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Abstract

Mechanisms to explain tumor cell resistance to drugs that target the microtubule cytoskeleton have
relied on the assumption that the drugs act either to suppress microtubule dynamics or to perturb
the balance between assembled and nonassembled tubulin. Recently, however, it was found that
these drugs also alter the stability of microtubule attachment to centrosomes, and do so at the same
concentrations that are needed to inhibit cell division. Based on this new information, a new model
is presented that explains resistance resulting from a variety of molecular changes that have been
reported in the literature. The improved understanding of drug action and resistance has important
implications for chemotherapy with these agents.
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Drugs that target the microtubule cytoskeleton play a major role in the treatment of cancer.
Vinca alkaloids like vinblastine and vincristine have been used since the 1960’s and remain
major drugs for the treatment of leukemia, lymphoma, and a variety of other diseases. More
recently, taxanes such as paclitaxel and docetaxel have shown strong activity in treating
tumors in breast, ovaries, lung, and other tissues. Like most chemotherapeutic agents, these
compounds are administered at high concentrations that correspond to their maximum
tolerated doses and therefore they inflict considerable morbidity in patients. At these high
doses, the drugs cause mitotic spindles to malfunction, chromosomes to misalign, and the
mitotic checkpoint to become activated [1]. Prolonged activation of the checkpoint
ultimately leads to cell death through apoptosis, or to slippage past the checkpoint and re-
entry into G1 without cell division. The resultant multiploid cells eventually die by other
mechanisms [2]. Because of these actions that affect mitosis, microtubule drugs are often
called antimitotic agents or spindle poisons.

In addition to their effects on cell division, microtubule drugs have also been found to
inhibit angiogenesis [3]. An important area of cancer research is to find drugs that are able to
inhibit the growth of blood vessels into emerging tumors and thereby limit the size of tumors
so that they don’t disrupt normal organ function [4]. Microtubule drugs appear to be
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especially potent agents for this purpose and may present an opportunity to devise new
therapies that are able to utilize these inhibitors in a way that limits their toxicity. The
effective use of these agents requires a detailed understanding of how they act and how cells
become resistant to their actions.

1. Mechanism of drug action

The cellular microtubule network is created by nucleated assembly at the centrosome, an
organelle located near the interphase nucleus that replicates and divides to form the spindle
poles during mitosis [5]. Tubulin af heterodimers are added in a sequential and polarized
manner to form 25 nm hollow tubes whose plus-ends grow out in all directions to the plasma
membrane as their minus-ends remain embedded at the centrosome or spindle poles. At
steady state, unassembled tubulin heterodimers rapidly exchange with the polymer that
comprises the cytoskeleton. This turnover occurs predominantly at the microtubule plus-
ends that have been shown to undergo frequent transitions between growth and shortening
interspersed with periods of pause, a behavior that has been named “dynamic instability”
[6]. A transition from growth or pause to shortening is called “catastrophe;” whereas a
transition from shortening to growth or pause is referred to as “rescue.” In addition, a
parameter called “dynamicity” that measures the total change in length (growth plus
shortening) per unit time is often used as an indicator of dynamic activity [7]. These
episodes of growth and shortening are stochastic events that result in a “search and capture”
behavior allowing the microtubule cytoskeleton to rapidly remodel in response to changes in
cell shape or to cellular and environmental cues [8]. This behavior is believed to be essential
for microtubule mediated functions such as mitosis [9]. The role of dynamic instability in
determining overall microtubule polymer levels, however, is not clear; and widely differing
levels of dynamicity have been reported for various cell lines, yet they all divide normally
[10-13]. Thus, the ability of microtubule dynamics to influence microtubule content or
mitotic progression remains to be established.

Drugs that affect microtubule formation have been known for many decades. Generally,
they fall into two classes: some like colchicine and vinblastine inhibit assembly, whereas
others like paclitaxel and epothilones promote microtubule assembly and stabilize the
polymer. Despite these opposing actions, both drug classes inhibit microtubule mediated
processes and block cells in mitosis. A potential explanation for this observation has come
from extensive studies showing that virtually all drugs that interfere with microtubule
function suppress microtubule dynamics and do so at concentrations that block mitosis
without affecting microtubule polymer levels [14]. The effects on microtubule polymer
levels presumably occur at higher concentrations and are believed to represent distinct
actions of the drugs [14]. Although these observations would seem to argue that the drugs
inhibit mitosis by suppressing microtubule dynamics, recent experiments discussed below
cast doubt on this conclusion.

