
                                                              

University of Dundee

Spindly is required for rapid migration of human cells

Conte, Claudia; Baird, Michelle A; Davidson, Michael W; Griffis, Eric R

Published in:
Open Biology

DOI:
10.1242/bio.033233

Publication date:
2018

Document Version
Peer reviewed version

Link to publication in Discovery Research Portal

Citation for published version (APA):
Conte, C., Baird, M. A., Davidson, M. W., & Griffis, E. R. (2018). Spindly is required for rapid migration of human
cells. Open Biology, 7(5), [033233 ]. https://doi.org/10.1242/bio.033233

General rights
Copyright and moral rights for the publications made accessible in Discovery Research Portal are retained by the authors and/or other
copyright owners and it is a condition of accessing publications that users recognise and abide by the legal requirements associated with
these rights.

 • Users may download and print one copy of any publication from Discovery Research Portal for the purpose of private study or research.
 • You may not further distribute the material or use it for any profit-making activity or commercial gain.
 • You may freely distribute the URL identifying the publication in the public portal.

Take down policy
If you believe that this document breaches copyright please contact us providing details, and we will remove access to the work immediately
and investigate your claim.

Download date: 05. Apr. 2019

https://doi.org/10.1242/bio.033233
https://discovery.dundee.ac.uk/en/publications/d4bb49b3-edf4-431b-bb57-e308bdd1e406


© 2018. Published by The Company of Biologists Ltd. 

This is an Open Access article distributed under the terms of the Creative Commons Attribution License 

(http://creativecommons.org/licenses/by/3.0), which permits unrestricted use, distribution and reproduction 
in any medium provided that the original work is properly attributed. 

Spindly is Required for Rapid Migration of Human Cells. 

 

Claudia Conte1*§, Michelle A. Baird2, Michael W. Davidson2, and Eric R. Griffis1#§ 

 

1 University of Dundee, College of Life Sciences, Centre for Gene Regulation and 

Expression, Dundee, DD1 5EH, UK 

 

2 Department of Biological Science, National High Magnetic Field Laboratory, Florida State 

University, Tallahassee, Florida, 32306, USA 

 

*Current Address: Centre for Genomic Regulation (CRG), The Barcelona Institute of Science 

and Technology, 08003 Barcelona, Spain 

 

#Current Address: Nikon Instruments Inc, 1300 Walt Whitman Road, Melville, NY  11747, 

USA 

 

 

§To whom correspondence should be addressed: ergriffis@nikon.net or 

claudia.conte@crg.eu 

 

B
io

lo
gy

 O
pe

n 
• 

A
cc

ep
te

d 
m

an
us

cr
ip

t

 by guest on May 3, 2018http://bio.biologists.org/Downloaded from 

mailto:e.griffis@dundee.ac.uk
http://bio.biologists.org/


Abstract 

 

Dynein is the sole processive minus-end directed microtubule motor found in animals. It has 

roles in cell division, membrane trafficking, and cell migration. Together with dynactin, 

dynein regulates centrosomal orientation to establish and maintain cell polarity, controls focal 

adhesion turnover and anchors microtubules at the leading edge. In higher eukaryotes, 

dynein/dynactin requires additional components such as Bicaudal D to form an active motor 

complex and for regulating its cellular localization. Spindly is a protein that targets 

dynein/dynactin to kinetochores in mitosis and can activate its motility in vitro. However, no 

role for Spindly in interphase dynein/dynactin function has been found. We show that 

Spindly binds to the cell cortex and microtubule tips and colocalizes with dynein/dynactin at 

the leading edge of migrating U2OS cells and primary fibroblasts. U2OS cells that lack 

Spindly migrated slower in 2D than control cells, although centrosome polarization appeared 

to happen properly in the absence of Spindly. Re-expression of Spindly rescues migration, 

but the expression of a mutant, which is defective for dynactin binding, failed to rescue this 

defect. Taken together, these data demonstrate that Spindly plays an important role in 

mediating a subset of dynein/dynactin’s function in cell migration.  
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Introduction 

Cell migration is required for development and homeostasis in almost all multi-cellular 

organisms. The activation of this process requires specific stimuli from growth factors, 

chemokines or extracellular matrix molecules, which activate specific receptors and 

signalling cascades (Ridley, 2011). To migrate in 2-dimensions, a cell must protrude its 

plasma membrane, anchor these protrusions to the underlying substrate, and then use these 

connections to pull the cell body forward while constricting the rear of the cell and 

disassembling and releasing old connections (Krause and Gautreau, 2014). This process 

therefore requires the careful coordination between adhesive complexes, cytoskeletal filament 

systems with their attendant motor proteins, the secretory/membrane transport machinery and 

the regulatory molecules that control the activities of these disparate networks (Schmoranzer 

et al., 2003, Kaverina and Straube, 2011, Huber et al., 2015).  

 

Actin microfilaments and non-muscle myosin II provide the majority of forces that drive 

migration. At the leading edge, small GTPases control the nucleation of actin filaments 

through the Arp2/3 complex, which produces branched filaments, and formin/Spire/JMY 

proteins, which build unbranched filaments (Ridley, 2011, Campellone and Welch, 2010, 

Firat-Karalar and Welch, 2011).  The polymerization of actin at the leading edge of migrating 

cells generates the force to drive the extension of the cell membrane. Within the cell, bundled 

actin filaments, attached to focal adhesions, provide cables for the generation of traction 

forces that propel the cell body forward; at the rear of the cell, myosin contraction of actin 

filaments leads to the retraction of the cell body and release of focal adhesions (Ridley, 2011, 

Parsons et al., 2010, Aratyn-Schaus et al., 2011).  
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Although they do not themselves generate forces, microtubules are essential in many cell 

types for polarization and for regulating the speed of migration, and there are many points of 

feedback where microtubules, focal adhesions, and the actin network influence each other 

(Vasiliev et al., 1970, Kaverina and Straube, 2011, Stehbens and Wittmann, 2012, Akhshi et 

al., 2014). After an initial migration cue is received in a fibroblast, the microtubule 

organizing center (MTOC) orients itself between the nucleus and a cell’s leading edge and 

projects dynamic microtubules towards the lamellipodium (Magdalena et al., 2003, Gomes et 

al., 2005, Gotlieb et al., 1981, Gotlieb et al., 1983). These microtubules provide the tracks 

upon which membrane vesicles and locally translated mRNAs travel and deliver GTPase 

regulating proteins that activate Rac and Rho to stimulate focal adhesion internalization, actin 

polymerization or cell contraction (Rogers et al., 2004, Krendel et al., 2002, Rooney et al., 

2010, Waterman-Storer et al., 1999, Montenegro-Venegas et al., 2010, Yadav et al., 2009, 

Mingle et al., 2005). There are also direct interactions between the actin cytoskeleton and 

microtubules through proteins such as the spectraplakin ACF7/MACF1 that can link 

microtubules to focal adhesions, the formin mDia1 that nucleates actin filaments and also 

stabilizes microtubules, and IQGAP1, which binds to several microtubule plus-tip proteins 

and can regulate actin and myosin activities (Palazzo et al., 2001a, Bernier et al., 2000, 

Karakesisoglou et al., 2000, Brandt and Grosse, 2007). Finally, motors of the kinesin 

superfamily are able to regulate microtubule dynamics, network architecture, and cargo 

transport and therefore many of them have roles in cell migration (for review see (Bachmann 

and Straube, 2015)).  
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As the only processive minus-end-directed microtubule motor, the dynein/dynactin 

supercomplex also has well established roles in cell migration. Dynein is targeted to growing 

microtubule plus-ends via the p150 subunit of dynactin, which is itself recruited by proteins, 

such as EB1 and CLIP-170, that bind to the plus-ends of microtubules and regulate their 

dynamics (Folker et al., 2005, Duellberg et al., 2014, Valetti et al., 1999, Vaughan et al., 

1999, Vaughan et al., 2002). The dynein/dynactin complex was also described to be involved 

in cytoskeleton reorganisation upon wounding and in directed cell movement (Palazzo et al., 

2001b, Faulkner et al., 2000, Smith et al., 2000). In addition to the dynein and dynactin 

complexes, several accessory factors, such as Lis1 and Ndel1, are important for the activity 

of the motor in many contexts, including cell migration (Cianfrocco et al., 2015, Reiner et al., 

1993). Recent research has shown that vertebrate dynein and dynactin do not form a 

processive motor complex without activating factors such as Bicaudal-D (BicD) or Hook3. 

