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ABSTRACT We describe here a new approach to marker recycling, a controlled se-
quence of steps in which a genetic marker is selected and then lost. Marker recy-
cling is important for genetic manipulation, because it allows a single selection
marker to be used repeatedly. Our approach relies upon the ability of the CRISPR-
Cas9 system to make a targeted double-strand break in DNA and the expectation
that a double-strand break within a selection marker may promote recombina-
tion between directly repeated sequences that flank the marker. We call the ap-
proach CRISPR-Cas9-induced marker excision (CRIME). We tested the utility of
this approach with the fungal pathogen Candida albicans, which is typically dip-
loid. We used two selection markers, modified to include flanking direct repeats.
In a proof-of-principle study, we created successive homozygous deletions in
three genes through use of the two markers and had one of the markers avail-
able in the final strain for further selection and recycling. This strategy will accel-
erate the creation of multiple-mutant strains in C. albicans. CRISPR-Cas9 systems
have been applied to many organisms, so the genetic design principles de-
scribed here may be broadly applicable.

IMPORTANCE It is critical to be able to alter genes in order to elucidate their func-
tions. These alterations often rely upon markers that allow selection for a rare cell in
a population that has incorporated a piece of DNA. The number of alterations that
can be accomplished is thus limited by the number of selection markers that are
available. This limitation is circumvented by marker recycling strategies, in which a
marker is eliminated after its initial use. Then, the marker can be used again. In this
report, we describe a new marker recycling strategy that is enabled by recently de-
veloped CRISPR-Cas9 technology.
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Engineered genetic manipulations almost always require selection markers, and for
many organisms only a few markers are useful. The spectrum of selection markers

may be limited by an organism’s intrinsic resistance to drugs, the complexity of
medium formulations, phenotypic impact of a growth requirement, or other factors.
Therefore, it is helpful to be able to use a single selection marker repeatedly. The
repeated use of the same marker for genetic constructs that are integrated stably in the
genome is achieved through an approach called marker recycling, in which a strategy
to promote or detect loss of a marker can be applied after the initial selection for the
marker.

Marker recycling has been achieved through two general approaches: positive/
negative selection or recombinase-promoted excision. In the positive/negative selec-
tion approach, a marker cassette is used that permits growth under one condition and
prevents growth under another condition. The cassette includes flanking directly
repeated sequences that allow low-frequency homologous recombination events to
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excise the marker, leaving behind one copy of the repeated sequence. This approach
was popularized with the development of the “Ura-blaster” for Saccharomyces cerevi-
siae, which was rapidly adapted for use in other fungi (1, 2). In the recombinase-
promoted excision approach, the marker cassette includes both a selection marker and
an inducible site-specific recombinase gene. Target sites for the recombinase lie at the
ends of the cassette, so that induction of the recombinase causes high-frequency
excision of the marker cassette. In essence, the activity of the recombinase increases the
cassette excision rate sufficiently so that no selection against the marker cassette is
necessary to detect loss events. This approach was popularized with the development
of the “SAT1 flipper” in Candida albicans (3) and is related to the Cre-lox system, which
is used to create conditional knockouts in mice (4).

Here, we present a marker recycling approach that builds upon CRISPR-Cas9 sys-
tems. These systems use a programmable nuclease to make a targeted double-strand
break in DNA (5). Targeting is accomplished by base-pairing between one genomic
DNA strand and the single-guide RNA (sgRNA) that is complexed with the Cas9
nuclease (5, 6). An investigator can choose the site at which a double-strand break will
be induced by designing an appropriate sgRNA. We applied our approach to the fungal
pathogen C. albicans for proof of principle. C. albicans is extremely important clinically
(7) and presents challenging genetics because it is naturally diploid and lacks a
complete sexual cycle (8). In most cases, a recessive loss-of-function mutation must be
homozygous in order to manifest a prominent phenotype, so gene function analysis in
this organism has typically required at least two successive transformations. The
creation of homozygous mutants was accelerated dramatically through the work of
Vyas et al., who developed a CRISPR-Cas system for C. albicans (9). They showed that
homozygous mutations in one or even several genes could be created in a single
transformation. We previously modified their system to create complete gene deletion
mutations, and we found that the genes specifying Cas9 and the sgRNA could be
introduced into cells transiently and without direct selection (10). The marker recycling
approach we describe here was tested specifically in C. albicans and is based upon the
general properties of CRISPR-Cas9 systems and the native recombination and repair
machinery of the cell. Because CRISPR-Cas9 systems have been deployed in a broad
spectrum of organisms, we believe that our marker recycling strategy may be generally
useful.

RESULTS
Rationale for CRISPR-Cas9-induced marker excision. A double-strand break in a

genomic region flanked by directly repeated sequences should yield a deletion that
fuses the flanking repeats (Fig. 1). This expectation is founded on the pioneering study
by Sugawara and Haber of break-induced recombination (11). We reasoned that this
recombination process should allow loss, through excision, of any selection marker.
Moreover, if a cell was homozygous for the entire region depicted, then both alleles
could undergo the same recombination process, provided that both alleles were
subjected to a double-strand break.