2. Resistance to microtubule inhibitors

2.1. Tubulin mutations

The selection of mammalian cells resistant to the effects of microtubule inhibitors has been
reviewed elsewhere [15-17]. Although a few of these mutants appear to have an alteration in
drug binding, they were isolated from multistep procedures and likely contained multiple
genetic changes including functional haploidization of the gene encoding the major
expressed B-tubulin isoform [18-20]. The preponderance of mutants that have been isolated
were shown to have alterations in microtubule assembly that could counteract the presence
of the selecting drug [21-31]. Single step selections in CHO cells, for example, showed that
alterations in a- or B-tubulin could confer resistance to any given microtubule inhibitor and
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resulted in cell lines with a common set of characteristics [32]. These common phenotypes
included relatively low 3-5 fold resistance and predictable cross-resistance patterns; i.e.,
cells resistant to a microtubule destabilizing drug such as vinblastine were cross-resistant to
other destabilizing drugs regardless of their binding sites, but were more sensitive to drugs
that stabilize microtubules. Conversely, cells selected for resistance to paclitaxel were cross-
resistant to other stabilizing drugs but were more sensitive to agents that inhibit assembly.
Moreover, it was possible to isolate cell lines that in addition to being drug resistant, were
also dependent on the drug for proliferation, a phenotype that is clearly at odds with a
mechanism involving diminished drug binding [29, 33].

The properties of the mutant cell lines are consistent with a model in which the balance
between unassembled tubulin and microtubule polymer can be altered by drug treatment or
by mutations in tubulin (Fig. 1). Cells can tolerate small changes in this balance, but
perturbations outside of the normal limits, caused by toxic drug concentrations or by tubulin
mutations, prevent cell proliferation by impeding the ability of the cells to successfully
complete mitosis. Colcemid resistance mutations increase the amount of polymer; thus, the
mutant cells are more sensitive to paclitaxel and other drugs that also increase the amount of
polymer; but they are resistant to all the drugs that decrease the amount of polymer. In
contrast, paclitaxel resistance mutations decrease the amount of polymer; thus the mutant
cells are more sensitive to colcemid and other drugs that decrease polymer; but they are
resistant to all the drugs that increase microtubule assembly. When mutations move the
balance between assembled and unassembled tubulin outside of normal limits, a dependence
phenotype is created. Thus, paclitaxel dependent mutants have too little polymer for normal
microtubule function and can’t survive unless paclitaxel or another stabilizing drug is
present at concentrations sufficient to restore the normal balance [32]. Similarly, colcemid
dependent mutants have too much polymer and require colchicine or another destabilizing
drug to rescue their proliferation [34]. Confirmation of this model came from direct
measurements showing that colcemid resistant mutants have more polymer, paclitaxel
resistant cells have less polymer, and paclitaxel dependent cells have much less polymer
than wild-type cells [27, 35].

Despite their prevalence in drug resistant cell lines, tubulin mutations have not been found at
an appreciable frequency in tumors from patients with various forms of cancer [36-42].
These negative results have led to a general perception that tubulin mutations are not
responsible for clinical resistance to microtubule drugs [43]. It should be pointed out,
however, that most studies examined tumors from patients who had not been treated with
microtubule drugs. Given that tubulin is a highly conserved protein, it is not surprising that
spontaneous non-synonymous mutations would be rare. Only four such mutations or
polymorphisms have been reported in untreated cancer patients, and they were not shown to
be associated with clinical response to therapy [38, 44, 45]. However, subsequent
transfection experiments showed that three of the mutations / polymorphisms were able to
confer resistance to paclitaxel [46]. The results suggest that in rare cases, spontaneous
tubulin mutations and polymorphisms may be capable of altering the inherent response of
patients to therapy, but they do not address the frequency of tubulin mutations in acquired
drug resistance. To obtain this information, studies are needed to assess the tubulin status in
new and recurrent tumors from individual patients before and after drug treatment. One
promising study in this direction reported that vincristine resistance in tumor cells from
children treated for acute lymphocytic leukemia correlated with elevated levels of
microtubule polymer; and xenografts selected for vincristine resistance also had elevated
polymer and were more sensitive to paclitaxel as predicted by the model in Fig. 1 [47].
Unfortunately, the cells were not analyzed for the existence of mutations in tubulin.
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2.2. Overexpression of tubulin isotypes

