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Abstract

Eukaryotic cells are exquisitely responsive to external and internal cues,
achieving precise control of seemingly diverse growth processes through
a complex interplay of regulatory mechanisms. The budding yeast
Saccharomyces cerevisiae provides a fascinating model of cell growth in its
stress-responsive transition from planktonic single cells to a filamentous
pseudohyphal growth form. During pseudohyphal growth, yeast cells un-
dergo changes in morphology, polarity, and adhesion to form extended and
invasivemulticellular filaments.This pseudohyphal transition has been stud-
ied extensively as a model of conserved signaling pathways regulating cell
growth and for its relevance in understanding the pathogenicity of the re-
lated opportunistic fungus Candida albicans, wherein filamentous growth is
required for virulence. This review highlights the broad gene set enabling
yeast pseudohyphal growth, signaling pathways that regulate this process,
the role and regulation of proteins conferring cell adhesion, and interesting
regulatory mechanisms enabling the pseudohyphal transition.
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Hyphae: highly
extended fungal tubes
with parallel walls and
incomplete septa that
can enable
intercompartmental
cytoplasmic streaming

Pseudohyphae:
surface-spreading and
invasive filaments of
elongated cells that
remain connected after
cell division

Polarisome: a protein
complex that is
important in
determining cell
polarity

INTRODUCTION

As nonmotile microbes, many fungi have evolved dramatic adaptive measures in response to vari-
able nutrient levels and environmental conditions, transitioning from single cells to a scaveng-
ing filamentous form capable of invading semisolid substrates. This dimorphism is evident in the
baker’s yeast Saccharomyces cerevisiae (41). S. cerevisiae reproduces by budding, with most labora-
tory strains growing in a unicellular manner. Approximately 100 years ago, however, workers in
vineyards began to observe the formation of filaments, or branched chains of elongated yeast
cells, upon the inoculation of the yeast into grape juice and upon the completion of primary fer-
mentation without shaking, with the yeast using proline as a primary nitrogen source (47). This
dimorphism in S. cerevisiae has been intensely studied over the past thirty years, predominantly
in the �1278b strain of yeast. Gerry Fink’s laboratory (41) identified the filamentous response
in this genetic background, which had been used previously for analyses of nitrogen assimilation
pathways (13, 46).Nitrogen limitation is an induction mechanism for filamentous growth in yeast,
and, unlike many commonly used laboratory strains,�1278b undergoes a uniform and controlled
transition to this filamentous state (41). The pathways now recognized as filamentous growth reg-
ulators in yeast are highly conserved, and S. cerevisiae has proven to be an informative model of
these signaling networks implicated in cancer and other human diseases. The process of filament
formation in S. cerevisiae is similar to processes of filamentation in the related opportunistic hu-
man fungal pathogen Candida albicans, in which filamentation is required for virulence (44, 84).
Of further significance, the networks regulating filament formation in S. cerevisiae are a complex
and interconnected tapestry,modeling regulatory mechanisms at play in numerous eukaryotic and
metazoan genetic networks.

Filaments in S. cerevisiae consist of elongated cells that remain connected after cell division
and septum formation. The resulting cellular chains superficially resemble the hyphae of filamen-
tous fungi; however, true hyphae contain highly extended parallel walls with a uniformly narrow
morphology and lack of full septal constriction. Pseudohyphal cells in S. cerevisiae are uninucle-
ate, while hyphal tubes can be multinucleate (10, 41, 103). The term pseudohyphae acknowledges
these distinctions between the filamentous growth states.

Relative to yeast-form cells growing vegetatively under conditions of sufficient nutrients, the
pseudohyphal growth mode encompasses changes in cell morphology, cell cycle progression,
cell polarity, cell–cell adhesion, and substrate invasion. Pseudohyphal cells are elongated and
routinely exhibit a maximum length to maximum width ratio of greater than two. This elongated
morphology is due in part to an extended G2 phase, promoting a prolonged period of apical
polarized growth at the cell poles. In pseudohyphae, the mother and daughter cells are similar in
size upon completion of the cell cycle and septum formation. Consequently, mother and daughter
cells initiate the subsequent cell cycle simultaneously, and this synchrony is maintained for the
first few cell cycles in pseudohyphae (2, 69, 87). Budding is altered in pseudohyphal cells, with bud
emergence occurring predominantly in a distal-unipolar pattern at the opposite end of the cell
from the previous bud site (32, 41, 118). In contrast, yeast cells under normal growth conditions
bud in either an axial pattern with budding initiated adjacent to the previous bud site or a bipolar
pattern of alternated budding at opposite cell poles, depending on whether the cells are haploid
or diploid, respectively (22). Yeast haploid cells contain a single a or α mating-type allele at the
mating-type (MAT) locus, while diploid cells are heterozygous for the MATa and MATα alleles.
Cells undergoing pseudohyphal growth exhibit a highly polarized actin cytoskeleton consistent
with altered localization of polarisome components and bud-site-selection proteins (32, 113,
130). The altered cell adhesion properties of pseudohyphae are a hallmark of this filamentous
growth form. Cells in pseudohyphal filaments remain connected by protein and polysaccharide
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Figure 1

The morphology of filamentous growth in Saccharomyces cerevisiae. (a) Surface-spread pseudohyphal filaments extend outward from a
colony of WT yeast in the �1278b genetic background grown on medium with limited ammonium sulfate (SLAD medium). The
dashed red line outlines the central colony. The minus symbol denotes a lack of pseudohyphal filamentation; the double plus symbol
signifies significant pseudohyphal filamentation. (b) Invasive growth of a haploid yeast strain (�1278b) grown on standard medium. A
spotted culture of a WT strain is shown to the left, and a strain deleted for RAS2 is shown to the right. Invasive growth is evidenced by
yeast present after the surface of the agar plate is washed. The ras2 deletion strain is defective in invasive growth. The dashed red line
outlines the periphery of the spotted culture. Abbreviations: SLAD, synthetic low ammonium dextrose; WT, wild-type.

attachments at the cell surface, which I discuss in depth in the section titled Cell Surface Biology
and Adhesins in Pseudohyphal Growth. Strikingly, a strain of S. cerevisiae undergoing pseudohy-
phal growth forms filaments that can extend over a solid agar substrate (Figure 1a) or invade the
agar surface (Figure 1b). The extent of pseudohyphal outgrowth from a colony and the degree of
its agar invasion are commonly assayed phenotypic readouts of filamentous growth in S. cerevisiae.

Researchers have theorized that the collective properties of yeast pseudohyphal growth confer
an advantage to S. cerevisiae strains outside the laboratory. Pseudohyphal growth has been consid-
ered a foraging mechanism or escape method, enabling yeast colonies to extend over a greater area
toward nutritive surfaces or away from a deleterious environment. The teleological nature of the
argument can be debated, but the filamentous �1278b strain of yeast does survive on laboratory
media with a limited nitrogen source more effectively than do standard nonfilamentous laboratory
derivatives of the S288C background. Presumably, changes in the activity of metabolic pathways
in the respective yeast strains are critical in explaining these phenotypes, and further studies of
cell metabolism may be informative in this context.

Several conditions can induce filamentous form growth in S. cerevisiae, including growth under
nutrient stress and elevated levels of quorum-sensing molecules. As indicated above, the decreased
availability of fixed nitrogen, typically in the form of ammonium sulfate, has been the condition
most commonly used in the laboratory to induce pseudohyphal growth. Diploid strains of the
�1278b genetic background respond to conditions of nitrogen limitation by extending surface-
spread and invasive filaments. Haploid strains of this same genetic background extend invasive
filaments into agar on rich growth medium (41) and can grow in filament form in response to
nitrogen limitation as well (24, 33). Haploid yeast cultured on media lacking a fermentable car-
bon source are constitutively invasive, and glucose depletion can induce filamentation in haploid
and diploid backgrounds of �1278b (31–33). Also, haploid yeast of the filamentous �1278b back-
ground form surface-spread and invasive filaments in response to several short-chain alcohols, in-
cluding isoamyl alcohol and 1-butanol. Further, ethanol stimulates hyperfilamentation in diploid
cells (90). These alcohols have been proposed to act in yeast as quorum sensors. The aromatic
alcohols tryptophol and phenylethyl alcohol activate a quorum-sensing pathway in S. cerevisiae
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Biofilm: a mat-like
structure with a
basement layer of yeast
cells and an upper
region of filaments
embedded in an
extracellular matrix

Adhesin: a specialized
cell surface protein
that enables yeast cell
adherence to other
cells, tissues, and inert
substrates, including
plastic and agar

MAPK:
mitogen-activated
protein kinase

PKA: protein kinase A

AMPK:
AMP-activated protein
kinase

TOR: target of
rapamycin

Scaffold: a protein
that binds multiple
pathway components
to increase local
concentrations of the
proteins, promoting
efficient and specific
signaling

governing filamentation under conditions of low nitrogen (24), although the affected signaling
network is distinct from the pathways regulated by the short-chain alcohols above. Consistent
with the field, this review distinguishes between the respective filamentous growth forms and
strain ploidy if significant with respect to a given study.

