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HtrA1 belongs to a family of serine proteases found in organisms ranging from bacteria to humans. Bacterial
HtrA1 (DegP) is a heat shock-induced protein that behaves as a chaperone at low temperature and as a
protease at high temperature to help remove unfolded proteins during heat shock. In contrast to bacterial
HtrA1, little is known about the function of human HtrA1. Here, we report the first evidence that human HtrA1
is a microtubule-associated protein and modulates microtubule stability and cell motility. Intracellular HtrA1
is localized to microtubules in a PDZ (PSD95, Dlg, ZO1) domain-dependent, nocodazole-sensitive manner.
During microtubule assembly, intracellular HtrA associates with centrosomes and newly polymerized micro-
tubules. In vitro, purified HtrA1 promotes microtubule assembly. Moreover, HtrA1 cosediments and copurifies
with microtubules. Purified HtrA1 associates with purified �- and �-tubulins, and immunoprecipitation of
endogenous HtrA1 results in coprecipitation of �-, �-, and �-tubulins. Finally, downregulation of HtrA1
promotes cell motility, whereas enhanced expression of HtrA1 attenuates cell motility. These results offer an
original identification of HtrA1 as a microtubule-associated protein and provide initial mechanistic insights
into the role of HtrA1 in theregulation of cell motility by modulating microtubule stability.

HtrA1 (for high temperature requirement) belongs to a fam-
ily of serine proteases and is so named because of its essential
role in thermal tolerance in Escherichia coli, which requires
HtrA (also known as DegP) for survival at elevated tempera-
tures (14). This survival is attributed to the ability of HtrA
proteins to switch from chaperones to proteases that reduce
the amount of unfolded and aggregated protein upon heat
stress (46). Human, as well as bacterial, HtrA proteins contain
trypsin and PDZ (PSD95, Dlg, ZO1) domains that display a
high degree of sequence conservation from bacteria to human
(14). Of the four human HtrA proteins, HtrA1, HtrA3, and
HtrA4 also contain a signal peptide, insulin-like growth factor
binding protein (IGFBP), and Kazal-type trypsin inhibitor do-
mains, while HtrA2 lacks these domains. Although HtrA1 con-
tains signal peptide, an intracellular form of HtrA1 has been
reported as well (15, 17). The mitochondrial protein HtrA2 is
well characterized and has been shown to be involved in ap-
optosis (27, 37, 39, 47, 52, 53) and neurodegenerative disease
(35). However, HtrA1 is the first in the family to be implicated
as a tumor suppressor in ovarian cancer and melanoma (3, 5,
13). In addition, HtrA1 is implicated in various pathogenic and
developmental processes, including osteoarthritis, Alzheimer’s
disease, neuronal maturation and development, age-related
macular degeneration, and tumor progression (11, 23, 24, 33,
36, 50, 56). Specific to its role in tumor progression, HtrA1 is
downregulated in various cancers, and its downregulation is
associated with resistance to chemotherapy and a metastatic

phenotype (4, 11, 19). Recently, we developed a mixture-based
peptide library to determine the specificities of cleavage site
motifs for HtrA1 serine protease. The results identified tubu-
lins as potential substrates of HtrA1. Furthermore, we showed
that exogenously expressed HtrA1 disrupts microtubules
(MTs) and targets tubulins for degradation (data not shown).
These results suggest a potential role for HtrA1 as an MT-
associated protein (MAP) and its potential to regulate MT and
tubulin stability and MT-associated cellular functions.

MTs are highly dynamic noncovalent polymers of �- and
�-tubulins that undergo cyclical shrinking (catastrophe) and
growing (rescue) (18, 31, 43). The dynamic instability of MTs
is central to their diverse biological functions, including the
coordination of cell division (40, 55), morphogenesis (25), cell
polarity (42), and motility (48). MT instability is, in part, mod-
ulated by MAPs (2, 29). Many tumor suppressors, such as
adenomatous polyposis coli (APC) (20), RASSF1A (45), and
Dlg (6), associate with MTs and impose tumor suppressor
activities by regulating their functions related to cell division,
polarity, and motility. Deregulation of these processes, as a
consequence of loss of function of these tumor suppressors,
contributes to unchecked proliferation; cytoarchitecture dis-
ruption; and the ability to migrate, invade, and metastasize
distant organs (6, 7, 26). Therefore, the regulation of MT
stability and dynamics or the lack of it has dire consequences
for normal cell functions.

Given the fact that HtrA1 is downregulated in various can-
cers, particularly in metastatic cancer, it is possible that HtrA1
may regulate certain aspects of cancer, namely, the motility of
cancer cells, by modulating MT stability and dynamics. There-
fore, to better characterize the interaction between HtrA1 and
MTs and to gain mechanistic insights into the functional con-
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sequences of HtrA1 downregulation in cancer, we investigated
the biochemical interaction between HtrA1 and tubulin, the
domain within HtrA1 required for localization to MTs, and the
effect on cell migration. Here, we describe the identification of
HtrA1 as an MT-associated serine protease and a novel role of
HtrA1 in the regulation of cell motility.

MATERIALS AND METHODS

Cell culture, transfection, and drug treatment. SKOV3 cells were purchased
from the ATCC and grown according to the provider’s recommendation. The
A2780 cell line was obtained from Thomas C. Hamilton, Fox Chase Cancer
Center, and maintained in M199/MCDB 105 (Sigma-Aldrich, St. Louis, MO)
with 5% fetal bovine serum from Invitrogen (Carlsbad, CA). The OV202 cell line
was established at the Mayo Foundation and grown as previously described (16).
Cells were transfected with plasmids using Lipofectamine Plus (Invitrogen) ac-
cording to the manufacturer’s recommendation. The cells were treated with 300
ng/ml nocodazole (Sigma-Aldrich) to destabilize MTs. The cells were also
treated with 10 nM paclitaxel (Taxol) (Sigma-Aldrich) to stabilize MTs. GTP was
purchased from Sigma-Aldrich. MitoTracker Red was purchased from Invitro-
gen, and a working concentration of 100 nM was used according to the protocol
provided by the manufacturer.