In addition to tubulin mutations, altered tubulin expression is a potential mechanism of
resistance. Mammalian tubulin is encoded by a multigene family that produces at least 7-8
distinct isotypes for each of the a- and B-tubulin proteins [48-50]. The a-tubulins are very
homologous and differ from one another at fewer than 10 amino acid residues, but the f3-
tubulins are more heterogeneous and can differ in as many as 20% of their roughly 445
residues. Most studies examining the effects of tubulin overproduction on drug resistance
have focused on the B-subunit because it is more heterogeneous and isotype specific
antibodies are readily available. However, the application of new approaches such as mass
spectroscopy may allow future studies into the potential role of a-tubulin isotypes in cellular
drug responses as well [51]. Initial studies using multistep selections to generate paclitaxel
resistant cell lines implicated 1, B2, f3, and p4a in drug resistance [52-55]; but the
conclusions relied on correlations that were compromised by the likelihood that the
multistep selection had introduced multiple genetic changes and by the difficulties in
accurately determining changes in tubulin protein compaosition. A more direct approach to
assess the effects of tubulin isotype overproduction on drug resistance used tetracycline
regulated expression of specific B-tubulin cDNAs in transfected CHO cells. These
experiments showed that overexpressing B1, B2, or p4b had no effect on microtubule
assembly or drug resistance [56]. However, very high overexpression of 3, a brain specific
isotype, was able to lower the amount of microtubule polymer and confer weak (1.5 fold)
resistance to paclitaxel [57]. Overexpression of p4a, another brain specific isotype, increased
the cell sensitivity to paclitaxel because of a presumptive increase in drug binding affinity
[58]. Very dramatic changes were produced by the overexpression of 5, a minor but widely
expressed isotype. The microtubules appeared highly disrupted, the amount of polymer was
greatly reduced, and the cells became paclitaxel resistant and dependent as p5 expression
increased [59]. Very recent studies examining the effects of overexpressing 6, a platelet
specific tubulin isotype, showed dramatic disruption of the microtubule cytoskeleton and
inhibition of cell division, but indicated that there was no resistance to paclitaxel [60].

It thus appears that overexpressing the repertoire of B-tubulin isotypes identified only two
that were capable of conferring paclitaxel resistance: 3, which conferred weak resistance,
and B5, which conferred robust resistance and dependence. The transfection studies also
provided insights into the mechanism by which tubulin overexpression is able to confer drug
resistance. The two isotypes that were capable of conferring resistance to paclitaxel reduced
the level of microtubule polymer and conferred increased sensitivity to drugs that inhibit
microtubule assembly. Cells overexpressing these isotypes therefore resemble the cells with
tubulin mutations described earlier. This point is especially relevant in the case of 5
overexpression where it was shown that drug resistance could be traced to serine 239 [61].
Mutation of this amino acid to cysteine, the residue found in the B1, B2, and B4 isotypes that
fail to confer drug resistance, eliminated the ability of 5 to disrupt the cytoskeleton or
confer resistance to paclitaxel. These studies demonstrated that tubulin isotypes act like
tubulin mutants and confer drug resistance through a mechanism that is similar to the one
described in Fig. 1.

2.3. Overexpression of microtubule interacting proteins

Although tubulin is the main constituent of microtubules, a large number of additional
proteins interact with microtubules and it is possible that some of them could be involved in
conferring drug resistance. The first microtubule associated proteins (MAPS) that were
identified are the so-called structural MAPs that include MAP2 and tau from brain tissue as
well as the more ubiquitously expressed MAP4 [62]. These proteins copurify with
microtubules during in vitro assembly and were found to enhance assembly when added to
purified tubulin [63]. Whether the proteins have the same activity in vivo, however, is an
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open question. It was shown, for example, that overexpressing tau or MAP4 had no effect on
microtubule assembly or resistance to paclitaxel in CHO cells, preventing MAP4 binding to
microtubules produced no phenotype in human fibroblasts, and overexpressing or silencing
tau had no effect on the sensitivity of breast cancer cells to paclitaxel [64—66]. Based on
these observations, it appears unlikely that changes in structural MAPs play a significant
role in cellular drug resistance, though some like tau can affect microtubule organization and
they all can potentially affect microtubule function in complex tissues.