Filamentous strains of S. cerevisiae can form biofilms. Yeast pseudohyphal growth and biofilm
formation are linked, as pseudohyphae are present in biofilms, and partially overlapping gene sets
enable and regulate both processes (45, 117, 121). Fungal biofilms have been studied extensively
(54, 127). C. albicans forms biofilms on a variety of host tissues and implanted biomedical devices,
leading to potentially serious infections (114). Biofilms can also act as a protective barrier for the
fungus against drug treatment (38). S. cerevisiae, however, does not form biofilms as aggressively
as C. albicans, and the extensive biology of fungal biofilms has been reviewed previously (89, 101);
thus, this review does not summarize the literature on yeast biofilms.

This review considers the genetic basis and variability underlying yeast pseudohyphal growth.
Signaling pathways controlling pseudohyphal filamentation are summarized briefly, with an em-
phasis on network interconnections and the broad scope of pseudohyphal growth regulatory con-
trol. Genomic and proteomic studies dissecting the mechanisms regulating pseudohyphal growth
are highlighted.The yeast cell surface is critical in establishing the altered cell adhesion properties
evident in pseudohyphal filaments, and mechanisms through which the adhesins enable pseudo-
hyphal growth are presented.

SIGNALING PATHWAYS REGULATING YEAST
FILAMENTOUS GROWTH

Landmark studies from numerous laboratories have identified a set of signaling pathways central
to the regulation of yeast pseudohyphal growth, encompassing the Kss1p mitogen-activated pro-
tein kinase (MAPK) pathway, the Ras2p/cAMP-dependent protein kinase A (PKA) pathway, the
AMP-activated protein kinase (AMPK) Snf1p pathway, and the target of rapamycin (TOR) path-
way (19, 28, 31, 34, 37, 41, 70, 82, 104, 118, 119). A simplified representation of core components
within these pathways is provided in Figure 2. Collectively, the signaling core is responsive to
conditions of nutrient limitation, and functions for these pathways in regulating yeast filamentous
growth are reviewed fully by Cullen & Sprague (33).

Nitrogen and glucose levels are physiological regulators of the Kss1p MAPK cascade. Under
glucose-limiting conditions, the cell surface glycoprotein Msb2p has been identified as part of a
signal transduction mechanism activating the filamentous growth MAPK pathway (30). Prote-
olytic processing of the Msb2p mucin enables its function, with the plasma membrane proteins
Sho1p and Opy2p and the cytoplasmic scaffolding adapter Bem4p, to activate the pathway (30, 93,
108, 137, 146, 148). Msb2p and Bem4p associate with the Rho GTPase Cdc42p, and Cdc42p in-
teraction with Bem4p is required for Kss1p MAPK signaling (7, 30, 74). The cell polarity adapter
Bem1p also regulates this pathway through recruitment of the p21-activated kinase Ste20p to the
plasma membrane and through interactions with Cdc24p, the guanine nucleotide exchange fac-
tor for Cdc42p (77, 144). The bud-site-selection GTPase Rsr1p and polarity landmark proteins
function with Cdc24p and Cdc42p to regulate the filamentous growth MAPK pathway, providing
part of the molecular basis underlying the altered budding pattern evident during pseudohyphal
growth (8). The Kss1p MAPK pathway regulates the expression of cell polarity targets, including
the gene encoding Gic2p, a direct effector of Cdc42p (111).

The Kss1p MAPK regulates a large set of effectors, including a heterodimeric transcription
factor consisting of Ste12p and Tec1p (4, 9, 40, 82, 94). The Ste12p/Tec1p heterodimer is one
of the most widely acknowledged transcriptional effectors of pseudohyphal growth, and Ste12p
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Septin: a eukaryotic
GTP-binding protein
that can assemble into
filaments and ring-like
complexes,
contributing to
cytoskeletal
morphology
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Figure 2

Core signaling pathways required for wild-type pseudohyphal growth. Simplified representations of signaling modules within the
indicated pathways are presented. Important phosphorylation events in the respective signaling pathways are indicated. In the interest
of simplicity, full upstream inputs and downstream effectors of each signaling module are not depicted. The circled P represents
phosphorylation. Abbreviations: AMPK, AMP-activated protein kinase; fMAPK, filamentous growth MAPK pathway; MAPK,
mitogen-activated protein kinase; PKA, protein kinase A; TOR, target of rapamycin.

is phosphorylated by activated Kss1p. Ste12p and Tec1p bind cooperatively to filamentation
response elements in the promoters of pseudohyphal growth targets (94), with Tec1p specifying
the Ste12p heterodimer to filamentation genes. The FLO11 gene is an important target of the
Ste12p/Tec1p heterodimer.FLO11 encodes a cell surface adhesin required for yeast pseudohyphal
growth (86), and its unusually large 2.8-kb promoter has been studied extensively as a downstream
target of the Kss1p MAPK, PKA, and Snf1p pathways (120).

The Kss1p MAPK pathway in yeast shares upstream kinases with the mating and high-
osmolarity glycerolMAPKpathways; consequently,mechanisms to ensure signaling specificity are
critical in ensuring the fidelity of Kss1p-dependent pseudohyphal growth (94). Crosstalk between
the mating and filamentous growth pathways is regulated in part through the mating pathway
MAPK Fus3p, which, upon activation by mating pheromones, phosphorylates and targets Tec1p
for degradation (3). The adapter protein Ste50p activates theMAPKKK Ste11p in the mating, os-
moresponsive, and filamentous growth pathways through distinct residues.Genetic studies of ste50
mutants affecting the Ste50p Ras association domain reveal separable phenotypes with respect to
the mating and osmoregulation pathways, identifying clustered residues that form distinct sur-
faces for potential protein–protein interactions with components of the respective pathways (58,
123). The scaffold proteins Ste5p and Pbs2p assemble pathway-specific complexes for the mat-
ing MAPK and osmoregulatory Hog1p pathways, respectively, with Pbs2p acting as the MAPKK
and scaffold for the high-osmolarity glycerol pathway (26, 95, 109). The scaffolds are thought to
function in part by increasing the local concentration of pathway components, thus facilitating
the specific activation of a given signaling module.

Interestingly, Kss1p signaling can also be activated by mild disruptions in the mitotic septins,
resulting in a synergistic signaling cycle with activated Kss1p-dependent gene expression leading
to exaggerated septin defects and consequent Kss1p hyperactivation.This alteredMAPK signaling
drives a constitutive and stable pseudohyphal growth state that differs from classically observed
pseudohyphal growth in some areas of cell morphology, growth induction, and genetic regulation.

www.annualreviews.org • Genetic Basis of Yeast Pseudohyphal Growth 5
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Filamentous growth driven by septin assembly defects requires several components of the Fus3p
mating pathway that are dispensable for classic pseudohyphal growth, and the cells contain septin
structures that more closely resemble the highly polarized growth observed in hyphal tubes (67).

Ras2p acts upstream of both the Kss1p MAPK pathway and the cAMP-dependent PKA path-
way (97, 98). Activated Ras2p enables increased levels of intracellular cAMP under conditions
of glucose limitation through its interaction with adenylate cyclase Cyr1p (133). In S. cerevisiae,
cAMP-responsive PKA consists of the Bcy1p negative regulatory subunit and three isoforms of the
catalytic subunit: Tpk1p, Tpk2p, and Tpk3p (131, 132). Tpk2p phosphorylates the pseudohyphal
growth transcription factor Flo8p, regulating a large filamentation gene set that includes FLO11
(104). FLO8 is a pseudogene in the nonfilamentous S288C genetic background, from which most
common laboratory yeast strains are derived, suggesting its significance as a pseudohyphal growth
regulator (83). Flo8p heterodimerizes with the Mss11p transcription factor (66), and both FLO8
and MSS11 are required for the wild-type expression of many FLO genes mediating adhesion-
related phenotypes in yeast pseudohyphal growth (11). Flo8p functions as part of a complex tran-
scriptional network regulating pseudohyphal filamentation. The transcriptional regulator Sok2p
is also thought to act downstream of PKA. Sok2p is a negative regulator of filamentation and ac-
tivates a cascade of transcription factors Phd1p, Ash1p, and Swi5p that is capable of regulating
FLO11 expression independently of the PKA and MAPK pathways (105).

