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Abstract Recent work in cell culture models, animal models, and human patients

indicates that cancers with acquired resistance to a drug can become simultaneously

dependent upon the presence of that drug for survival. This drug dependence offers a
potential avenue for improving treatments aimed at slowing resistance, yet relatively

little is known about the frequency with which drug dependence arises, the mecha-

nisms underlying that dependence, and how drug schedules might be tuned to opti-

mally exploit drug dependence. In this work, we address these open questions using

a combination of laboratory evolution, in vitro experiments, and simple mathematical

models. First, we used laboratory evolution to select more than 100 resistant BRAF
mutant melanoma cell lines with acquired resistance to BRAF, MEK, or ERK inhibitors.

We found that nearly half of these lines exhibit drug dependence, and the dependency

response is associated with EGFR-driven senescence induction, but not apoptosis, fol-

lowing drug withdrawal. Then, using melanoma populations with evolved resistance

to the BRAF inhibitor PLX4720, we showed that drug dependence can be leveraged to

dramatically reduce population growth when treatment strategies include optimally

chosen drug-free “holidays". On short timescales, the duration of these holidays de-

pends sensitively on the composition of the population, but for sufficiently long treat-

ments it depends only on a single dimensionless parameter (γ) that describes how the

growth rates of each cell type depend on the different treatment environments. Ex-

periments confirm that the optimal holiday duration changes in time–with holidays of

different durations leading to optimized treatments on different timescales. Further-

more, we find that the presence of “non-dependent” resistant cells does not change

the optimal treatment schedule but leads to a net increase in population size. Finally,

we show that even in the absence of detailed information about the composition and

growth characteristics of cellular clones within a population, a simple adaptive ther-

apy protocol can produce near-optimal outcomes using only measurements of total

population size, at least when these measurements are sufficiently frequent. As a

whole, these results may provide a stepping-stone toward the eventual development

of evolution-inspired treatment strategies for drug dependent cancers.
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INTRODUCTION
The advent of targeted therapies has allowed for improved outcomes in oncology.

However, even the most successful targeted drugs are not often curative, especially

for patients with metastatic cancers who ultimately progress with drug resistant dis-

ease (1, 2, 3, 4). Despite tremendous progress, our most successful cancer treatment

strategies often fail to explicitly account for cellular heterogeneity and disease evolu-

tion. Recently, though, as metastatic drug resistance continues to evade our best clin-

ical practices, there has been a movement toward evolution-informed therapies (5, 6,

7, 8). These therapies aim to treat cancers (and other diseases such as those caused

by pathogenic bacteria, viruses, fungi, and parasites) as heterogeneous, ecologically

diverse, evolving populations. For example, recent laboratory work in cancer and bac-

teria aims to take advantage of drug sensitivities that evolve as a result of the original

treatment, a phenomenon known as “collateral sensitivity” (9, 10, 11, 12, 13, 14, 15,

16, 17, 18). More ecologically-inspired therapies take advantage of the competition

for resources between distinct clonal populations, hypothesizing that more treatable

clones may win-out in a competition for shared resources at a particular drug con-

centration (6, 19, 20, 21). Evolutionary game theory has also been leveraged to quan-

tify how distinct clonal populations interact and develop treatments that take advan-

tage of the “game” the population is playing (22, 23, 24, 25, 26, 27, 28, 29, 30, 31, 32).

Other evolution-based strategies model evolution on fitness landscapes (33, 34, 35)

or attempt to exploit drug combinations (36, 37, 38, 39, 40) or incorporate evolution-

ary consequences of spatial structure (41, 42, 43, 44, 45, 46, 47, 48) or dynamic envi-

ronments (49, 50, 51, 52, 53, 54, 55, 56, 57) to shape evolutionary trajectories. Still,

evolution-based therapies in cancer are in their infancy, as the vast majority of the ex-

isting literature consists of purely theoretical studies or clinical studies that rely largely

on biological intuition (58, 59, 60, 61, 62).

Meanwhile, drug dependent (sometimes called “drug addicted") cancers, in which

a population of drug resistant cells grows faster in the presence of a drug thanwithout

it, have been identified in cell culture, animal models and human patients (63, 64, 65,

66, 67, 68, 69, 70), most often in the context of targeted therapies. While candidate

mechanisms underlying drug addiction have been proposed (71, 72), it is not yet clear

how an evolution-inspired therapy might optimally treat a cancer cell population that

includes drug dependent cells.

In this work, we take an important step toward answering this question by investi-

gating how intermittent therapeutic strategies, or drug holidays, may be optimally ad-

ministered to mixed populations of cancer cells comprised of drug sensitive and drug

resistant-dependent populations in cell culture. First, we use laboratory evolution to

show that approximately half of drug resistant cells lines selected by BRAF-MEK-ERK

pathway inhibitors are also drug dependent, and this dependence is associated with

EGFR-driven senescence induction following drug withdrawal. Then, using a combina-

tion of proliferation assays and simple mathematical models, we show that the size of

the total cell population can be dramatically reduced by intermixing drug treatments

with optimally chosen drug holidays. On short timescales, the optimal time in holi-

day depends sensitively on the composition of the population–the ratio of sensitive to

resistant cells–but on longer scales depends on a single dimensionless parameter (γ)

that describes how the growth rates of each cell type depend on treatment environ-

ment (with or without drug). Using melanoma populations with evolved resistance to

the BRAF inhibitor PLX4720, we show experimentally that the optimal holiday duration

changes in time–with different holiday durations optimizing population growth on dif-

ferent timescales. Furthermore, we find that the presence of “non-addicted” resistant
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cells does not change the optimal treatment schedule but leads to a net increase in

population size. These results suggest that for a range of treatment durations, a de-

tailed knowledge of population composition is required to design optimal holidays.

However, we show that in the absence of information about composition, a simple

adaptive therapy protocol can produce near-optimal outcomes using only measure-

ments of total population size, at least when these measurements are sufficiently fre-

quent.

RESULTS
A subset of BRAFi-resistant, BRAFmutantmelanoma cell lines exhibit depen-

dence on the selecting drug. Approximately 50 percent of melanomas harbor onco-

genic BRAF mutations, and these tumors are highly responsive to inhibitors of the

BRAF-MEK-ERK pathway. This responsiveness, and the eventual development of ac-

quired resistance, can be effectively modeled in BRAF mutant melanoma cell culture

models, which typically exhibit exquisite sensitivity followed by long-term acquired

resistance to BRAF-MEK-ERK pathway inhibitors. To characterize drug dependent re-

sistance in laboratory populations, we experimentally selected (and STR profiled) a col-

lection of BRAF mutantmelanoma cell lines by exposing populations to one of three in-

hibitors (the BRAF inhibitor PLX4720, the MEK inhibitor AZD6244, or the ERK inhibitor

VX-11E) and generating multiple pooled or clonal resistant cell lines (Materials and

Methods). To characterize the response of these cell lines to drug, we plated them

at low densities both in the presence and absence of the selecting drug (PLX4720,

AZD6244 or VX-11E) and assessed growth by quantifying colony area. As expected,

we found that parental cell lines could give rise to resistant progeny exhibiting one

of two opposing responses to drug: 1) non-dependent resistance, in which resistant

cells lines were more viable in drug-free (DMSO) environments than in the presence

of drug, and 2) drug dependent resistance, in which resistant cells were more viable

in the presence of drug (Fig 1A, Table S1).

To quantify these phenotypic responses, we treated both parental and resistant

cells with a 10-fold dilution series of PLX4720 and assayed cell viability after 3 days

(Materials and Methods). While the non-dependent resistant line, a derivative of A375

(left panel), was able to survive and grow in higher doses of PLX4720 than its sensi-

tive parental counterpart, it showed no advantage in growth in drug versus DMSO

(Fig 1). Conversely, the dependent line, a derivative SK-MEL-28 (right panel), showed

both a dramatic increase in growth and survival as the PLX4720 dose was increased

as well as the ability to survive in higher doses than the corresponding parental line

(Fig 1). Overall, we found that slightly less than half (45.4 percent) of all resistant cell

lines were classified as drug dependent (percent change < -0.1) (Fig 1C and Table S1).

Certain cell lines (e.g. SK-MEL-28 and SK-MEL-5) nearly always gave rise to dependent

resistant cell lines, while others (A375) rarely did (Fig 1D). Additionally, inhibitors of

‘lower’ nodes of the BRAF-MEK-ERK pathway appeared to be slightly more likely to

produce dependency upon resistance (Fig 1D). We also observed that cell lines with a

dependency on one inhibitor in the pathway, such as PLX4720, also often displayed

dependency on inhibitors of the other nodes, albeit with less resistance (Fig 1E).