More recently, other proteins have been identified that are more likely to play some role in
microtubule assembly and drug resistance [67, 68]. One such protein is stathmin, an
oncoprotein that sequesters tubulin or promotes microtubule catastrophe in vitro depending
on the pH of the assay [69]. Given that these actions should lower microtubule polymer
levels, overexpression of stathmin would be expected to confer resistance to paclitaxel (see
Fig. 1). Support for this prediction came from A549 cells selected for resistance to paclitaxel
that had increased expression of stathmin [70]. The results were complicated, however,
because the mutant cells came from a multistep procedure and they had an alteration in a-
tubulin in addition to the change in stathmin. It is therefore not clear what role, if any, the
increased stathmin played in drug resistance. More direct experiments involving transfection
have given conflicting results. Consistent with Fig. 1, stathmin depletion caused increased
sensitivity to paclitaxel and increased resistance to vinblastine [71]. However, a second
laboratory reported that overexpression of stathmin reduced microtubule assembly as
expected, but the increased stathmin conferred resistance to both paclitaxel and vinblastine
in contradiction to Fig. 1 [72]. Thus, while there is evidence that stathmin can affect the
sensitivity of cells to microtubule drugs, further work is needed to understand how it acts
and what drugs are affected.

Another microtubule interacting protein with a potential for affecting drug sensitivity is
mitotic centromere associated kinesin (MCAK). MCAK and related proteins of the kin 13
gene family have been shown to catalyze microtubule depolymerization in vitro [73, 74].
Based on this action, Fig. 1 predicts that MCAK overexpression should confer resistance to
paclitaxel, and recent experiments confirm this prediction. Tetracycline regulated
overexpression of MCAK in CHO cells reduced microtubule polymer, conferred resistance
to paclitaxel and epothilone A, and increased sensitivity to colcemid [75]. The results
indicate that altered MCAK expression affects sensitivity to microtubule drugs by a
mechanism that is similar to the one that mediates the effects of tubulin mutations as well as
overexpression of particular tubulin isotypes. It will be of interest to determine whether
other microtubule interacting proteins also play a role in drug resistance.

3. Limitations in current models of drug resistance

Two major models have been proposed to explain how microtubule drugs inhibit mitosis and
how cells acquire resistance to their action. Model 1 posits that drugs inhibit mitosis by
suppressing microtubule dynamics and that tubulin mutations confer resistance by
increasing dynamics [14]. As evidence for this mechanism, a paclitaxel resistant (and
dependent) human lung carcinoma cell line was found to have significantly increased
microtubule dynamics compared to the parental cells [76]. From this it was surmised that the
mutant cells could tolerate more paclitaxel-induced suppression of dynamics. Model 2, on
the other hand, relates drug resistance to changes in the level of microtubule polymer and
has already been described in some detail (Fig. 1).

There are problems with both models. The idea that microtubule dynamics are the most
critical target for drug action and that mutant cells gain resistance by altering their dynamics
seems to be contradicted by the observation that microtubule dynamics can differ widely
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among various cell lines without obvious effects on their ability to divide [10-13].
Moreover, the paclitaxel dependent lung carcinoma cell line mentioned above is rescued by
the addition of paclitaxel, but the authors have not shown that it is also rescued by
vinblastine, colcemid, or any of the other microtubule inhibitory drugs that are known to
also suppress dynamics. Finally, the model cannot explain the opposing effects of drugs on
microtubule assembly, or the drug cross resistance/increased sensitivity patterns of hundreds
of mutants in CHO and other cell lines [15]. This is particularly true for paclitaxel dependent
mutants that are rescued by drugs that promote microtubule assembly but not by drugs that
inhibit assembly, and for colcemid dependent cells that can be rescued by drugs that inhibit
assembly but not by drugs that promote assembly.