These activating factors drive dynein/dynactin supercomplex formation and allow it to move 

on microtubules (McKenney et al., 2014, Schlager et al., 2014, Urnavicius et al., 2015). 

Spindly has been shown to be one such activating factors (McKenney et al., 2014).    

  

Spindly was identified through two RNAi screens in Drosophila melanogaster S2 cells in 

which mitotic and interphase phenotypes were analysed. In interphase cells, Spindly 

depletion generated alterations in cytoskeletal architecture with spiky and elongated 

microtubule-rich projections in contrast to the normal smooth rounded S2 cells. Moreover, 

GFP-Spindly was shown to track on the plus-ends of interphase microtubules, where it 

colocalized with the canonical plus-end binding protein EB1 (Griffis et al., 2007).   
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After the initial study in 2007, all of the subsequent publications on Spindly have been 

focused on describing its role during mitosis in human cells and worms (Gassmann et al., 

2008, Gassmann et al., 2010, Holland et al., 2015, Yamamoto et al., 2008, Barisic et al., 

2010, Cheerambathur et al., 2013, Chan et al., 2009, Moudgil et al., 2015); thus it was 

unclear whether Spindly in other organisms plays any functions in interphase cells.  

 

In this study, we identified a direct role of human Spindly in wound healing and cell 

movement. Although predominantly a nuclear protein, Spindly localizes at the leading edge 

and focal adhesions in migratory cells. Cells lacking Spindly are slow to migrate in a scratch-

wound assay, a defect that can be rescued by the reintroduction of the wild-type protein but 

not by the expression of a mutant that fails to bind to dynactin. Therefore, we can conclude 

that Spindly’s role in cell migration is likely due to its function in regulating dynein/dynactin 

activity, similarly to its established role in mitosis. These results delineate for the first time an 

interphase role for Spindly and confirm that this protein is a key adaptor for the 

dynein/dynactin motor complex in multiple cellular processes and in different cell cycle 

phases. 
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Results and Discussion 

 

Localisation of human Spindly in fixed non-mitotic cells 

To date, there has been very little data on human Spindly in non-mitotic cells, and so we 

began by assessing its localization. When we used an affinity-purified antibody raised against 

the full-length recombinant protein to stain U2OS cells that were grown in a monolayer and 

then scratched to induce cell migration, we noticed that, in addition to the expected nuclear 

staining, there was also a cytoplasmic pool of protein (Figure 1A upper). We confirmed the 

specificity of this staining by observing that siRNA depletion of Spindly eliminated the 

staining (Figure 1A lower and 1B). Fractionation of cells into nuclear and cytoplasmic 

fractions followed by western blotting demonstrated the presence of Spindly in both 

compartments (Figure 1C and Supplemental Figure S1).  

 

To examine Spindly’s localization in a more migratory cell type and to determine if it 

localizes with any components of the dynein/dynactin complex, we fixed and stained primary 

human fibroblasts to visualize filamentous actin, the p50-Dynamitin subunit of dynactin and 

Spindly (Figure 1D). We clearly observed that Spindly and p50 co-localized at the leading 

edge of these cells (Figure 1D, lower panels). This colocalization was abolished by the 

application of latrunculin B (Supplemental Figure 2), but remained in cells treated with 

nocodazole to depolymerize microtubules (Figure 1E), suggesting that the proteins were 

associating with an actin-based structure. 
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Live-cell imaging reveals that Spindly localizes to microtubule tips and mature focal 

adhesions  

To further explore Spindly’s localization in interphase we asked whether Spindly could be 

seen associating with the basal cell cortex and/or cytoskeletal elements. We therefore imaged 

U2OS cells stably and inducibly expressing low levels of GFP-Spindly using total internal 

reflection fluorescence (TIRF) microscopy. TIRF allowed us to strictly visualize the 

localization of Spindly on or near the cell cortex, without interference from the nuclear 

signal, which is dominant in wide-field microscopy. In TIRF, we observed that there was a 

consistently bright fluorescent signal at the basal cortex. Additionally, we observed multiple 

populations of GFP-Spindly foci on the cortex. Some appeared to be moving diffusively, 

while others were more stable over multiple frames and appeared to be on cytoskeletal 

structures and in cytoplasmic projections (Figure 2A and Movie S1). In order to better 

understand how Spindly localizes in migrating cells, we visualized Spindly in U2OS cells 

that were grown to confluency and then scratch-wounded to induce cell migration. We 

observed that Spindly associated with the basal surface of the expanding plasma membrane 

and in rapidly moving foci (Movie S2).  

 

To determine if the foci of Spindly were associated with microtubule plus-ends, we 

transfected our GFP-Spindly expressing U2OS cell line with TagBFP2-Tubulin and imaged 

these cells with TIRF. A small fraction of the observed particles of GFP-Spindly were clearly 

associated with microtubule plus-ends. The example shown in Figure 2B and Movie S3 

contains a Spindly focus that remains on a microtubule that retracts and then grows over 10 

seconds.  
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To further analyze the leading edge localisation of Spindly and its dynamics, we co-

transfected our U2OS cells with RFP-Zyxin to visualize focal adhesions. Upon scratch-

wounding, we followed the cells using TIRF microscopy. Figure 2C shows the recruitment of 

Spindly to the leading edge in these moving cells. We observed that it enriched with Zyxin, 

but only significantly after migration and Zyxin redistribution had begun. This indicates that 

Spindly could potentially require focal adhesion maturation to be recruited or be involved in 

the later stages of focal adhesion maturation or turnover (Nagano et al., 2012). Furthermore, 

in fixed cells we also observed the colocalization of endogenous Spindly and RFP-Zyxin at 

focal adhesions at the cell periphery (Supplemental Figure 3). When we cotransfected GFP-

Spindly and RFP-Zyxin into resting fibroblasts, we also observed that some GFP-Spindly 

colocalized with RFP-Zyxin at focal adhesions (Figure 2D). However, the loss of Spindly did 

not seem to affect the size, number, or distribution of focal adhesions in U2OS cells (data not 

shown).  

 

Seeing human Spindly on microtubule tips and identifying new pools of Spindly in interphase 

cells raised the possibility of a novel cytoskeletal role for this protein, a function different 

from the already established mitotic role. 

 

Spindly is required for cell migration  

Given that we observed Spindly on microtubule tips and focal adhesions in the cytoplasm of 

interphase cells, and that we know that it can interact with the dynein/dynactin complex that 

is essential for promoting rapid cell migration, we sought to determine whether Spindly might 

also be involved in the cell migration process. We therefore carried out a scratch assay to 

study two-dimensional cell migration in Spindly-depleted cells. This method is based on the 
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generation of an artificial gap or wound in a monolayer of cells that will drive the movement 

of cells on the edge of the wound to close the gap.  

 

We silenced Spindly expression in U2OS cells by treatment with specific siRNAs for 96 

hours and then seeded cells into two small wells separated by a silicon wall. Once confluence 

was reached, the insert was removed, generating a reproducible gap in the monolayer of cells 

(Figure 3A). We followed the movement of the cells on the wound edge by live imaging for 

at least 24 hours and then analysed the movies by measuring the width of the wound over 

time (Figure 3B). In multiple independent experiments, cells depleted of Spindly (typical 

results shown in Figure 3C) showed slow closure rates and typically were not able to close 

the gap after 24 hours (Figure 3B). Previous work has shown that Spindly interacts with the 

dynein-dynactin complex (McKenney et al., 2014), and interestingly, depletion of two 

separate subunits of Dynactin, p150 and p50, retards wound closure migration rates 

(Supplemental Figure 4) comparable to Spindly-depleted cells.  