Antibodies. Polyclonal antibodies raised against a peptide corresponding to
amino acids 161 to 480 of HtrA1 were affinity purified as previously described
(33). Monoclonal antibodies against �-, �-, and �-tubulins; �-actin; tau; and
MAP2a/b were purchased from Sigma-Aldrich. Myc epitope tag antibodies were
purchased from Cell Signaling (Danvers, MA), and glutathione S-transferase
(GST) antibodies were purchased from Amersham (Piscataway, NJ). Polyclonal
antibodies against HtrA2 were purchased from Santa Cruz Biotechnology (Santa
Cruz, CA). Affinity-purified polyclonal antibodies against HtrA3 were generated
using recombinant HtrA3 protein.

Transfection with siRNA and immunodetection of knocked-down cells. Cells
were transfected with small interfering RNA (siRNA) against HtrA1 as previ-
ously described (11). In some experiments, HtrA1 expression was rescued by
RNA interference (RNAi)-resistant expression plasmids as previously described
(12). Upon assay, coverslips were removed, fixed in prechilled methanol at
�20°C, and immunostained with HtrA1 and tubulin antibodies. Whole-cell ly-
sates (35 �g) from the same well were analyzed by Western blotting with HtrA1
and �-actin antibodies.

Immunostaining and fluorescence microscopy. Immunostaining was per-
formed as described previously (38). Slides were incubated for 1 h at room
temperature in antibodies diluted as follows: anti-HtrA1, 1:100; anti-�-tubulin,
1:100. Some slides were stained with rhodamine-conjugated phalloidin during
secondary-antibody incubation. Laser scanning confocal microscopy was per-
formed on a Zeiss LSM510 with krypton-argon and helium-neon lasers.

Immunoblotting. Cells were lysed in buffer (20 mM Tris-HCl at pH 7.6, 120
mM NaCl, 1 mM EDTA, 0.5% Nonidet P40, 1 mM dithiothreitol) supplemented
with complete protease inhibitors (Roche, Indianapolis, IN). Whole-cell lysates
and cytosolic extracts were analyzed by Western blotting with antibodies against
HtrA1 (dilution, 1:500), HtrA2 (1:1,000), HtrA3 (1:1,000), �-actin (1:3,000),
�-tubulin (1:1,000), �-tubulin (1:1,000), �-tubulin (1:3,000), tau (1:1,000), MAP2
(1:1,000), and GST (1:1,000).

Recombinant GST fusion proteins. GST-HtrA1PDZ (H1PDZ), GST-
HtrA2PDZ (H2PDZ), and GST-HtrA3PDZ (H3PDZ) were purified from trans-
formed BL21 cells carrying pGEX-5X-2 GST fusion constructs in MicroSpin
GST columns (Amersham, Piscataway, NJ) according to the manufacturer’s
instructions.

GST pulldown assay. H1PDZ, GST, H2PDZ, and H3PDZ were purified as
indicated above. After the columns were equilibrated with B-PER (Thermo
Fisher Scientific, Rockford, IL), A2780 lysates were added to the columns and
incubated for 1 h at 4°C. The columns were washed four times with B-PER and
eluted with Laemmli buffer (50 mM Tris, pH 6.8, 2% sodium dodecyl sulfate
[SDS], 0.1% bromophenol blue, 10% glycerol). The eluted proteins were re-
solved on SDS-polyacrylamide gel electrophoresis (PAGE) and immunoblotted
with anti-�-, -�-, and -�-tubulin, as well as anti-HtrA1, -HtrA2 (1:200), -HtrA3,
and -GST antibodies.

MT sedimentation assays. For cosedimentation assay, proteins were extracted
in MT stabilizing buffer {80 mM PIPES [piperazine-N,N�-bis(2-ethanesulfonic
acid)], pH 6.8, 138 mM KCl, 3 mM MgCl, 4 mM EGTA} containing 0.5% NP-40.
Postnuclear supernatants were centrifuged at 100,000 � g for 1 h. Tubulin
polymerization was performed in supernatants by incubating them with 10 �M
paclitaxel and 2 mg/ml GTP for 1 h at 37°C, and tubulin polymers were pelleted

by centrifugation at 100,000 � g for 30 min. The pellet and supernatant were
designated P1 and S1, respectively, and 10 �g of sample from P1 and S1 were
analyzed by Western blotting using anti-�-tubulin and anti-HtrA1 antibodies.

Purified tubulins and MAP fraction. Tubulin protein, purified from bovine
brain by an adaptation of the method of Shelanski et al. (44), was purchased from
Cytoskeleton (Denver, CO). Further purification to 	99% purity was achieved
by cation-exchange chromatography. A MAP fraction, isolated from bovine brain
by temperature-induced tubulin polymerization followed by ionic-exchange chro-
matography over a phosphocellulose matrix and salt elution, was purchased from
Cytoskeleton.

In vitro binding assay. C-terminal His-tagged HtrA1 was purified as previously
described (23). Purified tubulins (10 �g in wash buffer with complete protease
inhibitor from Roche [50 mM Tris, pH 7.5, 150 mM NaCl, 1% NP-40, 0.5%
sodium deoxycholate]) were incubated with or without HtrA1 (2 �g) in a His
SpinTrap column (Amersham) for 30 min at 4°C. The columns were washed five
times with wash buffer supplemented with protease inhibitors and two times with
wash buffer and eluted successively with increasing concentrations of NaCl in
wash buffer. The final elution was carried out in Laemmli buffer. Eluted samples
were resolved by 10% SDS-PAGE and immunoblotted with various antibodies.

In vitro tubulin polymerization assay. An in vitro tubulin polymerization assay
was carried out according to the manufacturer’s instructions (Cytoskeleton, Den-
ver, CO). In brief, a master mixture with purified MAP-rich tubulin monomers
(2 mg/ml) was prepared on ice in G-PEM buffer (80 mM PIPES, pH 6.9, 2 mM
MgCl2, 0.5 mM EGTA, 1 mM GTP). Using a multichannel pipetter, the master
mixture was added to wells containing various concentrations of HtrA1 diluted in
G-PEM buffer. Paclitaxel (3 �M) was used as a positive control. Tubulin poly-
merization was monitored by measuring absorbance at 340 nm kinetically for 45
min at 25°C.