Such marker excision events could be implemented with the use of CRISPR-Cas9 to
create a marker recycling system. Consider that an investigator seeks to make a
C. albicans strain with homozygous deletion mutations in three genes—YFG1, YFG2,
and YFG3—and can use only two selection markers, M1 and M2. The specific marker
cassettes would include flanking direct repeats, and we would call the cassettes rM1r
and rM2r. The construction of the homozygous triple mutant could be accomplished in
three successive transformations (Fig. 2). In the first transformation, the YFG1 gene is
replaced with yfg1�::rM1r at both alleles. Biallelic replacement is accomplished by
including in the transformation mix the genes that specify Cas9 and a YFG1-targeting
sgRNA along with the yfg1�::rM1r repair template. The second transformation is carried
out with the strain that resulted from the first transformation. In the second transfor-
mation, the YFG2 gene is replaced with yfg2�::rM2r at both alleles; in addition, the rM1r
marker is excised to leave behind yfg1�::r at both yfg1� alleles. These two biallelic
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events are accomplished by including in the transformation mix the genes that specify
Cas9, a YFG2-targeting sgRNA, and an M1-targeting sgRNA, along with the yfg2�::rM2r
repair template. Hence, the resulting strain lacks the M1 marker, so that the marker can
be used for selection again. This strain is used for the third transformation. In the third
transformation, the YFG3 gene is replaced with yfg3�::rM1r at both alleles; in addition,
the rM2r marker is excised to leave behind yfg2�::r at both yfg2� alleles. These two
biallelic events are accomplished analogously to those of the second transformation.
Specifically, the transformation mix includes genes that specify Cas9, a YFG3-targeting
sgRNA, and an M2-targeting sgRNA, along with the yfg3�::rM1r repair template. These
three transformations yield a yfg1 yfg2 yfg3 homozygous triple-deletion mutant that
carries the M1 marker but lacks the M2 marker, so that the M2 marker can be used for
selection again. We refer to each marker excision step (the conversion of rM1r to r, or
the conversion of rM2r to r) as CRISPR-Cas9-induced marker excision, which we abbre-
viate CRIME.

Application of CRIME. To see whether CRIME works in practice, we set out to create
a homozygous ume6� brg1� bcr1� triple mutant. Each of the genes chosen for deletion
is a positive regulator of filamentation and biofilm formation (12–14). We used the
popular strain SN152, which is homozygous for the mutations his1Δ and leu2Δ (15). (It
is also homozygous for arg4Δ, but we did not use the ARG4 gene in our studies.) The
yfg�::rMr repair templates comprised two overlapping PCR products (each with a single
“r” repeat sequence, to create a split-marker template [16], as detailed in Materials and
Methods). (Note that our split-marker transformations include two overlapping frag-
ments of the repair template, and their final assembly requires cellular recombination
machinery.) There were different flanking repeat sequences for r1HIS1r1 and r2LEU2r2,
in order to minimize the possibility of recombinational interaction between the cas-
settes. The r1HIS1r1 marker included flanking repeats of 360 bp derived from the vector
pRS424 (17). The r2LEU2r2 marker included flanking repeats of 252 bp derived from the
vector YEp24 (18). These materials allowed us to carry out the triple-mutant strain
construction outlined above.

In construction 1, we created a homozygous ume6�::r1HIS1r1 mutant (Table 1). All
transformations included the gene specifying Cas9. Inclusion of the split-marker tem-
plate yielded His� transformants (compare transformations 1 and 2 in Table 1). Inclu-
sion of a UME6-targeting sgRNA increased the recovery of selected His� transformants
considerably (compare transformations 2 and 3 in Table 1), as expected if the Cas9-

A   B   C   Repeat         Marker         Repeat   D   E   F

A   B   C   Repeat   D   E   F

Double strand break

Repair

FIG 1 Break-induced marker excision concept. A selection marker is flanked by directly repeated
sequences (blue arrows) in the genomic region designated “A B C D E F” (top line). A double-strand break
within the marker (second line) results in a recombination event between the repeats (third line) that,
when resolved, deletes the marker (fourth line). This type of excision reaction was shown to occur
in vivo in S. cerevisiae by Sugawara and Haber (11). Mechanistically, the recombination event may
occur through the single-strand annealing pathway, the microhomology-mediated end-joining
pathway, or other homology-promoted repair events (21). A textbook-style crossover is depicted for
simplicity of visualization.
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sgRNA complex were functional. PCR genotyping (Fig. 3A) showed that 4 out of 10
transformants tested were homozygous for the ume6�::r1HIS1r1 mutation (Fig. 3B,
isolates 1, 2, 9, and 10). This frequency of homozygous marked deletion mutants was
similar to what we found previously (10).
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FIG 2 Strategy for marker recycling through CRISPR-Cas9-induced marker excision. Consider a situation in which an
investigator seeks to make a C. albicans strain with homozygous deletion mutations in three genes—YFG1, YFG2, and
YFG3—using only two selection markers, M1 and M2. The marker cassettes, modified to include flanking direct repeats,
are designated rM1r and rM2r. The three YFG genes are shown on separate blue, red, and violet chromosomes. The
construction is carried out with only three transformations. For transformation 1, first a homozygous yfg1Δ::rM1r mutant
is created through transformation of the strain with a yfg1Δ::rM1r PCR product, an sgRNA gene that targets YFG1, and
a CAS9 gene. The M1� phenotype is selected. For transformation 2, after genotyping, a homozygous yfg1Δ::rM1r mutant
is chosen and transformed to create a homozygous yfg2Δ::rM2r mutation. The transformation mix includes a yfg2Δ::rM2r
PCR product, an sgRNA gene that targets YFG2, and a CAS9 gene. In addition, in order to eliminate the M1 marker by
recombination between flanking repeats, an sgRNA gene that targets M1 itself is also included. For this transformation,
the M2� phenotype is selected. Among M2� transformants, some are M1�. The M1� transformants are genotyped to
identify homozygous yfg2Δ::rM2r mutants. In addition, PCR genotyping is used to verify that yfg1Δ::r is homozygous,
marked only with a repeat sequence and not with the entire M1 marker. For transformation 3, a strain homozygous for
yfg1Δ::r yfg2Δ::rM2r is chosen, and the strain is transformed to create a homozygous yfg3Δ::rM1r mutation. The
transformation mix includes a yfg3Δ::rM1r PCR product, an sgRNA gene that targets YFG3, and a CAS9 gene. In addition,
in order to eliminate the M2 marker by recombination between flanking repeats, an sgRNA gene that targets M2 itself
is also included. For this transformation, the M1� phenotype is selected once again, just as it was in the initial
transformation. Among M1� transformants, some are M2�. The M2� transformants are genotyped to identify homozy-
gous yfg3Δ::rM1r mutants. In addition, PCR genotyping is used to verify that yfg2Δ::r is homozygous, marked only with
a repeat sequence and not with the entire M2 marker.