 

Because Spindly depleted cells are defective in division and do not proliferate as well as 

control cells, we wished to exclude the possibility that the migration phenotype that we 

observed was caused by defects in cell proliferation. We therefore synchronised cells in S 

phase by administering Hydroxyurea (HU; 1mM) for 24 hours and repeated the scratch assay. 

The stabilization of geminin (Figure 3D) confirmed that the HU treatment was blocking cell 

cycle progression (McGarry and Kirschner, 1998). When we observed the control HU-treated 

and the Spindly-depleted HU-treated cells, we found that the Spindly-depleted cells HU 

treated were still slower to close the scratch wound.  
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We used kymographs to analyse the speed of cells migrating into the wound (Figure 3E) and 

found that the Spindly-depleted cells were slower than the control cells, regardless of whether 

or not cells had been treated with HU prior to wounding (Figure 3F). When we measured the 

velocity starting at different temporal points after wounding, we confirmed that the Spindly-

depleted cells were moving slower than the controls at each time point.   

 

To demonstrate that this phenotype was strictly due to a lack of Spindly expression, we 

generated a stable cell line expressing a siRNA-resistant, tet-inducible GFP-Spindly to allow 

the re-expression of Spindly after siRNA depletion of the endogenous protein. Figure 4 A-C 

shows that re-expressing an exogenous copy of Spindly rescued the migration phenotype; 

cells expressing wild-type GFP-Spindly showed a rate of wound closure similar to control 

cells, even though the overall amount of GFP-Spindly was lower than the combined level of 

endogenous and GFP-Spindly expressed in control siRNA treated cells. This experiment 

provides further evidence that Spindly depleted cells are intrinsically defective in cell 

migration, and that the defects we measure are not produced by off-target effects of the 

siRNAs used.  

 

We next wanted to determine if the non-mitotic Spindly function could be due to its 

association with the dynein/dynactin motor complex. To test this, we generated a stable cell 

line expressing a siRNA-resistant GFP-Spindly where serine 256 is mutated to alanine, a 

mutation that abolishes the ability of the protein to bind to dynactin (as previously described, 

Gassmann et al., 2010). We depleted the endogenous form of the protein and repeated the 

rescue experiment with cells that now inducibly express GFP-Spindly S256A. The expression 

of this mutant in the absence of the endogenous protein did not rescue the wound closure rate 
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to control levels (Figure 4 D-F). From this data we hypothesize that Spindly is playing a role 

in cell migration via regulation of the dynein/dynactin motor complex.  

 

Spindly depletion does not grossly affect the distribution of myosin or actin filaments or 

centrosomal reorientation in migrating cells. 

There was the possibility that the depletion of Spindly from migrating U2OS cells could 

dramatically alter the actin-myosin or microtubule cytoskeleton as it did in Drosophila S2 

cells, leading to the slow migration phenotype (Griffis et al., 2007). To check this, we fixed 

and stained migrating control siRNA-treated and Spindly-depleted cells with fluorescent 

phalloidin and an antibody that recognizes the phosphorylated (active) form of the myosin 

regulatory light chain. We did not observe any gross defects in the organization of actin 

filaments and active myosin in these cells, although there was a trend towards lower levels of 

phospho-myosin in Spindly-depleted cells (Figure 5A).  

 

An important step in polarizing migrating cells is the reorientation of centrosomes towards 

the leading edge, which is a dynein/dynactin dependent process and occurs after wounding 

(Schmoranzer et al., 2009). We wished to determine if this process was compromised in cells 

lacking Spindly, and so we fixed and stained control and Spindly-depleted cells four hours 

after scratch-wounding to visualize centrosomes and nuclei. We saw many examples of 

Spindly-depleted cells at the wound edge where the centrosomes were oriented correctly 

between leading edges and nuclei (Figure 5B). We therefore conclude that the migration 

defects that we observed in the Spindly depleted cells are dynein/dynactin dependent, but 

they are not caused by a wholesale loss of dynein/dynactin function. This is in keeping with 

previous results, where we found that the depletion of Spindly did not cause the redistribution 
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of Rab5 positive early endosomes in interphase S2 cells that was seen when dynein was 

depleted (Griffis et al., 2007).   

 

Spindly first emerged as a protein in human, Drosophila and C. elegans that is required for 

the recruitment of dynein/dynactin to kinetochores (Griffis et al., 2007, Gassmann et al., 

2008, Yamamoto et al., 2008). However, other functions for Spindly appeared to have 

diverged. In human cells and C. elegans, the depletion of Spindly led to severe chromosome 

alignment phenotypes, but did not inhibit the shedding of spindle assembly checkpoint (SAC) 

proteins from aligned kinetochores (Griffis et al., 2007, Gassmann et al., 2008). In contrast, 

the depletion of Spindly from Drosophila cells did not markedly inhibit chromosome 

alignment, but did lead to the accumulation of SAC proteins on aligned kinetochores (Griffis 

et al., 2007). How much of these differences are due to species specific changes in the 

mechanisms of SAC silencing or the roles of dynein/dynactin has yet to be determined. 

Recent work showed that dynein/dynactin complex formation and processivity is facilitated 

by accessory factors like Spindly, which control the localization, activation and/or cargo-

binding of the complex (Schroeder and Vale, 2016, Schlager et al., 2014, McKenney et al., 

2014).  

 

Just as the role of Spindly in mitotic cells appeared to be different among different species 

there is also an interesting bifurcation in Spindly’s interphase function. In human cells, the 

protein appeared to be almost exclusively nuclear, while in Drosophila cells, Spindly bound 

to microtubule plus-ends and its depletion produced a striking morphological phenotype 

(Griffis et al., 2007). Drosophila Spindly is 175 amino acids longer than the human protein 

and contains four clusters of positively charged residues (consensus sequence: TPAKPQ-

L/R/M-KGTPVK) that could potentially interact with the negatively charged C-terminal 
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tubulin tails. Interestingly, embedded in these four C-terminal repeats are seven consensus 

CDK1 phosphorylation sites; modification of these sites could reverse these charge-charge 

interactions and explain why this protein is not seen on microtubules in mitotic cells. A recent 

paper showed that altering the levels of Spindly in migrating border cells in the oocyte alters 

their migration speed (Clemente et al., 2017), suggesting that a role in migration is shared 

between Drosophila and human Spindly.  

 

Human Spindly is primarily a nuclear protein in interphase cells, and before this report had 

not been shown to have any interphase role. Human Spindly lacks the charged regions seen in 

the Drosophila protein and is much less regularly observed on microtubules. Therefore, the 

particles that we observed moving on plus-ends or near the cortex were probably not directly 

bound to microtubules, but could be associated either with vesicles, plus-tip proteins, or other 

microtubule binding complexes. A recent publication has reported that CENP-F can also be 

seen associating with microtubule plus-ends, and so it may be that a subset of kinetochore 

proteins associate with microtubule cargoes to help them attach to plus-ends (Kanfer et al., 

2017). Additionally, Spindly can now be considered like Zw10 and Mad1 as a kinetochore 

proteins that has additional roles outside of mitosis (Wan et al., 2014, Schmitt, 2010). 

    

Given our data that the wild-type Spindly protein can rescue migration but the S256A 

dynactin-binding deficient point mutant cannot, we favour a model in which one or a few 

particular dynein/dynactin functions in migrating cells require Spindly. Observing Spindly 

enriching in the proximity of focal adhesions at the leading edge, may also indicate a role for 

Spindly in cell adhesion, a process that has already been shown to be influenced by 

dynein/dynactin activity (Rosse et al., 2012). Future experiments to measure cell adhesion 

and/or contractility in the absence of Spindly will be needed to test whether Spindly has a 
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role in regulating this process. However, this report represents a significant advance in our 

understanding of Spindly’s role in interphase cells.  