Immunoprecipitation assay. SKOV3 cells with endogenous HtrA1 expression
were lysed in wash buffer supplemented with complete protease inhibitors from
Roche, centrifuged at 10,000 � g for 5 min to obtain postnuclear supernatant,
and immunoprecipitated using control immunoglobulin G or polyclonal HtrA1
antibodies. Immunocomplexes were precipitated by protein A-agarose (Thermo
Fisher Scientific, Rockford, IL) and washed four times with wash buffer. Immu-
noprecipitated protein samples were eluted with Laemmli buffer with 100 mM
dithiothreitol, resolved by 10% SDS-PAGE, and immunoblotted with various
antibodies.

Migration assay. SKOV3 cells (20,000 cells/well in a 24-well plate) were
transfected with control and HtrA1-specific siRNA using Oligofectamine (In-
vitrogen) as previously described (11). Forty-eight hours after transfection,
scratch wounds were created with 200-�l pipette tips. The medium was replaced
with fresh medium to remove cells that became suspended as a result of the
scratch wound. Two fiduciary lines perpendicular to the scratch wounds were
drawn on the bottom of each well using a black marker pen. Photomicrographs
were taken at the intersection between a black fiduciary line and the scratch
wound at time zero (immediately following the scratch wound) and at 24 h. The
wound gaps at time zero and at 24 h were measured using the SPOT program
(Diagnostic Instruments, Sterling Heights, MI). The percent migration was de-
termined by considering no gap as 100% migration. Since the growth rate was not
affected by siRNA transfection, the filling of the gap represented cell migration.

Video microscopy. A stable pool of SKOV3 cell lines were generated by
infecting the cells with lentiviruses containing nontargeting short hairpin RNA
(shRNA) or shRNA targeted against HtrA1 (Sigma-Aldrich Mission shRNA
clones in pLKO.1 vector). Cells resistant to 1 �g/ml puromycin were used as
batch-stable cells. The cells (105) were plated in 35-mm wells as confluent
cultures. Following the scratch wound, motility was studied over a 20-h period
under a Nikon Eclipse TE 300 microscope with a 40� phase-contrast objective
in an attached, hermetically sealed Plexiglas Nikon NP-2 incubator at 37°C. Cell
motility was recorded using a Cohu High Performance charge-coupled device
camera. Image analysis was performed with a MicroImage analysis system (Lucia
G; Laboratory Imaging s.r.o., Prague, Czech Republic) and an IBM-compatible
system equipped with a video card (S3 Virge-DX/GXPCI 375/385) by digitally
saving images at 30-min intervals. Migration tracks were generated by marking
the positions of the nuclei of individual cells on each image. The net migratory
speed (velocity straight line) was calculated by the MicroImage software based
on the straight-line distance between the starting and ending points divided by
the time of observation. The migrations of at least 30 cells were analyzed for each
experimental condition. Values are given as mean 
 standard deviation. All
migration assays were performed in triplicate. Cells did not begin to divide to any
significant degree during the experiments.

Proliferation assay by CyQuant. SKOV3 cells, transfected with siRNA
(Sigma-Aldrich) as previously described (11), were plated at a density of 2 � 103

cells per well in 96-well plates in M199/MCDB105 with 5% fetal bovine serum

4178 CHIEN ET AL. MOL. CELL. BIOL.



and were harvested after 24 h. Proliferation was determined by CyQuant assay
(Invitrogen) according to the manufacturer’s procedure.

RESULTS

To confirm the exact intracellular localization of HtrA1, we
first examined the subcellular localization of endogenous
HtrA1 by immunofluorescence analysis in the ovarian cancer
cell line SKOV3 with affinity-purified HtrA1 antibodies. Figure
1A shows cytoplasmic staining of endogenous HtrA1 that co-
incides with MTs. To test whether the localization of HtrA1 to
MTs is dependent on intact MTs, cells were pretreated with
the MT-destabilizing agent nocodazole. Nocodazole treatment
resulted in diffuse distribution of HtrA1 and tubulin (Fig. 1B),

indicating that localization of HtrA1 to MTs is dependent on
intact MTs. Alternatively, when MTs were stabilized with
paclitaxel, enhanced localization of HtrA1 to MTs was observed
(Fig. 1C). To demonstrate the specificity of the affinity-purified
polyclonal HtrA1 antibody, immunofluorescence analysis was
performed on cells made HtrA1 deficient by siRNA or anti-
sense transfection. No MT-like immunoreactivity was detected
with the HtrA1 antibody in these cells, although intact MTs
were observed with antitubulin antibody (Fig. 1D), indicating
the specificity of HtrA1 antibody, as well as the specificity of
immunofluorescence analysis. Immunoblot analyses confirmed
the efficient downregulation of HtrA1 expression in these cells
made deficient by siRNA (Fig. 1E). Since the antibody was
generated toward the PDZ domain of HtrA1, to demonstrate
the specificity of the antibody toward the HtrA1 PDZ domain,
immunoblot analysis was performed on a blot containing GST
fusion proteins with the Mac25 domain of HtrA1 and the PDZ
domains of HtrA1, HtrA2, HtrA3, and HtrA4. HtrA1 antibod-
ies specifically detected the PDZ domain of HtrA1 (Fig. 1F).
No cross-reactivity with the PDZ domain of HtrA2, HtrA3, or
HtrA4 was observed. Similarly, HtrA2 antibodies showed no
cross-reactivity to the PDZ domains of other HtrA proteins.
These results indicate the specificity of HtrA1 antibodies and
support our conclusion that HtrA1 colocalizes with MTs.

The PDZ domain of HtrA1 is required for its localization to
MTs. HtrA1 contains three distinct domains, namely, Mac25,
trypsin-like protease, and PDZ domains (Fig. 2A). To deter-
mine the domain responsible for MT association, full-length
HtrA1 constructs with Mac25 or PDZ deleted were subcloned
into pcDNA3.1/CT-GFP-TOPO plasmids (Fig. 2A). The ovar-
ian cell line OV202 was selected for its high efficiency of
transfection and relatively low levels of endogenous HtrA1 (11,
13). Upon transfection of these green fluorescent protein
(GFP)-tagged constructs into OV202 cells, full-length HtrA1
colocalized with MTs (Fig. 2B), but not with actin filaments
(Fig. 2C). Deletion of the Mac25 domain (�Mac25) did not
disrupt HtrA1-MT association (Fig. 2D), while deletion of the
PDZ domain (�PDZ) did (Fig. 2E). The interaction was in-
dependent of GFP, since free GFP produced a diffuse staining
pattern throughout the cells (Fig. 2F). These results indicate
that the PDZ domain of HtrA1 is required for its localization
to MTs.