TABLE 1 Transformation outcomes

Construct
Transformation
no.a

Recipient
strainb

Introduced gene
No. of transformants
recovered

sgRNA1 sgRNA2
Split-marker
repair template Total His� Leu�

UME6 deletion 1 SN152 0 0 0 0
2 SN152 0 0 ume6�::r1HIS1r1 39
3 SN152 UME6 (1 �g) 0 ume6�::r1HIS1r1 333

BRG1 deletion and HIS1 excision
in ume6�::r1HIS1r1

4 MH101 0 0 0 0
5 MH101 0 0 brg1�::r2LEU2r2 12
6 MH101 BRG1 (1 �g) 0 brg1�::r2LEU2r2 1,120 0
7 MH101 BRG1 (1 �g) HIS1 (1 �g) brg1�::r2LEU2r2 564 22
8 MH101 BRG1 (1 �g) HIS1 (3 �g) brg1�::r2LEU2r2 276 42
9 MH101 BRG1 (1 �g) HIS1 (9 �g) brg1�::r2LEU2r2 156 30

BCR1 deletion and LEU2 excision
in ume6�::r1 brg1�::r2LEU2r2

10 MH110 0 0 0 0
11 MH110 0 0 bcr1�::r1HIS1r1 26
12 MH110 BCR1 (1 �g) 0 bcr1�::r1HIS1r1 134 0
13 MH110 BCR1 (1 �g) LEU2 (1 �g) bcr1�::r1HIS1r1 47 22

aAll transformations included a CAS9 gene, following the method of Min et al. (10). Approximate amounts of each PCR product in a typical transformation were the
following (unless otherwise stated within the table): CAS9, 1 �g; sgRNA1, 1 �g; sgRNA2, 1 �g; split-marker cassette A, 1.5 �g; split marker cassette B, 1.5 �g.

bAll strains are of genotype his1�/his1� leu2�/leu2� arg4�/arg4�. MH101 has the additional genotype ume6�::r1HIS1r1/ume6�::r1HIS1r1. MH110 has the additional genotype
ume6�::r1/ume6�::r1 brg1�::r2LEU2r2/brg1�::r2LEU2r2, in which the ume6�::r1 allele is marked only with one copy of the flanking repeat from the r1HIS1r1 marker cassette.
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In construction 2, we used an ume6�::r1HIS1r1 homozygous strain as a recipient to
introduce a homozygous brg1�::r2LEU2r2 mutation and simultaneously used CRIME to
convert the ume6�::r1HIS1r1 alleles to ume6�::r1 alleles. With a split-marker repair
template, inclusion of a BRG1-targeting sgRNA increased the recovery of selected Leu�

transformants (compare transformations 5 and 6 in Table 1). Inclusion of an additional
HIS1-targeting sgRNA resulted in 4 to 19% of the Leu� transformants being His�,

FIG 3 PCR genotype analysis. (A) Primer pairs for detection of deletion alleles. The designation YFG refers to any of the genes UME6, BRG1, or BCR1. The
designation yfgΔ::rMr refers to any of the deletion alleles ume6�::r1HIS1r1, brg1�::r2LEU2r2, or bcr1�::r1HIS1r1. Primer 1 anneals to a region flanking the YFG
gene; primer 2 anneals to a region internal to yfg�::rMr and absent from YFG; primer 3 anneals to a region internal to YFG and absent from yfg�::rMr. (B) Primer
1, UME6 Check/F; primer 2, HIS1 Check int/R; primer 3, UME6 Check int/R. Genotype assays were performed for 10 His� transformants from transformation 3
with primers for UME6 alleles. Transformants 1, 2, 9, and 10 yielded PCR products with primers 1 and 2, but not with 1 and 3, as expected for homozygous
ume6�::r1HIS1r1 mutants. Transformants 4 to 8 yielded PCR products with primers 1 and 2 and with 1 and 3, as expected for heterozygous UME6/ume6�::
r1HIS1r1 mutants. (C) Primer 1, BRG1 Check/F; primer 2, LEU2 check int/R; primer 3, BRG1 Check int/R. Genotype assays were performed for 14 Leu� His�

