP5-E76A- and PP5-dC-induced punctuate distribution of Dvl2 was probably due to the dephos-
phorylation of 10B5 sites and potentially also some other sites with similar function. Regarding the TPR domain, 
it was previously suggested that this domain alone may behave as a dominant negative form capable of interfering 
with the function of full-length PP546–48. We found that the TPR domain was capable of binding to Dvl2 (Fig. 2g) 
and could indeed block PP5-induced Dvl2 dephosphorylation (Fig. 5d). Similarly, the phosphatase-dead mutant 
PP5-H304A also blocked wild-type PP5-mediated Dvl2 dephosphorylation (Fig. 5d). In contrast, TPR-K97A, 
which showed reduced interaction with Dvl2 (Fig. 2g), had no significant effect on PP5-mediated Dvl2 dephos-
phorylation (Fig. 5d). Therefore, the effects observed here relied on the ability of the TPR domain to interact with 
Dvl2. This is consistent with the proposal that the TPR domain mediates protein–protein interaction34. Moreover, 
we found that coexpression of the TPR domain with Dvl2 caused hyperphosphorylation of the latter (reduced 
10B5 signal) (Fig. 5e). Mechanistically, the effect of the TPR domain on Dvl2 subcellular localisation depended on 
endogenous CK1δ/ε family kinases, since this effect was reversed by their inhibitors D4476 and IC261 (Fig. 5f). 
Together, these results further demonstrate that PP5 can influence Dvl2 subcellular localisation via direct binding 
and regulating its phosphorylation.

PP5 modulates Dvl2-mediated primary ciliogenesis. Apart from its well-known functions in Wnt 
signalling, Dvl2 has been shown to be important during the biogenesis of primary cilia6,7,49–51. Primary cilia 
are organelles that protrude out of eukaryotic cells and are dynamically assembled and disassembled during 
the cell cycle52–54. Dvl2 plays essential roles in multiple steps of ciliogenesis. In particular, S143-phosphorylated 
Dvl2 was detected at the centrosome and basal body of cilia. Phosphorylated S143, together with T224, creates 
a surface for interaction with Plk1 and subsequently the Dvl2/Plk1 complex promotes Aurora A-mediated dis-
assembly of primary cilia6. Our results suggested that PP5 can dephosphorylate Dvl2, particularly at the S143 
site. Therefore, we investigated whether PP5 functions in Dvl2-mediated ciliogenesis. hTERT-RPE1 cells, an 
hTERT-immortalised retinal pigmented epithelial cell line widely used in studies on cilium biogenesis, were 
applied here. In these cells, serum starvation can induce primary cilium formation and the re-addition of serum 
leads to cilium disassembly55.

We first examined the subcellular distribution of Dvl2 and PP5 in hTERT-RPE1 cells. S143-phosphorylated 
Dvl2 was found at the centrosome6 and we confirmed this in hTERT-RPE1 cells (Fig. S3). Specifically, p-S143 
signal was detected at the basal body of cilia (Fig. 6a), as previously reported6. PP5 was mostly observed in the 
cytoplasm and nucleus33,37,42,56–58. However, it was noted that overexpressed PP5 localised at the centrosome 
during mitosis in COS-1 cells59. To further clarify the localisation of PP5 in hTERT-RPE1 cells, we co-stained 

from control L-cells). 3a, Wnt3a CM. (g,h) Quantification of p-S143 (g) and 10B5 (h) signal intensity from 
(f). The intensities of the phosphorylation signal and total Dvl2 signal from each sample were independently 
quantified and their ratio was calculated. The ratio from L-CM-treated, siNC-transfected cells was set as 1 and 
was used to normalise the other samples. Results from three independent experiments were used for statistical 
analysis. Error bars, S.D. *p < 0.05, **p < 0.01 (t-test). (i) HCT116 cells were transfected with control or PP5 
siRNA and 48 h later, the cells were treated with L CM or Wnt3a CM for 2 h to stimulate Dvl2 phosphorylation. 
Then, cells were washed with PBS and cultured in normal medium for the indicated time periods before 
harvesting and analysis. L, L CM (conditioned medium collected from control L-cells). 3a, Wnt3a CM. (j,k) 
Quantification of p-S143 (j) and 10B5 (k) signal intensity from (i). The intensities of the phosphorylation signal 
and total Dvl2 signal from each sample were independently quantified and their ratio was calculated. The ratio 
from L-CM-treated, siNC-transfected cells was set as 1 and was used to normalise the other samples. Results 
from three independent experiments were used for quantification. Error bars, S.D.*p < 0.05, ***p < 0.001 (t-
test). Full-length blots of this figure are shown in Figure S6.
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endogenous PP5 with the centrosome marker γ-tubulin, following an extraction and fixation protocol6. The 
results indicated clearly that endogenous PP5 protein was present at the centrosome in most of the cells (Fig. 6b). 
The signal was specific because siRNA-mediated knockdown diminished the staining (Fig. 6b). The efficiency of 
PP5 siRNA in hTERT-RPE1 cells was confirmed by Western blotting (Fig. 6c). Consistently, PP5 was also detected 
at the basal body of primary cilia in serum-starved cells (Fig. 6d). These results suggest that phosphatase PP5 is 
associated with centrosomes and basal bodies of cilia in cells.