Recently, Ras has been identified as part of themechanism coordinating fermentation and yeast
cell growth. Yeast cells preferentially undergo fermentation rather than aerobic respiration, and
the glycolysis intermediate fructose-1,6-bisphosphate binds a mammalian ortholog of Cdc25p,
activating Ras and downstream genes important for cell proliferation. Ras targets encompass
MAPK/ERK and other proto-oncogenes, suggesting a conserved molecular basis for preferen-
tial fermentation in yeast and cancer cells and a mechanism by which enhanced fermentation may
stimulate oncogenic potential (106).

The depletion of fermentable carbon sources, such as glucose, also activates the Snf1p ki-
nase pathway. Snf1p is phosphorylated and activated by the upstream kinase Sak1p, Elm1p, or
Tos3p (52). Snf1p functions with the activating subunit Snf4p and one of three β-subunit iso-
forms: Gal83p, Sip1p, or Sip2p (149). SNF1 is required for pseudohyphal growth and associated
changes in cell polarity and adhesion (31). The respective Snf1p-β-subunit forms are at least par-
tially distinct in their functions. Snf1p-Gal83p is required for surface adherence because it antago-
nizes the transcriptional repression of FLO11 through the negative regulators Nrg1p and Nrg2p,
while Snf1p-Gal83p and Snf1p-Sip2p regulate filamentous morphology independently of FLO11
(70, 143). Nrg1p and Nrg2p can recruit a complex of the transcriptional regulators Cyc8p and
Tup1p at target promoters. Cyc8p and Tup1p act antagonistically with respect to the selection of
biofilm versus yeast-form growth modes. Tup1p and Cyc8p are positive and negative regulators,
respectively, of cell–cell and cell–surface interactions. Cyc8p represses FLO11 expression, while
Tup1p counters this repression and further protects Flo11p from proteolytic degradation. While
this results in an antagonistic effect on biofilm formation, cell flocculation is corepressed by both
regulators (100).

TOR is a highly conserved regulator of cell homeostasis from yeasts through metazoans, link-
ing external and intrinsic cellular cues with mechanisms modulating cell growth (reviewed in 43).
In yeast, the genes TOR1 and TOR2 encode serine/threonine kinases acting in functionally and
structurally distinct complexes, TORC1 and TORC2 (50, 72, 88). With respect to pseudohy-
phal growth, TORC1 is inhibited under conditions of limited availability of fixed nitrogen, and
its signaling is required for wild-type pseudohyphal growth (34). The downstream TORC1 net-
work is extensive, but members of the AGC kinase family, including Sch9p, are among the most
well-characterized TORC1 substrates (136). TORC1 induces the expression of genes encoding
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ribosomal proteins and factors involved in protein synthesis in part through the phosphorylation
of Sch9p. The Sch9p kinase, in turn, phosphorylates and inactivates the transcriptional repressors
Dot6p/Tod6p and Stb3p (55). TORC1 activity is integrated with the Snf1p and PKA pathways.
The Snf1p kinase phosphorylates the TORC1 component Kog1p, driving the formation of Kog1p
bodies distinct from TORC1 that act to increase the TORC1 activation threshold in cells that are
significantly starved for glucose (56). PKAworks in parallel with Sch9p to phosphorylate and inac-
tivate Dot6p/Tod6p (81). Further, the transcriptional profiling of yeast upon the transition from
a nonfermentable carbon source to glucose in the presence and absence of PKA and TORC1
inhibitors, individually and in combination, identifies a regulatory circuit integrating PKA and
TORC1. PKA drives the expression of important genes in the transition to and from glucose-
induced rapid growth, while TORC1 signaling is required for the steady-state expression of these
genes. Researchers have proposed that yeast utilizes PKA signaling in this circuit in rapid response
to changes in external nutrients and TORC1 signaling to establish stable growth rates responsive
to nitrogen source availability (71).

Additional signaling pathways, encompassing at least the retrograde, Rim101p, and Pho85
pathways, contribute to the pseudohyphal growth response (27). Genomic and proteomic studies
have been informative in identifying crosstalk between pseudohyphal growth pathways and the
broader scope of pseudohyphal growth signaling.

LARGE-SCALE ANALYSES OF YEAST PSEUDOHYPHAL GROWTH

Functional genomic studies have provided unique insight into the genetic basis of pseudohy-
phal growth. Jin et al. (59) individually introduced into the filamentous �1278b background
transposon-based disruption alleles affecting 3,627 genes and a set of plasmids enabling the over-
expression of 2,043 genes, generating two extensive mutant yeast libraries for phenotypic screen-
ing of filamentation defects. In a milestone study for the field, Ryan and colleagues in Charles
Boone’s laboratory (121) constructed a genome-wide collection of nearly 5,000 gene disruptions
in haploid and diploid strains of the �1278b background for analysis of surface-spread filamenta-
tion, invasive growth, and biofilm phenotypes. This work identified a previously uncharacterized
transcription factor, namedMfg1p in the study, as an important activator of pseudohyphal growth.
Mfg1p binds Flo8p and Mss11p and regulates the expression of key pseudohyphal growth genes
such as FLO11. Collectively, the studies highlighted in excess of 700 genes that yield filamentous
growth phenotypes upon genetic perturbation. This union gene set, encompassing the core Kss1p
MAPK, PKA, Snf1p, and TORC1 pathways discussed previously, indicates an expansive signaling
networkwith the scope to drive altered cell morphology,polarity, adhesion, andmetabolism during
filamentation. The genetics underlying pseudohyphal growth is complex, but additional genomic
and proteomic studies hold the potential to dissect gene relationships within this network.

Systematic phenotypic screening has been employed to further characterize the genetic ba-
sis of filamentation-related phenotypes and relevant pathway connections (124). Gene deletion
mutants in filamentous backgrounds of S. cerevisiae were screened for colony morphology de-
fects, identifying components of the Kss1p MAPK, Snf1p, TORC1, and RIM101 pathways. This
study highlighted the importance of the adhesin Flo11p in driving colony morphology, as altered
FLO11 expression driven by modified promoters correlated strongly with colony morphology
(142). Functional analysis of transcriptional targets downstream of the Kss1p MAPK pathway
identified a role for the transcription factor Sfg1p in regulating FLO11 expression and in enabling
elongated cell morphology. Unexpectedly, the Kss1p MAPK was found to activate genes that are
inhibitory to invasive growth, suggesting that the pathway coordinates both positive and negative
regulators as a means of achieving fine control of filamentation (138).
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Ribonucleoprotein
granules:
RNA-protein
complexes, including
stress granules and
processing bodies

The broad scope of transcriptional regulation enabling wild-type pseudohyphal growth is
evident from transcriptional profiling, which has identified over 800 genes that are differentially
expressed during pseudohyphal growth induced by nitrogen limitation relative to growth in
media with normal levels of fixed nitrogen (92, 112). Several clever approaches have been used
to dissect this regulatory network further. Borneman et al. (12) coupled chromatin immunopre-
cipitation with DNA microarray analysis to map promoter targets bound by the Ste12p, Tec1p,
Sok2p, Phd1p, Mga1p, and Flo8p transcriptional regulators. The transcription factors act as
hubs within the pseudohyphal growth regulatory network, with Flo8p directing Mga1p to target
promoters. Mayhew & Mitra (96) developed an approach to mark transcription factor binding
sites by Ty5 retrotransposon insertion using a chimera of a transcription factor fused to the Ty5
integrase–interacting domain of the heterochromatin protein Sir4p. By this calling card method,
Ty5 integration is directed to binding sites of its partner transcription factor, enabling binding site
identification. Applied to 14 pseudohyphal growth transcription factors, the analysis identified
the binding of the Flo8p-Mss11p-Mfg1p complex at the promoter and termination sequences of
FLO11. The binding is facilitated by DNA looping and stabilized through an interaction with
the nuclear pore complex. The interaction is proposed to constitute a form of transcriptional
memory, allowing for the rapid implementation of filamentous growth in cells that have been
previously exposed to conditions of nitrogen limitation. The calling card approach was also used
to investigate the regulatory mechanisms of the Ste12p transcription factor (150). Point mutants
introduced into the STE12 sequence produced variants with dissimilar binding and expression
profiles that converged on small gene subsets to regulate mating and invasion.