Materials and Methods 

Cell culture, transfection and RNA interference. U2OS cells and human foreskin fibroblast 

(FB) cells (a gift from Prof. A. Huebner, Technische Universitat Dresden, Dresden, 

Germany) were maintained in Opti-MEM (Thermo Fisher Scientific; Waltham, MA, USA) 

supplemented with 10% heat-inactivated fetal bovine serum (HI-FBS) (Thermo Fisher 

Scientific), 1% Penicillin, Streptomycin and Glutamine (Thermo Fisher Scientific) for no 

more than 30 passages. Cell lines were grown at 37°C with 5% CO2 in a humidified 

incubator.  

 

To generate stable cell lines expressing wild-type or mutant (S256A) GFP-Spindly, U2OS 

cells with an integrated FRT site and a Tet repressor (a gift from Prof. A. Lamond, University 

of Dundee), were co-transfected with the pOG44 vector (a gift from Prof. J. R. Swedlow, 

University of Dundee) together with the pCDNA5/FRT/TO LAP-Spindly constructs 

(Gassmann et al., 2010) in a ratio of 9:1 pOG44:pgLAP vector. Stable integrating cell lines 

were subsequently drug selected in media containing 150 µg/mL of Hygromycin 

(MilliporeSigma; Billerica, MA, USA) and 15 µg/mL of Blasticidin, and clonally isolated.  

Expression of the GFP construct was induced by administration of doxycycline (0.1-1μg/mL; 

MilliporeSigma). 

 

DNA transfection procedure was carried out using the FuGene HD reagent (Promega; 

Madison, WI, USA) according to manufacturer’s instructions. Cells were transfected 24 

hours after being seeded with a FuGene/DNA ratio of 3:1 incubated in 200μL of serum-free 

media for 30 minutes at room temperature. The mix was dropped onto cells growing in 
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OptiMEM supplemented with 10% FBS and plates were incubated at 37°C for at least 24 

hours before experiments were conducted. All the DNA plasmids used in this study were 

purified using the QIAprep Spin Miniprep Kit (QIAGEN; Hilden, Germany), following 

manufacturer’s instructions. 

 

Small interfering RNA oligonucleotides were synthesized by SIGMA and transfected into 

cells using Lipofectamine RNAiMax (Thermo Fisher Scientific) according to the 

manufacturer’s instructions. The oligonucleotide sequences used for siRNA knockdown are 

as follows: a GC-matched non-targeting control (MISSION Negative Control, SIGMA; 

SigmaMillipore) diluted to a final concentration of 20nM; Spindly Endo1 

(GAAAGGGUCUCAAACAGAA) and Spindly-UTR-66 (CUUGAUCUGACAUAUAUCA) 

(neither of which target the expressed Spindly constructs) combined together to a final 

concentration of 20nM. Cells were seeded and directly treated. Treatment was left on for 96 

hours and then cells were either fixed, harvested or seeded again for the subsequent analysis.  

 

Western blotting and cell fractionation experiment. To perform the immunoblot analysis, 

cells were lysed using the following lysis buffer: 50mM Tris/HCl pH 7.5, 150 mM NaCl, 

100mM N-Ethylmaleimide (NEM), 0.3% CHAPS, 1mM EGTA, 1mM EDTA, 10mM Na--

glycerophosphate, 1mM Na-orthovanadate, 50mM Na-Fluoride, 10mM Na-pyrophosphate, 

270mM sucrose, 0.1mM PMSF, 1mM Benzamidine, 0.1% β-mercaptoethanol, 1 protease 

inhibitor cocktail tablet (Roche Diagnostics, Basel, Switzerland) for 10 mL of buffer. Cells 

were then transferred into Eppendorf tubes and put under constant agitation for 10 minutes at 

4°C. Samples were subsequently spun down for 15 minutes at 13,000 rpm at 4°C. 

Supernatants were collected and stored at -80°C. Protein concentration was measured using 

Bradford dye (BioRad; Hercules, CA, USA), according to the manufacturer’s instructions. 
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Samples were prepared in 2x loading buffer (Novex LDS sample buffer; Thermo Fisher 

Scientific) and boiled at 95°C for 5 minutes. Soluble fractions were resolved on Tris-glycine 

SDS-PAGE gels (4-12% gradient gel; Thermo Fisher Scientific) and transferred to a 

nitrocellulose membrane. Spindly, tubulin, geminin, GAPDH and PCNA were detected using 

specific antibodies: rabbit anti-Spindly (Griffis et al., 2007), mouse anti-PCNA, mouse anti-

GAPDH, and rabbit anti-geminin from Santa Cruz Biotechnology (Dallas, TX, USA), rat 

anti-tubulin from Thermo Fisher Scientific, sheep anti-GFP from Novus Biological 

(Abingdon, UK). The proteins were then visualised using ECL solution Thermo Fisher. 

 

To perform cell fractionation U2OS cells were grown to confluence in a 150mm petri dish, 

washed with chilled PBS 1X and lysed in 200µL of Buffer A (10 mM HEPES, pH7.9, 10 

mM KCl, 1.5 mM MgCl2, 1 mM DTT, 0.5 µg/µL Leupeptin, 0.5 µg/µL Aprotinin, 0.5 µg/µL 

Pepstatin, 0.1 mM PMSF, 0.34 M sucrose, 10 % Glycerol, 0.1 % Triton X-100, 1µL DTT, 

1µL LPC), swirled and placed on ice for 20 minutes. Cells were then scraped, transferred to 

Eppendorf tubes and spun down at 1,400 RCF for 10 minutes at 4°C. Supernatant was 

removed and collected into a new Eppendorf as the “cytoplasmic” fraction. To the remaining 

pellet we added 50µL of Buffer A combined with 0.2 µL benzonase nuclease 

(SigmaMillipore) and 10 µL 0.1M CaCl2 and incubated at 37°C for 1 minute. The sample 

was then placed back on ice and supplemented with 0.2µL of 0.5M EGTA and incubated for 

5 minutes. We then spun down the sample at 1,400 RCF for 5 minutes at 4°C. The 

supernatant was removed and collected into a new Eppendorf tube as the “nuclear” fraction.  

 

  

B
io

lo
gy

 O
pe

n 
• 

A
cc

ep
te

d 
m

an
us

cr
ip

t

 by guest on May 3, 2018http://bio.biologists.org/Downloaded from 

http://bio.biologists.org/


 

Immunofluorescence microscopy. Cells were seeded onto sterilised glass coverslips (Menzel-

Glaser, Braunschweig, Germany). When confluent, cells were fixed in 4% PFA in 1x PHEM 

(60mM PIPES, 25mM HEPES, 10mM EGTA, 2mM MgCl2, pH 6.9) for 10 minutes at room 

temperature, washed in PHEM-wash (1xPHEM + 0.1% Triton X-100), permeabilized in 

PHEM-T (1xPHEM + 0.5% Triton X-100) for 5 minutes and fixed again in 4% PFA for 10 

minutes. Blocking of non-specific antigen recognition was performed in Abdil (1xTBS-0.1% 

Tween, 2% BSA) for 1 hour. At this point coverslips were incubated with primary antibodies 

for one hour at room temperature or overnight at 4°C (antibodies were diluted in Abdil). The 

following antibodies and probes were used: phalloidin-Atto 488 (SigmaMillipore), mouse 

anti-p50 (Clone 25; BD-Biosciences; Oxford, UK), rabbit anti-pMyosin light chain (mAb 

3675; Cell Signaling Technology; Danvers, MA, USA), rabbit anti-pericentrin (ABT59; 

SigmaMillipore) and rabbit anti-Spindly (Griffis et al., 2007). Following incubation for one 

hour with cross-subtracted secondary antibodies (either AlexaFluor-labelled (Thermo Fisher 

Scientific) or Cy3 or Cy5-labelled (Jackson Immunoresearch; West Grove, PA, USA)) 

diluted in Abdil with DAPI (SigmaMillipore). Antibody incubations were followed by three 

washes with PHEM-wash. Coverslips were mounted in Dako fluorescence mounting medium 

(Carpinteria, CA, USA). Images were collected using a fluorescence microscope 

(DeltaVision Elite; GE Healthcare Life Sciences, Issaquah, WA, USA). Images were then 

processed using OMERO software. 
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Cell migration assay and scratch assay. U2OS cells were treated for 96 hours with either 

negative control or Spindly specific oligonucleotides, seeded into a Silicone Culture-Insert 