Model 2, involving microtubule polymer levels, is consistent with the known effects of the
drugs on microtubule assembly. It is also consistent with changes in microtubule assembly
and drug sensitivity seen in cells altered by expression of mutant tubulin, tubulin isotypes, or
microtubule interacting proteins. The model does not, however, explain how a change in
microtubule polymer is able to affect microtubule function. In an attempt to bridge the two
models, microtubule dynamics were recently examined in mutant cell lines with the
expectation that changes in specific parameters might underlie the differences in polymer
content and response to drugs. Two paclitaxel dependent mutants were initially chosen for
those studies: one with a mutation in a-tubulin and one with a mutation in g-tubulin. Both
mutants had less than half the normal amount of microtubule polymer, and were unable to
progress normally through mitosis, but they could re-enter G1 without dividing to form large
multinucleated cells [29, 33, 35]. Changes in dynamic parameters were unable to explain
these phenotypes [77]. When incubated without paclitaxel, both cell lines had slightly
suppressed dynamics, including growth and shortening rates, that couldn’t explain the
decrease in microtubule content. Moreover, paclitaxel addition maximally suppressed the
dynamics at concentrations that were 5-10 fold lower than those needed to rescue cell
division. Similar low drug concentrations also maximally suppressed microtubule dynamics
in wild-type cells and had no effect on cell division. Thus, in contradiction to Model 1,
suppression of dynamics by paclitaxel appeared to play little, if any, role in the ability of
either wild-type or mutant cell lines to proliferate.

4. Novel aspects of microtubule drug action

The surprising inability of paclitaxel-induced suppression of microtubule dynamics to
inhibit cell division in wild-type cells or rescue cell division in mutant cells led to a search
for new mechanisms by which microtubule drugs might act. In the studies with paclitaxel
dependent CHO cells it was observed that the large multinucleated cells resulting from
paclitaxel withdrawal had abundant microtubule fragments scattered throughout the
cytoplasm. Live cell imaging showed that those fragments were generated by microtubule
detachment from centrosomes, a process that occurs at low frequency in wild-type cells but
at much higher frequencies in the mutant cell lines [77]. In addition, paclitaxel was able to
reduce the frequency of detachment at the same concentrations that rescued cell division.
The results indicated that paclitaxel rescued cell division in these mutants by suppressing
microtubule detachment from centrosomes, and further suggested that microtubule
destabilizing drugs such as colcemid and vinblastine might act by increasing the frequency
of detachment. In confirmation of this prediction, it was shown that mitotic inhibitory
concentrations of all tested microtubule destabilizing drugs were able to increase the
detachment frequency and produce microtubule fragments in a variety of cell lines [78]. The
microtubule fragments produced by detachment shortened, but never grew, from their
minus-ends, thus potentially helping to explain the lower microtubule content in the
paclitaxel dependent cell lines as well as in wild-type cells treated with microtubule
destabilizing drugs. These newly reported drug actions on microtubule attachment to
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centrosomes are consistent with the long recognized opposing actions of microtubule
stabilizing versus destabilizing drugs on microtubule assembly, the changes in polymer
content in mutant cell lines, and the drug cross resistance/increased sensitivity patterns of
mutant cells.

Altered microtubule detachment has been associated with the different molecular changes
that produce drug resistance. For example, a paclitaxel resistant cell line with a mutation in
tubulin required less vinblastine than wild-type cells to accumulate microtubule fragments
whereas a colcemid resistant tubulin mutant required more vinblastine [78]. In cells with
changes in B-tubulin isotype composition, it was reported that 5 overexpression disrupted
microtubule assembly and conferred resistance and dependence to paclitaxel [59]. The
overexpression of g5 was shown to affect several of the dynamic instability parameters,
including the microtubule shortening rate, but the parameters were normalized by paclitaxel
concentrations that were well below those needed to rescue cell division [79]. The cells also
exhibited an elevated frequency of microtubule detachment that was only reversed by the
higher paclitaxel concentrations capable of rescuing proliferation. Thus, microtubule
detachment explained not only the effects of tubulin mutations, but also changes that
resulted from overexpression of a specific tubulin isotype. Similarly, it was recently reported
that MCAK overexpression is able to confer paclitaxel resistance. The transfected cells
displayed microtubule fragments that were generated by detachment from centrosomes and
could be reversed by paclitaxel treatment [75]. These studies not only demonstrated that
overexpression of a microtubule interacting protein could produce drug resistance by a
similar mechanism as tubulin mutations, they also implicated MCAK in the mechanism by
which microtubules detach, a process about which little is currently known.