transformants from transformation 9 with primers for BRG1 alleles. Transformants 1 to 9, 11, 12, and 14 yielded PCR products with primers 1 and 2 but not with
1 and 3, as expected for homozygous brg1�::r2LEU2r2 mutants. Transformant 10 yielded PCR products expected for a heterozygous mutant. Transformant 13
yielded a PCR product indicative of a genetic rearrangement. The parent strain (lane P) was included as a control. (D) Primer 1, BCR1 Check/F; primer 2, HIS1
Check int/R; primer 3, BCR1 Check int/R. Genotype assays were performed for 12 His� Leu� transformants from transformation 13 with primers for BCR1 alleles.
Transformants 3 to 6 and 8 to 10 yielded PCR products as expected for homozygous bcr1�::r1HIS1r1 mutants. Transformants 1, 2, 7, 11, and 12 yielded PCR
products expected for heterozygous mutants. The parent strain (lane P) was included as a control. (E) Primer pairs for detection of marker loss. The designation
yfgΔ::r refers to any of the deletion alleles that have lost the selection marker by recombination between repeats, including ume6�::r1 or brg1�::r2. The
designation yfgΔ::rmr refers to any of the deletion alleles that have lost a functional marker by a mutation at or near the Cas9-sgRNA cleavage site (represented
by the red line segment), which would be designated ume6�::r1his1r1 or brg1�::r2leu2r2. Primer 1 anneals to a region flanking the YFG gene; primer 2 anneals
to a region internal to yfg�::rmr; primer 4 anneals to a region flanking the YFG gene on the opposite side from primer 1. (F) Primer 1, UME6 Check/F; primer
2, HIS1 Check int/R; primer 4, UME6 Check down/R. Genotype assays were performed for 14 Leu� His� transformants from transformation 9 with primers for
UME6 alleles. These transformants were the same ones analyzed in panel C. Transformants 1 to 13 yielded PCR products with primers 1 and 4 but not with 1
and 2, as expected for homozygous ume6�::r1 mutants. Transformant 14 yielded PCR products expected for a homozygous ume6�::r1his1r1 mutant. The parent
strain (lane P) was included as a control. The single asterisks mark a minor PCR product that was expected from repeat annealing in the r1his1r1 and r1HIS1r1
cassettes (16). (G) Primer 1, BRG1 Check/F; primer 2, LEU2 check int/R; primer 4, BRG1 Check down/R. Genotype assays were performed for 12 His� Leu�

transformants from transformation 13 with primers for BRG1 alleles. These transformants were the same ones analyzed in panel D. Transformants 1 and 3 to
12 yielded PCR products expected for homozygous brg1�::r2 mutants. Transformant 2 yielded PCR products expected for a heterozygous brg1�::r2/brg1�::
r2leu2r2 mutant. The parent strain (lane P) was included as a control. The single asterisk marks a minor PCR product that was expected from repeat annealing
in the r2leu2r2 and r2LEU2r2 cassettes (16). The double asterisk marks the PCR product expected for the brg1�::r2leu2r2 allele, which was diminished in yield
due to the presence of the smaller PCR product from the brg1�::r2 allele.
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depending upon the amount of the HIS1 sgRNA gene (compare transformations 7 to 9
in Table 1). PCR genotyping (Fig. 3E) indicated that 13 of 14 His� transformants tested
were homozygous for a single repeat sequence marking the ume6�::r1 alleles (Fig. 3F,
isolates 1 to 13). In addition, 12 of 14 His� transformants tested were homozygous for
the brg1�::r2LEU2r2 mutation (Fig. 3C, isolates 1 to 9, 11, 12, and 14). The results with
this construction showed that CRIME allows recycling of the r1HIS1r1 marker cassette.

In construction 3, we used an ume6�::r1 brg1�::r2LEU2r2 homozygous double-
mutant strain as a recipient to introduce a homozygous bcr1�::r1HIS1r1 mutation, and
we simultaneously used CRIME to convert the brg1�::r2LEU2r2 alleles to brg1�::r2
alleles. The r1HIS1r1 cassette we used to select for the bcr1� allele was the same
cassette we used in construction 1 to select for the ume6� allele. Once again, a
split-marker repair template was employed, and inclusion of a BCR1-targeting sgRNA
increased the recovery of selected His� transformants (compare transformations 11 and
12 in Table 1). Inclusion of an additional LEU2-targeting sgRNA resulted in 47% of the
His� transformants being Leu� (transformation 13 in Table 1). PCR genotyping indi-
cated that 11 out of 12 Leu� transformants tested were homozygous for a single repeat
sequence marking the brg1�::r2 alleles (Fig. 3G, isolates 1 and 3 to 12). In addition, 7 out
of 12 Leu� transformants tested were homozygous for the bcr1�::r1HIS1r1 mutation
(Fig. 3D, isolates 3 to 6 and 8 to 10). The results of this construction showed that CRIME
allows recycling of the r2LEU2r2 marker cassette.

DISCUSSION

We have presented a new approach to marker recycling. Marker recycling has
played an important role in genetic manipulation, as illustrated by the hundreds of
citations to previous descriptions of marker recycling approaches (1–3). Use of these
strategies is especially prominent in fungal studies, where the number of selection
markers may be limited (19) and where nutritional requirements can impact diverse
phenotypes. Our CRIME approach is conceptually a hybrid between the positive/
negative selection strategy and the recombinase-promoted excision strategy. Like the
positive/negative selection strategy, CRIME makes use of the cell’s native recombina-
tion and repair machinery to excise the DNA between directly repeated sequences. Like
the recombinase-promoted excision strategy, CRIME makes use of controlled DNA
cleavage events to increase the frequency of recombination in a specific genomic
region. CRIME has one major advantage over the prior strategies: speed. This point is
illustrated by the fact that each construction in Table 1 required just over 1 week from
start to finish, including time for genotyping. In effect, an investigator can use CRIME
to steal a little extra time.

The ability of CRISPR-Cas9 systems to be multiplexed is of critical importance for the
CRIME strategy. Specifically, Cas9 nuclease subunits can interact with multiple different
sgRNAs to target multiple genomic sites for cleavage (9). This multiplexing capability is
exploited by CRIME in use of a single transformation for both the deletion of one gene
and the recycling of the previously used selection marker. One feature we saw
consistently was that inclusion of a second sgRNA reduced the frequency of the
transformant class promoted by the first sgRNA (transformations 6 to 9, 12, and 13 in
Table 1). These results are expected if there is competition between two sgRNAs or their
respective genes. Recognition of the competition phenomenon should prompt inves-
tigators to try a range of sgRNA gene concentrations in multiplexed transformations.

Our detailed method employs transformation mixes that contain only PCR products
and not cloned DNA segments. The approach builds upon the rapid transient CRISPR-
Cas9 approach (10). The use of PCR products saves time compared to cloning-
dependent genetic approaches.