Thedependency response is associatedwith senescence andquiescence, not
apoptosis. To investigate the mechanism of the observed drug resistance, we with-

drew PLX4720 from one resistant non-dependent line (derived from A375) and two

resistant dependent lines (derived from SK-MEL-5 and derived from SK-MEL-28) and

measured the induction of markers of two terminal forms of growth inhibition asso-

ciated with drug dependence: senescence (PAI-1) and apoptosis (cleaved PARP). We
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C)

B)

FIG 1 A subset of BRAF-MEK-ERKi-resistant BRAF-mutant melanoma cell lines develop dependency on the
selecting inhibitor. A) The indicated cell lines were plated at a low density in normal culture conditions. Twenty-four

hours later, they were treated with DMSO or 3 µM PLX4720 (RAFi) as indicated for 14 days. Resulting colonies were

fixed and stained. B) A375 parental and resistant (non-dependent, left panel) or SK-MEL-28 parental and resistant

(dependent, right panel) cell lines were treated with a 10-fold dilution series of PLX4720 and viability relative to DMSO

treated control was determined. C) Clonal BRAF-MEK-ERKi-resistant cell lines were screened for dependency, charac-

terized by greater colony formation in PLX4720 than in DMSO. D) As in C), but separated by cell line and selecting drug.

E) SK-MEL-5 parental or SK-MEL-5 PLX4720-resistant clone 1 cell line were plated at a low density in normal culture

conditions. Twenty-four hours later, they were treated with DMSO, 3 µM PLX4720 (RAFi), 3 µM AZD6244 (MEKi) or 3

µM VX-11E (ERKi) as indicated for 14 days. Resulting colonies were fixed and stained.
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FIG 2 Dependent cell lines exhibit evidence of senescence upon drug withdrawal and dependency can be
blocked by knockdown of senescence pathway genes. A) A375, SK-MEL-5 and SK-MEL-28 PLX4720-resistant lines

were treatedwith PLX4720withdrawal for the indicated time and immunoblotted for PAI-1, total and cleaved PARP and

α-tubulin as a loading control. B) A375, SK-MEL-5 and SK-MEL-28 PLX4720-resistant lines were treated with PLX4720

withdrawal for 3 days and stained for annexin V and 7AAD as a measure of apoptosis. Data is normalized to cells

treated with PLX4720. C) A375 and SK-MEL-28 PLX4720-resistant lines were treated with DMSO or PLX4720 for 3

days and cell cycle analysis was performed as described in the Material and Methods. The percent of total cells

in each phase is shown. D) A375, SK-MEL-5 and SK-MEL-28 PLX4720-resistant lines were plated at low density and

treated with PLX4720 or DMSO the following day. After 14 days, cells were stained for SA β-galactasidase activity

as described in Materials and Methods. E) A375, SK-MEL-5 and SK-MEL-28 PLX4720-resistant lines were treated with

PLX4720 withdrawal for the indicated time and immunoblotted for p16, p53 and α-tubulin as a loading control. F) SK-

MEL-28 PLX-resistant lines expressing sgControl or sgCDKN2A and SK-MEL-5 PLX-resistant lines expressing sgControl

or sgTP53 were plated at low density and treated according to the schematic (left panel). On day 7 and 12, cells were

fixed and stained. G) SK-MEL-28 and SK-MEL-5 PLX-resistant lines expressing sgControl, sgCDKN2A, sgCDKN1A or

sgTP53 were treated and stained for SA β-galactasidase activity as in D).
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found that while we never observed significant expression of cleaved PARP, both of

the resistant dependent lines strongly induced PAI-1 expression by 48 hours post drug

withdrawal (Fig 2A). Using Annexin V staining as an additional measure of apopto-

sis, we observed less apoptosis in the resistant non-dependent cells upon drug with-

drawal, concurrent with their increased growth rate off drug. However, we observed

no significant change in Annexin V staining in the resistant dependent cells on drug

withdrawal (Fig 2B). In agreement with these results, we observed an increase in G1

phase cells and a decrease in S and G2 phase cells on drug withdrawal in the resis-

tant dependent cells with the opposite result in resistant non-dependent cells (Fig 2C).

Additionally, resistant dependent cells showed an increase in senescence associated

β-galactasidase (SA β-gal) activity on drug withdrawal while resistant non-dependent

cells did not (Fig 2D). We next wished to establish whether the observed dependency

related senescence was occurring by the p53 or Rb pathway (73). To investigate this,

wewithdrew PLX4720 from the cell types described above and immunoblotted for p53

or p16 (Rb pathway) expression. We found that while the resistant non-dependent

cells displayed no detectable expression of either protein, the resistant dependent

cell line, SK-MEL-5, began to express p53 at 48 hours with no expression of p16 and

SK-MEL-28 began to express p16 at 48 hours while actually displaying a decrease in

p53 expression (Fig 2E). This cell line has been shown to have a p53 mutation, indicat-

ing that p53 could be having a senescence suppressive function in this case(74). These

results indicate that resistant dependent cells might employ different mechanisms to

induce senescence on drug withdrawal.

Blocking senescence partially prevents the dependency phenotype. We next

askedwhether dependency could beblockedbyblocking senescence orwhether other

mechanisms played a partial role in the dependency phenotype. To address this, we

knocked out either CDKN2A (p16) in the resistant SK-MEL-28 cells that had previously

been shown to employ the Rb arm of the senescence pathway or TP53 (p53) in the

resistant SK-MEL-5 cells that had been shown to employ the p53 arm of the senes-

cence pathway (Figure S1A). We were surprised to observe that even in these knock-

out cells, 7 days of drug withdrawal still was capable of inducing dependency (Fig 2F,

top panels). However, when drug was reintroduced for 5 additional days after the

drug withdrawal, the knockout, but not the control, cells were able to grow out (Fig 2F,

bottom panels). The change in growth rate between the drug withdrawal and drug re-

addition periods is shown in Figures S1B-C. These results indicate that dependent cells

preferentially utilize senescence on drugwithdrawal, but that the dependent response

is robust enough to employ quiescence when senescence pathways are blocked. In

agreement with these hypothesis, we found no evidence of increased SA β-gal activity

on drug withdrawal when either p16 (SK-MEL-28 resistant) or p53 (SK-MEL-5 resistant)

was knocked out as compared to the increase in the control cells (Fig 2G), while the

knockouts did not significantly change the proportion of cells in each phase of the cell

cycle (Figure S1D).

In dependent cell lines, overexpressed EGFR drives increased phospho-ERK
and senescence on drug withdrawal. We next wished to establish the upstream

signaling events that lead to increased p53 or p16 expression and senescence induc-

tion upon PLX4720 withdrawal in resistant dependent cell lines. Previous groups have

shown a link between drug scheduling benefits and increases in phosphorylated ERK

on drug withdrawal(66, 65, 71, 72). To examine whether this was occurring and to bet-

ter establish themechanisms leading to dependency, we screened a panel of resistant

non-dependent and dependent cell lines for phospho-ERK when cultured in PLX4720

and when PLX4720 had been withdrawn for 72 hours. We observed a much larger in-
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FIG 3 Dependent, but not non-dependent resistant cell lines upregulate EGFR upon resistance and have an
increase of phospho-ERK on drugwithdrawal. A) The indicated cells lines (R, PLX4720-resistant; c, clone, dependent
cell lines highlighted in red) were treated with PLX4720 or DMSO for 4 hours and then immunoblotted for phospho-

ERK and ERK. B) The indicated cell lines, dependent cell lines highlighted in red, were immunoblotted for EGFR. C)

The immunoblot in B) was quantified and the percent change in EGFR expression relative to parental cell line was

calculated. D) A375 PLX-resistant clone 4 was plated at low density and treated with DMSO, 3 µM PLX, 3 µM gefitinib

and the combination the following day for 14 days. The resultant colonies were fixed and stained. E) SK-MEL-28 PLX-

resistant clone 1 was treated with DMSO, 3 µMPLX or 3 µM gefitinib for 4 hours and immunoblotted for phospho-ERK

and ERK. The same line was treated with the same conditions for three days and immunoblotted for PAI-1.

crease in phospho-ERK among dependent lines than non-dependent lines (Fig 3A and

S2A). Given the established role of EGFR in driving ERK reactivation in the setting of

BRAF inhibition, we next hypothesized that increases in EGFR expression could be driv-

ing both the resistance and dependency associated increase in phospho-ERK. Indeed,

we found large increases in EGFR expression between parental and resistant depen-

dent lines, but not between parental and resistant non-dependent lines (Fig 3B and

S2B). There was a strong relationship between EGFR induction and drug dependence

in resistant cell lines (Fig 3C). Additionally, we could block loss of cell growth, increases

in phospho-ERK and PAI-1 on PLX4720 withdrawal with the addition of the EGFR in-

hibitor, gefitinib (Fig 3D-E and S2C). Conversely, the combination of PLX4720 and gefi-

tinib re-sensitized the resistant cells to PLX4720, indicating that increased EGFR ex-

pression leads to both resistance and dependency (Fig 3E).