(ibidi; Matinsried, Germany) set into a 35mm µ-Dish (ibidi) and left to grow for at least 24 

hours. Once cells were confluent, the insert was removed and cells were washed once with 

fresh media and then the media was replaced with a CO2 independent media (Leibovitz’s L-

15, supplemented with 10% FBS and 1x Penicillin/Streptomycin/Glutamine; Thermo Fisher 

Scientific). A sample of the cell population was collected for Western Blotting to confirm the 

silencing of Spindly. For blocking the cell cycle, cells were treated with hydroxyurea (HU) 

(1mM; SigmaMillipore) for 24 hours before being imaged, and a sample of the cell 

population was collected for Western Blotting to confirm silencing of Spindly and S-phase 

synchronisation. For the rescue experiments U2OS cells stably and inducibly expressing WT 

or S256A GFP-Spindly were treated with siRNAs that targeted either the endogenous Spindly 

or nothing. Subsequently, doxycycline (100ng/mL) was administrated overnight to induce 

expression of the GFP construct, and a small portion of the cell population was harvested for 

Western Blotting to observe depletion of the endogenous Spindly and the expression of the 

GFP-tagged proteins. 

 

Imaging was performed on a Nikon Ti microscope (Nikon, Tokyo, Japan) fitted with an 

environmental control chamber (Okolab, Pozzuoli, Italy), 20x 0.45NA objective, Nikon 

PerfectFocus System, and a Photometrics Cascade II camera (Photometrics, Tucson, AZ, 

USA) and NIS Elements software. Images were then processed using Fiji software. 

Measurements were conducted by drawing a line between the edges and measuring the 

distance at the indicated time points. Kymograph analyses were conducted using Volocity 

software (Perkin Elmer; Waltham, MA, USA) to measure the velocity of movement over the 
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time. Student’s T-test was used to determine the statistical significance of migration speeds 

and wound closure dimensions. 

 

Human fibroblast cells were seeded onto glass coverslip and left grow until confluent. Then a 

scratch was mechanically generated by using a 200µL tip and slides were fixed at different 

times to check for protein recruitment at the leading edge. Staining was performed as above. 

 

TIRF Imaging. Cells were grown and transfected in ibidi µ-Dishes; two hours prior to 

imaging, the media was removed and replaced with a CO2 independent Leibovitz’s L-15 

media without phenol red to lower autofluorescence. Imaging was performed on a Nikon Ti-

E microscope with an environmental control chamber (Okolab), a PAU/TIRF slider, 63x and 

100x 1.49 N.A. objectives, PerfectFocus system, a custom-built four-color (405nm, 488nm, 

561nm, 647nm) diode laser (Coherent Inc., Santa Clara, CA, USA) system that has a Gooch 

and Housego (Ilminster, UK) AOTF shutter (Solamere Technology; Salt Lake City, UT, 

USA), an emission filter wheel (Nikon) with appropriate filters for eliminating crosstalk 

between channels (Chroma Technology Corp, Bellow Falls, VT, USA) and a Photometrics 

Evolve Delta camera (Tucson, AZ, USA). Images were all captured with µ-Manager (Open 

Imaging Inc., San Francisco, CA, USA). In order to better visualize the moving particles of 

Spindly among the basal fluorescence, we utilized a method that was developed for tracking 

particles within Drosophila oocytes (Parton et al., 2011). Briefly, images were denoised with 

a 3D Gaussian blur filter with a radius of 1 pixel. A temporal median filter was then used to 

extract only moving “foreground” features using a sliding time window (half-width = 4), and 

“foreground” set to 4 standard deviations over the median value. The outputs of the temporal 

filter were then trailed using a sliding window of time-points (half-width = 2) and averaged to 
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make moving particle trails obvious in all still frames. The temporal median filter plugin and 

trails plugin were created by Graeme Ball (https://github.com/graemeball/IJ_Temporal).    

 

Acknowledgments 

We dedicate this paper to the memory of Dr. Michael Davidson and to all of the contributions 

that he made to the field of cellular imaging. We thank the Light Microscopy Facility, 

College of Life Sciences, University of Dundee, and especially Alan Prescott and Graeme 

Ball for help with imaging and image analysis. We thank Yu-li Wang for the gift of the RFP-

Zyxin construct and Jason Swedlow, Angus Lamond, and Angela Huebner for providing 

other cell lines and contructs. We thank Julian Blow for providing reagents and advice for the 

hydroxyurea arrest assay. C.C. was supported by a non-clinical studentship from Cancer 

Research UK within the Dundee Cancer Centre (grant number: C5314/A11784). ERG was 

supported by a Wellcome Trust RCDF award (090064/Z/09/Z), and a Wellcome Trust 

Strategic award to the Centre for Gene Regulation and Expression (097945/B/11/Z). 

B
io

lo
gy

 O
pe

n 
• 

A
cc

ep
te

d 
m

an
us

cr
ip

t

 by guest on May 3, 2018http://bio.biologists.org/Downloaded from 

https://github.com/graemeball/IJ_Temporal)
http://bio.biologists.org/


References 

 

AKHSHI, T. K., WERNIKE, D. & PIEKNY, A. 2014. Microtubules and actin crosstalk in 

cell migration and division. Cytoskeleton (Hoboken), 71, 1-23. 

ARATYN-SCHAUS, Y., OAKES, P. W. & GARDEL, M. L. 2011. Dynamic and structural 

signatures of lamellar actomyosin force generation. Mol Biol Cell, 22, 1330-9. 

BACHMANN, A. & STRAUBE, A. 2015. Kinesins in cell migration. Biochem Soc Trans, 

43, 79-83. 

BARISIC, M., SOHM, B., MIKOLCEVIC, P., WANDKE, C., RAUCH, V., RINGER, T., 

HESS, M., BONN, G. & GELEY, S. 2010. Spindly/CCDC99 is required for efficient 

chromosome congression and mitotic checkpoint regulation. Mol Biol Cell, 21, 1968-

81. 

BERNIER, G., POOL, M., KILCUP, M., ALFOLDI, J., DE REPENTIGNY, Y. & 

KOTHARY, R. 2000. Acf7 (MACF) is an actin and microtubule linker protein whose 

expression predominates in neural, muscle, and lung development. Dev Dyn, 219, 

216-25. 

BRANDT, D. T. & GROSSE, R. 2007. Get to grips: steering local actin dynamics with 

IQGAPs. EMBO Rep, 8, 1019-23. 

CAMPELLONE, K. G. & WELCH, M. D. 2010. A nucleator arms race: cellular control of 

actin assembly. Nat Rev Mol Cell Biol, 11, 237-51. 

CHAN, Y. W., FAVA, L. L., ULDSCHMID, A., SCHMITZ, M. H., GERLICH, D. W., 

NIGG, E. A. & SANTAMARIA, A. 2009. Mitotic control of kinetochore-associated 

dynein and spindle orientation by human Spindly. J Cell Biol, 185, 859-74. 

CHEERAMBATHUR, D. K., GASSMANN, R., COOK, B., OEGEMA, K. & DESAI, A. 

2013. Crosstalk between microtubule attachment complexes ensures accurate 

chromosome segregation. Science, 342, 1239-42. 

CIANFROCCO, M. A., DESANTIS, M. E., LESCHZINER, A. E. & RECK-PETERSON, S. 

L. 2015. Mechanism and regulation of cytoplasmic dynein. Annu Rev Cell Dev Biol, 

31, 83-108. 

DUELLBERG, C., TROKTER, M., JHA, R., SEN, I., STEINMETZ, M. O. & SURREY, T. 

2014. Reconstitution of a hierarchical +TIP interaction network controlling 

microtubule end tracking of dynein. Nat Cell Biol, 16, 804-11. 

FAULKNER, N. E., DUJARDIN, D. L., TAI, C. Y., VAUGHAN, K. T., O'CONNELL, C. 

B., WANG, Y. & VALLEE, R. B. 2000. A role for the lissencephaly gene LIS1 in 

mitosis and cytoplasmic dynein function. Nature cell biology, 2, 784-91. 