Figure 4. Comparison of PP5 and PP2A on Dvl2 dephosphorylation. (a) Highly phosphorylated FLAG-Dvl2 
(coexpressed with Myc-CK1ε) was purified from transfected HEK293T cells using FLAG M2 beads and eluted 
by FLAG peptide. FLAG-Dvl2 protein was incubated with the indicated amounts of purified GST-PP5 protein 
for 1 h at 30 °C and then analysed by WB. Coomassie Brilliant Blue staining indicated the GST-PP5 and GST 
proteins added in the reactions. (b) Quantification of phosphorylation signal intensity from (a). The intensities 
of the phosphorylation signal and total Dvl2 signal from each sample were independently quantified and their 
ratio was calculated. The ratio from the GST-treated sample was set as 1 and was used to normalise the other 
samples. (c) HEK293T cells were transfected as indicated and were lysed 24 h later for WB analysis. (d) HCT116 
cells were transfected with the indicated siRNA for 48 h, treated with L or Wnt3a CM for 1 h, and then the cell 
lysates were subjected to WB. Quantification of p-S143 and 10B5 signal intensity is shown below the bands. The 
intensities of the phosphorylation signal and total Dvl2 signal from each sample were independently quantified 
and their ratio was calculated. The ratio from L-CM-treated, siNC-transfected cells was set as 1 and was used 
to normalise the other samples. L, L CM (conditioned medium collected from control L-cells). 3a, Wnt3a CM. 
(e) HCT116 cells were transfected with the indicated siRNA for 48 h and then stimulated with L or Wnt3a CM 
for 2 h to induce Dvl2 phosphorylation. Cells were then washed with PBS, cultured in normal medium for 
the indicated time periods and subjected to WB. Quantification of p-S143 and 10B5 signal intensity is shown 
below the bands. The intensities of the phosphorylation signal and total Dvl2 signal from each sample were 
independently quantified and their ratio was calculated. The ratio from L-CM-treated, siNC-transfected cells 
was set as 1 and was used to normalise the other samples. L, L CM (conditioned medium collected from control 
L-cells). 3a, Wnt3a CM. Full-length gels and blots of this figure are shown in Figure S7.
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Figure 5. PP5 mutants affect Dvl2 subcellular localisation. (a) HEK293T cells were transfected with FLAG-tagged 
Dvl2 and wild-type or mutant PP5. Cells were lysed 24 h after transfection and subjected to WB. WT, wild-type PP5. 
K97A, PP5-K97A. H304A, PP5-H304A. E76A, PP5-E76A. dC, PP5-deltaC. (b) HeLa cells were transfected with Myc-
Dvl2 alone or together with the FLAG-PP5 or PP5 mutants. Cells were stained 24 h after transfection with Myc (red) 
or FLAG (green) antibodies. Cell nuclei were stained with DAPI (blue). Scale bar, 20 μm. (c) Proportion of cells with 
Dvl2 puncta shown in (b). Results from three independent experiments were used for statistical analysis. Error bars, 
S.D. **p < 0.01, ***p < 0.001 (t-test). (d) HEK293T cells were transfected with FLAG-Dvl2, Myc-PP5 and a series of 
FLAG-tagged PP5 mutants. Cells were lysed 36 h after transfection and lysates were analysed by WB. The migration 
of FLAG-Dvl2 in gel was used as an indication of its degree of dephosphorylation. WT, wild-type PP5. K97A, PP5-
K97A. H304A, PP5-H304A. (e) EYFP-Dvl2 was coexpressed in HEK293T cells with empty vector, FLAG-PP5 or 
FLAG-TPR. Cells were lysed 36 h later for WB analysis. (f) HeLa cells were transfected with Myc-Dvl2 alone or 
together with FLAG-TPR for 24 h and then treated with DMSO or CK1 inhibitors for 4 h as indicated. Cells were then 
stained as in (b). The proportion of cells with Dvl2 puncta is shown. D4476 was used at 50 μM and IC261 was used 
at 40 μM. Results from three independent experiments were used for statistical analysis. Error bars, S.D. **p < 0.01, 
***p < 0.001 (t-test). Full-length blots of this figure are shown in Figure S8.
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Figure 6. PP5 modulates Dvl2-mediated primary ciliogenesis. (a) Serum-starved hTERT-RPE1 cells were stained 
with Ace-tubulin (red) and Dvl2 p-S143 (green) antibodies. Cell nuclei were stained with DAPI (blue). Scale bar, 
5 μm. (b) hTERT-RPE1 cells were transfected for two rounds with negative control (siNC) or PP5 siRNA (siPP5) and 
then stained with γ-tubulin (red) and PP5 (green) antibodies. Cell nuclei were stained with DAPI (blue). Scale bar, 
5 μm. (c) The cells were transfected as in (b) and lysed for WB analysis. (d) Serum-starved hTERT-RPE1 cells were 
stained with Ace-tubulin (red) and PP5 (green) antibodies. Cell nuclei were stained with DAPI (blue). Scale bar, 5 μm. 
(e–g) hTERT-RPE1 cells stably expressing RFP (as a control) or FLAG-mPP5 were serum-starved for 48 h to induce 
the assembly of cilia. The disassembly of cilia was triggered by the addition of 10% serum for 3 h. These cells were 
then analysed by WB (e) or stained with Ace-tubulin antibody to show cilia (red), γ-tubulin antibody to show basal 
bodies (green) and DAPI to show cell nuclei (blue) (f). Scale bar, 5 μm. Proportions of cilia with different lengths are 
shown in (g). The lengths of cilia from cells in four randomly selected fields were measured; for each sample, about 
150 cells were included. Error bars, S.D. **p < 0.01, ***p < 0.001 (t-test). (h–j) hTERT-RPE1 cells were transfected 
with control or PP5 siRNA. The cells were then treated and verified as in (e–g). Error bars, S.D. *p < 0.05, **p < 0.01 
(t-test). Full-length blots of this figure are shown in Figure S9.
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Next, we examined the effects of PP5 overexpression or knockdown on Dvl2 S143 phosphorylation as well as 
the assembly and disassembly of cilia in hTERT-RPE1 cells. Overexpression of PP5 reduced Dvl2 S143 phospho-
rylation at the basal level, but also after serum starvation (Fig. 6e). Accordingly, serum-starvation-induced cili-
ogenesis was slightly enhanced, but more significantly the proportion of cells with longer primary cilia (>2μm) 
was increased in PP5-overexpressing cells (p < 0.001). In these cells, serum-addition-induced disassembly of 
cilia, particularly of the longer ones, was also delayed (p < 0.01, Fig. 6f,g). Conversely, in PP5 knockdown cells, 
Dvl2 S143 phosphorylation, especially after serum starvation, was enhanced (Fig. 6h). Consistent with this, 
serum-starvation-induced formation of cilia, especially the longer ones, was less abundant (p < 0.05). Upon 
serum re-addition, the disassembly of the long cilia also occurred more rapidly in PP5 knockdown cells than in 
control siRNA-treated cells (p < 0.01, Fig. 6i,j). We noted, however, that after serum addition, S143 phosphoryla-
tion of Dvl2 was rapidly abolished and this process was not significantly interfered by PP5 knockdown (Fig. 6h). 
This is probably due to PTEN making a more important contribution in this time period7. Nevertheless, the over-
all phenotype caused by the knockdown of PP5 was similar, to some extent, to that of PTEN knockdown. Taken 
together, our results indicate that PP5 is a phosphatase associated with centrosomes and basal bodies of cilia and 
plays a modest role in controlling the homeostasis of Dvl2 phosphorylation during ciliogenesis.