Drug holidays can minimize growth when resistance is drug dependent. The
poor growth of drug dependent resistant cells in drug-free environments suggests

that population growth may be minimized by incorporating drug-free "holidays“ into

treatment schedules (70, 65). However, it is not clear how to design an optimal drug

holiday regimen, which may depend on both the initial properties of the population

(e.g. the ratio of sensitive to resistant cells) as well as the growth characteristics of

different subpopulations. To investigate this question, we seeded a growth experi-

ment with a mixed population of approximately 2 × 104 cells comprised of 90 percent

drug resistant cells–loosely similar to what one might find in a progressing tumor that

has become dominated by resistant cells. In one population (SK-MEL-28), the resis-

tant cells exhibited drug-dependence, while in the other population (A375), the re-

sistant cells were not drug dependent. We then measured population size in each

population after 9 days exposure to one of 3 different treatment protocols: 1) DMSO
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only each day, 2) inhibitor (PLX4720 at 1 µM) only each day, or 3) an (arbitrary) peri-

odic schedule consisting of drug treatments and drug holidays in a 2-1 temporal ratio.

We found that in each population, the periodic dosing schedule outperformed either

the drug-free or the drug-only treatments, but not both. Specifically, population size

was minimized by drug-free treatment in the populations containing drug dependent

(SK-MEL-28) resistant subpopulations and by drug-only treatment in the populations

with non-dependent resistant subpopulations (Figure 4A-B). The relative ordering of

the treatments is perhaps not surprising, given that the initial populations were domi-

nated by drug resistant cells that favor either drug (drug dependent resistant) or non-

drug environments (non-dependent resistance), but it raises the question of whether

a more judiciously chosen treatment schedule may lead to reduced growth.

To answer this question, we considered a simple mathematical model of expo-

nentially growing subpopulations (sensitive and resistant cells) whose growth rates

depend on the environment (with or without drug; see SI). On long timescales, we

expect static treatments to eventually select for the subpopulation with the highest

growth rate in that environment. However, in the presence of time-dependent treat-

ments that switch between drug and no-drug epochs, it may be possible to maintain

a heterogeneous population of both cell types–each one suboptimal in one environ-

ment, optimal in the other–that leads to reduced growth of the total population. In-

deed, in the limiting case where cells do not interact, it is straightforward to show that

a treatment strategy will maintain co-existing populations of both cell types when the

drug treatments comprise a fraction (fd ) of the total treatment time T ,

fd =
1

1 + γ
(1)

where γ ≡ k1d−k2d
k20−k10 is a dimensionless parameter that depends only on the growth char-

acteristics (k i d ) of the different subpopulations and k i d is the per capita growth rate of

population i in drug concentration d. This simplemodel suggests that we canmaintain

population heterogeneity by incorporating drug-free epochs when γ > 0–that is, when

sensitive cells grow faster than resistant cells without drug, while resistant cells grow

faster than sensitive cells with drug. In the long-term limit (T → ∞), this treatment

strategy yields a constant ratio of the different cell types, independent of the initial

composition of the population. In addition, the growth of this heterogeneous popu-

lation is optimal–that is, it is smaller than growth in either static with-drug or static

drug-free environments–if

k j d1 − k j 0 > 0

k i0 − k i d1 > 0
(2)

Equation 2 says that one cell type (j ) must grow faster with drug than without, while

the other cell type (i ) must grow faster without drug than with–the precise conditions

that define drug dependent resistance. In summary, in this simple model, one can

maintain heterogeneity as long as sensitive cells are favored during drug-free epochs

and resistant cells are favored during with-drug epochs. But that heterogeneity leads

to minimal growth only when the resistant cells grow faster with drug than without

(that is, when they are drug dependent).

Equation 1, along with experimentally measured growth rates of parental and re-

sistant lineswith andwithout drug, predicts an optimal schedulewith fd = 0.29 (holiday

71 percent of the time) for the SK-MEL-28 (drug dependent) population and fd = 1

(drug-only) for the A375 (non-dependent) population. Based on these predictions,

we experimentally tested two additional treatment schedules: 4) an optimal sched-

ule with fd ≈ 0.29 (2.6 days of drug exposure) where the holiday was applied at the
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end of the treatment, and 5) an optimal schedule with fd ≈ 0.29 (2.6 days of drug expo-
sure) where the holiday was applied over two different windows during the treatment.

Consistent with predictions of the model, these schedules (4 and 5) outperformed

other treatments in the populations with drug dependent resistance (SK-MEL-28), but

were outperformed by the drug-only treatment (treatment 2) in the populations with

non-dependent resistance (Figure 4A-B). We found no significant difference between

schedules 4-5, consistent with the fact that schedules should depend only on fd (not

the specific timing of the holidays) when subpopulations are acting approximately in-

dependently.

The optimal schedule is dependent on the treatment length On sufficiently

long time horizons, we expect that the optimal treatment will not depend on the ini-

tial composition of the tumor. However, many real-world applications are likely to

involve finite-time treatments where these asymptotic results are not valid. Under

these conditions, it is straightforward to show (see SI) that growth of the population

will be minimized when

fd =
1

1 + γ
+
1

T
log

(
n01 (k10 − k1d1 )
n02 (k2d1 − k20)

)
(3)

Equation 3 reduces to Equation 1 when T → ∞. However, on shorter time horizons,

the two terms in Equation 3 may be comparable in size, and the optimal treatment

will therefore depend on the total treatment duration T (Fig 4C). To test this predic-

tion experimentally, we plated amixed population of 105 cells comprised of 25 percent

resistant-dependent SK-MEL-28 cells. The cells were treatedwith one of five schedules

with drug holidays ranging from 0 (static with-drug treatment) to 100 percent (static

drug-free treatment). The treatments schedules were broken into 5 day blocks so

that the cells could be counted every 5 days for an indeterminate length of time and

remain on schedule. Based on results of the model (Fig 4D), we hypothesized that the

treatment performing optimally would vary over time, with static drug treatmentsmin-

imizing growth at early times while treatments with increasing drug holidays (asymp-

totically approaching the long-time optimal of approximately 45 percent drug holiday)

minimize growth on longer timescales.

Indeed, experiments confirmed that growth was initially (e.g. days 5 and 10) min-

imized in the static drug (PLX4720) treatment (Fig 4E). However, by day 15, the treat-

ment with 25 percent holiday was optimal, while the treatment with 50 percent drug

holiday–whichmost closely corresponds to the long-timeoptimal–led tominimal growth

by day 30. These results underscore the notion that the optimal strategy for drug

holidays will initially vary over time–a phenomenon tied to the transient behavior of

the population as it approaches a steady state composition–but for sufficiently long

treatment periods approaches an optimal that is determined by the dimensionless

parameter γ (and is therefore independent of the initial population composition).