Proteomic analyses have informed our understanding of pseudohyphal growth signaling net-
works. Quantitative phosphoproteomic studies of kinases in the Kss1p MAPK, PKA, Snf1p, and
Elm1p pathways have been used to identify the phosphorylation targets of these signalingmodules
(60, 125).The data sets indicate tens of phosphoproteins regulated by each kinase and suggest pre-
viously unstudied regulatory interconnections. Interestingly, MAPK and PKA pathway proteins
are required for the wild-type phosphorylation of ribonucleoprotein granule components. Several
MAPK pathway proteins and Tpk2p colocalize with protein components of ribonucleoprotein
granules induced under conditions of glucose stress, suggesting a potential mechanism coupling
pseudohyphal growth with stress-responsive translational regulation (125).MAPK and Snf1p sig-
naling are required for the wild-type phosphorylation of several kinases that act in a pathway
for the sequential phosphorylation of soluble inositol (102). The resulting inositol polyphosphate
species are important metabolic second messengers, and inositol polyphosphate levels vary in re-
sponse to conditions of nitrogen limitation. Genetic perturbation of the genes encoding inositol
polyphosphate kinases results in pseudohyphal growth phenotypes, and levels of pyrophospho-
rylated inositol polyphosphates corelate with the degree of observed pseudohyphal growth. Ad-
ditional studies are underway to define the molecular mechanisms coordinating pseudohyphal
growth kinase signaling with the regulation of ribonucleoprotein granule dynamics and inositol
polyphosphate signaling (99).

MULTILAYERED REGULATION OF PSEUDOHYPHAL GROWTH

The regulation of pseudohyphal growth extends beyond the traditional control of transcription
initiation to encompass posttranscriptional RNA modifications, the activity of noncoding RNAs,
and factors that affect translation. Posttranslational histone modifications that affect chromatin
architecture also shape yeast cell growth transitions, and these control mechanisms have been
reviewed recently (57).
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Rpd3L

ICR1

FLO11 Flo8p

Sfl1p Sfl1p

Chr IX

PWR1

FLO11
transcription

Sfl1p Sfl1p

Flo8p
PWR1

FLO11

FLO11
repression

ICR1

Figure 3

Regulation of FLO11 transcription through a regulatory circuit involving the noncoding RNAs ICR1 and
PWR1. Regulatory interactions allowing FLO11 transcription are shown to the left, and a repressive state at
the FLO11 locus is shown to the right. Figure is adapted with permission and based on the model presented
by Bumgarner and colleagues (16, 17). Figure is not drawn to scale. Abbreviation: Chr, chromosome.

In S. cerevisiae, several RNA modifications regulate the pseudohyphal growth transition. RNA
methylation contributes to the coordination of pseudohyphal growth and meiotic sporulation in
response to nutrient limitation. Yeast cells grown in nutrient-depleted medium establish a com-
mitment point, after which the return to nutrient-rich media initiates a growth form that morpho-
logically and genetically resembles starvation-induced pseudohyphal growth. Lineage restriction
during this process is partially dependent on the messenger RNA (mRNA) methyltransferase ac-
tivity of Ime4p, and the MIS complex of Mum2p, Ime4p, and Slz1p functions in both sporulation
and pseudohyphal growth (1). Pseudouridylation is a common RNAmodification in yeast transfer
RNAs (tRNAs), ribosomal RNAs (rRNAs), and small nuclear RNAs (snRNAs), and notably, the
pseudouridylation of residue 28 in the spliceosomal coreU6 snRNA is induced during filamentous
growth (6). This RNA modification is catalyzed by Pus1p, and PUS1 mRNA levels are elevated
in pseudohyphal growth. U6 snRNA mutants that are strongly pseudouridylated at residue 28
activate pseudohyphal growth in a process dependent upon Pus1p. Further, mutants that block
U6-U28 pseudouridylation inhibit pseudohyphal growth. Presumably, the resulting altered splic-
ing of target genes stimulated by U6-U28 pseudouridylation promotes the pseudohyphal growth
program.

RNA localization is also an important regulatory mechanism by which pseudohyphal growth
is controlled. The RNA-binding protein Khd1p directly interacts with repetitive sequences in
FLO11mRNA, thereby inhibiting translation and establishing feed-forward repression of FLO11.
This regulatory mechanism enables altered FLO11 expression betweenmother and daughter cells,
constructing the asymmetry required for the pseudohyphal growth transition (145).

FLO11 expression is bistable, with variegated transcription established at least in part through
the activities of two cis-interfering noncoding RNAs transcribed from the FLO11 promoter (16)
(Figure 3). ICR1 and PWR1 encode long noncoding RNAs transcribed in opposite orientations
from the large intergenic region upstream of FLO11. ICR1 transcription is activated by the Sfl1p
transcription factor and the absence of Flo8p binding. ICR1 RNA inhibits FLO11 transcription
by blocking or forcing the dissociation of trans-acting factors. PWR1 transcription is activated by
Flo8p. The Flo8p and Sfl1p transcription factors compete for binding upstream of FLO11, such
that the ICR1 and PWR1 transcriptional programs are mutually exclusive.PWR1 transcription and
loss of ICR1 transcription enable FLO11 expression. The histone deacetylase Rpd3Lp acts on this
locus, with the resulting condensed chromatin potentially inhibiting Sfl1p binding. This confor-
mation enables Flo8p binding and FLO11 transcription, with PWR1 transcription and inhibited
ICR1 expression. This genetic circuit toggles between the conversely acting noncoding RNAs,
providing a tidy regulatory control mechanism.The contributions of ICR1 and PWR1 in enabling
the variegated expression pattern of FLO11 are borne out by single-cell RNA fluorescence in situ
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hybridization experiments conducted on thousands of individual yeast cells (17). The results are
consistent with the above mechanism establishing Flo11p-dependent phenotypic heterogeneity
in clonal cell populations.

Flo11p activity is also modulated by its shedding from cells (63), with Flo11p detectable by
western blotting of cultured supernatants. Flo11p shedding attenuates cell adherence, and the
shed protein is an essential component of a fluid layer surrounding yeast biofilm-like mats. The
furin protease Kex2p is required for the cleavage and maturation of Flo11p.

Translational regulation contributes to the pseudohyphal growth program in S. cerevisiae. In
evidence, a mutant allele of the yeast SUP70 gene induces pseudohyphal growth in the absence of
nutrient limitation (65). SUP70 encodes a tRNA that decodes CAG into glutamine. The consti-
tutive pseudohyphal growth phenotype of the sup70mutant stems from its decreased efficiency in
decoding CAG; thus, the efficiency of translational expression is an important factor enabling the
wild-type pseudohyphal response.The SUP45 gene encodes the yeast translation termination fac-
tor eRF1, and nonsense andmissensemutations in SUP45 inhibit surface-spread filamentation and
invasive growth (107). The RNA helicase Dhh1p positively regulates the translation of selected
mRNAs, including STE12 transcripts. Recently, mutations affecting the Dhh1p ATPase domains
and the Thr16 phosphorylation site were found to produce defects in pseudohyphal colony mor-
phology and agar invasion under conditions of nitrogen limitation, indicating the importance of
RNA processing and translation regulation in filamentation (75).

CELL SURFACE BIOLOGY AND ADHESINS IN PSEUDOHYPHAL
GROWTH

The yeast cell membrane and cell wall are critical in enabling many of the properties consistent
with pseudohyphal growth. To consider changes at the yeast cell periphery that contribute to fil-
amentation, Xu et al. (147) profiled plasma membrane protein preparations from S. cerevisiae cells
grown under normal conditions and under conditions of nitrogen limitation inducing pseudohy-
phal growth. The extracted proteins were labeled by isobaric tagging and analyzed by mass spec-
trometry to identify those that were differentially abundant between the growth conditions. The
resulting proteomic profiles encompassed over three hundred proteins and identified differential
abundance of a subset of transport proteins required for wild-type pseudohyphal growth, includ-
ing Mep2p. The yeast Mep2p ammonium transport protein is required for pseudohyphal growth
to act as a trigger of filamentation under conditions of ammonium scarcity. As reported by Brito
et al. (14), pseudohyphal growth is dependent on the transport activity of Mep2p; conformational
changes that accompany substrate translocation through the pore crossing the Mep2p hydropho-
bic core are required for filamentous signaling. Endocytosis is an important process in polarized
growth, and orthologs of proteins in the AP-2 complex for mammalian clathrin-mediated endo-
cytosis are required for wild-type pseudohyphal growth in S. cerevisiae and hyphal development
in C. albicans (23). AP-2 is a heterotetrameric complex that binds endocytic cargo and localizes to
sites of endocytosis in vivo. APM4 encodes the cargo-binding μ subunit of AP-2, and S. cerevisiae
mutants lacking APM4 exhibit reduced levels of surface filamentation. The μ homology domain
of Apm4p is directly bound by the cell wall stress sensor Mid2p, and Mid2p localization to sites
of polarized growth is interrupted in apm4mutants. Endocytic recycling of Mid2p as AP-2 cargo,
as well as other proteins, may be required for cell wall deposition during polarized cell responses,
such as pseudohyphal growth. The composition of the yeast cell membrane is impacted by lipid
flippases of the P4 ATPase family, including Dnf3p and the distantly related proteins Dnf1p and
Dnf2p,whichmay be involved in lipid redistribution at sites of polarized growth (122).TheDnf3p
flippase catalyzes the translocation of phosphatidylserine and other glycerophospholipids towards
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Flocculence:
calcium-dependent
cell–cell adhesion
manifested in the
appearance of
aggregated cells
known as flocs

Kin discrimination:
the recognition of cells
of the same kind in a
mixed population

the cytosolic membrane leaflet. Strains deleted forDNF1,DNF2, andDNF3 show a pseudohyphal
growth defect under conditions of nitrogen limitation, suggesting that these flippases, regulated
by Fpk1p and Fpk2p, contribute to the control of pseudohyphal filamentation (39).