FIRAT-KARALAR, E. N. & WELCH, M. D. 2011. New mechanisms and functions of actin 

nucleation. Curr Opin Cell Biol, 23, 4-13. 

B
io

lo
gy

 O
pe

n 
• 

A
cc

ep
te

d 
m

an
us

cr
ip

t

 by guest on May 3, 2018http://bio.biologists.org/Downloaded from 

http://bio.biologists.org/


FOLKER, E. S., BAKER, B. M. & GOODSON, H. V. 2005. Interactions between CLIP-170, 

tubulin, and microtubules: implications for the mechanism of Clip-170 plus-end 

tracking behavior. Mol Biol Cell, 16, 5373-84. 

GASSMANN, R., ESSEX, A., HU, J. S., MADDOX, P. S., MOTEGI, F., SUGIMOTO, A., 

O'ROURKE, S. M., BOWERMAN, B., MCLEOD, I., YATES, J. R., 3RD, 

OEGEMA, K., CHEESEMAN, I. M. & DESAI, A. 2008. A new mechanism 

controlling kinetochore-microtubule interactions revealed by comparison of two 

dynein-targeting components: SPDL-1 and the Rod/Zwilch/Zw10 complex. Genes 

Dev, 22, 2385-99. 

GASSMANN, R., HOLLAND, A. J., VARMA, D., WAN, X., CIVRIL, F., CLEVELAND, 

D. W., OEGEMA, K., SALMON, E. D. & DESAI, A. 2010. Removal of Spindly 

from microtubule-attached kinetochores controls spindle checkpoint silencing in 

human cells. Genes Dev, 24, 957-71. 

GOMES, E. R., JANI, S. & GUNDERSEN, G. G. 2005. Nuclear movement regulated by 

Cdc42, MRCK, myosin, and actin flow establishes MTOC polarization in migrating 

cells. Cell, 121, 451-63. 

GOTLIEB, A. I., MAY, L. M., SUBRAHMANYAN, L. & KALNINS, V. I. 1981. 

Distribution of microtubule organizing centers in migrating sheets of endothelial cells. 

J Cell Biol, 91, 589-94. 

GOTLIEB, A. I., SUBRAHMANYAN, L. & KALNINS, V. I. 1983. Microtubule-organizing 

centers and cell migration: effect of inhibition of migration and microtubule 

disruption in endothelial cells. J Cell Biol, 96, 1266-72. 

GRIFFIS, E. R., STUURMAN, N. & VALE, R. D. 2007. Spindly, a novel protein essential 

for silencing the spindle assembly checkpoint, recruits dynein to the kinetochore. J 

Cell Biol, 177, 1005-15. 

HOLLAND, A. J., REIS, R. M., NIESSEN, S., PEREIRA, C., ANDRES, D. A., 

SPIELMANN, H. P., CLEVELAND, D. W., DESAI, A. & GASSMANN, R. 2015. 

Preventing farnesylation of the dynein adaptor Spindly contributes to the mitotic 

defects caused by farnesyltransferase inhibitors. Mol Biol Cell, 26, 1845-56. 

HUBER, F., BOIRE, A., LOPEZ, M. P. & KOENDERINK, G. H. 2015. Cytoskeletal 

crosstalk: when three different personalities team up. Curr Opin Cell Biol, 32, 39-47. 

KANFER, G., PETERKA, M., ARZHANIK, V. K., DROBYSHEV, A. L., 

ATAULLAKHANOV, F. I., VOLKOV, V. A. & KORNMANN, B. 2017. CENP-F 

couples cargo to growing and shortening microtubule ends. Mol Biol Cell, 28, 2400-

2409. 

KARAKESISOGLOU, I., YANG, Y. & FUCHS, E. 2000. An epidermal plakin that 

integrates actin and microtubule networks at cellular junctions. J Cell Biol, 149, 195-

208. 

KAVERINA, I. & STRAUBE, A. 2011. Regulation of cell migration by dynamic 

microtubules. Semin Cell Dev Biol, 22, 968-74. 

B
io

lo
gy

 O
pe

n 
• 

A
cc

ep
te

d 
m

an
us

cr
ip

t

 by guest on May 3, 2018http://bio.biologists.org/Downloaded from 

http://bio.biologists.org/


KRAUSE, M. & GAUTREAU, A. 2014. Steering cell migration: lamellipodium dynamics 

and the regulation of directional persistence. Nat Rev Mol Cell Biol, 15, 577-90. 

KRENDEL, M., ZENKE, F. T. & BOKOCH, G. M. 2002. Nucleotide exchange factor GEF-

H1 mediates cross-talk between microtubules and the actin cytoskeleton. Nat Cell 

Biol, 4, 294-301. 

MAGDALENA, J., MILLARD, T. H. & MACHESKY, L. M. 2003. Microtubule 

involvement in NIH 3T3 Golgi and MTOC polarity establishment. J Cell Sci, 116, 

743-56. 

MCGARRY, T. J. & KIRSCHNER, M. W. 1998. Geminin, an inhibitor of DNA replication, 

is degraded during mitosis. Cell, 93, 1043-53. 

MCKENNEY, R. J., HUYNH, W., TANENBAUM, M. E., BHABHA, G. & VALE, R. D. 

2014. Activation of cytoplasmic dynein motility by dynactin-cargo adapter 

complexes. Science, 345, 337-41. 

MINGLE, L. A., OKUHAMA, N. N., SHI, J., SINGER, R. H., CONDEELIS, J. & LIU, G. 

2005. Localization of all seven messenger RNAs for the actin-polymerization 

nucleator Arp2/3 complex in the protrusions of fibroblasts. J Cell Sci, 118, 2425-33. 

MONTENEGRO-VENEGAS, C., TORTOSA, E., ROSSO, S., PERETTI, D., BOLLATI, F., 

BISBAL, M., JAUSORO, I., AVILA, J., CACERES, A. & GONZALEZ-BILLAULT, 

C. 2010. MAP1B regulates axonal development by modulating Rho-GTPase Rac1 

activity. Mol Biol Cell, 21, 3518-28. 

MOUDGIL, D. K., WESTCOTT, N., FAMULSKI, J. K., PATEL, K., MACDONALD, D., 

HANG, H. & CHAN, G. K. 2015. A novel role of farnesylation in targeting a mitotic 

checkpoint protein, human Spindly, to kinetochores. J Cell Biol, 208, 881-96. 

NAGANO, M., HOSHINO, D., KOSHIKAWA, N., AKIZAWA, T. & SEIKI, M. 2012. 

Turnover of focal adhesions and cancer cell migration. Int J Cell Biol, 310616, 26. 

PALAZZO, A. F., COOK, T. A., ALBERTS, A. S. & GUNDERSEN, G. G. 2001a. mDia 

mediates Rho-regulated formation and orientation of stable microtubules. Nat Cell 

Biol, 3, 723-9. 

PALAZZO, A. F., JOSEPH, H. L., CHEN, Y. J., DUJARDIN, D. L., ALBERTS, A. S., 

PFISTER, K. K., VALLEE, R. B. & GUNDERSEN, G. G. 2001b. Cdc42, dynein, 

and dynactin regulate MTOC reorientation independent of Rho-regulated microtubule 

stabilization. Current biology : CB, 11, 1536-41. 

PARSONS, J. T., HORWITZ, A. R. & SCHWARTZ, M. A. 2010. Cell adhesion: integrating 

cytoskeletal dynamics and cellular tension. Nat Rev Mol Cell Biol, 11, 633-43. 

PARTON, R. M., HAMILTON, R. S., BALL, G., YANG, L., CULLEN, C. F., LU, W., 

OHKURA, H. & DAVIS, I. 2011. A PAR-1-dependent orientation gradient of 

dynamic microtubules directs posterior cargo transport in the Drosophila oocyte. J 

Cell Biol, 194, 121-35. 