HtrA3 and HtrA2 do not localize to MTs. To test whether
association with MTs is unique to HtrA1, GFP-tagged HtrA3
and myc epitope-tagged HtrA2 were transfected into OV202
cells (Fig. 3A). HtrA3 was localized to mitochondria, as evi-
denced by colocalization of HtrA3 with MitoTracker-Red in
HtrA3-GFP-transfected cells (Fig. 3B). In addition, myc
epitope-tagged HtrA3 was not colocalized with MTs (data not
shown). These results indicate that both HtrA2 and HtrA3 are
not MAPs (data not shown). Mitochondrial localization of
HtrA2 was previously reported by various groups (27, 37, 39,
47, 52, 53), and therefore, our observation is consistent with
these previous studies. However, mitochondrial localization of
HtrA3 was unexpected, since it contains signal peptide and
would be expected to be secreted. These results suggest the
possibility of posttranslational modification resulting in retar-
geting of HtrA3 to mitochondria. To test whether HtrA3 or
HtrA2 might associate with MTs if they were displaced from
mitochondria during apoptosis, cells were treated with a broad

FIG. 1. HtrA1 is localized to MTs. (A) Localization of endogenous
HtrA1 to MTs in SKOV3 cells. (B) Localization of endogenous HtrA1
to MTs is dependent on intact MTs in SKOV3 cells. (C) Localization
of endogenous HtrA1 to paclitaxel (Taxol)-stabilized MTs. (D) MT
localization of HtrA1 disappears when endogenous HtrA1 expression
is downregulated by siRNA (bar � 10 �m). (E) Endogenous HtrA1 is
efficiently downregulated by siRNA expression. (F) HtrA1 antibodies
recognize the PDZ domain of HtrA1 but do not recognize the Mac25
domain of HtrA1 (Mac) and the PDZ domains of HtrA2 (H2), HtrA3
(H3), and HtrA4 (H4).
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kinase inhibitor, UCN-01, resulting in the release of HtrA3
and HtrA2 into the cytoplasm in cells undergoing apoptosis.
No MT-like staining pattern was observed with these proteins
(Fig. 3C and E, respectively). Extramitochondrial expression of
HtrA2 lacking a mitochondrial targeting sequence, �MTS-
HtrA2 (47), also did not produce MT-like staining (Fig. 3F).
These results suggest that localization to MTs is unique to
HtrA1.

The PDZ domain of HtrA1 associates with tubulins. To
determine whether the Y domain of HtrA1 associates with
tubulin in vitro, a PDZ pulldown assay was performed with
postnuclear lysates from the ovarian cancer cell line A2780.
This cell line was selected because it expresses low levels of
HtrA1 (11), to minimize endogenous interaction between
HtrA1 and tubulins. Recombinant PDZ domains of human

HtrA1, HtrA2, and HtrA3, purified as GST fusion proteins,
were allowed to bind to a glutathione-agarose minicolumn and
were incubated with lysates from A2780 cells. The eluted pro-
teins were resolved by SDS-PAGE and immunoblotted with
anti-�-, -�-, and -�-tubulin antibodies. The results shown in
Fig. 4 indicate that all three isoforms of tubulin were present in
the eluents from the column containing HtrA1 PDZ domains,
but not in eluents from columns containing the PDZ domain of
HtrA2 or HtrA3. The PDZ domain of HtrA4, in similar ex-
periments, did not associate with tubulins (data not shown).
These data suggest that the PDZ domain of HtrA1 is sufficient
for its association with tubulins in vitro.

HtrA1 associates with the MTOC and MTs during polymer-
ization. To determine whether HtrA1 associates with MTs
during polymerization and to establish the dynamic nature of
HtrA1 association with MTs, we incubated SKOV3 cells on ice
for 20 min to depolymerize MTs into soluble tubulins. This
treatment resulted in depolymerization of MTs, as was evident
from diffuse staining of �-tubulin (Fig. 5A). This treatment
also resulted in diffuse staining of HtrA1 (Fig. 5A). Within 5
min of reincubation at 37°C, we observed repolymerization of
MTs beginning at an MT-organizing center (MTOC) (Fig. 5B).
Similarly, we observed endogenous HtrA1 staining at the
MTOC and growing MTs (Fig. 5B). At 10 min post-warm up,
we observed tubulin staining and HtrA1 staining colocalizing
with growing MTs (Fig. 5C). At 15 and 20 min post-warm up,
we continued to observe colocalization of tubulins and HtrA1
along the entire length of MTs (Fig. 5D and E). Consistent
with it localization to the MTOC (Fig. 5B) and its interaction
with �-tubulins (Fig. 4), we observed endogenous colocaliza-
tion of HtrA1 and �-tubulins in nocodazole-pretreated SKOV3
cells (Fig. 5F). Similar results were obtained with exogenously
expressed HtrA1 in HeLa and OV202 cells (data not shown).
In these experiments, we elected to use the protease mutant
HtrA1 (S328A) because overexpression of wild-type proteases
severely affected MT assembly, as previously reported (12).
Exogenous expression of the protease mutant HtrA1 resulted
in bundling of some of the MTs (Fig. 5G). Furthermore, these
bundled MTs were resistant to cold-induced depolymerization
(Fig. 5H). Nonetheless, exogenously expressed HtrA1 associ-
ates with the MTOC and polymerizing MTs in a manner sim-
ilar to that of endogenous HtrA1. These results suggest a
possible role of HtrA1 in MT assembly and stabilization.