The addition of non-dependent resistant cells does not change the optimal
treatment schedule. Because parental melanoma lines may give rise to both drug

dependent and non-dependent resistant lineages, we next asked how the optimal

treatment schedule would be impacted by the presence of both resistant types. To

answer this question, we treated two differentmixed populations containing drug sen-

sitive, drug dependent resistant, and non-dependent resistant derivatives of UACC-62

with one of three treatments: 1) static drug-free treatment, 2) static treatment with

PLX4720), or 3) a model-inspred (approximately) optimal treatment with fd = 0.45

(55 percent of time in drug holiday). We chose UACC-62 cells for these studies sim-

ply because it is a line that gives rise to both resistant-dependent and resistant non-

dependent cells (Fig 1D). The twomixed populationswere comprised of approximately
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FIG 4 Scheduling drug exposure can optimize growth inhibition in cell lines that display dependency. A) A
schematic of 5 different drug schedules: 1) drug-free (DMSO) every day; 2) drug (1 µMPLX4720) every day; 3) arbitrary

periodic schedule with epochs of drug andDMSO in a 2-1 temporal ratio; 4)model-inspired schedule with drug applied

29 percent of the time (up front); and 5) model-inspired schedule with drug applied 29 percent of the time but split

into two epochs. B) Left panel: 2,000 SK-MEL-28 parental and 18,000 SK-MEL-28 PLX4720-resistant cells were plated in

triplicate in 10 cm plates and treated according to the schematic in A, DMSO (0% PLX) or 1 µM PLX4720 (100% PLX) 24

hours later. On the ninth day, cells were trypsinized and counted. Right panel: 2,000 A375 parental and 18,000 A375

PLX4720-resistant cells were plated in triplicate per schedule and treated according to the schematic in A, DMSO (0%

PLX) or 1 µM PLX4720 (100% PLX) 24 hours later. On the ninth day, cells were trypsinized and counted. C) Empirically

constrained simulations show the optimal fraction of time exposed to drug as the ratio of sensitive to drug dependent

cells and total treatment time is varied. D) Algorithm predicted optimal percent drug holiday (percent time in DMSO)

as total treatment time increases. Optimal asymptote is represented with a dashed line. E) A mixture of 2,500 SK-

MEL-28 parental and 7,500 SK-MEL-28 PLX4720-resistant cells were plated in triplicate and treated with the indicated

schedule 24 hours later. Cells were trypsinized and counted every 5 days. The algorithm predicted optimal (‘winning’)

schedule is indicated along the x-axis and time points that conform to predicted values are indicated with an asterisk.
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FIG 5 In a mix of sensitive, resistant non-dependent and resistant dependent cells, the fraction of depen-
dent cells dictates the degree of benefit achieved by scheduling. A) Using empirically constrained simulations, we

plot the total population count as the fraction of non-dependent resistant cells is varied from 0% to 100% of the resis-

tant population. B) A mixture of 100 UACC-62 PLX4720-resistant clone 4 (resistant non-dependent), 44,000 UACC-62

PLX4720-resistant clone 3 and 5,500 UACC-62 parental cells or a mixture of 5,000 UACC-62 PLX4720-resistant clone 4

(resistant non-dependent), 40,000 UACC-62 PLX4720-resistant clone 3 and 5,000 UACC-62 parental cells were plated

in triplicate and treated with the indicated schedules 24 hours later. Cells were trypsinized and counted on day 9.

constant ratios of drug sensitive to drug dependent resistant cells, but one popula-

tion initially contained 0.2 percent non-dependent resistant cells and the other 10 per-

cent non-dependent resistant cells. In both populations, the model inspired therapy–

which contains drug holidays calculated without knowledge of the non-dependent

populations–significantly outperformed the static therapies (Fig 5B). As one might in-

tuitively expect, however, the population sizes are much larger in populations that

started with more non-dependent resistant cells, consistent with predictions of the

model (Fig 5A). This result highlights a more general principle: in many cases of inter-

est, non-dependent (“traditional") resistant cells grow at similar rates in the presence

and absence of drug, at least over a range of drug concentrations. The presence of

these non-dependent resistant cells is therefore not expected to alter the choice of

optimal therapy (e.g. fr ), but it can significantly limit the utility of such therapy in cases

where these cells grow faster than the average growth rate of the drug-holiday opti-

mized population of sensitive and drug dependent cells.

Adaptive therapy based on total population size can approximate optimal
holiday schedules While it is possible in the laboratory setting tomeasure the growth

rates of each cell type with and without drug, in the clinical setting, such detailed char-

acterization is not typically possible. Therefore, we attempted to develop an adaptive

therapy method approximating the optimal holiday schedule in the absence of de-

tailed growth rate information about the individual subpopulations (see Fig 6A, Meth-

ods). Briefly, we began by administering drug for one treatment window, followed by

removal of the drug for one treatment window. The growth rates of each treatment

window were recorded and the treatment that led to a lower growth rate was then

continued. This treatment protocol was continued until the growth rate of the popu-

lation surpasses that of the opposite treatment type, as recorded by the most recent

treatment window of that type. At that time the treatment is switched. This process

was continued until the treatment ended.

We tested the performance of this approach computationally using our empiri-

cally measured growth rates from the previous experiments (Fig 6B). The success of

this blind adaptive therapy treatment depends heavily on the frequency with which

one could accurately measure total population growth. The simulations revealed that

as the time between growth measurements shrinks, the blind adaptive therapy ap-

proaches the true optimal therapy schedule. In addition, the performance of the blind

adaptive therapy schedule approaches that of the true optimal.

To test this approach experimentally, we established a mixed population com-
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FIG 6 Optimal scheduling can be approximated with a mixed cell population of unknown growth rates.
A) A cartoon schematic of the blind adaptive therapy algorithm. B) Top panel: Using empirically measured growth

rates, we simulate the fraction of time spent exposed to drug following the blind adaptive therapy (solid red line) and

compare it to the true optimal (dotted black line), as a function of how frequently population-level growth rates can

be measured. Bottom panel: The same simulations as above, however instead of fraction of time spent in drug, the

final cell count of the population (red solid line for blind therapy) is compared to what is projected from the optimal

schedule (black dotted line). C) Results of the blind adaptive therapy experiment. Cell counts over time were recorded

and the shaded red region highlights the period of time during which drug was applied. D) Growth rates for each

schedule at the indicated time points. The growth rate of parental SK-MEL-28 cells in DMSO (blue solid line) and

PLX4720 (blue dashed line) is indicated. Arrows indicate time points when the treatment condition was changed due

to the measurement. The growth rate of PLX-resistant pooled SK-MEL-28 cells in PLX4720 (red solid line) and DMSO

(red dashed line) is indicated. Red region highlights the period of time drug was applied. E) The PLX4720 GI50 values of

the ending cell populations in E) as compared to the PLX4720 GI50 values of the indicated knownmixtures of parental

and resistant SK-MEL-28 cells.
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prised of sensitive and resistant dependent SK-MEL-28 cells and exposed replicate

populations to oneof four drug schedules: 1) static no-drug schedule, 2) static PLX4720

(constant drug) schedule, 3) the optimal schedule (fr = 0.6, 40 percent drug holiday)

based onmeasured growth rates of the different cell populations, and 4) the adaptive

schedule described above. Treatments were applied in 4-day blocks for a total of 48

days. As predicted by the model, the optimal therapy (treatment 3) performed consid-

erably better than the static with or without drug therapies. In addition, the adaptive

therapy and the calculated optimal schedule performed almost identically over the

course of 48 days (Fig 6C-D). The adaptive schedule achieves the goal of maintaining

an average growth rate between the maximum and minimum growth rates for each

cell type. In order to determine if we had achieved the goal of maintaining population

heterogeneity, we took the final cell population from each schedule and measured

the GI50 of each population to PLX4720 (Fig 6E). As a benchmark, we compared these

GI50 values to those of freshly made mixes of 100% sensitive, 50% sensitive/50% re-

sistant and 100% resistant populations. We found that the populations treated with

0% PLX4720 (100% PLX4720) exhibited GI50 values similar to those of fully sensitive

(resistant) populations, consistent with the prediction that static therapies eventually

lead to homogeneous populations (Fig 6E, blue and red bars). By contrast, populations

treated with the optimal schedule exhibited GI50 values similar to, but slightly smaller

than, those of an equally mixed population of 50% sensitive/50% resistant cells (Fig 6E,

gray bars). Together, these results suggest it may be possible to reach near-optimal

adaptive therapy treatment outcomes with incomplete population dynamics informa-

tion.

DISCUSSION
Our work complements a broad set of recent studies ranging from purely theoreti-

cal evolutionary therapy to clinical trials which have attempted to harness intermit-

tent drug treatment schedules. Importantly, it demonstrates that while drug holidays

can improve tumor growth control, they must be designed and implemented using

strategies like the adaptive treatment regimen described here which account for the

evolutionary dynamics of cells within the tumor harboring different drug response

and dependency characteristics. The lack of these elements may be at least partially

responsible for the failure of recent trials incorporating drug holidays. Further, this

work also raises a number of new questions for future research. For example, hav-

ing established that drug dependence varies dramatically with the choice of selecting

inhibitor and cell line, it is clear that the genetic or cell state features of a tumor may

make drug dependencemore or less likely. Defining themechanistic and evolutionary

forces that lead to drug dependence, particularly across distinct cancers and targeted

therapies, is an important step before treatment holidays can be optimally harnessed

in the clinic. Finally, the notion that pharmacological manipulation of cell signaling

or senescence may encourage the development of drug dependence is intriguing, as

such therapeutic strategies have the potential to maximize the therapeutic value of

adaptive drug holiday schedules.

