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ABSTRACT Genetic variation is the fundamental medium of evolution. In allopolyploids, which are the
product of hybridization and whole genome duplication, if homologous chromosomes always pair, then all
descendants of a single diploid F1 hybrid lineage will be genetically identical. Contrarily, genetic variation
among initially isogenic lineages is augmented when homeologous chromosomes pair; this added variation
may contribute to phenotypic evolution. Mimulus sookensis is a naturally occurring, small-flowered allotetra-
ploid derived from the large-flowered Mimulus guttatus and small-flowered Mimulus nasutus. Because diploid
F1 hybrids betweenM. guttatus and M. nasutus have large flowers, phenotypic evolution post-polyploidization
is implied in M. sookensis. Here, we present genetic and phenotypic analyses of synthetic neoallotetraploid
Mimulus derived from a cross between M. guttatus and M. nasutus. Genetic marker data from S2 and BC1N

progeny suggest that chromosomes regularly pair with their homologous counterpart. By measuring the
phenotype of synthetic neoallotetraploids, we demonstrate that polyploidization per se does not induce the
small flowers of M. sookensis. Moreover, phenotypic measurements of synthetic allotetraploid F2s and S4
families suggest that rare homeologous recombination events have a negligible phenotypic effect in the first
few generations. In total, the results are consistent with either exceedingly rare homeologous pairing and
recombination or spontaneous fragment loss. The low levels of fragment loss and phenotypic variation in
neoallotetraploids suggest that homeologous recombination after polyploidization is not a major mechanism
of phenotypic evolution in M. sookensis. Rather, it may be that spontaneous mutations or epigenetic changes
after allopolyploidization have driven phenotypic evolution in M. sookensis.
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Genetic variation within a species is essential for evolution by natural
selection and genetic drift. In plants, polyploidization, or whole ge-
nome duplication, is a common and instantaneous mode of speciation
(Dobzhansky 1937; Masterson 1994; Otto and Whitton 2000; Blanc
and Wolfe 2004; Coyne and Orr 2004; Cui et al. 2006). A unique
aspect of polyploid speciation is that species formation can involve
only a single individual, creating an extreme genetic bottleneck. As
a consequence of this, when allopolyploids form from diploid F1
hybrids, it is possible that all descendants of a single individual will
be genetically identical, with the exception of spontaneous mutations
and ploidy-mediated genetic changes (Comai 2005; Soltis et al. 2003;
Chen 2007; Doyle et al. 2008). Spontaneous mutations and method of
polyploid formation aside, the extent to which descendent lineages are
genetically identical depends on the pattern of chromosome pairing at
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meiosis (Stebbins 1971; Comai 2005; Ramsey and Schemske 2002).
Allopolyploids will lack genetic variation if the homologous chromo-
somes from within each diploid progenitor species pair faithfully
during meiosis (Figure 1, A and C and Table 1). However, if any of
the homeologous chromosomes from different diploid progenitors
pair with one another, then multiple gamete types will be produced,
resulting in genetically variable offspring (Figure 1, B and D and
Table 1).

Homeologous chromosome pairing at meiosis affects genetic
variation in gametes and subsequent progeny by segregation, which
results in genetic variation among gametes at a single locus, and by
independent assortment, which results in genetic variation within
a gamete by random alignment of all chromosome pairs during
metaphase I of meiosis (Figure 1D). More specifically, if one considers
a single locus, an allotetraploid individual with the genotype AAaa will
only produce Aa gametes across all loci if homologous chromosomes
pair, a phenomenon known as fixed heterozygosity (Ramsey and
Schemske 2002). If homeologous chromosomes pair, then AA, Aa,
and aa gametes will be produced, resulting in five possible zygotic
genotypes (AAAA, AAAa, AAaa, Aaaa, and aaaa) and genetically
variable offspring. The ratio of gamete types (i.e., AA, Aa, aa) for
a single locus produced by homeologous chromosome pairing
depends on whether recombination occurs between the locus and
the centromere (Table 1) (Haldane 1930; Mather 1935). If recombi-
nation does not occur, then random chromosome assortment, as
modeled by Gregory 1914 and Muller 1914, and segregation of chro-
mosomes will produce an expected gametic ratio of 1AA:4Aa and 1aa
(Table 1) (Muller 1914). If recombination occurs between the locus
and the centromere, as first proposed by Haldane (1930), then the
expected gametic ratio becomes 2AA:5Aa:2aa (random chromatid
assortment) (File S1, Figure S1 and Table 1) (Mather 1935, 1936;
Burnham 1962).