Discussion
As an important cytoplasmic mediator of both canonical and noncanonical Wnt signalling, Dvl is extensively 
regulated by phosphorylation, which may affect its subcellular localisation, stability and activity toward differ-
ent Wnt signalling branches15,16,32,60. More than 50 residues in Dvl were found to be phosphorylated under cer-
tain conditions and several kinases were shown to be involved1,2. However, the phosphatases responsible for Dvl 
dephosphorylation were not investigated as comprehensively as kinases. In the current study, we identified PP5 
as a Dvl2 phosphatase and analysed its effects on Dvl2 phosphorylation, subcellular localisation and function.

To identify a Dvl2 phosphatase, an overexpression approach was adopted and a commercial plasmid library 
of human phosphatase genes was screened. The mobility shift of Dvl2 protein in SDS-PAGE was used as an indi-
cator of its phosphorylation status. The fact that known Dvl2 phosphatases included in the library (PPP2CA and 
PPP2CB) were all identified suggested that the screen was sufficiently sensitive and provided confidence that the 
newly identified one (PPP5C) from this screen is probably as significant as the known ones. However, we noted 
that the strategy has some limitations. First, different phosphorylation sites have different effects on Dvl2 mobil-
ity. It was reported that the phosphorylation of some sites in the C-terminal of Dvl (including 10B5 sites) con-
tributes greatly to the mobility shift of Dvl15,16. Therefore, phosphatases that are less effective at these sites would 
probably not show up in this screen. For example, PTEN dephosphorylates S143 of Dvl2, but does not affect its 
mobility when coexpressed7. Moreover, the phosphorylation of Dvl2 was highly regulated by extracellular stimu-
lus and, in our screen, we verified only the basal level, without any stimulation. We might have missed those that 
function stringently under certain stimulations.

Although it was considered for a long time that phosphatases do not function as specifically as kinases, in 
terms of substrate and site selectivity, it has become increasingly evident that at least some of the phosphatases, 
including PP5, function in a site-specific manner35,44,61,62. For example, PP5 dephosphorylates Raf-1 at S338, but 
not as significantly at S259 or S62161. On Dvl2, the S143 site tends to be more affected by PP5 and 10B5 sites are 
slightly less so, in culture cells (Fig. 4c–e). Mass spectrometry also indicated that some of the sites were affected 
by overexpressed PP5, while others were not (Fig. 1e). This difference is consistent with the observation that the 
N-terminus of Dvl2 mediates PP5 interaction (Fig. 2h,i). In contrast, PP2A was found to bind the C-terminal 
DEP domain of Dvl2 and was more sufficient for 10B5 dephosphorylation (Fig. 4d,e)31. These results suggest that, 
although both PP2A and PP5 function as Dvl2 phosphatases, they are not fully redundant.

The primary cilium is a kind of organelle widely found on mammalian cells and functions in the sensing 
and integration of several important cellular signals. Ciliary defects lead to diseases termed ciliopathies52,53. The 
potential link between cilia and cancer was also raised recently54. Primary cilia emerge from the mother centri-
ole, which transforms into basal body in the process of ciliogenesis. Several important regulators of ciliogenesis 
function at the basal body53. S143-phosphorylated Dvl2 was also found at the centrosome and basal body of cilia, 
together with CK1ε6. Our data demonstrated that PP5 strongly binds to CK1ε-phosphorylated Dvl2 and can very 
effectively counteract CK1ε-mediated Dvl2 phosphorylation (Figs 2e and 4c). Strikingly, PP5 was also detected at 
the centrosome as well as the basal body of cilia in hTERT-RPE1 cells (Fig. 6b–d). Our preliminary data indicated 
that the overexpression of PP5 enhanced while its knockdown reduced ciliogenesis, albeit modestly (Fig. 6g,j). 
Dvl2 is important for ciliogenesis, but its roles during this dynamic process are complex, ranging from apical 
docking of the basal body to the disassembly of cilia6,7,49,50,63,64. Its phosphorylation status is also highly dyna
mic6,7,15,16,21,23,25,30,65. Further investigation is needed to clarify Dvl2′s specific role in each step of ciliogenesis and 
when and how PP5 is involved.

Methods
Cell lines, reagents and antibodies. HEK293T, MCF7 and HeLa cells were cultured in Dulbecco’s modified 
Eagle’s medium (Macgene). HCT116 cells were cultured in McCoy’s 5A medium (Macgene). hTERT-RPE1 cells were 
cultured in DMEM/F12 medium (Gibco). Penicillin, streptomycin and 10% foetal bovine serum were added to all 
culture media unless otherwise noted. D4476 was purchased from Tocris Bioscience. IC261 was purchased from 
Selleckchem. Rabbit anti-Dvl2 and rabbit anti-PP2A/C antibodies were purchased from Cell Signaling Technology. 
Mouse anti-Dvl2 (10B5) and mouse anti-Myc antibodies were purchased from Santa Cruz Biotechnology. Rabbit anti-
Dvl2 (phospho S143) and rabbit anti-γ-tubulin antibodies were purchased from Abcam. Mouse anti-PP5 antibody 
(for Western blotting) was purchased from BD Transduction Laboratories. Rabbit anti-PP5 antibody (for immunoflu-
orescence) was purchased from Bethyl. Mouse anti-FLAG, mouse anti-acetylated tubulin and mouse anti-γ-tubulin 
antibodies were purchased from Sigma-Aldrich. Mouse anti-β-actin antibody was purchased from Sungene.
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Plasmids. The plasmid library of human phosphatase genes was purchased from Transomic Technologies 
(Cat. No. TCH3009). Full-length human Dvl2, PP5 and the truncated versions of them were cloned into the 
pCS2+ plasmid with N-terminal FLAG, Myc or EYFP tagging. Point mutants were constructed with the 
TransGen Easy Mutagenesis System. All constructs were confirmed by DNA sequencing. Plasmids were trans-
fected into cells with VigoFect transfection reagent (Vigorous) for transient expression and with Lipofectamine 
2000 (Invitrogen) for virus packaging.