Microbial cell surface variability is critical in enabling differential cell properties (reviewed
in 139). In the context of yeast pseudohyphal growth, adhesin proteins are of fundamental im-
portance in mediating flocculence and surface contact (141). Adhesins exhibit a common protein
structure, containing an amino-terminal domain for lectin-like binding of sugars or peptides, a
heavily glycosylated central domain, and a glycosylphosphatidylinositol (GPI)-anchored carboxy-
terminal domain. Cleavage of this GPI anchor leaves the adhesin covalently linked to glucans in
the cell wall (29, 36, 62, 91). Adhesion is thought to occur through adhesin-mediated binding
of cell surface sugars and peptides or by hydrophobic and hydrophilic interactions between the
glycosylated central region of the adhesin and abiotic surfaces (61, 129).

In S. cerevisiae, the FLO gene family encodes a set of adhesins mediating cell adhesion prop-
erties (48). FLO genes are subtelomeric, and this local chromatin structure with its fluctuating
binary expression state contributes to the variegated chromatin silencing of FLO genes (49, 116).
The yeast FLO gene family encompasses FLO1, FLO5, FLO9, FLO10, and the aforementioned
FLO11. Notably, FLO1 expression in the nonfilamentous S288C strain of yeast is sufficient to re-
store flocculation, forming biofilm-like cell aggregates with increased resistance to antimicrobials
and ethanol. Cells expressing FLO1 preferentially adhere to other cells expressing FLO1, inde-
pendent of genomic context (126). FLO11 expression drives cell adhesion to abiotic surfaces and
the formation of a yeast velum at liquid-air interfaces (35, 73, 85, 117).

In addition to the variegated expression of FLO genes, the internal protein structure of these
adhesins generates functional variability in cell properties of adhesion, flocculation, and biofilm
formation.The FLO genes encode proteins containing 10–20 tandem repeats, each approximately
100 nucleotides in length, oriented in a head-to-tail fashion.This repeat structure can trigger slip-
page during replication and intragenic variation in repeat number. Since the repeated sequences
are very similar within the FLO gene family, the repeats may induce crossing over and homologous
recombination as well as unequal crossing over and other recombination events. This variability
in repeat number has been theorized to be responsible for generating the functional diversity of
cell surface antigens that can facilitate yeast environmental adaptation and fungal evasion of the
host immune system (140).

As indicated in the section titled Signaling Pathways Regulating Yeast Filamentous Growth,
the Flo11p adhesin has been particularly well studied for its significance in integrating pseudohy-
phal growth signaling pathways and for its importance in enabling pseudohyphal filamentation.
Variations in FLO11 expression levels and sequence underlie many of the flocculation and invasion
phenotypes evident in distinct strains of S. cerevisiae. Flo11p adhesion domains expressed from dif-
ferent yeast strains preferentially recognized domains of identical sequence from the same strain
(5). Recent studies further indicate a role for Flo11p-type cell surface adhesins in kin discrimi-
nation. Homotypic interactions between identical Flo11A domains provide a molecular basis for
interactions between yeast cells of the same strain or species, resulting in efficient cell aggregation
and biofilm formation. Heterotypic interactions between Flo11A domains confer weak adhesive
forces, suggesting a mechanism by which yeast strains may be segregated in a heterogeneous pop-
ulation by Flo11A-mediated cell adhesion (15).

Interestingly, many yeast adhesins contain sequences predicted to form β-amyloid-like aggre-
gates (79, 80, 115). These amyloid-forming sequences may allow adhesins to undergo a phase
transition to a partially ordered state, with clustered adhesins generating nanodomains on the cell
surface. The nanodomains strengthen cell interactions, leading to enhanced biofilm formation.
This phase change and fungal adhesin β aggregation can be triggered by the application of shear
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Cryptic genetic
variation: variation in
genome sequences that
is typically
unexpressed until the
environment or
genetic background is
altered

stress resulting from the flow of liquid over a surface. Fungal adhesin aggregation is induced by
shear flow, and the resulting cell–cell interactions are sufficiently strong to enable the formation
of persistent biofilms under these conditions (20, 21).

Adhesin functional diversity is likely driven in part through variation in ligand binding.
Hoffmann et al. (51) identified conserved and variable structural motifs contributing to host
cell binding and ligand-binding specificity in a family of epithelial adhesins in the pathogenic
fungus Candida glabrata. Several conserved structural motifs in the ligand-binding pocket of
these adhesins confer host cell–binding properties, while the variable loops CBL2 and LI
mediate ligand-binding specificity and host cell binding, respectively. The studies suggest that
variation in the ligand-binding pockets of adhesins may be an important driver of their functional
diversification and evolution.

GENETIC VARIATION UNDERLYING PSEUDOHYPHAL
GROWTH PHENOTYPES

The yeast pseudohyphal growth response is a compound phenotype encompassing altered cell
morphology, polarity, adhesion, and cell cycle progression through the regulated activity of com-
plex genetic andmetabolic signaling networks.Consequently, there is a significant opportunity for
variability in the genetic basis of pseudohyphal growth and the observed filamentous phenotypes
between yeast strains and species. Analysis of this variability can provide insight into the genetic
basis of filamentation and, potentially, the evolution of these signaling networks.

The filamentous �1278b strain of S. cerevisiae has been sequenced, and allelic differences be-
tween filamentous and nonfilamentous yeast strains have been investigated to identify key alleles
that enable pseudohyphal growth. By screening deletion libraries in the �1278b and nonfilamen-
tous S288C backgrounds, Chin et al. (25) identified the RPI1 gene for its ability to enable FLO11
transcription in S288C independent of the Kss1p filamentous growth MAPK pathway. Rpi1p
is a transcription factor differentially phosphorylated between the two strains, with its sequence
encoding an altered number of internal tandem repeats in the respective backgrounds. Linkage
analysis between filamentous and nonfilamentous S. cerevisiae strains identifies a premature stop
codon in the gene encoding the negative transcriptional regulator Sfl1p in the invasive SK1
genetic background and allelic differences in the polarity gene PEA2 between the S288C and
�1278b strains (128). In comparisons of these strains, conditional gene essentiality between the
backgrounds typically stems from allelic differences between sets of multiple genomic regions,
indicating a complex modifier landscape underlying respective essential gene phenotypes (53).
Colony phenotypes in S. cerevisiae are established in part through cryptic genetic variation. In a
cross of a nonfilamentous laboratory strain with a clinical isolate, a suppressed yeast colony pheno-
type was dissected, with additional genetic perturbations enabling manifestation of the phenotype.
The identified genetic loci indicated cis- or trans-regulation of FLO11 transcription, highlighting
the importance of FLO11 in colony-based phenotypes relevant to pseudohyphal growth (76).

Kita et al. (68) used RNA sequencing and full-genome sequencing of 85 diverse S. cerevisiae iso-
lates to identify quantitative trait loci that underlie variability in mRNA levels. The analysis iden-
tified variants in promoter sequences and in 3′ untranslated regions that affect the RNA binding
of PUF family proteins. In isolates from human patients, genes that suppress biofilm formation
were typically upregulated, and a single variant in the promoter of the NIT3 biofilm suppressor
showed very strong genome-wide association with S. cerevisiae isolates of clinical origin. In a study
by Lenhart et al. (78), a diverse collection of S. cerevisiae environmental isolates were assayed for
natural variation in the phenotype and induction of pseudohyphal growth. The analysis indicated
that population origin was significantly linked with the pseudohyphal growth phenotype and that
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isolates fromWest Africa exhibited the strongest association.The environmental isolates, however,
typically exhibited little or no pseudohyphal response to exogenous quorum-sensing alcohols. A
population of S. cerevisiae derived from a highly heterozygous clinical isolate was also used to map
loci important for filamentation, identifying sites previously implicated in pseudohyphal growth
in �1278b.