The recombinational marker excision event in CRIME seems to be efficient. In our
two examples (Fig. 3), 13/14 and 11/12 marker loss events occurred through excision
between repeated sequences at both alleles. It is well known that excision between
directly repeated regions of homology can be used for double-strand break repair in
human cells (20) and yeast cells (21). In the yeast S. cerevisiae, the single-strand
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annealing pathway is operative when repeats are 200 bp or longer; the micro-
homology-mediated end-joining pathway is used when repeats are 5 to 25 bp in length
(21). Thus, the simplest hypothesis is that our CRIME system uses the single-strand
annealing pathway. The most important observation in this regard is that small
mutations that inactivate the marker gene were rare in our studies. The efficiency of
marker loss events from CRIME is important in order to reuse a marker cassette to target
a new locus, because extensive homology in the genome might promote integration of
the marker at the mutant alleles created previously.

One feature of CRIME that may be viewed as a weakness compared to other marker
recycling methods is that two markers are required for CRIME and only one is required
for the Ura-blaster and SAT1 flipper approaches. This consideration will have to be
weighed against the time-saving advantage of CRIME in choosing a method to use. A
second consideration, more relevant for other fungi than for C. albicans, is the relative
frequency of marker loss through excision between repeats, as opposed to indels or
more complex rearrangements. The first report of CRISPR-Cas9 usage in Aspergillus
fumigatus presented the startling result that inactivation of a targeted gene was often
accompanied by nonhomologous integration of input DNA, in particular the sgRNA
gene, at the break site (22). Whether this event would still occur predominantly if
flanking repeats were present is unknown. These points illustrate that it is useful to
have a few different approaches for any genetic manipulation, because biology and
technology often have to reach a compromise when mutations are engineered.

One striking observation was that the efficiency of CRISPR-Cas9-promoted integra-
tion seemed to vary widely. Integration of the brg1� construct was more efficient than
that with the ume6� construct, and both were more efficient than with the bcr1�

construct. These transformations are not precisely comparable though, because they
employed different markers and selections, different strains, and different sgRNAs. It
may be useful to compare sgRNA efficiencies under parallel conditions, as has been
done in human cells (see reference 23 for an example), to see if sgRNA design principles
pertinent to C. albicans can be deduced.

When we look toward future genetic studies of C. albicans, we have a recommen-
dation. Our recommendation is that newly created deletion alleles should be made
with repeat-flanked marker cassettes, such as r1HIS1r1 or r2LEU2r2. Many investigators
create double- or triple-mutant strains in which deletion mutations are combined to
provide an appraisal of pathway relationships or functional redundancy. In the past in
our lab, multimutant strain constructions often begin with remaking a single mutant by
using a recyclable marker cassette. If most mutant strains in most labs were initially
made with recyclable cassettes, then it would be unnecessary to remake mutant strains
for genetic interaction studies.

CRISPR-Cas9 systems have been implemented in numerous organisms (9, 22, 24). We
suggest that the CRIME approach to marker recycling may be useful in many organisms
as well. It relies upon general features of CRISPR-Cas9 systems as well native double-
strand break repair machinery, which is highly conserved. Therefore, CRIME seems
poised to be applied to diverse genetic systems.

MATERIALS AND METHODS
Strains and culture conditions. All yeast strains are listed in the Table S1 in the supplemental

material. Strains were grown at 30°C in YPD plus URI (2% Bacto peptone, 2% dextrose, 1% yeast extract,
and 80 �g/ml uridine) with shaking. C. albicans transformants were selected on CSM plates lacking either
histidine or leucine. All strains were saved as frozen stocks at �80°C in 15% glycerol. All transformations
were performed with the lithium acetate transformation method (25) and DNA quantities previously
described (10).

Plasmids and DNA. (i) Overview of partner plasmids for CRIME markers. All primers are listed
in the Table S2 in the supplemental material, along with DNA sequences for plasmids pMH01 to -04.
We utilized a strategy built around split-marker recombination (16) to generate direct repeat-flanked
marker cassettes. Briefly, two plasmids, derived from the same parent, each contain a selectable
marker introduced at different restriction sites (Fig. 4A). PCR products that each contain only
segments of the whole marker are amplified from these partner plasmids (Fig. 4A). One product
contains at its 5= end an 80-bp region of homology to the upstream region of the gene of interest
introduced by a primer. This is followed by the repeat sequence and an incomplete segment of the
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selectable marker (Fig. 4B). The other product contains at its 5= end an incomplete segment of the
selectable marker and the repeat sequence. This is followed by an 80-bp region of homology to the
downstream region of the gene of interest introduced by another primer (Fig. 4B). The two
amplicons reconstitute the complete direct repeat-flanked marker in situ via split-marker recombi-
nation following transformation (Fig. 4B).

(ii) Partner plasmids. To construct pMH01 and pMH02, each containing the Candida dubliniensis
HIS1 gene, we used the following methods. An aliquot of 1 �g of pRS424 (17) plasmid DNA was digested
with the restriction enzyme KpnI, which was then heat inactivated. A second aliquot of pRS424 plasmid
DNA was digested with the restriction enzyme SapI, which was then heat inactivated.

To make partner plasmid pMH01 (see Text S1 in the supplemental material for the sequence), a 2.3-kb
fragment containing the Candida dubliniensis HIS1 gene was amplified by PCR from pSN52 (15) using
primers KpnI_pRS424_H�AdapN/F and KpnI_pRS424_H�AdapN/R. Four microliters of the PCR product
was cotransformed with 1 �l of pRS424 cut with KpnI into S. cerevisiae strain BJ8918 (26) to insert the HIS1
gene into pRS424 at the KpnI restriction site via gap repair (Fig. 4A).