Although chromosome pairing models are useful for predicting
expected gametic ratios and genotype frequencies, adherence to
expectations will vary among loci according to three conditions: the
proximity of the locus to the centromere; the particular chromosome
pair being considered; and how strictly a particular chromosome

associates with its homolog. The last condition, the degree of
preferential pairing (Sybenga 1994), refers to the fact that chromosomes
may form any combination of homologous bivalents, homeologous
bivalents, or quadrivalents; this has been observed in autotetraploid
Rorippa species and Crassostrea gigas (Curole and Hedgecock 2005;
Stift et al. 2008). When only homologous bivalents form, chromosomes
are said to preferentially pair.

By measuring the phenotype of polyploid F2 populations at single-
locus traits, early plant breeders, focusing mainly on autotetraploids,
were able to reveal that gametic ratios vary by locus in accordance
with random chromosome and random chromatid pairing models
(Blakeslee et al. 1923; Lindstrom and Humphrey 1933; Fisher 1941;
Doyle 1973; Little 1945, 1958). Surprisingly, in allopolyploids home-
ologous chromosome pairing and recombination have also been
inferred (Crane and Darlington 1932; Sansome 1933; Gerstel and
Phillips 1957, 1958; Gerstel 1960). More recently, it has been shown
in Brassica napus that allopolyploid lines that began as a genetically
homogeneous population can accumulate genetic variation among
lineages by the first generation after allopolyploidization as a result
of homeologous recombination; most importantly, this genetic varia-
tion is associated with variation in flowering time (Schranz and
Osborn 2000, 2004; Gaeta et al. 2007; Szadkowski et al. 2010).

Homeologous recombination in Gossypium (Salmon et al. 2010)
and translocations and reciprocal aneuploidy in Tragopogon (Lim
et al. 2008; Chester et al. 2012) may create genetic variation among
initially isogenic lines, but these changes have not been linked to
phenotypic variation. Gene expression in allopolyploids has also been
reported to vary from expectations based on an additive model, sug-
gesting that epigenetic changes may also play a role in phenotypic
divergence between polyploid and diploid progenitor (Liu et al. 2001;
Wang et al. 2006; Flagel et al. 2008; Chaudhary et al. 2009; Rapp et al.
2009). Of the studies that have examined genetic and epigenetic
changes after polyploidization, surprisingly few have made a concerted
effort to record phenotypic variation of synthetic and natural allopo-
lyploids while also examining genomic changes (Comai et al. 2000;
Anssour et al. 2009; Matsushita et al. 2012). In synthetic autotetra-
ploid Heuchera grossulariifolia, polyploidization appears to cause an

Figure 1 Illustration of expect-
ations under homologous or
homeologous chromosome pair-
ing. Chromosome pairings of the
same color (black–black or gray–
gray) are homologous and chro-
mosomes of different colors
(gray–black) are homeologous.
(A) Homologous pairing and sub-
sequent fixed heterozygosity.
(B) Homeologous pairing and
novel genetic variation created
by segregation and recombina-
tion. (C) Homologous pairing
and independent assortment do
not further contribute to genetic
variation. (D) Homeologous pair-
ing and independent assortment
further contribute to genetic vari-
ation among offspring.
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immediate phenotypic shift toward trait values that may have been
beneficial during establishment, although flower size in syntheticHeuchera
grossulariifolia is large, unlike in natural tetraploidHeuchera grossulariifolia
(Oswald and Nuismer 2011). Thus, aside from the results in Brassica
napus, little is known about how the multitude of genetic and epigenetic
changes observed in synthetic polyploids may lead to the phenotype
observed in a naturally occurring or crop allopolyploid.