It is also important to address several limitations in our approach. For example,

we ignore the role of the host, specific resistance mutations, and ecological interac-

tions within the tumor. The assumptions dramatically simplify the model, and though

it provides a parsimonious description of these experiments, it also has features (e.g.

independence of specific temporal ordering of treatments) that would likely break-

down when intercellular interactions are included. In addition, these drug holiday ex-

periments take place 1) in large populations where demographic stochasticity plays
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a minimal role and 2) on short timescales were additional evolutionary adaptation is

likely negligible. Incorporating stochastic events, such as extinction and mutation, will

likely extend the scope of the models and may uncover additional dynamics.

Yet even in this well controlled laboratory setting, calculating an accurate opti-

mal schedule is challenging, and it is notable that such a simple mathematical model

captures the main qualitative features of the dynamics. These simplifications make it

impossible to use our model is not directly applicable in the clinic. Instead, our work

is meant as a launching point in understanding how one might optimally treat a popu-

lation containing drug dependent cells. Our results are significant because they show

that optimization is possible, given a robust experimental setup and proper treatment

of the underlying variables. Our hope is that future work might address these chal-

lenges and extend these basic principles for optimal scheduling to realistic clinical sce-

narios. In the long run, holiday-based schedules are a promising therapeutic avenue

that may eventually lead to improved treatment outcomes for a subset of patients

with drug dependent metastatic disease.
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MATERIALS AND METHODS
Cell lines A375, Colo679, UACC-62 and Malme-3M cells were grown in RPMI 1640

(Life Technologies Corporation, Carlsbad, CA) supplemented with 10% fetal bovine

serum (Sigma-Aldrich Corporation, St. Louis, MO) and 1% penicillin/streptomycin (Life

Technologies Corporation). SK-MEL-28 and SK-MEL-5 cells were cultured in Dulbecco’s

modified Eagle’smedium (DMEM) (Life Technologies Corporation)with 10% fetal bovine

serum and 1% penicillin/streptomycin. Malme-3M and SK-MEL-28 cell lines were ob-

tained from L. Garraway (Harvard University, Dana-Farber Cancer Institute). All other

cell lines were purchased from the American Type Culture Collection. All lines were

submitted to STR profiling by the Duke University DNA Analysis Facility to confirm their

authenticity.

Chemicals All inhibitors were purchased from Selleck Chemicals (Houston, TX)

and prepared at 100 mM stock solutions in DMSO.

GI50 assay Wherever GI50 values of specific inhibitors are indicated, they were de-

termined as follows. Cells were trypsinized and seeded at 5,000 cells/well in 96-well

plates in normal tissue culture conditions. After a 24-hour incubation, diluent (typi-

cally DMSO) or concentrated 10-fold dilutions of the indicated inhibitors (at 1:1000)

were added to the cells to yield a highest concentration of 40 µM (VX-11E) or 200

µM (all other inhibitors). After a three-day incubation with the treatment, cell viabil-

ity was assessed with the CellTiter-Glo luminescent viability assay (Promega Corpora-

tion, Durham, NC) according to manufacturer’s instructions. Growth inhibition was

calculated as a percentage of diluent-treated cells and GI50 values were determined

to correspond to the inhibitor concentration that resulted in half-maximal growth in-

hibition.

Immunoblotting In order tomeasure protein levels in whole cell lysates, aliquots

of cell extracts prepared in RIPA lysis buffer (FORMULATION (Sigma-Aldrich)) were sub-

mitted to SDS-PAGE. After electrophoretic transfer to PDMF, filters were blocked in

5% BSA and probed overnight at 4°C with the following primary antibodies and di-

lutions: p16 (1:200, #554079 BD Biosciences, San Jose, CA), p53 (1:200, #VMA00019

Thermo Fisher), phospho-Akt (Serine 473; 1:1000, #4058 Cell Signaling Technology,

Danvers, MA), AKT (1:1000, #4691 Cell Signaling Technology), phospho-ERK (1:1000,

#9101 Cell Signaling Technology), ERK (1:1000, #4695 Cell Signaling Technology), EGFR

(1:1000, #2232 Cell Signaling Technology), PAI-1 (1:500, #11907 Cell Signaling Technol-

ogy), PARP (1:1000, #9542 Cell Signaling Technology), vinculin (1:500; #4650 Cell Sig-

naling Technology), α-tubulin (1:1000, #2125 Cell Signaling Technology) and β-actin

(1:1000, #4970 Cell Signaling Technology). After washing in TBS-T, filters were incu-

bated for 1 hour at room temperature with alkaline phosphatase-coupled goat anti-

rabbit antibodies anddevelopedwithWestern Lightning Plus (Perkin Elmer, Inc., Waltham,

MA) according to manufacturer directions.

Lentivirus preparationandDNAconstructs All expression cloneswere prepared
in lentiviral form as previously described (75). In brief, vectors were packaged in 293T

cells with an overnight incubation with Fugene (Promega Corporation), psPAX2 and

pVSV-G. The virus-containing media was collected after 48 and 72 hours and filtered

with a 0.45 µm filter and stored at -80°C until use with 16 µg/mL polybrene (Sigma-

Aldrich). The sgRNA constructs used are listed in Table S2.

In vitro adaptionof inhibitor resistant cells PLX4720-, AZD6244- or VX-11E-resistant
cell lines were produced by one of two methods as previously described (75). Briefly,

parental cells were either exposed to escalating doses of inhibitor until logarithmic

growth resumed or exposed to a high dose (3 µM) of inhibitor and the resultant resis-

tant cloneswere expanded and cultured. Parental cell lineswere cultured concurrently
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with DMSO. Resistant cell lines were maintained in routine culture with the addition

of 3 µM inhibitor. All resistant and DMSO parental control lines were submitted to

STR profiling by the Duke University DNA Analysis Facility upon the acquisition of re-

sistance in order to confirm their authenticity.

Clonogenic growth assay To measure the ability of cell lines to form colonies

froma single cell, clonogenic growth assayswere performedas previously described (76).

Briefly, 100 cells were seeded per well in 6 or 12-well tissue culture plates in normal

growth media. After 24 hours, the indicated treatments were added and the assay

was incubated for 14 days with the addition of fresh media and inhibitors after 7 days.

Cells were fixed and stained with 0.5% (w/v) crystal violet in 6.0% (v/v) glutaraldehyde

(Thermo Fisher Scientific, Waltham, MA).

AnnexinVapoptosis assay The induction of apoptosiswas quantified as described
previously (Martz et al., 2014). Briefly, cells were plated in triplicate at 200,000 cells per

well in six-well plates. The following day, the growthmedia was removed and replaced

with fresh media containing the indicated dose of drug or diluent (typically DMSO). Af-

ter a 72-hour incubation in drug, cells were washed in PBS twice and resuspended in

a buffer composed of 10 mMHEPES, 140 mMNaCl and 2.5 mM CaCl2 (BD Biosciences,

San Jose, CA). Apoptosis was quantified using allophycocyanin-conjugated Annexin V

and viability was assessedwith 7-Amino-actinomycin D (BDBioscience). Gatingwas de-

fined using untreated/unstained cells and treatments were evaluated at 20,000 counts

using BD FACSVantage SE.

Cell cycle analysis In order to analysis the progression of cells through the cell

cycle, cells were plated in triplicate at 200,000 cells per well in six-well plates. The fol-

lowing day, the growth media was removed and replaced with fresh media containing

the indicated dose of drug or diluent (typically DMSO). After a 72-hour incubation in

drug, cells were trypsinized and counted. 1x106 cells were washed twice with PBS

and then fixed in 70% ethanol. The cells were washed twice in PBS and stained with

a solution of 50 µg/µL RNase A, 20 µg/µL propidium iodine, 0.05% TritonX-100 in PBS

(Sigma-Aldrich). DNA content of the cell population was determined and quantified by

flow cytrometry. Gating was defined using untreated/unstained cells and treatments

were evaluated at 20,000 counts using BD FACSVantage SE.