It is not yet clear how changes in microtubule-centrosome attachment affect mitosis. The
currently accepted view of the mitotic spindle apparatus is that it consists of continuous
microtubules that link the spindle poles (centrosomes) to kinetochores on the condensed
chromosomes (kinetochore fibers) and to the plasma membrane (astral fibers), or that
interdigitate near the center of the cell (interpolar fibers) [80]. Several publications,
however, point to an alternative structure. For example, electron microscopic reconstruction
from serial sections of mammalian spindles has advanced the idea that as many as 50% of
interpolar microtubules lack attachment to the spindle poles [81]. Another study using live
cell imaging has noted the presence of peripheral microtubule fragments that become
incorporated into the central spindles of LLCPK1a cells [82]. The requirement of
microtubule fragments for spindle formation is consistent with a report that the frequency of
microtubule detachment increases when cells enter mitosis, indicating that fragment creation
is a cell cycle regulated process [78]. Experiments using speckle microscopy have
discovered large numbers of microtubule fragments in meiotic spindles, leading to a model
in which the spindle can be viewed as a “tiled array” of overlapping microtubule fragments
held together by microtubule motor proteins [83, 84]. Although evidence indicates that
microtubule fragments can form away from the spindle poles [85], they can also be
generated by detachment and it is not yet known how much each process contributes to their
formation.

Genetic evidence supporting a requirement for microtubule fragments has come from C.
elegans where it was shown that mei-1, a gene that encodes a katanin-like protein known to
sever microtubules, is required for assembly and function of the meiotic spindle [86].
However, inhibition of katanin activity does not appear to prevent cell division in
mammalian cell lines [87]. This discrepancy could be explained if mammals use a different
mechanism, perhaps involving MCAK, to generate microtubule fragments for mitotic
spindle assembly. As discussed earlier, elevated MCAK production has been shown to
increase the frequency of microtubule detachment and generate fragments, and it is located
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at the centrosome where fragments for spindle assembly would need to be produced.
Moreover, MCAK is degraded at the metaphase to anaphase transition and so its levels are
low during interphase when the detachment frequency is low, but the levels increase and
reach a maximum in mitosis, the time when microtubule detachment is highest [88]. In
addition to changes in protein level, MCAK is also regulated by phosphorylation during
mitosis, and this may further control its microtubule detachment activity [89]. Thus, MCAK
is properly situated and regulated to be a key player in microtubule detachment and spindle
assembly. Its ability to stimulate microtubule disassembly by binding and stabilizing curved
profilaments at microtubule minus ends [74] is consistent with the fact that dispersed tubulin
mutations, overexpression of specific tubulin isotypes, or drug binding to tubulin can all
affect microtubule detachment. The variety of changes that alter the detachment frequency
argues that it is the overall stability of the lattice rather than perturbation of a specific site
that affects microtubule attachment, and MCAK induced disassembly fits this paradigm
well.

5. A new model for drug resistance

A new model to explain the mechanism by which drug resistance emerges is presented in
Fig. 2. The model shows microtubules attached to only one of the two spindle poles. In
normally dividing cells, microtubule detachment provides the proper balance of continuous
and fragmented microtubules to maintain spindle assembly and function. The binding of
microtubule destabilizing drugs, paclitaxel resistance mutations, overexpression of isotypes
like 5, or overexpression of MCAK causes an increase in microtubule detachment such that
there are too few anchored microtubules for normal spindle assembly or function.
Conversely, the binding of microtubule stabilizing agents or colcemid resistance mutations
inhibit microtubule detachment and leave the cells with too few microtubule fragments to
construct a normal spindle apparatus. The model predicts that any change able to stimulate
detachment will confer resistance to paclitaxel and other microtubule stabilizing drugs;
whereas any change that inhibits detachment will confer resistance to colcemid, vinblastine,
and other microtubule destabilizing drugs. This simple model can account for the properties
of mutant cell lines, including their drug cross resistance patterns and their changes in
microtubule polymer levels. The model previously described in Fig. 1 linking polymer
levels to drug resistance is predictive and consistent with these new ideas but is not
mechanistic. Rather, it represents one of the consequences of microtubule detachment.