HtrA1 promotes MT polymerization. To test whether HtrA1
could affect MT assembly and stability, we investigated
whether HtrA1 promotes MT polymerization. A recombinant
protein corresponding to 35-kDa HtrA1 was purified from
bacteria and used in the MT polymerization assay. Polymer-
ization-competent MAP-rich bovine brain tubulin was pur-
chased from Cytoskeleton (Denver, CO) and used in the assay.
When 100 �g of MAP-rich tubulin was incubated in assay
buffer containing 2 mM GTP at 25°C, we observed a steady
increase in polymerization as assessed by absorbance at 340 nm
(Fig. 6). It reached a polymerization plateau within 30 min.
The highest steady-state levels of tubulin polymerization were
achieved in the presence of paclitaxel. Steady-state levels of
tubulin polymerization achieved in the presence of 1.5 ng of
HtrA1 were higher than those without HtrA1. In addition,
when neutralizing antibody targeted against the PDZ domain
of HtrA1 was preincubated with recombinant HtrA1, it no

FIG. 2. The PDZ domain is required for MT association. (A) Do-
main organization and deletion constructs of GFP-tagged HtrA1. FL,
full-length. (B and C) HtrA1-GFP fusion protein is localized to MTs
(B), but not to actin filaments (C). (D and E) Deletion of the N-
terminal Mac25 domain (�MAC) does not disrupt MT association
(D), but deletion of the PDZ domain (�PDZ) disrupts the association
(E). (F) Control GFP is not localized to MTs. Bars, 10 �m.
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longer promoted tubulin polymerization. Interestingly, higher
levels of HtrA1 did not promote tubulin polymerization. Im-
munoblot analysis with antitubulin antibody to the postreac-
tion lysates did indicate partial degradation of tubulins at
higher HtrA1 concentrations (data not shown). These results
further support the role of the PDZ domain in association with
tubulins and the critical role of HtrA levels in regulating tu-
bulin polymerization.

HtrA1 is a MAP. To further characterize the interaction
between HtrA1 and tubulins, MTs from SKOV3 cells were
purified by ultracentrifugation, and MT pellets (P1) and cyto-
solic proteins (S1) were resolved by 12% SDS-PAGE and
immunoblotted sequentially with antibodies against �-tubulin
and HtrA1. The results shown in Fig. 7A indicate that several
proteolytic products of HtrA1 copelleted with MTs. It should
be noted that autodegradation is a common feature of most
HtrA proteases. Similarly, HtrA1 was also detected in the
fraction containing purified brain tubulins (Fig. 7B, right), but
not in the fraction enriched for MAPs (Fig. 7C, right). These
results demonstrate that HtrA1 coprecipitated with MT pellets
and copurified with tubulins, suggesting that HtrA1 is a MAP,
but unlike MAPs, HtrA1 is not detected in MAP-rich fractions.

The MAP-rich fraction was generally isolated from a tubulin
pellet by salt extraction (0.35 M NaCl) (51). Therefore, our
results indicating that HtrA1 is not detected in the MAP frac-
tion suggest that the interaction between HtrA1 and tubulins is
resistant to high-salt extraction. To demonstrate this interac-
tion, purified tubulins were incubated with purified his-tagged
HtrA1 and subjected to Ni chromatography. Bound proteins

were sequentially eluted from the column with increasing con-
centrations of NaCl in wash buffer. A small fraction of �-tu-
bulin and all of the �-tubulin were eluted with 0.3 M NaCl
elution (Fig. 7D, top two blots, left lane). No �-tubulin and a
small amount of �-tubulin (in the first elution) were eluted
from the column without HtrA1 (Fig. 7D, top two blots, four
right lanes), demonstrating the negligible nonspecific binding
of tubulins to the His SpinTrap column. In subsequent elu-
tions, small amounts of �-tubulins and HtrA1 were eluted (Fig.
7D, top blot, second and third lanes from left). The final
elution with Laemmli buffer also contained additional �-tubu-
lins and HtrA1 (Fig. 7D, top blot, lane L). No other MAPs (tau
and MAP2) were retained by HtrA1 or tubulins (Fig. 7D, third
blot from the top), although purified tubulins contain detect-
able amounts of tau and MAP2 proteins (Fig. 7B). These
results demonstrate an interaction between �-tubulin and
HtrA1 stronger than the interaction between �-tubulin and
HtrA1 or the interaction between MAPs and tubulins. In the
reciprocal experiment, immunoprecipitation of endogenous
HtrA1 in SKOV3 cells also resulted in coimmunoprecipitation
of �-, �-, and �-tubulins (Fig. 7E, top three blots). These
results therefore suggest that HtrA1 is a MAP and that it
associates with all three types of tubulins.

Endogenous HtrA1 modulates cell migration. Since MTs
affect cell motility (34), our observations raised the possibility
that HtrA1 might affect cell motility by regulating MTs. We
therefore determined whether downregulation of HtrA1 by
RNAi in SKOV3 cells affected cell migration. SKOV3 cells
were transfected with control or HtrA1-specific siRNAs for

FIG. 3. HtrA3 and HtrA2 do not localize to MTs. (A) Domain organization and deletion constructs of tagged HtrA3 and HtrA2. (B) GFP-
tagged HtrA3 is localized to mitochondria and can be colocalized with a mitochondrial dye, MitoTracker Red. (C) When HtrA3 is released into
the cytosol upon induction of apoptosis induced by a broad kinase inhibitor, UCN-01, diffuse staining of HtrA3 is observed. No MT-like staining
of HtrA3 is observed. (D) myc-tagged HtrA2 is localized to mitochondria, and the immunofluorescence of HtrA2 is not consistent with MT
localization. (E) When HtrA2 is released into the cytosol upon induction of apoptosis by UCN-01, the diffused staining pattern of HtrA2 is not
consistent with MT localization. (F) �MTS-HtrA2 is localized to the cytosol, and the diffused staining of HtrA2 in the cytosol is not consistent with
MT localization. Bars � 10 �m.
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48 h, and scratch wounds were made with 200-�l pipette tips.
We selected this time point because preliminary data indicated
efficient downregulation of HtrA1 (Fig. 1F) and confluent cul-
ture were achieved then (data not shown). Cell migration was
assessed by determining how quickly denuded areas were filled
up by migrating cells at the wound edges. Downregulation of
endogenous HtrA1 by siRNA resulted in increased cell migra-
tion (Fig. 8A and B). Enhanced cell migration following HtrA1
knockdown was attenuated when cells were transfected with
RNAi-resistant HtrA1 expression plasmid (Fig. 8A and B,
Rescue). Since gap filling of the wound area is also dependent
on cell proliferation, we determined the rate of cell prolif-
eration at 72 h after siRNA transfection. The results from
CyQuant cell proliferation assays indicated that there was no
significant difference in cell proliferation in SKOV3 cells trans-
fected with control siRNA or HtrA1-specific siRNA (Fig. 8C).
In addition, we generated a batch-stable cell line expressing
shRNA against HtrA1 in SKOV3 cells. These cells expressed