Comparative analyses of yeast filamentation in distinct fungal species identify commonality and
differences in the regulatory networks controlling this response. The fungi S. cerevisiae, C. albi-
cans, andHistoplasma capsulatum are estimated to have diverged from a common ancestor 600 mil-
lion years ago, but each contains a transcriptional regulator of morphology (Wor1p in C. albicans,
Ryp1p inH. capsulatum, and Mit1p in S. cerevisiae) that recognizes a common DNA sequence (18).
In S. cerevisiae, Mit1p binds to a promoter set encompassing many control regions known to reg-
ulate pseudohyphal growth. Interestingly, the gene sets regulated by these orthologous transcrip-
tion factors exhibit only a partial overlap, despite the strong conservation of binding specificity.
The transcription factors may constitute an ancestral regulatory module controlling cell morphol-
ogy, with gene movement in and out of this regulon contributing to differences in morphological
forms between the fungi. S. cerevisiae and Saccharomyces bayanus are closely related species of bud-
ding yeast; however, cAMP-PKA signaling results in opposite filamentous phenotypes in these
yeasts (64). Inhibition of PKA signaling in S. cerevisiae results in decreased pseudohyphal growth,
while the opposite effect is observed in S. bayanus. Downstream targets of PKA signaling are di-
vergently regulated in these yeast species, indicating an example of divergent network functions
despite conservation of a core signaling module.

MODELING PSEUDOHYPHAL GROWTH

Unique insights into the mechanisms enabling wild-type yeast pseudohyphal growth may be ob-
tained through the quantitative modeling of morphology and relevant cell processes during yeast
filamentation. Yeast pseudohyphal growth has been quantified using a two-dimensional agent-
based model of yeast cell growth incorporating dimorphic behavior and nutrient diffusion (134).
By this model, the nonmotile yeast take up nutrients that diffuse randomly through physical space
represented as a lattice. The growth pattern can be specified by adjusting a bias in the direction of
cell proliferation. The model accounts for the contributions of uniform growth, diffusion-limited
growth encompassing the interaction between microbial cells and a diffusing nutrient, and an
intermediate growth mode wherein the aforementioned bias determines the colony morphol-
ogy. Experimentally observed yeast pseudohyphal colony morphology can be replicated using the
model parameters. In a study using a continuous reaction-diffusion model for microbial growth,
Tronnolone et al. (135) suggest that diffusion-limited growth on a solid substrate with limited
nutrient availability is unlikely to explain the development of pseudohyphal filamentation. Yeast
pseudohyphal growth patterns have been characterized using cluster shape primitives, which do
not require the use of a predefined feature list or a priori knowledge of the shape (42). This ap-
proach is effective in categorizing colony morphology phenotypes and may be of utility in imple-
menting high-throughput morphological assays.

Efforts to model yeast pseudohyphal growth also lay the groundwork for the construction
of synthetic gene regulation systems to control filamentation. Controlled expression of the S.
cerevisiae transcription factors Flo8p and Phd1p can trigger pseudohyphal growth in yeast in
diploid and haploid backgrounds in rich media. This system for induced filamentation was used
to construct a synthetic genetic timer network to regulate pseudohyphal growth and explore the
reversibility of the pseudohyphal transition (110). Collectively, synthetic biology studies hold
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potential for the development of genetic circuits that modulate pseudohyphal filamentation,
particularly relevant to biotechnology efforts using environmental yeast isolates.

FUTURE DIRECTIONS

The complexity of the yeast pseudohyphal response is important to appreciate. Intricate regu-
latory mechanisms enable the coordinated control of many cell processes toward this striking
morphological transition. This multilayered regulatory control inspires many unresolved ques-
tions regarding pseudohyphal growth. Questions persist as to how the respective signaling path-
ways that are required for pseudohyphal growth are selectively activated and their outputs inte-
grated to regulate the expansive downstream network of effectors carrying out the cell processes
that enable filamentation. The yeast pseudohyphal response necessitates substantial changes in
cell metabolism, and efforts to understand the metabolomics of pseudohyphal growth promise
to highlight previously unknown signaling mechanisms. The complexity of pseudohyphal growth
suggests that phenotypic readouts of surface filamentation and invasive growth may need to be
supplemented with quantitative analyses of constituent processes of morphology, cell polarity, and
cell adhesion to distinguish the granular detail in these signaling systems. Also, while this review
has focused on pseudohyphal growth in S. cerevisiae, related processes of filamentation in fungal
pathogens affecting plants and humans continue to be important focal points for research inves-
tigation. In total, our continued understanding of fungal biology is of substantial importance in
efforts to improve human health and welfare.

SUMMARY POINTS

1. The pseudohyphal growth response in strains of the budding yeast Saccharomyces cere-
visiae involves the formation of filamentous chains of connected and elongated cells.
Pseudohyphal filaments can spread along the surface of a solid substrate and can invade
agar, presumably as a foraging mechanism. Yeast pseudohyphal growth is induced un-
der conditions of nitrogen limitation, by growth in media with a nonfermentable carbon
source, or through the presence of alcohols that act as quorum sensors. Cells undergoing
pseudohyphal growth exhibit altered cell morphology, cell polarity, cell cycle progres-
sion, and cell adhesion properties.

2. More than 700 genes are required for wild-type pseudohyphal growth in S. cerevisiae,
and extensive mechanisms are in place to enable both regulatory pathway crosstalk and
signaling specificity.

3. Yeast pseudohyphal growth is regulated through a complex and interconnected signal-
ing network encompassing the Kss1p mitogen-activated protein kinase (MAPK) path-
way, the Ras2p/cAMP-dependent protein kinase A (PKA) pathway, the AMP-activated
protein kinase (AMPK) Snf1p pathway, and the target of rapamycin (TOR) pathway.
Transcriptional control is mediated through a set of factors, including Ste12p/Tec1p,
Flo8p, Mss11p, and Sfl1p. The FLO11 gene encoding a cell surface adhesin is regulated
through these pathways as part of a large set of downstream effectors.

4. The FLO gene family contributes to cell adhesion, a hallmark of pseudohyphal growth.
The FLO genes exhibit variegated expression. FLO genes are subtelomeric, and cis-
interfering long noncoding RNAs encoded in the FLO11 promoter establish a bistable
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switch-like pattern of FLO11 expression. FLO adhesin genes encode proteins with in-
ternal repeats that promote variability due to replication slippage and recombination
events. The resulting cell surface variability may be important in fungal adaptation to
the environment and in host evasion. Adhesins encode sequences with β-amyloid-like
properties that may mediate phase transitions important for cell adhesion and biofilm
formation.

5. Yeast pseudohyphal growth provides a model regulatory network encompassing well-
conserved signaling modules implicated in cancer and other diseases in humans. The
transition to a filamentous growth form is present in many fungi, and filamentous devel-
opment is linked with virulence in fungal pathogens of plants and humans.
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100. Nguyen PV, Hlaváĉek O, Maršíkovĉ J, Váchová L, Palkov Z. 2018. Cyc8p and Tup1p transcription
regulators antagonistically regulate Flo11p expression and complexity of yeast colony biofilms. PLOS
Genet. 14:e1007495

101. Nobile CJ, Johnson AD. 2015.Candida albicans biofilms and human disease.Annu. Rev.Microbiol. 69:71–
92

102. NormanKL,Shively CA,DeLaRocha AJ,MutluN,Basu S, et al. 2018. Inositol polyphosphates regulate
and predict yeast pseudohyphal growth phenotypes. PLOS Genet. 14:e1007493

103. Odds FC. 1985. Morphogenesis in Candida albicans. Crit. Rev. Microbiol. 12:45–93
104. Pan X, Heitman J. 1999. Cyclic AMP-dependent protein kinase regulates pseudohyphal differentiation

in Saccharomyces cerevisiae.Mol. Cell. Biol. 19:4874–87
105. Pan X, Heitman J. 2000. Sok2 regulates yeast pseudohyphal differentiation via a transcription factor

cascade that regulates cell-cell adhesion.Mol. Cell. Biol. 20:8364–72
106. Peeters K, Van Leemputte F, Fischer B, Bonini BM,Quezada H, et al. 2017. Fructose-1,6-bisphosphate

couples glycolytic flux to activation of Ras.Nat. Commun. 8:922
107. Petrova A, Kiktev D, Askinazi O, Chabelskaya S,Moskalenko S, et al. 2015. The translation termination

factor eRF1 (Sup45p) of Saccharomyces cerevisiae is required for pseudohyphal growth and invasion.FEMS
Yeast Res. 15:fov033