In vitro phosphatase assay. Wild-type and mutant PP5s were cloned into the pPGH vector. Upon transduc-
tion of BL21 bacteria, protein expression was induced by IPTG. After cell lysis, N-terminal GST-tagged PP5 proteins 
were purified with Glutathione Sepharose 4B beads (GE). For purification of FLAG-Dvl2 protein, HEK293T cells 
were transfected with pCS2+ FLAG-Dvl2 plasmids and lysed 36 h after transfection in RIPA buffer [10 mM Tris-HCl 
pH7.5, 150 mM NaCl, 0.5 mM EDTA, 0.1% SDS, 1% Triton X-100, 1% sodium deoxycholate, supplemented with pro-
tease inhibitor cocktail (Roche) and phosphatase inhibitor cocktail (Biotool)]. After centrifugation, FLAG-M2 beads 
(Sigma-Aldrich) were added to the supernatant and incubated for 4 h at 4 °C. After extensive washing, FLAG-Dvl2 
protein was eluted with FLAG peptide. In vitro phosphatase assay was performed as described previously61.

siRNA. Two independent siRNAs targeting human PP5 were designed and synthesised by RayBiotech. siRNA 
targeting PP2A/C was as described previously66. siRNA was transfected with Lipofectamine 2000 following the 
manufacturer’s instructions. The siRNA sequences were as follows.

siPP5-1: 5′-GAAGAAACTGCACCGGAAA-3′;
siPP5-2: 5′-CTATGACCTCCTCAACATA-3′;
siPP2A/C: 5′-ATGGAACTTGACGATACTCTA-3′.

shRNA and stable lines. For shRNA-mediated PP5 knockdown, two independent shRNA constructs 
targeting human PP5 and a control vector were purchased from Sigma-Aldrich. For a stable cell line overex-
pressing mouse PP5, the coding sequence of mouse PP5 was amplified from mouse cDNA and inserted into 
the pLenti-BSD vector with an N-terminal FLAG tag. RFP inserted in the same vector was used as a control. 
Lentivirus was packaged in HEK293FT cells. After cell infection, puromycin or blasticidin was used for selection 
of stable cell lines.

Western blotting, coimmunoprecipitation and GST pull-down. For Western blot analysis, cells were 
washed with ice-cold PBS and lysed in RIPA buffer freshly supplemented with protease inhibitors and phos-
phatase inhibitors. Cell lysate was denatured at 95 °C following the addition of SDS loading buffer. For coimmu-
noprecipitation with FLAG M2 beads or Myc beads (Abmart), cells were lysed in lysis buffer (20 mM Tris-HCl 
pH7.5, 150 mM NaCl, 2 mM EDTA, 1% NP-40, supplemented with protease inhibitor cocktail and phosphatase 
inhibitor cocktail). Coimmunoprecipitation with GFP-Trap beads (Chromotek) was performed following the 
manufacturer’s instructions. GST pull-down assay was performed as described previously67.

Immunofluorescence. Immunofluorescence analysis was performed as described previously68. Briefly, cells 
seeded on coverslips were washed with PBS and fixed with 4% PFA for 15 min. After permeabilisation with 0.2% 
Triton for 10 min, cells were blocked with 2% BSA for 30 min. Then, cells were incubated with primary antibodies 
overnight at 4 °C. After three washes with PBS, cells were incubated with secondary antibodies for 1 h at room 
temperature. Nuclei were stained with DAPI. For the detection of primary cilia, cells were fixed with 4% PFA for 
15 min followed by cold methanol permeabilisation for 10 min at −20 °C. The detection of Dvl2, Dvl2 p-S143 and 
PP5 localised at basal bodies was performed as described previously6. Briefly, cells were extracted for 30 s with 
extraction buffer (80 mM PIPES pH6.8, 0.5% Triton X-100, 1 mM MgCl2, 1 mM EGTA) followed by fixation with 
cold methanol. After washing with 0.1% Triton X-100 in PBS four times, cells were incubated with primary anti-
bodies for 2 h at room temperature. After washing, cells were further incubated with secondary antibodies for 1 h 
at room temperature. Cell images were taken with a Zeiss LSM710META confocal microscope.

MS analysis. HEK293T cells were transfected with EYFP-Dvl2 together with or without FLAG-PP5. Cells 
were lysed in RIPA buffer 36 h later. After centrifugation, the supernatant was collected and incubated with 
GFP-Trap beads for 4 h at 4 °C to purify EYFP-Dvl2 protein. The beads were extensively washed and samples 
were denatured at 95 °C following the addition of SDS loading buffer. Samples were separated with PAGE and 
stained with Coomassie Brilliant Blue. EYFP-Dvl2 bands were excised for MS analysis. Samples were sequentially 
digested with AspN and chymotrypsin. MS analysis of Dvl2 phosphorylation sites was performed as reported 
previously16. The phosphopeptides were further verified using the phosphoRS 3.1 node in Proteome Discoverer 
software, which determines the localisation of phosphorylation sites within validated peptide sequences. All MS/
MS spectra corresponding to phosphopeptides were manually examined.

Induction and disassembly of cilia. Induction and disassembly of primary cilia were performed as reported 
previously6. Briefly, hTERT-RPE1 cells were seeded on coverslips and, 24 h later, they were washed with PBS and starved 
in serum-free medium for 48 h. Disassembly of cilia was induced by the addition of 10% FBS for the indicated times.