Given that an increased frequency of microtubule detachment produces fragments that are
easily monitored by immunofluorescence, it would seem that the presence of these
fragments should be diagnostic for whether the cells are likely to be paclitaxel resistant. This
prediction has turned out to be mostly true. Microtubule fragments are common in paclitaxel
dependent cell lines with mutations in tubulin, cells overexpressing B5-tubulin, and cells
overexpressing MCAK. One exception to this general rule, however, is found in cells that
overexpress p6-tubulin, a platelet specific isotype [60]. Cells transfected with B6 produce
very abundant microtubule fragments that accumulate and bundle near the cell periphery in a
manner that resembles marginal band formation in developing platelets [90]. However, the
cells do not appear to be paclitaxel resistant and the formation of fragments is not reversed
by drug treatment as is seen in paclitaxel dependent cell lines with mutations in tubulin. The
reason for this discrepancy appears to reside in the observation that the cells do not have
increased microtubule detachment from centrosomes. Instead, the fragments are produced
by an unknown cell cycle dependent process during mitosis and the fragments persist
throughout subsequent cell cycles because p6 expression severely depresses dynamics
thereby making the fragments extraordinarily stable [60]. These observations demonstrate
that it is the effects on microtubule detachment that cause changes in drug sensitivity, and
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they indicate that microtubule fragments are frequently, but not always, a diagnostic marker
for detachment.

6. Role of microtubule dynamics in cell motility

The observation that drugs can suppress microtubule dynamics at sublethal concentrations
indicates that dynamics play less of a role in mitosis than is currently thought [77, 78]. On
the other hand, a number of publications have reported that sublethal concentrations of
microtubule drugs can inhibit cell motility and angiogenesis (reviewed in [3]). Although
some of these authors speculated that the low drug concentrations were acting to suppress
microtubule dynamics, direct measurements were not carried out. More recently, it was
shown that vascular endothelial cell migration could be inhibited with very low
concentrations of paclitaxel or vinblastine, but the inhibition correlated with a drug-induced
increase rather than suppression of dynamics [91, 92]. In contrast, a clear correlation
between suppression of microtubule dynamics and inhibition of cell motility came from
experiments showing that colcemid and vinblastine suppress microtubule dynamics and
inhibit CHO cell migration in parallel at concentrations that @€ about 10-fold lower than
their 1Csq for inhibition of cell division [78]. Similar results were obtained using human cell
lines and additional microtubule drugs.

A role for microtubule dynamics in regulating the ability of cells to migrate was further
solidified by experiments with cells that express B3-tubulin. Expression of this isotype is
normally restricted to brain and Sertoli cells [48-50], but B3 has also been found in a
number of tumors where its presence appears to correlate with tumor aggressiveness and
poor clinical outcomes [93, 94]. The deleterious effects of B3 expression could at least
partially be attributed to its demonstrated role in conferring resistance to paclitaxel [54, 55,
57], but recent work indicates that it plays a much bigger role in cell migration.
Microtubules in a CHO cell line with tetracycline regulated expression of B3 were
previously shown to resist the ability of paclitaxel to suppress dynamics when 33 was
expressed [95]. More recently, it was shown that very low concentrations of paclitaxel can
suppress dynamics and inhibit cell migration when B3 was absent, but 10-fold higher drug
concentrations were needed to suppress dynamics and inhibit cell migration when B3 was
present [96]. The parallel shift in the dose responses provides strong evidence that paclitaxel
inhibits cell migration via its effects on microtubule dynamics. The same authors further
showed that several common human tumor cell lines including HeLa and MCF7 are
heterogeneous for B3 expression on a cell-to-cell basis, and that low paclitaxel
concentrations selectively inhibited the migration of the B3 negative cells. The results
suggest that the ability of B3 to counteract paclitaxel inhibition of cell motility could
underlie the observation that tumors with 33 expression are more aggressive. It should also
be pointed out that the ability of B3 to shift the dose response for suppression of microtubule
dynamics into the range of concentrations that normally inhibit cell division, may explain
why prior investigators using human tumor cell lines found a misleading correlation
between suppression of microtubule dynamics and inhibition of mitosis.