B
io

lo
gy

 O
pe

n 
• 

A
cc

ep
te

d 
m

an
us

cr
ip

t

 by guest on May 3, 2018http://bio.biologists.org/Downloaded from 

http://bio.biologists.org/


REINER, O., CARROZZO, R., SHEN, Y., WEHNERT, M., FAUSTINELLA, F., DOBYNS, 

W. B., CASKEY, C. T. & LEDBETTER, D. H. 1993. Isolation of a Miller-Dieker 

lissencephaly gene containing G protein beta-subunit-like repeats. Nature, 364, 717-

21. 

RIDLEY, A. J. 2011. Life at the leading edge. Cell, 145, 1012-22. 

ROGERS, S. L., WIEDEMANN, U., HACKER, U., TURCK, C. & VALE, R. D. 2004. 

Drosophila RhoGEF2 associates with microtubule plus ends in an EB1-dependent 

manner. Curr Biol, 14, 1827-33. 

ROONEY, C., WHITE, G., NAZGIEWICZ, A., WOODCOCK, S. A., ANDERSON, K. I., 

BALLESTREM, C. & MALLIRI, A. 2010. The Rac activator STEF (Tiam2) 

regulates cell migration by microtubule-mediated focal adhesion disassembly. EMBO 

Rep, 11, 292-8. 

ROSSE, C., BOECKELER, K., LINCH, M., RADTKE, S., FRITH, D., BARNOUIN, K., 

MORSI, A. S., HAFEZPARAST, M., HOWELL, M. & PARKER, P. J. 2012. 

Binding of dynein intermediate chain 2 to paxillin controls focal adhesion dynamics 

and migration. J Cell Sci, 125, 3733-8. 

SCHLAGER, M. A., HOANG, H. T., URNAVICIUS, L., BULLOCK, S. L. & CARTER, A. 

P. 2014. In vitro reconstitution of a highly processive recombinant human dynein 

complex. EMBO J, 33, 1855-68. 

SCHMITT, H. D. 2010. Dsl1p/Zw10: common mechanisms behind tethering vesicles and 

microtubules. Trends Cell Biol, 20, 257-68. 

SCHMORANZER, J., FAWCETT, J. P., SEGURA, M., TAN, S., VALLEE, R. B., 

PAWSON, T. & GUNDERSEN, G. G. 2009. Par3 and dynein associate to regulate 

local microtubule dynamics and centrosome orientation during migration. Curr Biol, 

19, 1065-74. 

SCHMORANZER, J., KREITZER, G. & SIMON, S. M. 2003. Migrating fibroblasts perform 

polarized, microtubule-dependent exocytosis towards the leading edge. J Cell Sci, 

116, 4513-9. 

SCHROEDER, C. M. & VALE, R. D. 2016. Assembly and activation of dynein-dynactin by 

the cargo adaptor protein Hook3. J Cell Biol, 214, 309-18. 

SMITH, D. S., NIETHAMMER, M., AYALA, R., ZHOU, Y., GAMBELLO, M. J., 

WYNSHAW-BORIS, A. & TSAI, L. H. 2000. Regulation of cytoplasmic dynein 

behaviour and microtubule organization by mammalian Lis1. Nature cell biology, 2, 

767-75. 

STEHBENS, S. & WITTMANN, T. 2012. Targeting and transport: how microtubules control 

focal adhesion dynamics. J Cell Biol, 198, 481-9. 

URNAVICIUS, L., ZHANG, K., DIAMANT, A. G., MOTZ, C., SCHLAGER, M. A., YU, 

M., PATEL, N. A., ROBINSON, C. V. & CARTER, A. P. 2015. The structure of the 

dynactin complex and its interaction with dynein. Science, 347, 1441-6. 

B
io

lo
gy

 O
pe

n 
• 

A
cc

ep
te

d 
m

an
us

cr
ip

t

 by guest on May 3, 2018http://bio.biologists.org/Downloaded from 

http://bio.biologists.org/


VALETTI, C., WETZEL, D. M., SCHRADER, M., HASBANI, M. J., GILL, S. R., KREIS, 

T. E. & SCHROER, T. A. 1999. Role of dynactin in endocytic traffic: effects of 

dynamitin overexpression and colocalization with CLIP-170. Mol Biol Cell, 10, 4107-

20. 

VASILIEV, J. M., GELFAND, I. M., DOMNINA, L. V., IVANOVA, O. Y., KOMM, S. G. 

& OLSHEVSKAJA, L. V. 1970. Effect of colcemid on the locomotory behaviour of 

fibroblasts. J Embryol Exp Morphol, 24, 625-40. 

VAUGHAN, K. T., TYNAN, S. H., FAULKNER, N. E., ECHEVERRI, C. J. & VALLEE, R. 

B. 1999. Colocalization of cytoplasmic dynein with dynactin and CLIP-170 at 

microtubule distal ends. J Cell Sci, 112 ( Pt 10), 1437-47. 

VAUGHAN, P. S., MIURA, P., HENDERSON, M., BYRNE, B. & VAUGHAN, K. T. 2002. 

A role for regulated binding of p150(Glued) to microtubule plus ends in organelle 

transport. J Cell Biol, 158, 305-19. 

WAN, J., ZHU, F., ZASADIL, L. M., YU, J., WANG, L., JOHNSON, A., BERTHIER, E., 

BEEBE, D. J., AUDHYA, A. & WEAVER, B. A. 2014. A Golgi-localized pool of the 

mitotic checkpoint component Mad1 controls integrin secretion and cell migration. 

Curr Biol, 24, 2687-92. 

WATERMAN-STORER, C. M., WORTHYLAKE, R. A., LIU, B. P., BURRIDGE, K. & 

SALMON, E. D. 1999. Microtubule growth activates Rac1 to promote lamellipodial 

protrusion in fibroblasts. Nat Cell Biol, 1, 45-50. 

YADAV, S., PURI, S. & LINSTEDT, A. D. 2009. A primary role for Golgi positioning in 

directed secretion, cell polarity, and wound healing. Mol Biol Cell, 20, 1728-36. 

YAMAMOTO, T. G., WATANABE, S., ESSEX, A. & KITAGAWA, R. 2008. SPDL-1 

functions as a kinetochore receptor for MDF-1 in Caenorhabditis elegans. J Cell Biol, 

183, 187-94. 

 

  

B
io

lo
gy

 O
pe

n 
• 

A
cc

ep
te

d 
m

an
us

cr
ip

t

 by guest on May 3, 2018http://bio.biologists.org/Downloaded from 

http://bio.biologists.org/


Figures 

 

 

Figure 1. Spindly localizes to the leading edge of fixed migrating cells. A) Confluent 

U2OS cells were treated with control or Spindly-specific siRNAs and then cells were fixed 

and stained to visualize nuclei (DAPI), filamentous actin (phalloidin) and Spindly. B) An 

immunoblot of cell lysates show that Spindly was efficiently depleted by the siRNAs. C) 

U2OS cells were lysed and the cytoplasmic and nuclear fractions were separated. Co-

fractionation with PCNA confirms Spindly presence in the nucleus and co-fractionation with 

GAPDH confirms the presence of Spindly in the cytoplasm. D) Foreskin fibroblasts were 
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cultured to confluency, and then the monolayer was scratched to promote cell migration. Four 

hours after scratch-wounding, cells were fixed and stained to visualize filamentous actin 

(phalloidin), p50 Dynamitin, and Spindly. Images on the left show a magnification of the box 

shown in the upper image. Nocodazole treatment did not abolish the colocalization of p50 

and Spindly. Scale bar = 10 µm. 

  

B
io

lo
gy

 O
pe

n 
• 

A
cc

ep
te

d 
m

an
us

cr
ip

t

 by guest on May 3, 2018http://bio.biologists.org/Downloaded from 

http://bio.biologists.org/


 

 

Figure 2. Spindly can be seen moving on the basal cell cortex and associated with 

microtubule plus-ends. A) U2OS cells stably expressing low levels of GFP-Spindly were 

imaged with total internal reflection fluorescence microscopy (TIRF). To better visualize the 

movement of individual particles across multiple images, a Gaussian filter was applied to 

denoise the images, and then a temporal filter was used to find foci that were moving across 

multiple images that were compiled into trails. Arrows show moving GFP-Spindly. The 

lower image shows the particle trails (red) overlaid on top of the still GFP-spindly image. 