To make partner plasmid pMH02 (see Text S1), a 2.3-kb fragment containing the Candida dubliniensis
HIS1 gene was amplified by PCR from pSN52 using primers SapI_pRS424_H�AdapN/F and
SapI_pRS424_H�AdapN/R. Four microliters of the PCR product was cotransformed with 1 �l of pRS424
cut with SapI into strain BJ8918 to insert the HIS1 gene into pRS424 at the SapI restriction site via gap
repair (Fig. 4A).

FIG 4 Cloning of Partner plasmids and amplification of the ume6�::r1HIS1r1 cassette. (A) pMH01 and
pMH02 are derived from pRS424, which contains KpnI and SapI restriction sites. The vector sequence
between these restriction sites becomes the repeat sequence for the ume6�::r1HIS1r1 cassette. This
repeat sequence can be lengthened or shortened through use of different restriction enzymes. (B)
Amplification from pMH01 using primers His1 CRIME/F and UME6-SapI/R; the latter primer contained an
80-bp region of homology to the downstream region of UME6 and generated one of the two halves of
the ume6�::r1HIS1r1 cassette. Amplification from pMH02 using primers His1 CRIME/R and UME6-KpnI/F,
the latter primer containing an 80-bp region of homology to the upstream region of UME6,
generated the other half of the ume6�::r1HIS1r1 cassette. Following transformation, split-marker recom-
bination (16) reconstituted the whole ume6�::r1HIS1r1 cassette, revealing the direct repeat.
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Plasmids were recovered from BJ8918 using the Zymoprep yeast plasmid miniprep II kit.
To construct pMH03 and pMH04 (see Text S1 for sequences), each containing the Candida maltosa

LEU2 gene, we used the following methods. An aliquot of YEp24 (18) was digested with the restriction
enzyme BamHI, followed by heat inactivation. A second aliquot of pRS424 plasmid DNA was digested
with the restriction enzyme SalI, followed by heat inactivation.

To make pMH03, a 2.2-kb fragment containing the Candida maltosa LEU2 gene was amplified by PCR
from pSN40 using primers BamHI_YEp24_H�AdapN/F and BamHI_YEp24_H�AdapN/R. Four microliters
of the PCR product was cotransformed with 1 �l of pRS424 cut with BamHI into strain BJ8918 (26) to
insert the LEU2 gene into YEp24 at the BamHI restriction site via gap repair.

To make pMH04, a 2.2-kb fragment containing the Candida maltosa LEU2 gene was amplified by PCR
from pSN40 using primers SalI_YEp24_H�AdapN/F and SalI_YEp24_H�AdapN/R. Four microliters of the
PCR product was cotransformed with 1 �l of pRS424 cut with SalI into strain BJ8918 to insert the LEU2
gene into YEp24 at the SapI restriction site via gap repair.

Plasmids were again recovered from BJ8918 using the Zymoprep yeast plasmid miniprep II kit.
(iii) CRIME markers. The ume6�::r1HIS1r1 cassette was amplified from pMH01 and pMH02. The aft

product was generated by amplification from pMH01 using primers UME6-SapI/R, which contains an
80-bp segment of homology downstream of UME6, and HIS1 CRIME/F. The fore product was generated
by amplification from pMH02 using primers UME6-KpnI/F, containing 80 bp of homology upstream of
UME6, and HIS1 CRIME/R.

The bcr1�::r1HIS1r1 cassette was amplified from pMH01 and pMH02. The aft product was generated
by amplification from pMH01 using primers BCR1-SapI/R, which contains an 80-bp segment of homology
downstream of BCR1, and UME6-SapI/R. The fore product was generated by amplification from pMH02
using primers BCR1-KpnI/F, containing 80-bp of homology upstream of BCR1, and HIS1 CRIME/R.

The brg1�::r2LEU2r2 cassette was amplified from pMH03 and pMH04. The aft product was generated
by PCR amplification from pMH03 using primers BRG1-SalI/R, containing an 80-bp segment of homology
downstream of BRG1, and LEU2 CRIME/F. The fore product was generated by PCR amplification from
pMH04 using primers BRG1-BamHI/F, containing an 80-bp segment of homology upstream of BRG1, and
LEU2 CRIME/R.

(iv) Other DNA cassettes. The approximately 5-kb CaCas9 cassette containing an ENO1 promoter,
the CaCas9 open reading frame (ORF), and a CYC1 terminator, was amplified from pV1093 (9) using
primers CaCas9/For and CaCas9/Rev. The sgRNA cassettes for UME6, BRG1, BCR1, C. maltosa HIS1, and
C. dubliniensis LEU2 were amplified via split-joint PCR as previously described (10) using primer pairs
UME6-sgRNA/F and UME6-sgRNA/R, BRG1-sgRNA/F and BRG1-sgRNA/R, BCR1-sgRNA/F and BCR1-
sgRNA/R, Cd.HIS1-sgRNA/F and Cd.HIS1-sgRNA/R, and Cm.LEU2-sgRNA/F and Cm.LEU2-sgRNA/R, respec-
tively. The methods, previously described by Min et al. (10), may be summarized as follows: YFG
single-guide RNA sequences were first selected, either from the Candida albicans CRISPR target sequence
database kindly supplied by Vyas et al. (UME6, BRG1, BCR1) (9) or otherwise designed by hand (C. maltosa
HIS1 and C. dubliniensis LEU2) (9). The guide sequence was designed into the YFG-sgRNA/F primer
sequence by removing the NGG PAM sequence and adding our sgRNA scaffold adapter sequence in its
place (i.e., 5=-[YFG target without PAM]-GTTTTAGAGCTAGAAATAGCAAGTTAAA-3’).