Statistical analysis. Data are presented as mean ± S.D. Two-tailed Student’s t-test was used to evaluate 
the statistical significance of differences in mean values between two populations (p < 0.05). The library screen 
(Fig. S1) was performed only once with individual positive clones retested. The MS analysis (Fig. 1e, Fig. S2 and 
Table S2) were performed twice with similar results. All other figures are representative of at least three independ-
ent experiments with similar results.



www.nature.com/scientificreports/

13Scientific RepoRts |  (2018) 8:2715  | DOI:10.1038/s41598-018-21124-3

References
 1. Mlodzik, M. The Dishevelled Protein Family: Still Rather a Mystery After Over 20 Years of Molecular Studies. Curr Top Dev Biol 117, 

75–91, https://doi.org/10.1016/bs.ctdb.2015.11.027 (2016).
 2. Gao, C. & Chen, Y. G. Dishevelled: The hub of Wnt signaling. Cell Signal 22, 717–727, https://doi.org/10.1016/j.cellsig.2009.11.021 

(2010).
 3. Clevers, H. & Nusse, R. Wnt/beta-catenin signaling and disease. Cell 149, 1192–1205, https://doi.org/10.1016/j.cell.2012.05.012 

(2012).
 4. MacDonald, B. T., Tamai, K. & He, X. Wnt/beta-catenin signaling: components, mechanisms, and diseases. Dev Cell 17, 9–26, 

https://doi.org/10.1016/j.devcel.2009.06.016 (2009).
 5. Seifert, J. R. & Mlodzik, M. Frizzled/PCP signalling: a conserved mechanism regulating cell polarity and directed motility. Nat Rev 

Genet 8, 126–138, https://doi.org/10.1038/nrg2042 (2007).
 6. Lee, K. H. et al. Identification of a novel Wnt5a-CK1varepsilon-Dvl2-Plk1-mediated primary cilia disassembly pathway. EMBO J 31, 

3104–3117, https://doi.org/10.1038/emboj.2012.144 (2012).
 7. Shnitsar, I. et al. PTEN regulates cilia through Dishevelled. Nat Commun 6, 8388, https://doi.org/10.1038/ncomms9388 (2015).
 8. Wong, H. C. et al. Direct binding of the PDZ domain of Dishevelled to a conserved internal sequence in the C-terminal region of 

Frizzled. Mol Cell 12, 1251–1260 (2003).
 9. Bilic, J. et al. Wnt induces LRP6 signalosomes and promotes dishevelled-dependent LRP6 phosphorylation. Science 316, 1619–1622, 

https://doi.org/10.1126/science.1137065 (2007).
 10. Schwarz-Romond, T. et al. The DIX domain of Dishevelled confers Wnt signaling by dynamic polymerization. Nat Struct Mol Biol 

14, 484–492, https://doi.org/10.1038/nsmb1247 (2007).
 11. Schwarz-Romond, T., Metcalfe, C. & Bienz, M. Dynamic recruitment of axin by Dishevelled protein assemblies. J Cell Sci 120, 

2402–2412, https://doi.org/10.1242/jcs.002956 (2007).
 12. Habas, R., Dawid, I. B. & He, X. Coactivation of Rac and Rho by Wnt/Frizzled signaling is required for vertebrate gastrulation. Genes 

Dev 17, 295–309, https://doi.org/10.1101/gad.1022203 (2003).
 13. Habas, R., Kato, Y. & He, X. Wnt/Frizzled activation of Rho regulates vertebrate gastrulation and requires a novel Formin homology 

protein Daam1. Cell 107, 843–854 (2001).
 14. Wang, H. Y. & Malbon, C. C. Dishevelled C-terminus: prolyl and histidinyl motifs. Acta Physiol (Oxf) 204, 65–73, https://doi.

org/10.1111/j.1748-1716.2011.02291.x (2012).
 15. Gonzalez-Sancho, J. M. et al. Functional consequences of Wnt-induced dishevelled 2 phosphorylation in canonical and 

noncanonical Wnt signaling. J Biol Chem 288, 9428–9437, https://doi.org/10.1074/jbc.M112.448480 (2013).
 16. Bernatik, O. et al. Functional analysis of dishevelled-3 phosphorylation identifies distinct mechanisms driven by casein kinase 1 

andfrizzled5. J Biol Chem 289, 23520–23533, https://doi.org/10.1074/jbc.M114.590638 (2014).
 17. Gray, R. S. et al. Diversification of the expression patterns and developmental functions of the dishevelled gene family during 

chordate evolution. Dev Dyn 238, 2044–2057, https://doi.org/10.1002/dvdy.22028 (2009).
 18. Etheridge, S. L. et al. Murine dishevelled 3 functions in redundant pathways with dishevelled 1 and 2 in normal cardiac outflow tract, 

cochlea, and neural tube development. PLoS Genet 4, e1000259, https://doi.org/10.1371/journal.pgen.1000259 (2008).
 19. Hamblet, N. S. Dishevelled 2 is essential for cardiac outflow tract development, somite segmentation and neural tube closure. 

Development 129, 5827–5838, https://doi.org/10.1242/dev.00164 (2002).
 20. Klingensmith, J. et al. Conservation of dishevelled structure and function between flies and mice: isolation and characterization of 

Dvl2. Mech Dev 58, 15–26 (1996).
 21. Gonzalez-Sancho, J. M., Brennan, K. R., Castelo-Soccio, L. A. & Brown, A. M. Wnt proteins induce dishevelled phosphorylation via 

an LRP5/6- independent mechanism, irrespective of their ability to stabilize beta-catenin. Mol Cell Biol 24, 4757–4768, https://doi.
org/10.1128/MCB.24.11.4757-4768.2004 (2004).

 22. Yanagawa, S., van Leeuwen, F., Wodarz, A., Klingensmith, J. & Nusse, R. The dishevelled protein is modified by wingless signaling in 
Drosophila. Genes & Development 9, 1087–1097, https://doi.org/10.1101/gad.9.9.1087 (1995).

 23. Huang, X. et al. Phosphorylation of Dishevelled by protein kinase RIPK4 regulates Wnt signaling. Science 339, 1441–1445, https://
doi.org/10.1126/science.1232253 (2013).

 24. Cervenka, I. et al. Dishevelled is a NEK2 kinase substrate controlling dynamics of centrosomal linker proteins. Proc Natl Acad Sci 
USA 113, 9304–9309, https://doi.org/10.1073/pnas.1608783113 (2016).