Senescence-associated β -galactasidase assay In order to determine the effect

of treatment on the induction of senescence, cells were plated in triplicate in 6-well

plates at a density that would achieve 80-90% confluency at 10 days of growth, typ-

ically between 1,000 and 50,000 cells. After 24 hours of culture, the growth media

was removed and replaces with fresh media containing the indicated drug or diluent.

After 10 days of treatment, media was removed and the cells were stained with the

kit, Senescence β-Galactosidase Staining Kit (Cell Signaling Technology), according to

manufacturer’s instructions. Bright field images were taken at 100X magnification at

five random locations in each well. Representative images are shown.

Growth rate calculation To calculate growth rates, cell populations were used at

low passage number with measured drug resistance. Cells were plated in triplicate in

10 cm plates at 3,000 cells per plate in normal growth media. The following day, cells

were treatedwith drug or diluent. Six days later, the cells were liftedwith 0.25% trypsin

(Life Technologies) and counted using a Z2 Coulter Particle Count and Size Analyzer

(Beckman Coulter, Pasadena, CA). Growth rates (µ) were calculated from the number

of cells plated (N0) and the number counted (N) according to the formula:

lnN = lnN0 + µt
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where t is the elapsed time, or 168 hours.

Drug scheduling assay To test the effects on cell number by a drug schedule,

the following was performed. Immediately after growth rates were measured, the in-

dicated number of cells were plated in growth media with no drug in 15 cm plates.

The following day, the indicated drug schedule was added to the cells. Cells were

trypsinized and counted at the end of each completed schedule and replated as in-

dicated. All drug schedules were establish based on the interval between counts, for

example, if cells were treated with 75% drug and counted every four days, they would

be treated with drug for three days and diluent for one day, counted, and replated for

the duration of the experiment. If a portion of cells was discarded before replating,

growth rates (µ) were calculated over the period from the number of cells plated at

the beginning of the period (N0) and the number counted at the end of the period (N)

according to the formula:

lnN = lnN0 + µt

where t is the period length in hours. These growth rateswere then used to project

total cell number as if no cells had been discarded. After the initial plating, which was

always into diluent only, cells were replated directly into the treatment determined by

their schedule.

Statistics All results are shown as means±SD. In order to compare groups, un-

less noted otherwise, P values were determined using unpaired, two-tailed Student’s

t tests.

“Blind” adaptive therapy algorithm To begin, administer drug for some time∆T

and record the growth rate during that period. This period is followed by the removal

of drug for the same∆T and the drug-free (or ’holiday’) growth rate is recorded. Admin-

ister the condition with the smaller growth rate and record the growth rate for each

∆T that passes. Decision point: if the growth rate for the most recent ∆T surpasses

that of the opposite condition, switch the treatment to the opposite condition for the

next time window. Repeat this process for the rest of the treatment time continually

recording new values for the population growth in drug and during treatment holiday

and switching between treatments as they become optimal.

ACKNOWLEDGMENTS
This work was supported by Duke University School of Medicine start-up funds (to

KCW), the Duke Cancer Institute (to KCW), and NIH awards R01 CA207083 (to KCW),

R01 CA263593 (to KCW), and NIH R35 GM124875 (to KBW). The format for this preprint

is adapted from the ASM template (mSystems) available on Overleaf.com.

REFERENCES
1. Sandru A, Voinea S, Panaitescu E, Blidaru A. 2014. Survival rates of

patients withmetastaticmalignantmelanoma. J. medicine life 7 (4):572.

2. Robert C, Grob JJ, Stroyakovskiy D, Karaszewska B, Hauschild A,
Levchenko E, Chiarion Sileni V, Schachter J, Garbe C, Bondarenko
I, et al.. 2019. Five-year outcomes with dabrafenib plus trametinib in

metastatic melanoma. New Engl. J. Medicine 381 (7):626–636.

3. Mok TS, Cheng Y, ZhouX, Lee KH,NakagawaK,Niho S, LeeM, Linke
R, Rosell R, Corral J, et al.. 2018. Improvement in overall survival in a

randomized study that compared dacomitinib with gefitinib in patients

with advanced non-small-cell lung cancer and EGFR-activating muta-

tions. J Clin Oncol 36 (22):2244–2250.

4. Evison M. 2020. The current treatment landscape in the UK for stage

III NSCLC. Br. J. Cancer 123 (1):3–9.

5. Fischer A, Vázquez-García I, Mustonen V. 2015. The value ofmonitor-

ing to control evolving populations. Proc. Natl. Acad. Sci 112 (4):1007–

1012.

6. Enriquez-Navas PM, Kam Y, Das T, Hassan S, Silva A, Foroutan P,
Ruiz E, Martinez G, Minton S, Gillies RJ, et al.. 2016. Exploiting evo-
lutionary principles to prolong tumor control in preclinical models of

breast cancer. Sci. translational medicine 8 (327):327ra24–327ra24.

7. Silva AS, Kam Y, Khin ZP, Minton SE, Gillies RJ, Gatenby RA. 2012.
Evolutionary approaches to prolong progression-free survival in breast

cancer. Cancer research 72 (24):6362–6370.

8. Gatenby RA, Silva AS, Gillies RJ, Frieden BR. 2009. Adaptive therapy.

17

.CC-BY-NC 4.0 International licenseavailable under a
was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprint (whichthis version posted July 3, 2022. ; https://doi.org/10.1101/2022.07.01.498458doi: bioRxiv preprint 

https://doi.org/10.1101/2022.07.01.498458
http://creativecommons.org/licenses/by-nc/4.0/


Maltas, Singleton et al.

Cancer research 69 (11):4894–4903.

9. Scarborough JA,McClure E, AndersonP, DhawanA,DurmazA, Less-
nick SL, Hitomi M, Scott JG. 2020. Identifying States of Collateral Sen-
sitivity during the Evolution of Therapeutic Resistance in Ewing’s Sar-

coma. Iscience 23 (7):101293.

10. Lin KH, Rutter JC, Xie A, Pardieu B, Winn ET, Dal Bello R, Forget A,
Itzykson R, Ahn YR, Dai Z, et al.. 2020. Using antagonistic pleiotropy
to design a chemotherapy-induced evolutionary trap to target drug re-

sistance in cancer. Nat. genetics 52 (4):408–417.

11. Zhao B, Sedlak JC, Srinivas R, Creixell P, Pritchard JR, Tidor B, Lauf-
fenburger DA, Hemann MT. 2016. Exploiting temporal collateral sen-

sitivity in tumor clonal evolution. Cell 165 (1):234–246.

12. Pluchino KM, Hall MD, Goldsborough AS, Callaghan R, Gottesman
MM. 2012. Collateral sensitivity as a strategy against cancer multidrug

resistance. Drug Resist. Updat 15 (1-2):98–105.

13. Imamovic L, Sommer MO. 2013. Use of collateral sensitivity net-

works to design drug cycling protocols that avoid resistance develop-

ment. Sci. translational medicine 5 (204):204ra132–204ra132.

14. Maltas J, Wood KB. 2019. Pervasive and diverse collateral sensitivity
profiles inform optimal strategies to limit antibiotic resistance. PLoS

biology 17 (10):e3000515.

15. Maltas J, Krasnick B, Wood KB. 2020. Using selection by nonantibi-

otic stressors to sensitize bacteria to antibiotics. Mol. biology evolution

37 (5):1394–1406.

16. Maltas J, Wood KB. 2021. Dynamic collateral sensitivity profiles high-

light challenges and opportunities for optimizing antibiotic sequences.

bioRxiv doi:10.1101/2021.12.19.473361.

17. Barbosa C, Römhild R, Rosenstiel P, Schulenburg H. 2019. Evo-
lutionary stability of collateral sensitivity to antibiotics in the model

pathogen Pseudomonas aeruginosa. Elife 8:e51481.

18. Singleton KR, Crawford L, Tsui E, Manchester HE, Maertens O,
Liu X, Liberti MV, Magpusao AN, Stein EM, Tingley JP, et al..
2017. Melanoma therapeutic strategies that select against resistance

by exploiting MYC-driven evolutionary convergence. Cell reports 21

(10):2796–2812.

19. Hansen E, Karslake J, Woods RJ, Read AF, Wood KB. 2020. Antibi-
otics can be used to contain drug-resistant bacteria by maintaining suf-

ficiently large sensitive populations. PLoS biology 18 (5):e3000713.