7. Microtubule drugs and cancer treatment

The prior discussion indicates that there is still much to be learned about how microtubule
drugs act and how best to utilize them to treat patients with cancer. Current therapies use
these agents at high concentrations in an effort to directly kill tumor cells by inhibiting
mitosis. At these high concentrations, however, patients experience considerable morbidity
and it is necessary to temporarily suspend treatment to allow bone marrow recovery. During
this recovery, however, the tumor cells also resume growth and thereby enhance their ability
to acquire additional mutations that could increase their aggressiveness and resistance to
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therapy. Although this high dose approach has been successful in many cases, there are still
far too many patients that do not respond to therapy or who relapse during or after cessation
of treatment. The ability of drugs like vincristine to produce microtubule fragments at the
doses that are effective for inhibiting cell division suggests the possibility of personalizing
and improving therapy by looking for these fragments in easily accessible tumor cells such
as in patients undergoing treatment for leukemia. Similarly, it may be possible to look for
fragments in tumor cells from relapsed patients previously treated with paclitaxel as an
indication that some of the cells may have acquired drug resistance.

The observation that low drug concentrations alter microtubule dynamics without affecting
cell division suggests the possibility that these much less toxic drug concentrations may be
able to provide a therapeutic benefit by inhibiting processes such as angiogenesis and tumor
metastasis that are dependent upon cell migration. Ideally, such therapy would be given
continuously on an outpatient basis and cause little or no toxicity. The goal would not be to
eradicate tumors, but rather to limit their size and ability to spread to distant tissues, thus
providing the patient with an extended normal life even while harboring small tumors in the
body. This chronic administration of low drug concentrations is often referred to as
metronomic therapy, and there have been some studies indicating its potential usefulness
(reviewed in [97]). Considerably more work needs to be done in this area to establish the
effectiveness of metronomic therapy relative to standard therapy, and to find the optimum
drug concentrations that limit tumor size yet minimize side effects to the patient. Further cell
culture studies are needed to find drug combinations that may act synergistically and to
define the mechanisms by which tumor cells can gain resistance to this approach. The
finding that B3 expression can overcome paclitaxel inhibition of cell migration is one
example of resistance and there are likely to be others [96]. In addition, it will be important
to find agents that can selectively target B3 expressing cells and there have already been
some promising advances in this direction [98-100].
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Fig. 1.

Relationship between microtubule polymer levels and drug resistance. The model assumes
that cells remain viable within a small range of polymer levels denoted by the dashed lines,
but they experience toxicity (failure to divide) outside of that range. Drugs like colcemid
(Cmd) become toxic at concentrations that lower polymer levels beneath the lower limit;
drugs like paclitaxel (Ptx) become toxic at concentrations that raise polymer levels beyond
the upper limit. Drug resistance mutations move the polymer levels in a direction that
opposes the selecting drug (paclitaxel resistance (PtxR) to lower levels; colcemid resistance
(CmdR) to higher levels). When the mutations are strong enough to move the polymer levels
into the toxic zones, drug dependence (PtxP; CmdP) occurs.

Biochim Biophys Acta. Author manuscript; available in PMC 2012 December 1.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Ganguly and Cabral

Page 17

Ao Slip oI
‘Rh "'; - €Y

Fig. 2.

Microtubule detachment and drug resistance. This model assumes that a normal balance of
attached and non-attached microtubules is needed for normal spindle function and successful
cell division. Drugs like colcemid (Cmd), or tubulin mutations that produce paclitaxel
resistance (PtxR) or dependence (PtxP), increase the frequency of detachment and disrupt
spindle assembly and function. Drugs like paclitaxel (Ptx), or mutations that produce
colcemid resistance (CmdR) or dependence (CmdP), decrease the frequency of detachment
and thereby also disrupt spindle assembly and function. There is evidence to indicate that
MCAK is involved in microtubule detachment, thus explaining why overproduction of the
protein confers resistance to drugs like paclitaxel that inhibit detachment. The diagram
depicts microtubules bound to and detaching from one of the two spindle poles.
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