reduced levels of HtrA1 compared to cells transfected with
nontargeting shRNA (Fig. 8D). Time-lapse video microscopy
of scratch wound migration assays performed in these cell lines
indicated that SKOV3 cells with reduced levels of HtrA1 mi-
grated significantly faster than SKOV3 cells with endogenous
levels of HtrA1 (Fig. 8E). Collectively, these results suggest
that endogenous HtrA1 negatively regulates cell migration.

DISCUSSION

In this report, we have provided several lines of evidence to
show that HtrA1 is a MAP. Our data revealed that HtrA1
localizes to the MT network and regulates MT functions re-
lated to cell motility. While our immunolocalization data
clearly indicate that HtrA1 associates with MTs, such interac-
tion could be direct or indirect, requiring additional proteins.
However, results from in vitro binding assays using purified
HtrA1 and tubulins strongly suggest the probability that HtrA1
may directly associate with tubulin subunits, since other MAPs
were not detected in the eluents. These results strongly support
our conclusion that HtrA1 is a MAP. Several tumor suppressor
gene products, such as APC (57), von Hippel Lindau tumor
suppressor protein (pVHL) (28), BRCA1 (32), and RASSF1A
(45), have been reported to associate with the MT network.
Like APC, which has been implicated in the regulation of cell
motility, HtrA1 associates with growing MTs and regulates cell
motility. Similar to RASSF1A, which has a strong cytoprotec-
tive effect against cold treatment in vivo, protease mutant
HtrA1 causes MT bundles and protects them against cold-
induced depolymerization. Like pVHL, which carries specific
mutations that disrupt MT association, leading to a specific cell
phenotype in VHL disease (28), HtrA1 is a target of deletion
in ovarian cancer (13), and loss of HtrA1 expression is associ-
ated with a metastatic phenotype (3). Thus, HtrA1 joins the
growing list of tumor suppressors that associate with MTs. Loss
of these genes may have implications in tumorigenesis specif-
ically related to MT function.

MT association is unique to HtrA1, since neither HtrA2 nor
HtrA3 associates with MTs under physiological conditions or
upon release from the mitochondria following apoptotic stress.
Additionally, we have demonstrated that the PDZ domain of
HtrA1 is required for MT association. Several PDZ-containing
proteins have been shown to regulate cell polarization during
directed migration. For example, the Par6-PKC complex pro-
motes the association of APC with MT plus ends and the
assembly of Dlg-containing puncta in the plasma membrane at
the leading edges of migrating cells (21). Recent studies have
shown that the PDZ-containing protein Dlg1 interacts with
APC protein and regulates epithelial migration by providing a
link between MTs and the plasma membrane through interac-
tions with PDZ proteins (41). Therefore, it will be of great
interest to determine whether the PDZ domain of HtrA1 also
provides such functional and structural links between MTs and
the plasma membrane so that the migration processes can be
properly regulated. The PDZ domain of HtrA1 interacts with
all three types of tubulins, whereas the PDZ domains of HtrA2
and HtrA3 do not interact with any tubulin. Consistent with its
ability to interact with all three forms of tubulins, HtrA1 as-
sociates with the MTOC and growing MTs during MT repo-
lymerization following cold-induced depolymerization. These

FIG. 4. The PDZ domain of HtrA1 interacts with tubulins. The
PDZ domains of HtrA1, HtrA2, and HtrA3 were expressed as GST
fusion proteins and purified with a glutathione column. The purified
PDZs were incubated with postnuclear supernatant of A2780 cells, and
unbound proteins were washed off the columns with Tris-buffered
saline containing 1% NP-40 and 0.5% sodium deoxycholate. Bound
proteins were eluted with 2� Laemmli buffer and resolved by SDS-
PAGE. Eluted proteins were immunoblotted with �-, �-, and �-tubulin
antibodies. The PDZ domain of HtrA1 interacts with all three forms of
tubulins (top three blots). The PDZ domains of HtrA2 and HtrA3 do
not interact with tubulins. The lower four blots show loading controls
for purified HtrA1, HtrA2, and HtrA3 and GST-fusion proteins, re-
spectively.
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results also suggest that HtrA1 does not preferentially associ-
ate with the plus or minus ends of MTs. Rather, HtrA1 asso-
ciates with tubulins and MTs as they are polymerized. It is
tempting to speculate that HtrA1 may play a role in regulating
the stability of tubulin polymer. This speculation is consistent
with the observation that HtrA1 at low concentrations pro-
motes higher steady-state levels of tubulin polymerization.

However, it should be noted that higher levels of HtrA1
result in the disruption of MTs and partially degrade tubulins
(data not shown). It should also be noted that the purified
HtrA1 used in the tubulin polymerase assay is an active pro-
tease that does not contain N-terminal Kazal-type trypsin in-
hibitor. Several attempts were made to purify the full-length
HtrA1 that contains N-terminal Kazal-type trypsin inhibitor.
However, full-length HtrA1 is inherently unstable and pro-
duces inclusion bodies. Therefore, the role of full-length
HtrA1 in tubulin polymerization could not be ascertained in
this study. Full-length HtrA1 contains an N-terminal Kazal-
type trypsin-inhibitory domain that is likely to act as an in-
tramolecular inhibitory domain against serine protease activ-
ity. Consequently, full-length HtrA1 is suspected to act as a
zymogen, and its protease activity may be masked by the Kazal-
type inhibitory domain. In addition, under physiological con-
ditions in intact cells, endogenous serine protease inhibitors,
known as serpins, are expected to regulate the protease activity