20. WargoAR, Huijben S, De Roode JC, Shepherd J, ReadAF. 2007. Com-

petitive release and facilitation of drug-resistant parasites after thera-

peutic chemotherapy in a rodent malaria model. Proc. Natl. Acad. Sci

104 (50):19914–19919.

21. West J, Ma Y, Newton PK. 2018. Capitalizing on competition: An evo-

lutionary model of competitive release in metastatic castration resis-

tant prostate cancer treatment. J. Theor. Biol 455:249–260.

22. Kaznatcheev A, Vander Velde R, Scott JG, Basanta D. 2017. Cancer
treatment scheduling and dynamic heterogeneity in social dilemmas

of tumour acidity and vasculature. Br. journal cancer 116 (6):785–792.

23. Kaznatcheev A, Peacock J, Basanta D, Marusyk A, Scott JG. 2019.
Fibroblasts and alectinib switch the evolutionary games played by non-

small cell lung cancer. Nat. ecology & evolution 3 (3):450–456.

24. Farrokhian N, Maltas J, Dinh M, Durmaz A, Ellsworth P, Hitomi
M, McClure E, Marusyk A, Kaznatcheev A, Scott JG. 2022. Measuring

competitive exclusion in non&#x2013;small cell lung cancer. Sci. Adv 8

(26):eabm7212. doi:10.1126/sciadv.abm7212.

25. Zhang J, Cunningham JJ, Brown JS, Gatenby RA. 2017. Integrating
evolutionary dynamics into treatment of metastatic castrate-resistant

prostate cancer. Nat. communications 8 (1):1–9.

26. Wölfl B, te Rietmole H, Salvioli M, Kaznatcheev A, Thuijsman F,
Brown JS, Burgering B, Staňková K. 2021. The contribution of evo-

lutionary game theory to understanding and treating cancer. Dyn.

Games Appl p 1–30.

27. Dujon AM, Aktipis A, Alix-Panabières C, Amend SR, Boddy AM,
Brown JS, Capp Jp, DeGregori J, Ewald P, Gatenby R, et al.. 2021.
Identifying key questions in the ecology and evolution of cancer. Evol.

applications 14 (4):877–892.

28. SharmaA,Wood KB. 2021. Spatial segregation and cooperation in ra-
dially expanding microbial colonies under antibiotic stress. The ISME

journal 15 (10):3019–3033.

29. Basanta D, Scott JG, Fishman MN, Ayala G, Hayward SW, Ander-
son AR. 2012. Investigating prostate cancer tumour–stroma interac-

tions: clinical and biological insights from an evolutionary game. Br.

journal cancer 106 (1):174–181.

30. Basanta D, Gatenby RA, Anderson AR. 2012. Exploiting evolution to
treat drug resistance: combination therapy and the double bind. Mol.

pharmaceutics 9 (4):914–921.

31. Korolev KS, Xavier JB, Gore J. 2014. Turning ecology and evolution

against cancer. Nat. Rev. Cancer 14 (5):371–380.

32. Gore J, Youk H, Van Oudenaarden A. 2009. Snowdrift game dynam-

ics and facultative cheating in yeast. Nature 459 (7244):253–256.

33. Nichol D, Jeavons P, Fletcher AG, Bonomo RA, Maini PK, Paul JL,
Gatenby RA, Anderson AR, Scott JG. 2015. Steering evolution with se-
quential therapy to prevent the emergence of bacterial antibiotic resis-

tance. PLoS computational biology 11 (9):e1004493.

34. Maltas J, McNally DM, Wood KB. 2021. Evolution in alternating en-

vironments with tunable interlandscape correlations. Evolution 75

(1):10–24.

35. IramS, Dolson E, Chiel J, Pelesko J, KrishnanN, GüngörÖ, Kuznets-
SpeckB, Deffner S, Ilker E, Scott JG, et al.. 2021. Controlling the speed
and trajectory of evolution with counterdiabatic driving. Nat. Phys 17

(1):135–142.

36. Torella JP, Chait R, Kishony R. 2010. Optimal drug synergy in antimi-

crobial treatments. PLoS computational biology 6 (6):e1000796.

37. Hegreness M, Shoresh N, Damian D, Hartl D, Kishony R. 2008. Ac-
celerated evolution of resistance inmultidrug environments. Proc. Natl.

Acad. Sci 105 (37):13977–13981.

38. Dean Z, Maltas J, Wood KB. 2020. Antibiotic interactions shape

short-term evolution of resistance in E. faecalis. PLoS pathogens 16

(3):e1008278.

39. Anderson GR, Winter PS, Lin KH, Nussbaum DP, Cakir M, Stein
EM, Soderquist RS, Crawford L, Leeds JC, Newcomb R, et al.. 2017. A
landscape of therapeutic cooperativity in KRASmutant cancers reveals

principles for controlling tumor evolution. Cell reports 20 (4):999–1015.

40. Gjini E,Wood KB. 2021. Price equation captures the role of drug inter-
actions and collateral effects in the evolution of multidrug resistance.

Elife 10:e64851.

41. KoronaR,Nakatsu CH, Forney LJ, Lenski RE. 1994. Evidence formul-

tiple adaptive peaks from populations of bacteria evolving in a struc-

tured habitat. Proc. Natl. Acad. Sci 91 (19):9037–9041.

42. Zhang Q, Lambert G, Liao D, Kim H, Robin K, Tung Ck, Pourmand
N, Austin RH. 2011. Acceleration of emergence of bacterial antibiotic

resistance in connected microenvironments. Science 333 (6050):1764–

1767.

43. Waddell JN, Sander LM, Doering CR. 2010. Demographic stochastic-

ity versus spatial variation in the competition between fast and slow

dispersers. Theor. population biology 77 (4):279–286.

44. Lin YT, Kim H, Doering CR. Feb 2015. Demographic stochasticity and

evolution of dispersion II: Spatially inhomogeneous environments. J.

Math. Biol 70 (3):679–707. doi:10.1007/s00285-014-0756-0.

45. Fu F, Nowak MA, Bonhoeffer S. 2015. Spatial heterogeneity in drug
concentrations can facilitate the emergence of resistance to cancer

therapy. PLoS Comput. Biol 11 (3):e1004142.

18

.CC-BY-NC 4.0 International licenseavailable under a
was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprint (whichthis version posted July 3, 2022. ; https://doi.org/10.1101/2022.07.01.498458doi: bioRxiv preprint 

https://doi.org/10.1101/2021.12.19.473361
https://doi.org/10.1126/sciadv.abm7212
https://doi.org/10.1007/s00285-014-0756-0
https://doi.org/10.1101/2022.07.01.498458
http://creativecommons.org/licenses/by-nc/4.0/


Drug dependence in cancer exploited with drug holidays

46. Baym M, Lieberman TD, Kelsic ED, Chait R, Gross R, Yelin I,
Kishony R. 2016. Spatiotemporal microbial evolution on antibiotic

landscapes. Science 353 (6304):1147–1151.

47. Greulich P, Waclaw B, Allen RJ. 2012. Mutational pathway deter-

mines whether drug gradients accelerate evolution of drug-resistant

cells. Phys. Rev. Lett 109 (8):088101.

48. De JongMG,Wood KB. 2018. Tuning spatial profiles of selection pres-
sure to modulate the evolution of drug resistance. Phys. review letters

120 (23):238102.

49. Wang S, Dai L. 2019. Evolving generalists in switching rugged land-

scapes. PLOS Comput. Biol 15 (10):e1007320.

50. Sachdeva V, Husain K, Sheng J, Wang S, Murugan A. 2020. Tuning
environmental timescales to evolve and maintain generalists. Proc.

Natl. Acad. Sci 117 (23):12693–12699.

51. Mayer A, Mora T, Rivoire O, Walczak AM. 2017. Transitions in op-

timal adaptive strategies for populations in fluctuating environments.

Phys. Rev. E 96 (3):032412.

52. Yoshida M, Reyes SG, Tsudo S, Horinouchi T, Furusawa C, Cronin
L. 2017. Time-programmable dosing allows themanipulation, suppres-

sion and reversal of antibiotic drug resistance in vitro. Nat. Commun

8.

53. Fuentes-Hernandez A, Plucain J, Gori F, Pena-Miller R, Reding C,
Jansen G, Schulenburg H, Gudelj I, Beardmore R. 2015. Using a se-
quential regimen to eliminate bacteria at sublethal antibiotic dosages.