 25. Willert, K., Brink, M., Wodarz, A., Varmus, H. & Nusse, R. Casein kinase 2 associates with and phosphorylates dishevelled. EMBO 
J 16, 3089–3096, https://doi.org/10.1093/emboj/16.11.3089 (1997).

 26. Peters, J. M., McKay, R. M., McKay, J. P. & Graff, J. M. Casein kinase I transduces Wnt signals. Nature 401, 345–350, https://doi.
org/10.1038/43830 (1999).

 27. Sun, T. Q. et al. PAR-1 is a Dishevelled-associated kinase and a positive regulator of Wnt signalling. Nat Cell Biol 3, 628–636, https://
doi.org/10.1038/35083016 (2001).

 28. Ossipova, O., Dhawan, S., Sokol, S. & Green, J. B. Distinct PAR-1 proteins function in different branches of Wnt signaling during 
vertebrate development. Dev Cell 8, 829–841, https://doi.org/10.1016/j.devcel.2005.04.011 (2005).

 29. Elbert, M., Cohen, D. & Musch, A. PAR1b promotes cell-cell adhesion and inhibits dishevelled-mediated transformation of Madin-
Darby canine kidney cells. Mol Biol Cell 17, 3345–3355, https://doi.org/10.1091/mbc.E06-03-0193 (2006).

 30. Singh, J., Yanfeng, W. A., Grumolato, L., Aaronson, S. A. & Mlodzik, M. Abelson family kinases regulate Frizzled planar cell polarity 
signaling via Dsh phosphorylation. Genes Dev 24, 2157–2168, https://doi.org/10.1101/gad.1961010 (2010).

 31. Yokoyama, N. & Malbon, C. C. Phosphoprotein phosphatase-2A docks to Dishevelled and counterregulates Wnt3a/beta-catenin 
signaling. J Mol Signal 2, 12, https://doi.org/10.1186/1750-2187-2-12 (2007).

 32. Shimizu, N., Ishitani, S., Sato, A., Shibuya, H. & Ishitani, T. Hipk2 and PP1c cooperate to maintain Dvl protein levels required for 
Wnt signal transduction. Cell Rep 8, 1391–1404, https://doi.org/10.1016/j.celrep.2014.07.040 (2014).

 33. Hinds, T. D. Jr. & Sanchez, E. R. Protein phosphatase 5. Int J Biochem Cell Biol 40, 2358–2362, https://doi.org/10.1016/j.
biocel.2007.08.010 (2008).

 34. Golden, T., Swingle, M. & Honkanen, R. E. The role of serine/threonine protein phosphatase type 5 (PP5) in the regulation of stress-
induced signaling networks and cancer. Cancer Metastasis Rev 27, 169–178, https://doi.org/10.1007/s10555-008-9125-z (2008).

 35. Shi, Y. Serine/threonine phosphatases: mechanism through structure. Cell 139, 468–484, https://doi.org/10.1016/j.cell.2009.10.006 (2009).
 36. Becker, W., Kentrup, H., Klumpp, S., Schultz, J. E. & Joost, H. G. Molecular cloning of a protein serine/threonine phosphatase 

containing a putative regulatory tetratricopeptide repeat domain. J Biol Chem 269, 22586–22592 (1994).
 37. Chen, M. X. et al. A novel human protein serine/threonine phosphatase, which possesses four tetratricopeptide repeat motifs and 

localizes to the nucleus. EMBO J 13, 4278–4290 (1994).
 38. Chinkers, M. Targeting of a distinctive protein-serine phosphatase to the protein kinase-like domain of the atrial natriuretic peptide 

receptor. Proc Natl Acad Sci USA 91, 11075–11079 (1994).
 39. Kang, H., Sayner, S. L., Gross, K. L., Russell, L. C. & Chinkers, M. Identification of amino acids in the tetratricopeptide repeat and 

C-terminal domains of protein phosphatase 5 involved in autoinhibition and lipid activation. Biochemistry 40, 10485–10490 (2001).
 40. Yang, J. et al. Molecular basis for TPR domain-mediated regulation of protein phosphatase 5. EMBO J 24, 1–10, https://doi.

org/10.1038/sj.emboj.7600496 (2005).

http://dx.doi.org/10.1016/bs.ctdb.2015.11.027
http://dx.doi.org/10.1016/j.cellsig.2009.11.021
http://dx.doi.org/10.1016/j.cell.2012.05.012
http://dx.doi.org/10.1016/j.devcel.2009.06.016
http://dx.doi.org/10.1038/nrg2042
http://dx.doi.org/10.1038/emboj.2012.144
http://dx.doi.org/10.1038/ncomms9388
http://dx.doi.org/10.1126/science.1137065
http://dx.doi.org/10.1038/nsmb1247
http://dx.doi.org/10.1242/jcs.002956
http://dx.doi.org/10.1101/gad.1022203
http://dx.doi.org/10.1111/j.1748-1716.2011.02291.x
http://dx.doi.org/10.1111/j.1748-1716.2011.02291.x
http://dx.doi.org/10.1074/jbc.M112.448480
http://dx.doi.org/10.1074/jbc.M114.590638
http://dx.doi.org/10.1002/dvdy.22028
http://dx.doi.org/10.1371/journal.pgen.1000259
http://dx.doi.org/10.1242/dev.00164
http://dx.doi.org/10.1128/MCB.24.11.4757-4768.2004
http://dx.doi.org/10.1128/MCB.24.11.4757-4768.2004
http://dx.doi.org/10.1101/gad.9.9.1087
http://dx.doi.org/10.1126/science.1232253
http://dx.doi.org/10.1126/science.1232253
http://dx.doi.org/10.1073/pnas.1608783113
http://dx.doi.org/10.1093/emboj/16.11.3089
http://dx.doi.org/10.1038/43830
http://dx.doi.org/10.1038/43830
http://dx.doi.org/10.1038/35083016
http://dx.doi.org/10.1038/35083016
http://dx.doi.org/10.1016/j.devcel.2005.04.011
http://dx.doi.org/10.1091/mbc.E06-03-0193
http://dx.doi.org/10.1101/gad.1961010
http://dx.doi.org/10.1186/1750-2187-2-12
http://dx.doi.org/10.1016/j.celrep.2014.07.040
http://dx.doi.org/10.1016/j.biocel.2007.08.010
http://dx.doi.org/10.1016/j.biocel.2007.08.010
http://dx.doi.org/10.1007/s10555-008-9125-z
http://dx.doi.org/10.1016/j.cell.2009.10.006
http://dx.doi.org/10.1038/sj.emboj.7600496
http://dx.doi.org/10.1038/sj.emboj.7600496