The YFG-SNR52/R primer sequence was designed with the reverse complement (i.e., 5=-[reverse
complement]-CAAATTAAAAATAGTTTACGCAAGTC-3=). The promoter region was then amplified via PCR
with primers SNR52/F and YFG-SNR52/R, while the scaffold and terminator regions were amplified via
PCR with primers YFG-sgRNA/F and sgRNA/R. Standard TaKaRa Ex Taq protocols were applied for this
reaction. Products were then purified using the protocols and materials provided in the Thermo Fisher
GeneJet PCR purification kit.

The second round of PCR was roughly modified from the standard TaKaRa Ex Taq protocol. To join
the SNR52 promoter amplicon to the sgRNA scaffold and terminator amplicon, equimolar quantities of
each amplicon (up to 1,000 ng) were combined roughly as follows: 2.5 �l of purified SNR52 promoter
amplicon, 2.5 �l of purified sgRNA amplicon, 2.5 �l of 10� TaKaRa Taq buffer, 2.0 �l of deoxynucleoside
triphosphates, and 0.25 �l of TaKaRa Ex Taq polymerase, with double-distilled water to a total volume of
25 �l.

The second round of PCR ran for 10 cycles with 30 s at melting temperature, 10 min at 58°C to anneal
the two amplicons, and a 5-min elongation phase. One microliter of the second-round PCR product was
then amplified in a third round of PCR with primers SNR52/N and sgRNA/N and using standard protocols.

SUPPLEMENTAL MATERIAL
Supplemental material for this article may be found at https://doi.org/10.1128/

mSphere.00050-17.
TABLE S1, PDF file, 0.02 MB.
TABLE S2, PDF file, 0.02 MB.
TEXT S1, PDF file, 0.03 MB.

ACKNOWLEDGMENTS
We are grateful to Tatyana Aleynikov for expert technical assistance and lab man-

agement, to Fred Lanni for encouragement, and to Katie Lagree and Carol Woolford for
many insightful discussions and very helpful comments on the manuscript.

CRISPR-Cas9-Induced Marker Excision

March/April 2017 Volume 2 Issue 2 e00050-17 msphere.asm.org 9

https://doi.org/10.1128/mSphere.00050-17
https://doi.org/10.1128/mSphere.00050-17
msphere.asm.org


REFERENCES
1. Alani E, Cao L, Kleckner N. 1987. A method for gene disruption that

allows repeated use of URA3 selection in the construction of multiply
disrupted yeast strains. Genetics 116:541–545. https://doi.org/10.1534/
genetics.112.541.test.

2. Fonzi WA, Irwin MY. 1993. Isogenic strain construction and gene map-
ping in Candida albicans. Genetics 134:717–728.

3. Reuß O, Vik A, Kolter R, Morschhäuser J. 2004. The SAT1 flipper, an
optimized tool for gene disruption in Candida albicans. Gene 341:
119 –127. https://doi.org/10.1016/j.gene.2004.06.021.

4. Sauer B, Henderson N. 1988. Site-specific DNA recombination in mam-
malian cells by the Cre recombinase of bacteriophage P1. Proc Natl Acad
Sci U S A 85:5166 –5170. https://doi.org/10.1073/pnas.85.14.5166.

5. Sternberg SH, Doudna JA. 2015. Expanding the biologist’s toolkit with
CRISPR-Cas9. Mol Cell 58:568 –574. https://doi.org/10.1016/j.molcel.2015
.02.032.

6. Jinek M, Chylinski K, Fonfara I, Hauer M, Doudna JA, Charpentier E. 2012.
A programmable dual-RNA-guided DNA endonuclease in adaptive bac-
terial immunity. Science 337:816 – 821. https://doi.org/10.1126/science
.1225829.

7. Brown GD, Denning DW, Gow NAR, Levitz SM, Netea MG, White TC. 2012.
Hidden killers: human fungal infections. Sci Transl Med 4:165rv13.
https://doi.org/10.1126/scitranslmed.3004404.

8. Bennett RJ, Johnson AD. 2005. Mating in Candida albicans and the
search for a sexual cycle. Annu Rev Microbiol 59:233–255. https://doi
.org/10.1146/annurev.micro.59.030804.121310.

9. Vyas VK, Barrasa MI, Fink GR. 2015. A Candida albicans CRISPR system
permits genetic engineering of essential genes and gene families. Sci
Adv 1:e1500248. https://doi.org/10.1126/sciadv.1500248.

10. Min K, Ichikawa Y, Woolford CA, Mitchell AP. 2016. Candida albicans gene
deletion with a transient CRISPR-Cas9 system. mSphere 1:e00130-16.
https://doi.org/10.1128/mSphere.00130-16.

11. Sugawara N, Haber JE. 1992. Characterization of double-strand break-
induced recombination: homology requirements and single-stranded
DNA formation. Mol Cell Biol 12:563–575.

12. Banerjee M, Thompson DS, Lazzell A, Carlisle PL, Pierce C, Monteagudo
C, López-Ribot JL, Kadosh D. 2008. UME6, a novel filament-specific
regulator of Candida albicans hyphal extension and virulence. Mol Biol
Cell 19:1354 –1365. https://doi.org/10.1091/mbc.E07-11-1110.

13. Nobile CJ, Fox EP, Nett JE, Sorrells TR, Mitrovich QM, Hernday AD, Tuch
BB, Andes DR, Johnson AD. 2012. A recently evolved transcriptional
network controls biofilm development in Candida albicans. Cell 148:
126 –138. https://doi.org/10.1016/j.cell.2011.10.048.

14. Nobile CJ, Andes DR, Nett JE, Smith FJ, Yue F, Phan QT, Edwards JE, Filler
SG, Mitchell AP. 2006. Critical role of Bcr1-dependent adhesins in C.
albicans biofilm formation in vitro and in vivo. PLoS Pathog 2:636 – 649.
https://doi.org/10.1371/journal.ppat.0020063.