PLoS biology 13 (4):e1002104.

54. Roemhild R, Barbosa C, Beardmore RE, Jansen G, Schulenburg H.
2015. Temporal variation in antibiotic environments slows down resis-

tance evolution in pathogenic Pseudomonas aeruginosa. Evol. applica-

tions 8 (10):945–955.

55. Roemhild R, Gokhale CS, Dirksen P, Blake C, Rosenstiel P,
Traulsen A, Andersson DI, Schulenburg H. 2018. Cellular hysteresis
as a principle to maximize the efficacy of antibiotic therapy. Proc. Natl.

Acad. Sci 115 (39):9767–9772.

56. Tan L, Gore J. 2012. Slowly switching between environments facili-

tates reverse evolution in small populations. Evolution 66 (10):3144–

3154. doi:10.1111/j.1558-5646.2012.01680.x.

57. Kashtan N, Noor E, Alon U. 2007. Varying environments can speed

up evolution. Proc. Natl. Acad. Sci 104 (34):13711–13716. doi:

10.1073/pnas.0611630104.

58. Amaral T, Meraz-Torres F, Garbe C. 2017. Immunotherapy in man-

aging metastatic melanoma: which treatment when? Expert. Opin. on

Biol. Ther 17 (12):1523–1538.

59. Indini A, Roila F, Gueli R, Grossi F, Mandalà M. 2022. Targeted ther-

apy for advanced cutaneous melanoma. Oncol. Clin. Pract .

60. Stagno A, Vari S, Annovazzi A, Anelli V, Russillo M, Cognetti F, Fer-
raresi V. 2021. Case Report: Rechallenge with BRAF andMEK inhibitors

in metastatic melanoma: A further therapeutic option in salvage set-

ting? Front. Oncol p 993.

61. Farnsworth DA, Inoue Y, Johnson FD, de Rappard-Yuswack G, Lu
D, Shi R, Somwar R, Ladanyi M, Unni AM, LockwoodWW. 2022. MEK

inhibitor resistance in lung cancer cells associatedwith addiction to sus-

tained ERK suppression. bioRxiv .

62. Gonzalez-Cao M, Mayo de las Casas C, Oramas J, Berciano-
Guerrero MA, de la Cruz L, Cerezuela P, Arance A, Muñoz-Couselo
E, Espinosa E, Puertolas T, et al.. 2021. Intermittent BRAF inhibition in

advanced BRAF mutated melanoma results of a phase II randomized

trial. Nat. communications 12 (1):1–6.

63. Suda K, Tomizawa K, OsadaH,Maehara Y, Yatabe Y, Sekido Y,Mit-
sudomi T. 2012. Conversion from the “oncogene addiction” to “drug

addiction” by intensive inhibition of the EGFR and MET in lung cancer

with activating EGFR mutation. Lung Cancer 76 (3):292–299.

64. Sun C, Wang L, Huang S, Heynen GJ, Prahallad A, Robert C, Haa-
nen J, Blank C, Wesseling J, Willems SM, et al.. 2014. Reversible and
adaptive resistance to BRAF (V600E) inhibition in melanoma. Nature

508 (7494):118–122.

65. Moriceau G, Hugo W, Hong A, Shi H, Kong X, Clarissa CY, Koya RC,
Samatar AA, Khanlou N, Braun J, et al.. 2015. Tunable-combinatorial

mechanisms of acquired resistance limit the efficacy of BRAF/MEK co-

targeting but result inmelanomadrug addiction. Cancer cell 27 (2):240–

256.

66. Thakur MD, Salangsang F, Landman AS, Sellers WR, Pryer NK,
Levesque MP, Dummer R, McMahon M, Stuart DD. 2013. Modelling

vemurafenib resistance in melanoma reveals a strategy to forestall

drug resistance. Nature 494 (7436):251–255.

67. Seifert H, Fisher R,Martin-Liberal J, Edmonds K, Hughes P, Khabra
K, Gore M, Larkin J. 2016. Prognostic markers and tumour growth ki-

netics in melanoma patients progressing on vemurafenib. Melanoma

research 26 (2):138–144.

68. Dietrich S, Hüllein J, Hundemer M, Lehners N, Jethwa A, Capper
D, Acker T, Garvalov BK, Andrulis M, Blume C, et al.. 2013. Contin-
ued response off treatment after BRAF inhibition in refractory hairy cell

leukemia. J. clinical oncology: official journal Am. Soc. Clin. Oncol 31

(19):e300–3.

69. Dooley AJ, Gupta A,MiddletonMR. 2016. Ongoing response in BRAF
V600E-mutant melanoma after cessation of intermittent vemurafenib

therapy: a case report. Target. oncology 11 (4):557–563.

70. Kavran AJ, Stuart SA, Hayashi KR, Basken JM, Brandhuber BJ, Ahn
NG. 2022. Intermittent treatment of BRAFV600Emelanoma cells delays

resistance by adaptive resensitization to drug rechallenge. Proc. Natl.

Acad. Sci 119 (12):e2113535119.

71. Kong X, Kuilman T, Shahrabi A, Boshuizen J, Kemper K, Song JY,
Niessen HW, Rozeman EA, FoppenMHG, Blank CU, et al.. 2017. Can-
cer drug addiction is relayed by an ERK2-dependent phenotype switch.

Nature 550 (7675):270–274.

72. Hong A, Moriceau G, Sun L, Lomeli S, Piva M, Damoiseaux R, Hol-
men SL, SharplessNE,HugoW, LoRS. 2018. ExploitingDrug Addiction
Mechanisms to Select against MAPKi-Resistant MelanomaA Synthetic

Lethality Underlying MAPKi Addiction in Melanoma. Cancer discovery

8 (1):74–93.

73. Childs BG, Baker DJ, Kirkland JL, Campisi J, Van Deursen JM.

2014. Senescence and apoptosis: dueling or complementary cell fates?

EMBO reports 15 (11):1139–1153.

74. Morton JP, Timpson P, Karim SA, Ridgway RA, Athineos D, Doyle
B, Jamieson NB, Oien KA, Lowy AM, Brunton VG, et al.. 2010. Mu-

tant p53 drives metastasis and overcomes growth arrest/senescence

in pancreatic cancer. Proc. Natl. Acad. Sci 107 (1):246–251.

75. Martz CA, Ottina KA, Singleton KR, Jasper JS, Wardell SE, Peraza-
Penton A, Anderson GR, Winter PS, Wang T, Alley HM, et al.. 2014.
Systematic identification of signaling pathways with potential to confer

anticancer drug resistance. Sci. signaling 7 (357):ra121–ra121.

76. Singleton KR, Hinz TK, Kleczko EK, Marek LA, Kwak J, Harp T, Kim
J, Tan AC, Heasley LE. 2015. Kinome RNAi screens reveal synergistic

targeting of MTOR and FGFR1 pathways for treatment of lung cancer

and HNSCC. Cancer research 75 (20):4398–4406.

19

.CC-BY-NC 4.0 International licenseavailable under a
was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprint (whichthis version posted July 3, 2022. ; https://doi.org/10.1101/2022.07.01.498458doi: bioRxiv preprint 

https://doi.org/10.1111/j.1558-5646.2012.01680.x
https://doi.org/10.1073/pnas.0611630104
https://doi.org/10.1101/2022.07.01.498458
http://creativecommons.org/licenses/by-nc/4.0/

	Introduction
	Results
	A subset of BRAFi-resistant, BRAF mutant melanoma cell lines exhibit dependence on the selecting drug.
	The dependency response is associated with senescence and quiescence, not apoptosis.
	Blocking senescence partially prevents the dependency phenotype.
	In dependent cell lines, overexpressed EGFR drives increased phospho-ERK and senescence on drug withdrawal.
	Drug holidays can minimize growth when resistance is drug dependent.
	The optimal schedule is dependent on the treatment length
	The addition of non-dependent resistant cells does not change the optimal treatment schedule.
	Adaptive therapy based on total population size can approximate optimal holiday schedules

	Discussion
	Materials and Methods
	Cell lines
	Chemicals
	GI50 assay
	Immunoblotting
	Lentivirus preparation and DNA constructs
	In vitro adaption of inhibitor resistant cells
	Clonogenic growth assay
	Annexin V apoptosis assay
	Cell cycle analysis
	Senescence-associated -galactasidase assay
	Growth rate calculation
	Drug scheduling assay
	Statistics
	``Blind'' adaptive therapy algorithm

	Acknowledgments