www.nature.com/scientificreports/

1 4Scientific RepoRts |  (2018) 8:2715  | DOI:10.1038/s41598-018-21124-3

 41. Connarn, J. N. et al. The molecular chaperone Hsp70 activates protein phosphatase 5 (PP5) by binding the tetratricopeptide repeat 
(TPR) domain. J Biol Chem 289, 2908–2917, https://doi.org/10.1074/jbc.M113.519421 (2014).

 42. Russell, L. C., Whitt, S. R., Chen, M. S. & Chinkers, M. Identification of Conserved Residues Required for the Binding of a 
Tetratricopeptide Repeat Domain to Heat Shock Protein 90. Journal of Biological Chemistry 274, 20060–20063, https://doi.
org/10.1074/jbc.274.29.20060 (1999).

 43. Ramsey, A. J., Russell, L. C. & Chinkers, M. C-terminal sequences of hsp70 and hsp90 as non-specific anchors for tetratricopeptide 
repeat (TPR)proteins. Biochem J 423, 411–419, https://doi.org/10.1042/BJ20090543 (2009).

 44. Brautigan, D. L. Protein Ser/Thr phosphatases–the ugly ducklings of cell signalling. FEBS J 280, 324–345, https://doi.org/10.1111/
j.1742-4658.2012.08609.x (2013).

 45. Strovel, E. T., Wu, D. & Sussman, D. J. Protein Phosphatase 2C Dephosphorylates Axin and Activates LEF-1-dependent 
Transcription. Journal of Biological Chemistry 275, 2399–2403, https://doi.org/10.1074/jbc.275.4.2399 (2000).

 46. Ikeda, K. et al. Protein phosphatase 5 is a negative regulator of estrogen receptor-mediated transcription. Mol Endocrinol 18, 
1131–1143, https://doi.org/10.1210/me.2003-0308 (2004).

 47. Chen, M. S., Silverstein, A. M., Pratt, W. B. & Chinkers, M. The tetratricopeptide repeat domain of protein phosphatase 5 mediates 
binding to glucocorticoid receptor heterocomplexes and acts as a dominant negative mutant. J Biol Chem 271, 32315–32320 (1996).

 48. Gentile, S. et al. Rac GTPase signaling through the PP5 protein phosphatase. P Natl Acad Sci USA 103, 5202–5206 (2006).
 49. Park, T. J., Mitchell, B. J., Abitua, P. B., Kintner, C. & Wallingford, J. B. Dishevelled controls apical docking and planar polarization of 

basal bodies in ciliated epithelial cells. Nat Genet 40, 871–879, https://doi.org/10.1038/ng.104 (2008).
 50. Miyatake, K., Kusakabe, M., Takahashi, C. & Nishida, E. ERK7 regulates ciliogenesis by phosphorylating the actin regulator CapZIP 

in cooperation with Dishevelled. Nat Commun 6, 6666, https://doi.org/10.1038/ncomms7666 (2015).
 51. Ohata, S. et al. Loss of Dishevelleds disrupts planar polarity in ependymal motile cilia and results in hydrocephalus. Neuron 83, 

558–571, https://doi.org/10.1016/j.neuron.2014.06.022 (2014).
 52. Sanchez, I. & Dynlacht, B. D. Cilium assembly and disassembly. Nat Cell Biol 18, 711–717, https://doi.org/10.1038/ncb3370 (2016).
 53. Liang, Y., Meng, D., Zhu, B. & Pan, J. Mechanism of ciliary disassembly. Cell Mol Life Sci 73, 1787–1802, https://doi.org/10.1007/

s00018-016-2148-7 (2016).
 54. Cao, M. & Zhong, Q. Cilia in autophagy and cancer. Cilia 5, 4, https://doi.org/10.1186/s13630-016-0027-3 (2015).
 55. Pugacheva, E. N., Jablonski, S. A., Hartman, T. R., Henske, E. P. & Golemis, E. A. HEF1-dependent Aurora A activation induces 

disassembly of the primary cilium. Cell 129, 1351–1363, https://doi.org/10.1016/j.cell.2007.04.035 (2007).
 56. Zeke, T., Morrice, N., Vazquez-Martin, C. & Cohen, P. T. Human protein phosphatase 5 dissociates from heat-shock proteins and is 

proteolytically activated in response to arachidonic acid and the microtubule-depolymerizing drug nocodazole. Biochem J 385, 
45–56, https://doi.org/10.1042/BJ20040690 (2005).

 57. Brown, L., Borthwick, E. B. & Cohen, P. T. Drosophila protein phosphatase 5 is encoded by a single gene that is most highly 
expressed during embryonic development. Biochim Biophys Acta 1492, 470–476 (2000).

 58. Borthwick, E. B., Zeke, T., Prescott, A. R. & Cohen, P. T. Nuclear localization of protein phosphatase 5 is dependent on the carboxy-
terminal region. FEBS Lett 491, 279–284 (2001).

 59. Ollendorff, V. & Donoghue, D. J. The Serine/Threonine Phosphatase PP5 Interacts with CDC16 and CDC27, Two Tetratricopeptide 
Repeat-containing Subunits of the Anaphase-promoting Complex. Journal of Biological Chemistry 272, 32011–32018, https://doi.
org/10.1074/jbc.272.51.32011 (1997).

 60. Wei, W., Li, M., Wang, J., Nie, F. & Li, L. The E3 ubiquitin ligase ITCH negatively regulates canonical Wnt signaling by targeting 
dishevelled protein. Mol Cell Biol 32, 3903–3912, https://doi.org/10.1128/MCB.00251-12 (2012).