108. Pitoniak A, Chavel CA, Chow J, Smith J, Camara D, et al. 2015. Cdc42p-interacting protein Bem4p
regulates the filamentous-growth mitogen-activated protein kinase pathway.Mol. Cell. Biol. 35:417–36

109. Posas F, Saito H. 1997. Osmotic activation of the HOGMAPK pathway via Ste11p MAPKKK: scaffold
role of Pbs2p MAPKK. Science 276:1702–5

110. Pothoulakis G, Ellis T. 2018. Synthetic gene regulation for independent external induction of the Sac-
charomyces cerevisiae pseudohyphal growth phenotype. Commun. Biol. 1:7

111. Prabhakar A, Chow J, Siegel AJ, Cullen PJ. 2020. Regulation of intrinsic polarity establishment by a
differentiation-type MAPK pathway in S. cerevisiae. J. Cell Sci. 133:jcs241513

www.annualreviews.org • Genetic Basis of Yeast Pseudohyphal Growth 19

A
nn

u.
 R

ev
. G

en
et

. 2
02

1.
55

:1
-2

1.
 D

ow
nl

oa
de

d 
fr

om
 w

w
w

.a
nn

ua
lre

vi
ew

s.o
rg

 A
cc

es
s p

ro
vi

de
d 

by
 U

ni
ve

rs
ity

 o
f M

ic
hi

ga
n 

- A
nn

 A
rb

or
 o

n 
11

/2
9/

21
. F

or
 p

er
so

na
l u

se
 o

nl
y.

 



112. Prinz S, Avila-Campillo I, Aldridge C, Srinivasan A, Dimitrov K, et al. 2004. Control of yeast
filamentous-form growth by modules in an integrated molecular network.Genome Res. 14:380–90

113. Pruyne D, Bretscher A. 2000. Polarization of cell growth in yeast. J. Cell Sci. 113(Part 4):571–85
114. Ramage G,Martinez JP, Lopez-Ribot JL. 2006.Candida biofilms on implanted biomaterials: a clinically

significant problem. FEMS Yeast Res. 6:979–86
115. Ramsook C, Tan C, Garcia MC, Fung R, Soybelman G, et al. 2010. Yeast cell adhesion molecules have

functional amyloid-forming sequences. Eukaryot. Cell 9:393–404
116. Renauld H, Aparicio OM, Zierath PD, Billington BL, Chhablani SK, Gottschling DE. 1993. Silent do-

mains are assembled continuously from the telomere and are defined by promoter distance and strength,
and by SIR3 dosage.Genes Dev. 7:1133–45

117. Reynolds TB, Fink GR. 2001. Bakers’ yeast, a model for fungal biofilm formation. Science 291:878–81
118. Roberts RL, Fink GR. 1994. Elements of a single MAP kinase cascade in Saccharomyces cerevisiaemediate

two developmental programs in the same cell type: mating and invasive growth.Genes Dev. 8:2974–85
119. Robertson LS, Fink GR. 1998. The three yeast A kinases have specific signaling functions in pseudohy-

phal growth. PNAS 95:13783–87
120. Rupp S, Summers E, Lo HJ, Madhani H, Fink G. 1999. MAP kinase and cAMP filamentation signaling

pathways converge on the unusually large promoter of the yeast FLO11 gene. EMBO J. 18:1257–69
121. Ryan O, Shapiro RS, Kurat CF, Mayhew D, Baryshnikova A, et al. 2012. Global gene deletion analysis

exploring yeast filamentous growth. Science 337:1353–56
122. Schultzhaus Z, Yan H, Shaw BD. 2015. Aspergillus nidulans flippase DnfA is cargo of the endocytic col-

lar and plays complementary roles in growth and phosphatidylserine asymmetry with another flippase,
DnfB.Mol.Microbiol. 97:18–32

123. Sharmeen N, Sulea T, Whiteway M,Wu C. 2019. The adaptor protein Ste50 directly modulates yeast
MAPK signaling specificity through differential connections of its RA domain.Mol. Biol. Cell 30:794–807

124. Shively CA, Eckwahl MJ, Dobry CJ,Mellacheruvu D,Nesvizhskii A, Kumar A. 2013. Genetic networks
inducing invasive growth in Saccharomyces cerevisiae identified through systematic genome-wide overex-
pression.Genetics 193:1297–310

125. Shively CA, Kweon HK,Norman KL,Mellacheruvu D, Xu T, et al. 2015. Large-scale analysis of kinase
signaling in yeast pseudohyphal development identifies regulation of ribonucleoprotein granules. PLOS
Genet. 11:e1005564

126. Smukalla S, Caldara M, Pochet N, Beauvais A, Guadagnini S, et al. 2008. FLO1 is a variable green beard
gene that drives biofilm-like cooperation in budding yeast. Cell 135:726–37

127. Soll DR, Daniels KJ. 2016. Plasticity of Candida albicans biofilms.Microbiol. Mol. Biol. Rev. 80:565–95
128. Song Q, Johnson C,Wilson TE, Kumar A. 2014. Pooled segregant sequencing reveals genetic determi-

nants of yeast pseudohyphal growth. PLOS Genet. 10:e1004570
129. StratfordM. 1992.Lectin-mediated aggregation of yeasts—yeast flocculation.Biotechnol.Genet. Eng. Rev.

10:283–342
130. Taheri N, Kohler T, Braus GH,Mosch HU. 2000. Asymmetrically localized Bud8p and Bud9p proteins

control yeast cell polarity and development. EMBO J. 19:6686–96
131. Toda T, Cameron S, Sass P, Zoller M, Scott JD, et al. 1987. Cloning and characterization of BCY1, a lo-

cus encoding a regulatory subunit of the cyclic AMP-dependent protein kinase in Saccharomyces cerevisiae.
Mol. Cell. Biol. 7:1371–77

132. Toda T, Cameron S, Sass P, Zoller M,Wigler M. 1987. Three different genes in S. cerevisiae encode the
catalytic subunits of the cAMP-dependent protein kinase. Cell 50:277–87

133. Toda T, Uno I, Ishikawa T, Powers S, Kataoka T, et al. 1985. In yeast, RAS proteins are controlling
elements of adenylate cyclase. Cell 40:27–36

134. TronnoloneH,Gardner JM,Sundstrom JF, JiranekV,Oliver SG,Binder BJ. 2017.Quantifying the dom-
inant growth mechanisms of dimorphic yeast using a lattice-based model. J. R. Soc. Interface 14:20170314

135. Tronnolone H, Tam A, Szenczi Z, Green JEF, Balasuriya S, et al. 2018. Diffusion-limited growth of
microbial colonies. Sci. Rep. 8:5992

136. Urban J, Soulard A, Huber A, Lippman S, Mukhopadhyay D, et al. 2007. Sch9 is a major target of
TORC1 in Saccharomyces cerevisiae.Mol. Cell 26:663–74

20 Kumar

A
nn

u.
 R

ev
. G

en
et

. 2
02

1.
55

:1
-2

1.
 D

ow
nl

oa
de

d 
fr

om
 w

w
w

.a
nn

ua
lre

vi
ew

s.o
rg

 A
cc

es
s p

ro
vi

de
d 

by
 U

ni
ve

rs
ity

 o
f M

ic
hi

ga
n 

- A
nn

 A
rb

or
 o

n 
11

/2
9/

21
. F

or
 p

er
so

na
l u

se
 o

nl
y.