FIG. 5. Endogenous HtrA1 associates with polymerized MTs. SKOV3 cells were incubated at 4°C for 20 min and allowed to recover at 37°C
for 20 min. (A) MTs are destabilized when cells are incubated at 4°C for 20 min. The end of the 4°C incubation was considered 0 min of recovery.
(B) At 5 min of recovery from cold, MTs begin to assemble at the MTOC and HtrA1 is found colocalizing with the assembled MTs. (C) At 10
min, HtrA1 is colocalized with MTs as they continue to grow outward from the MTOC. (D and E) At 15 and 20 min of recovery, HtrA1 is
colocalized with MTs throughout the cell (bar � 10 �m). (F) Endogenous HtrA1 colocalizes with �-tubulins in nocodazole-pretreated SKOV3 cells
(indicated by the arrow). (G) Exogenous expression of protease mutant HtrA1 (S328A) causes bundling of MTs (indicated by the arrow). (H) The
MT bundles are resistant to cold-induced depolymerization. The arrowhead indicates a cell with depolymerized tubulins. The arrow indicates a cell
with cold-resistant MT bundles.

FIG. 6. Effect of HtrA1 on tubulin polymerization. Bovine brain
tubulin (2 mg/ml) was polymerized at 25°C in the presence of
various concentrations of HtrA1 or 3 �M paclitaxel (Taxol). Tubu-
lin polymerization was kinetically monitored by absorbance mea-
surements at 340 nm (y axis) for 45 min. Low levels of HtrA1 (1.5
ng in a 100-�l reaction volume) promote higher steady-state levels
of in vitro tubulin polymerization. Higher concentrations of HtrA1,
however, do not promote tubulin polymerization. Antibody-neutral-
ized HtrA1 does not promote tubulin polymerization. Paclitaxel-
stabilized tubulins displayed the highest steady-state level of tubulin
polymerization.
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FIG. 7. HtrA1 is a MAP. (A) Precipitation of tubulins by ultracentrifugation (100,000 � g) of MTs results in coprecipitation of endogenous
HtrA1. P1 is the MT pellet; S1 is the soluble fraction. (B) Purification of tubulin from bovine brain also results in copurification of HtrA1. The
35-kDa HtrA1 monomer under reducing conditions is detected in the purified tubulin. Std., molecular weight standard; WB, Western blot.
(C) HtrA1 is not detected in the MAP fraction. The three blots at the bottom, immunoblotted with anti-MAP2 or anti-tau antibodies, also indicate
copurification of MAPs with tubulin purification. (D) In vitro interaction between tubulin and HtrA1. Ten micrograms of bovine brain tubulin was
incubated in an Ni affinity column with or without 2 �g of HtrA1. Unbound proteins were washed away, and bound proteins were eluted
sequentially with increasing concentrations of NaCl elution buffer. The eluents were resolved by SDS-PAGE and immunoblotted with the various
antibodies indicated. Sequential elutions with 0.3 M, 0.6 M, and 0.9 M NaCl resulted in the elution of small fractions of HtrA1 and �-tubulin from
the column (top blot, left three lanes). Final elution with Laemmli (L) buffer resulted in the elution of the remaining HtrA1 and �-tubulin.
�-Tubulin was not detectable in the eluents from the Ni affinity column without HtrA1, demonstrating the absence of nonspecific interaction of
�-tubulin with the Ni affinity column (top blot, right four lanes). Unlike �-tubulin, all of the �-tubulin was eluted from the column with 0.3 M NaCl

4184 CHIEN ET AL. MOL. CELL. BIOL.



of HtrA1. Therefore, higher levels of HtrA1 under physiolog-
ical conditions in intact cells may have the ability to associate
with MTs without resulting in the proteolysis of tubulin. Under
physiological conditions, where protease activity is held in
check by several mechanisms, such as intramolecular inhibition
by the Kazal domain or intermolecular inhibition by serpins, it
is conceivable that full-length HtrA1 may associate with MTs

and regulate tubulin polymerization or MT stability. Consis-
tent with its ability to regulate MT polymerization, exogenous
expression of protease-inactive HtrA1 resulted in bundled
MTs that were resistant to cold-induced depolymerization.
These results further support a role of HtrA1 in regulating MT
stability and dynamics.

Our observation that HtrA1 is an MT-associated serine pro-

elution (second blot from top, left lane). �-Tubulin was not detected in subsequent elution fractions (second blot from top, second, third, and fourth lanes
from left). A small amount of �-tubulin was also detected in the first eluent from the Ni affinity column without HtrA1 (second blot from top, fifth lane
from left), indicating a weak nonspecific interaction of �-tubulin with resin in the Ni affinity column. Isoforms of tau and MAP2 were not detectable in
any of the eluents (third blot from top). The expected isoforms of tau and MAP2 are indicated on the right. Immunoblotting with anti-HtrA1 indicated
the presence of HtrA1 in the eluents from the Ni affinity column with HtrA1 (fourth blot from top, left four lanes) but the absence of HtrA1 in the eluents
from the Ni affinity column without HtrA1 (fourth blot from top, right four lanes). (Bottom left) Coomassie-stained gel showing purified proteins in the
input fraction used in the corresponding studies. (Bottom right) Immunoblot with anti-MAP2 antibody indicating the presence of MAP2 in the input
fraction. Units of numbers to the left (A to D) are kDa. (E) Immunoprecipitation (IP) of endogenous HtrA1 in SKOV3 cells also resulted in precipitation
of �-, �-, and �-tubulins. Specific signals are indicated by asterisks. IgG, immunoglobulin G.