 61. von Kriegsheim, A., Pitt, A., Grindlay, G. J., Kolch, W. & Dhillon, A. S. Regulation of the Raf-MEK-ERK pathway by protein 
phosphatase 5. Nat Cell Biol 8, 1011–1016, https://doi.org/10.1038/ncb1465 (2006).

 62. Lin, X. et al. PPM1A functions as a Smad phosphatase to terminate TGFbeta signaling. Cell 125, 915–928, https://doi.org/10.1016/j.
cell.2006.03.044 (2006).

 63. Vladar, E. K. & Axelrod, J. D. Dishevelled links basal body docking and orientation in ciliated epithelial cells. Trends Cell Biol 18, 
517–520, https://doi.org/10.1016/j.tcb.2008.08.004 (2008).

 64. Zilber, Y. et al. The PCP effector Fuzzy controls cilial assembly and signaling by recruiting Rab8 and Dishevelled to the primary 
cilium. Mol Biol Cell 24, 555–565, https://doi.org/10.1091/mbc.E12-06-0437 (2013).

 65. Bernatik, O. et al. Sequential activation and inactivation of Dishevelled in the Wnt/beta-catenin pathway by casein kinases. J Biol 
Chem 286, 10396–10410, https://doi.org/10.1074/jbc.M110.169870 (2011).

 66. Zhang, W. et al. PR55 alpha, a regulatory subunit of PP2A, specifically regulates PP2A-mediated beta-catenin dephosphorylation. J 
Biol Chem 284, 22649–22656, https://doi.org/10.1074/jbc.M109.013698 (2009).

 67. Su, X. et al. Molecular basis underlying histone H3 lysine-arginine methylation pattern readout by Spin/Ssty repeats of Spindlin1. 
Genes Dev 28, 622–636, https://doi.org/10.1101/gad.233239.113 (2014).

 68. Zhu, G. et al. A Rac1/PAK1 cascade controls beta-catenin activation in colon cancer cells. Oncogene 31, 1001–1012, https://doi.
org/10.1038/onc.2011.294 (2012).

Acknowledgements
We thank Professor Chuanmao Zhang from Peking University and Professor Junmin Pan from Tsinghua 
University for providing hTERT-RPE1 cells. This work was supported by a grant to W.W. (NSFC, 31471314). We 
also thank Liwen Bianji, Edanz Group China (www.liwenbianji.cn/ac), for editing the English text of a draft of 
this manuscript.

Author Contributions
W.W. and J.X. designed the experiments. J.X. performed most of the experiments with technical assistance 
from M.Z. M.H. performed the mass spectrometry analysis, which H.D. supervised. J.X. and W.W. prepared the 
manuscript. All authors discussed the results and commented on the manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-018-21124-3.
Competing Interests: The authors declare no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

http://dx.doi.org/10.1074/jbc.M113.519421
http://dx.doi.org/10.1074/jbc.274.29.20060
http://dx.doi.org/10.1074/jbc.274.29.20060
http://dx.doi.org/10.1042/BJ20090543
http://dx.doi.org/10.1111/j.1742-4658.2012.08609.x
http://dx.doi.org/10.1111/j.1742-4658.2012.08609.x
http://dx.doi.org/10.1074/jbc.275.4.2399
http://dx.doi.org/10.1210/me.2003-0308
http://dx.doi.org/10.1038/ng.104
http://dx.doi.org/10.1038/ncomms7666
http://dx.doi.org/10.1016/j.neuron.2014.06.022
http://dx.doi.org/10.1038/ncb3370
http://dx.doi.org/10.1007/s00018-016-2148-7
http://dx.doi.org/10.1007/s00018-016-2148-7
http://dx.doi.org/10.1186/s13630-016-0027-3
http://dx.doi.org/10.1016/j.cell.2007.04.035
http://dx.doi.org/10.1042/BJ20040690
http://dx.doi.org/10.1074/jbc.272.51.32011
http://dx.doi.org/10.1074/jbc.272.51.32011
http://dx.doi.org/10.1128/MCB.00251-12
http://dx.doi.org/10.1038/ncb1465
http://dx.doi.org/10.1016/j.cell.2006.03.044
http://dx.doi.org/10.1016/j.cell.2006.03.044
http://dx.doi.org/10.1016/j.tcb.2008.08.004
http://dx.doi.org/10.1091/mbc.E12-06-0437
http://dx.doi.org/10.1074/jbc.M110.169870
http://dx.doi.org/10.1074/jbc.M109.013698
http://dx.doi.org/10.1101/gad.233239.113
http://dx.doi.org/10.1038/onc.2011.294
http://dx.doi.org/10.1038/onc.2011.294
http://dx.doi.org/10.1038/s41598-018-21124-3


www.nature.com/scientificreports/

1 5Scientific RepoRts |  (2018) 8:2715  | DOI:10.1038/s41598-018-21124-3

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2018

http://creativecommons.org/licenses/by/4.0/

	PP5 (PPP5C) is a phosphatase of Dvl2
	Results
	Identification of Dvl2 phosphatase. 
	PP5 can dephosphorylate Dvl2. 
	PP5 interacts with Dvl2. 
	PP5 is required for Dvl2 dephosphorylation. 
	Comparison of PP5 and PP2A on Dvl2 dephosphorylation. 
	PP5 mutants affect Dvl2 subcellular localisation. 
	PP5 modulates Dvl2-mediated primary ciliogenesis. 

	Discussion
	Methods
	Cell lines, reagents and antibodies. 
	Plasmids. 
	In vitro phosphatase assay. 
	siRNA. 
	shRNA and stable lines. 
	Western blotting, coimmunoprecipitation and GST pull-down. 
	Immunofluorescence. 
	MS analysis. 
	Induction and disassembly of cilia. 
	Statistical analysis. 

	Acknowledgements
	Figure 1 PP5 dephosphorylates Dvl2.
	Figure 2 PP5 interacts with Dvl2.
	Figure 3 PP5 is required for Dvl2 dephosphorylation.
	Figure 4 Comparison of PP5 and PP2A on Dvl2 dephosphorylation.
	Figure 5 PP5 mutants affect Dvl2 subcellular localisation.
	Figure 6 PP5 modulates Dvl2-mediated primary ciliogenesis.