Time is minutes:seconds. Scale bar = 10µm. B) The same U2OS cells as in A were 

transfected with TagBFP2-Tubulin and imaged in TIRF. The arrow shows a TagBFP2-

labeled microtubule that shrinks and grows over the course of imaging. Time is 

minutes:seconds and scale bar = 10µm. C) The same U2OS cells were transfected with RFP-

Zyxin, grown to confluency and then induced to migrate. GFP-Spindly only began to co-

localize at the leading edge at 45 minutes post scratch-wounding. Time is shown in 

hours:minutes:seconds and the scale bar = 10µm. D) Fibroblasts were transiently transfected 
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with GFP-Spindly and RFP-Zyxin and then imaged in TIRF. Arrows show focal adhesions 

where Spindly and Zyxin colocalize, which are more obvious in the first frame where the 

brightness was enhanced relative to the other time points. The arrowhead shows filaments of 

GFP-Spindly. E) In another fibroblast, a focus of GFP-Spindly was observed (arrowhead) 

that was dynamically associated with focal adhesions. Time is shown in minutes:seconds and 

the scale bar = 10µm.  
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Figure 3. Spindly is required for rapid cell migration. A and B) U2OS cells treated with 

control or Spindly-specific siRNAs were plated into an ibidi silicone culture-insert inside an 

imaging chamber. After cells reached confluency, the insert was removed and the closure of 

the induced wound was followed over time using phase contrast microscopy. Three 

independent experiments were performed and data in the graph represent mean  s.d. 

C) Western blotting confirmed that the Spindly-specific siRNAs were effective at depleting 

the protein. D) Spindly siRNA and control siRNA treated cells were treated with hydroxyurea 

(HU) to block DNA synthesis and arrest cells at the entry of S-phase. Geminin protein levels 

confirmed that the HU treatment worked. Tubulin used as loading control. E-G) Kymographs 

generated from control and Spindly-depleted cells migration movies. Red dotted lines to 
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indicate the different slopes (i.e. velocity) between control and silenced cell. The kymographs 

were used to measure the speed of cells at various time points post wounding. The Spindly 

silenced cells were slower to migrate into a wound, regardless of whether or not HU was 

added to the cells. Scale bar for time and distance on the kymograph. Three independent 

experiments were performed and data in the graph represent mean s.d. Student’s T-test was 

used to determine the statistical significance, P values are displayed on the graphs.  
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Figure 4. Spindly requires an interaction with dynactin to promote cell migration. 

U2OS cells stably expressing either WT (A-C) or mutant S256A (D-F) GFP-Spindly under 

the control of doxycycline were treated with control siRNAs or siRNAs that targets the 

endogenous Spindly. A-C) The expression of close to endogenous levels of GFP-Spindly WT 

was sufficient to nearly completely rescue wound closure. D-F) The expression of a GFP-

Spindly mutant (S256A), which impairs its interaction with dynactin, was not sufficient to 

rescue the migration velocity rate. Student’s T-test was used to determine the statistical 

significance, P values are displayed on the graphs. 
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Figure 5. Cells lacking Spindly do not show dramatic alterations in their actomyosin 

cytoskeleton or in their ability to reorient their centrosomes as they migrate. A) 

Confluent U2OS cells that had been treated with the given siRNAs were wounded and then 

fixed and stained to visualize actin filaments and the active form of the RLC. Yellow dotted 
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lines are to limit the leading edge of the cell sheet. B) Cells treated in a similar manner as in 

A were fixed and stained to visualize filamentous actin, nuclei, and centrosomes. Arrows 

show cells where the centrosome has been reoriented and is lying between the nucleus and 

the leading edge. Scale bars = 20µm.    
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Figure S1: Spindly is not an exclusively nuclear protein. U2OS cell lysate fractionation was performed 

and fractions were probed with multiple antibodies to confirm the proper isolation of the different 

fractions. The blot confirms that Spindly is not seen in the chromatin fraction. In the nuclear fraction 

(middle) we observe PCNA, and Spindly enrichment along with Histone H3. Spindly is also found in the 

cytoplasmic fraction, which is confirmed by the presence of GAPDH. 

Biology Open (2018): doi:10.1242/bio.033233: Supplementary information

B
io

lo
gy

 O
pe

n 
• 

S
up

pl
em

en
ta

ry
 in

fo
rm

at
io

n

 by guest on May 3, 2018http://bio.biologists.org/Downloaded from 

http://bio.biologists.org/


Phalloidin

LA
T 

A
 (1

00
nM

)

p50 Spindly

Spindlyp50Phalloidin

JA
S

 (1
00

nM
)

Phalloidin

D
M

S
O

p50 Spindly

Figure S2: Spindly localization at the leading edge of migrating cells requires actin filaments. Human 

fibroblasts were grown to confluence and then a scratch-wound was made in the monolayer. Cells 

were allowed to migrate for two hours before they were treated with either Latrunculin A (LAT A 100 

nM) or Jasplakinolide (JAS 100nM) and then fixed 20 minutes later and stained to visualize Spindly, 

p50, and actin. Scale bar = 20µm 

Biology Open (2018): doi:10.1242/bio.033233: Supplementary information
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Anti-Spindly RFP-Zyxin

Figure S3: Spindly co-localizes with Zyxin at focal adhesions. A confluent monolayer of U2OS cells 

transfected with RFP-Zyxin were wounded, fixed, and stained to visualize Spindly and focal adhesions. 

Co-localization of Spindly with Zyxin was observed at the basal cell cortex, but only at peripheral focal 

adhesions. Arrows show regions where Spindly and Zyxin colocalize. 

Biology Open (2018): doi:10.1242/bio.033233: Supplementary information
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Figure S4:  Depletion of dynactin inhibits cell migration. A) U2OS cells treated with control 

or Dynactin- specific siRNAs (either p150 or p50) were plated into an ibidi silicone culture-

insert inside an imaging chamber. After cells reached confluency, the insert was removed and 

the closure of the induced wound was followed over time using phase contrast microscopy. B) 

Quantification of the width of the scratch in control and dynactin depleted U2OS cells over 

time. Data indicate the mean ± s.d. from at least 3 independent experiments. C) Western 

blotting of the same population of cells confirms the silencing; Tubulin (or Actin) was used as 

loading control. 

Biology Open (2018): doi:10.1242/bio.033233: Supplementary information
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Movie S1: Spindly can be observed moving along tracks on the cell cortex. U2OS cells stably 

expressing GFP-Spindly were imaged using total internal reflection (TIRF) microscopy. The movie on 

the left shows the original data. To better visualize moving particles, a temporal median filter was 

used to highlight particles that moved from frame to frame and a trailing function was used to link 

particles. The processed image is shown on the right. Movie is shown at 20x realtime. Field of view = 

40.72 x 40.72 µm. 

Biology Open (2018): doi:10.1242/bio.033233: Supplementary information
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Movie S2: Spindly is seen at the basal cortex in cells moving into a wound. U2OS cells stably 

expressing low levels of GFP-Spindly that were at the end of a scratch-wound were observed in TIRF 

as they migrated into the wound. Movie is shown at 600x realtime. Field of view = 131.2x131.2 µm. 

Biology Open (2018): doi:10.1242/bio.033233: Supplementary information
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Movie S3: Spindly can be observed colocalizing with dynamic microtubule tips. U2OS cells stably 

expressing GFP-Spindly (Green) were transfected with TagBFP2-Tubulin (Red) and imaged in TIRF. 

Movie is shown at 50x realtime. Field of view = 30.1 x 30.1µm. 

Movie S4: Spindly stably associates with the leading edge and to regions proximal to focal adhesions 

in migrating cells. U2OS stably expressing GFP-Spindly and transiently transfected with RFP-Zyxin 

were imaged in TIRF. Movie is shown at 600x realtime; field of view = 31.4 x 31.4 µm. 

Biology Open (2018): doi:10.1242/bio.033233: Supplementary information
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