FIG. 8. Endogenous HtrA1 decreases the motility of cancer cells. (A and B) Downregulation of HtrA1 in SKOV3 cells by RNAi enhanced cell
migration in a scratch assay, whereas expression of RNAi-resistant HtrA1 in rescue experiments attenuated cell migration. Photomicrographs of
migrated cells at time zero and at 24 h following the initial scratch in the cell monolayer are shown. The dark shadows on the photographs represent
fiduciary marks. Each experiment contained five replicates, with two measurements for each replicate. Analysis of the migration rate showed a
significant increase in cell migration in cells transfected with HtrA1 siRNA compared to scrambled siRNA (control [Cont]). The error bars
represent standard errors of the mean. Immunoblot analysis indicated efficient downregulation of HtrA1 by transient transfection with siRNA and
rescue of HtrA1 expression by an RNAi-resistant expression plasmid. (C) CyQuant cell proliferation analysis indicated no significant differences
in cell proliferation. (D) Pooled stable cells infected with lentiviral HtrA1 shRNA had reduced levels of HtrA1 (HtrA1 shRNA) compared to cells
infected with lentiviruses containing ctr shRNA. Numbers are kDa. (E) Pooled stable cells (HtrA1 shRNA and ctr shRNA) were plated on 35-
by 10-mm tissue culture dishes in RPMI medium, and cell motility was monitored with a time-lapse cinematography system as described in
Materials and Methods. Each experiment contained three replicates. The values are the averages of 10 measurements for each replicate 
 standard
deviation (P � 0.0001).

VOL. 29, 2009 HtrA1 INHIBITS CELL MIGRATION 4185



tease also have several implications for the pathobiology of
HtrA1 in several diseases. For example, expression of HtrA1 is
upregulated by cisplatin and paclitaxel, and such upregulation
often results in activation of HtrA1 by N-terminal removal of
Kazal-type trypsin-inhibitory domains. Active HtrA serine pro-
teases contribute to cell death through caspase-dependent, as
well as caspase-independent, mechanisms. Moreover, we have
recently identified tubulins as potential substrates of HtrA1.
Therefore, our observation that HtrA1 is an MT-associated
serine protease suggests a potential role of this protease in the
cytoskeletal disruption that accompanies cell death. In this
regard, the role of this serine protease is analogous to that of
granzyme B, which also targets the cytoskeleton and perturbs
MT polymerization dynamics (1). Like granzyme B, which en-
hances the MT polymerization rate (1), HtrA1 also promotes
higher steady-state levels of tubulin polymerization. However,
unlike with granzyme B, higher levels of HtrA1 are not asso-
ciated with higher steady-state levels of tubulin polymerization.

Our results also indicate that although HtrA1 associates with
MTs and therefore could be considered a MAP, it does not
copurify with the MAP-rich fraction. Additional results in fol-
low-up experiments suggest that HtrA1 associates with tubu-
lins even under high-ionic-buffer conditions. This higher affin-
ity may explain why HtrA1 does not copurify with MAP
fractions. However, it is surprising that HtrA1 possesses such
strong affinity to tubulin, and the physiological relevance of
such high affinity is not currently known.

Sedimentation of MT pellets by ultracentrifugation also pre-
cipitated HtrA1. Lower-molecular-weight immunoreactive
bands were also observed in MT pellets. Previous studies had
shown that HtrA1 at higher concentrations underwent proteo-
lytic removal of the N-terminal Mac25 domain during apop-
tosis, resulting in low-molecular-weight proteolytic products
with intact PDZ domains (11). Therefore, the lower-molecu-
lar-weight products observed in tubulin pellets during cosedi-
mentation experiments likely represent partial proteolytic
products of HtrA1 with intact PDZ domains. These results are
consistent with our observation that the PDZ domain is re-
quired for association with MTs.

Finally, our results show that endogenous HtrA1 attenuates
cancer cell migration. Cancer cell migration is significantly
increased when endogenous HtrA1 is transiently knocked
down by siRNA, but cell migration is attenuated when HtrA1
expression is rescued by an RNAi-resistant expression plasmid,
thus excluding the possibility of off-target effects of siRNA.
Cell proliferation is not affected by HtrA1 knockdown, and
therefore, increased gap filling following HtrA1 knockdown is
not due to increased cell proliferation. This conclusion is fur-
ther supported by the results from real-time imaging of mi-
grating cells in which HtrA1 expression is stably knocked down
by stable expression of shRNA against HtrA1. These cell lines
are generated as batch-stable lines following lentiviral trans-
duction of nontargeting shRNA (ctr shRNA) or HtrA1
shRNA. After being wounded, migrating cells were individu-
ally tracked, and the average migratory speeds were calculated.
As a result of this real-time tracking of migrating cells, we were
able to observe not only the migratory speed, but also the
status of cell division. We observed no significant differences in
cell division between the two isogenic cell lines. These results
indicate that cells with endogenous HtrA1 have lower migra-

tory rates than cells without HtrA1, further supporting the role
of endogenous HtrA1 in regulating cancer cell migration.

Cell migration is regulated at various levels (30, 54). At the
leading edge, several proteins associate with actin and tubulin
filaments and regulate the dynamic remodeling of cytoskeletal
structure and focal adhesion complexes, thereby contributing
to the generation of physical forces required to propel the cell
forward. At the trailing edge, proteases, like calpains and other
cytoskeleton-associated proteins, interact with actin filaments
and MTs to regulate the adhesion turnover and cytoskeleton-
remodeling processes that are required for physical transfor-
mation and detachment from a substratum. Inside the cell,
away from the leading and trailing edges, processes such as
MTOC reorientation and nuclear movement are also coordi-
nated with the migratory processes. Cytoskeletal reorganiza-
tion is an essential attribute of these processes. Several pro-
teases, such as calpains and granzymes, are reported to
regulate cytoskeletal reorganization, FAK turnover, mem-
brane protrusion, and cell migration (	8–10, 22, 49). There-
fore, our observation that the serine protease HtrA1 associates
with MTs and regulates MT stability and cell migration is
consistent with previous studies indicating the roles of several
proteases in the regulation of cytoskeletal organization and cell
migration, and it provides initial biological insight into the
potential role of HtrA1 in regulating MT organization associ-
ated with cell migration. Accordingly, it will be important to
investigate the exact mechanism(s) by which HtrA1 regulates
cell migration. In summary, the identification of HtrA1 as a
serine protease that associates with MT is novel and signifi-
cant, as it provides initial insight into the mechanistic frame-
work for the tumor-suppressive activity of HtrA1, whereby
HtrA1 may affect the cytoskeletal remodeling associated with
malignant-cell biology related to invasion and motility.
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