15. Noble SM, Johnson AD. 2005. Strains and strategies for large-scale gene
deletion studies of the diploid human fungal pathogen Candida albi-
cans. Eukaryot Cell 4:298 –309. https://doi.org/10.1128/EC.4.2.298-309
.2005.

16. de Hoogt R, Luyten WH, Contreras R, De Backer MD. 2000. PCR- and
ligation-mediated synthesis of split-marker cassettes with long flanking
homology regions for gene disruption in Candida albicans. Biotech-
niques 28:1112–1116.

17. Sikorski RS, Hieter P. 1989. A system of shuttle vectors and yeast host
strains designed for efficient manipulation of DNA in Saccharomyces
cerevisiae. Genetics 122:19 –27.

18. Botstein D, Falco SC, Stewart SE, Brennan M, Scherer S, Stinchcomb DT,
Struhl K, Davis RW. 1979. Sterile host yeasts (SHY): a eukaryotic system
of biological containment for recombinant DNA experiments. Gene
8:17–24. https://doi.org/10.1016/0378-1119(79)90004-0.

19. Papon N, Courdavault V, Clastre M, Simkin AJ, Crèche J, Giglioli-Guivarc’h
N. 2012. Deus ex Candida genetics: overcoming the hurdles for the
development of a molecular toolbox in the CTG clade. Microbiology
158:585– 600. https://doi.org/10.1099/mic.0.055244-0.

20. Bae S, Kweon J, Kim HS, Kim J. 2014. Microhomology-based choice of
Cas9 nuclease target sites. Nat Methods 11:705–706. https://doi.org/10
.1038/nmeth.3015.

21. Symington LS, Rothstein R, Lisby M. 2014. Mechanisms and regulation of
mitotic recombination in Saccharomyces cerevisiae. Genetics 198:
795– 835. https://doi.org/10.1534/genetics.114.166140.

22. Fuller KK, Chen S, Loros JJ, Dunlap JC. 2015. Development of the
CRISPR/Cas9 system for targeted gene disruption in Aspergillus fumiga-
tus. Eukaryot Cell 14:1073–1080. https://doi.org/10.1128/EC.00107-15.

23. Wang T, Wei JJ, Sabatini DM, Lander ES. 2014. Genetic screens in human
cells using the CRISPR-Cas9 system. Science 343:80 – 84. https://doi.org/
10.1126/science.1246981.

24. Sander JD, Joung JK. 2014. CRISPR-Cas systems for editing, regulating
and targeting genomes. Nat Biotechnol 32:347–355. https://doi.org/10
.1038/nbt.2842.

25. Walther A, Wendland J. 2003. An improved transformation protocol for
the human fungal pathogen Candida albicans. Curr Genet 42:339 –343.
https://doi.org/10.1007/s00294-002-0349-0.

26. Jones EW, Berget PB, Burnette JM, III, Anderson C, Asafu-Adjei D, Aveti-
sian S, Barrie F, Chen R, Chu B, Conroy S, Conroy S, Dill A, Eimer W, Garrity
D, Greenwood A, Hamilton T, Hucko S, Jackson C, Livesey K, Monaco T,
Onorato C, Otsuka M, Pai S, Schaeffer G, Shung S, Spath S, Stahlman J,
Sweeney B, Wiltrout E, Yurovsky D, Zonneveld A. 2008. The spectrum of
Trp� mutants isolated as 5-fluoroanthranilate-resistant clones in Saccha-
romyces bayanus, S. mikatae and S. paradoxus. Yeast 25:41– 46. https://
doi.org/10.1002/yea.1552.

Huang and Mitchell

March/April 2017 Volume 2 Issue 2 e00050-17 msphere.asm.org 10

https://doi.org/10.1534/genetics.112.541.test
https://doi.org/10.1534/genetics.112.541.test
https://doi.org/10.1016/j.gene.2004.06.021
https://doi.org/10.1073/pnas.85.14.5166
https://doi.org/10.1016/j.molcel.2015.02.032
https://doi.org/10.1016/j.molcel.2015.02.032
https://doi.org/10.1126/science.1225829
https://doi.org/10.1126/science.1225829
https://doi.org/10.1126/scitranslmed.3004404
https://doi.org/10.1146/annurev.micro.59.030804.121310
https://doi.org/10.1146/annurev.micro.59.030804.121310
https://doi.org/10.1126/sciadv.1500248
https://doi.org/10.1128/mSphere.00130-16
https://doi.org/10.1091/mbc.E07-11-1110
https://doi.org/10.1016/j.cell.2011.10.048
https://doi.org/10.1371/journal.ppat.0020063
https://doi.org/10.1128/EC.4.2.298-309.2005
https://doi.org/10.1128/EC.4.2.298-309.2005
https://doi.org/10.1016/0378-1119(79)90004-0
https://doi.org/10.1099/mic.0.055244-0
https://doi.org/10.1038/nmeth.3015
https://doi.org/10.1038/nmeth.3015
https://doi.org/10.1534/genetics.114.166140
https://doi.org/10.1128/EC.00107-15
https://doi.org/10.1126/science.1246981
https://doi.org/10.1126/science.1246981
https://doi.org/10.1038/nbt.2842
https://doi.org/10.1038/nbt.2842
https://doi.org/10.1007/s00294-002-0349-0
https://doi.org/10.1002/yea.1552
https://doi.org/10.1002/yea.1552
msphere.asm.org

	RESULTS
	Rationale for CRISPR-Cas9-induced marker excision. 
	Application of CRIME. 

	DISCUSSION
	MATERIALS AND METHODS
	Strains and culture conditions. 
	Plasmids and DNA. (i) Overview of partner plasmids for CRIME markers. 
	(ii) Partner plasmids. 
	(iii) CRIME markers. 
	(iv) Other DNA cassettes. 

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