 



137. Vadaie N, Dionne H, Akajagbor DS, Nickerson SR, Krysan DJ, Cullen PJ. 2008. Cleavage of the sig-
naling mucin Msb2 by the aspartyl protease Yps1 is required for MAPK activation in yeast. J. Cell Biol.
181:1073–81

138. Vandermeulen MD,Cullen PJ. 2020.New aspects of invasive growth regulation identified by functional
profiling of MAPK pathway targets in Saccharomyces cerevisiae.Genetics 216:95–116

139. Verstrepen KJ, Fink GR. 2009. Genetic and epigenetic mechanisms underlying cell-surface variability
in protozoa and fungi. Annu. Rev. Genet. 43:1–24

140. Verstrepen KJ, Jansen A, Lewitter F, Fink GR. 2005. Intragenic tandem repeats generate functional
variability.Nat. Genet. 37:986–90

141. Verstrepen KJ, Klis FM. 2006. Flocculation, adhesion and biofilm formation in yeasts. Mol. Microbiol.
60:5–15

142. Voordeckers K, De Maeyer D, van der Zande E, Vinces MD, Meert W, et al. 2012. Identification of a
complex genetic network underlying Saccharomyces cerevisiae colony morphology.Mol.Microbiol. 86:225–
39

143. Vyas VK, Kuchin S, Berkey CD, Carlson M. 2003. Snf1 kinases with different β-subunit isoforms play
distinct roles in regulating haploid invasive growth.Mol. Cell. Biol. 23:1341–48

144. Winters MJ, Pryciak PM. 2005. Interaction with the SH3 domain protein Bem1 regulates signaling by
the Saccharomyces cerevisiae p21-activated kinase Ste20.Mol. Cell. Biol. 25:2177–90

145. Wolf JJ, Dowell RD, Mahony S, Rabani M, Gifford DK, Fink GR. 2010. Feed-forward regulation of a
cell fate determinant by an RNA-binding protein generates asymmetry in yeast.Genetics 185:513–22

146. Wu C, Jansen G, Zhang J, Thomas DY, Whiteway M. 2006. Adaptor protein Ste50p links the Ste11p
MEKK to the HOG pathway through plasma membrane association.Genes Dev. 20:734–46

147. Xu T, Shively CA, Jin R, Eckwahl MJ,Dobry CJ, et al. 2010. A profile of differentially abundant proteins
at the yeast cell periphery during pseudohyphal growth. J. Biol. Chem. 285:15476–88

148. Yang H-Y, Tatebayashi K, Yamamoto K, Saito H. 2009. Glycosylation defects activate filamentous
growth Kss1 MAPK and inhibit osmoregulatory Hog1 MAPK. EMBO J. 28:1380–91

149. Yang X, Jiang R, Carlson M. 1994. A family of proteins containing a conserved domain that mediates
interaction with the yeast SNF1 protein kinase complex. EMBO J. 13:5878–86

150. Zhou W, Dorrity MW, Bubb KL, Queitsch C, Fields S. 2020. Binding and regulation of transcription
by yeast Ste12 variants to drive mating and invasion phenotypes.Genetics 214:397–407

www.annualreviews.org • Genetic Basis of Yeast Pseudohyphal Growth 21

A
nn

u.
 R

ev
. G

en
et

. 2
02

1.
55

:1
-2

1.
 D

ow
nl

oa
de

d 
fr

om
 w

w
w

.a
nn

ua
lre

vi
ew

s.o
rg

 A
cc

es
s p

ro
vi

de
d 

by
 U

ni
ve

rs
ity

 o
f M

ic
hi

ga
n 

- A
nn

 A
rb

or
 o

n 
11

/2
9/

21
. F

or
 p

er
so

na
l u

se
 o

nl
y.

 



GE55_FrontMatter ARjats.cls October 19, 2021 12:20

Annual Review of
Genetics

Volume 55, 2021

Contents

The Complex Genetic Basis and Multilayered Regulatory Control of
Yeast Pseudohyphal Growth
Anuj Kumar � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 1

Evolution and Plasticity of Genome-Wide Meiotic Recombination
Rates
Ian R. Henderson and Kirsten Bomblies � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � �23

Brain Repair by Cell Replacement via In Situ Neuronal
Reprogramming
Hao Qian and Xiang-Dong Fu � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � �45

Genotype–Phenotype Relationships in the Context of Transcriptional
Adaptation and Genetic Robustness
Gabrielius Jakutis and Didier Y.R. Stainier � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � �71

The Drama of Wallerian Degeneration: The Cast, Crew, and Script
Kai Zhang, Mingsheng Jiang, and Yanshan Fang � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � �93

Regulatory Themes and Variations by the Stress-Signaling Nucleotide
Alarmones (p)ppGpp in Bacteria
Brent W. Anderson, Danny K. Fung, and Jue D. Wang � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 115

Revelations About Aging and Disease from Unconventional Vertebrate
Model Organisms
Yang Zhao, Andrei Seluanov, and Vera Gorbunova � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 135

The tracrRNA in CRISPR Biology and Technologies
Chunyu Liao and Chase L. Beisel � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 161

A Functional Dissection of the mRNA and Locally Synthesized
Protein Population in Neuronal Dendrites and Axons
Julio D. Perez, Claudia M. Fusco, and Erin M. Schuman � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 183

Dissecting Organismal Morphogenesis by Bridging Genetics and
Biophysics
Nikhil Mishra and Carl-Philipp Heisenberg � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 209

v

A
nn

u.
 R

ev
. G

en
et

. 2
02

1.
55

:1
-2

1.
 D

ow
nl

oa
de

d 
fr

om
 w

w
w

.a
nn

ua
lre

vi
ew

s.o
rg

 A
cc

es
s p

ro
vi

de
d 

by
 U

ni
ve

rs
ity

 o
f M

ic
hi

ga
n 

- A
nn

 A
rb

or
 o

n 
11

/2
9/

21
. F

or
 p

er
so

na
l u

se
 o

nl
y.

 



GE55_FrontMatter ARjats.cls October 19, 2021 12:20

Genetic Regulation of RIPK1 and Necroptosis
Daichao Xu, Chengyu Zou, and Junying Yuan � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 235

Prevalence and Adaptive Impact of Introgression
Nathaniel B. Edelman and James Mallet � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 265

DNA End Resection: Mechanism and Control
Petr Cejka and Lorraine S. Symington � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 285

DREAM On: Cell Cycle Control in Development and Disease
Hayley Walston, Audra N. Iness, and Larisa Litovchick � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 309

Genomic and Epigenetic Foundations of Neocentromere Formation
Evon M. DeBose-Scarlett and Beth A. Sullivan � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 331

Seq Your Destiny: Neural Crest Fate Determination in the Genomic
Era
Shashank Gandhi and Marianne E. Bronner � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 349

Cold Shock Response in Bacteria
Yan Zhang and Carol A. Gross � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 377

Functional Diversification of Chromatin on Rapid Evolutionary
Timescales
Cara L. Brand and Mia T. Levine � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 401

How to Switch from Mitosis to Meiosis: Regulation of Germline Entry
in Plants
Franziska Böwer and Arp Schnittger � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 427

Perfecting Targeting in CRISPR
Hainan Zhang, Tong Li, Yidi Sun, and Hui Yang � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 453

Plant Cell Identity in the Era of Single-Cell Transcriptomics
Kook Hui Ryu, Yan Zhu, and John Schiefelbein � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 479

Architecture and Dynamics of Meiotic Chromosomes
Sarah N. Ur and Kevin D. Corbett � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 497

Drosophila sechellia: A Genetic Model for Behavioral Evolution and
Neuroecology
Thomas O. Auer, Michael P. Shahandeh, and Richard Benton � � � � � � � � � � � � � � � � � � � � � � � � � � � � 527

Cellular and Molecular Mechanisms Linking Human Cortical
Development and Evolution
Baptiste Libé-Philippot and Pierre Vanderhaeghen � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 555

Variation and Evolution of Human Centromeres: A Field Guide and
Perspective
Karen H. Miga and Ivan A. Alexandrov � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 583

vi Contents

A
nn

u.
 R

ev
. G

en
et

. 2
02

1.
55

:1
-2

1.
 D

ow
nl

oa
de

d 
fr

om
 w

w
w

.a
nn

ua
lre

vi
ew

s.o
rg

 A
cc

es
s p

ro
vi

de
d 

by
 U

ni
ve

rs
ity

 o
f M

ic
hi

ga
n 

- A
nn

 A
rb

or
 o

n 
11

/2
9/

21
. F

or
 p

er
so

na
l u

se
 o

nl
y.

 



GE55_FrontMatter ARjats.cls October 19, 2021 12:20

Green Algal Models for Multicellularity
James Umen and Matthew D. Herron � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 603

Museum Genomics
Daren C. Card, Beth Shapiro, Gonzalo Giribet, Craig Moritz, and Scott V. Edwards � � 633

Genetics of Shoot Meristem and Shoot Regeneration
Leor Eshed Williams � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � � 661

Errata

An online log of corrections to Annual Review of Genetics articles may be found at
http://www.annualreviews.org/errata/genet

Contents vii

A
nn

u.
 R

ev
. G

en
et

. 2
02

1.
55

:1
-2

1.
 D

ow
nl

oa
de

d 
fr

om
 w

w
w

.a
nn

ua
lre

vi
ew

s.o
rg

 A
cc

es
s p

ro
vi

de
d 

by
 U

ni
ve

rs
ity

 o
f M

ic
hi

ga
n 

- A
nn

 A
rb

or
 o

n 
11

/2
9/

21
. F

or
 p

er
so

na
l u

se
 o

nl
y.

 