Mimulus sookensis (Benedict et al. 2012) is an allotetraploid de-
rivative of the large-flowered, predominately out-crossing Mimulus
guttatus and the small-flowered, highly selfing Mimulus nasutus
(Sweigart et al. 2008; Modliszewski and Willis 2012). M. sookensis is
small-flowered, similar to M. nasutus (Benedict et al. 2012), but dip-
loid F1 hybrids are somewhat intermediate and phenotypically similar
to M. guttatus because of partial dominance of M. guttatus floral
characters (Fishman et al. 2002); this suggests that phenotypic evolu-
tion occurred following polyploidization. A genetic linkage map con-
structed from a M. guttatus · M. nasutus F2 population establishes
that chromosome pairing and recombination occur in diploid F1
hybrids between M. guttatus and M. nasutus (Fishman and Willis
2001). Consequentially, the homeologous chromosomes of M. guttatus
and M. nasutus are predicted to be able to readily pair when placed
together in an allopolyploid genome, possibly leading to homeologous
recombination and rapid recapitulation of the phenotype of natural
M. sookensis in synthetic allopolyploids derived from M. guttatus
and M. nasutus. Although the chromosomes of M. guttatus and
M. nasutus are capable of pairing in diploid F1s, in an allotetra-
ploid the two chromosomes of M. guttatus may be more likely to pair
with one another, and likewise for the two homologous M. nasutus
chromosomes. For this reason, it is unknown how the chromosomes
of allotetraploid Mimulus will pair.

Here, our broad objective was to determine how chromosome
pairing following polyploidization may affect phenotypic evolution in
M. sookensis. We first asked if there was evidence for homeologous
chromosome pairing and recombination, using genetic marker data
from artificially synthesized neoallotetraploid Mimulus derived from
diploid M. guttatus and M. nasutus. We then assessed the immediate
phenotypic effects of polyploidization by measuring the floral pheno-
type of neoallotetraploid Mimulus and comparing it to diploid
M. guttatus andM. nasutus, diploid hybrids, andM. sookensis. Finally,
to shed light on the evolutionary processes that have shaped flower
size in naturally occurring M. sookensis, we asked if homeologous

recombination may facilitate an enhanced rate of phenotypic evolu-
tion by contributing to phenotypic variation. We address this question
by comparing the variance of quantitative traits in F1 and F2 hybrids
and S4 families. Both the genetic marker data and phenotypic mea-
surements will reveal any heritable genetic variation in newly formed
synthetic allotetraploid Mimulus, which natural selection may act on.

MATERIALS AND METHODS

Generation of synthetic tetraploid lines
To generate synthetic tetraploid lines, diploid seed from M. guttatus
IM62, M. nasutus SF, and diploid F1 hybrid seed generated by re-
ciprocally crossing M. guttatus IM62 and M. nasutus SF was
soaked in a 0.0001%, 0.001%, and 0.01% colchicine solution for 6
hr. Both M. guttatus IM62 and M. nasutus SF are highly inbred
lines (.12 generations), greatly reducing the likelihood of residual
heterozygosity in diploid and autotetraploid lines. Because only F1
hybrid seeds were transformed into polyploids at the aforemen-
tioned concentrations, subsequent treatments ofM. nasutus SF and
M. guttatus IM62 were performed with concentrations of 0.05%
and 0.1% colchicine. After the soak, seeds were rinsed �10 times
using distilled water and pipetted onto premoistened Fafard 4p
potting medium. To identify tetraploid lines, plants were screened
using flow cytometry once sufficient leaf and bud material was
present, as described previously (Modliszewski and Willis 2012),
using NIB chopping buffer (Bino et al. 1992). To increase the
efficiency of the screening process, four individuals and an internal
control (Petunia · hybrida “Wave”) were processed simultaneously. If
tetraploid peaks were evident, then all four individuals were run sep-
arately to identify the tetraploid individual(s).

Two forms of synthetic neoallotetraploid lines and one diploid F2
population were generated (Figure 2). For the purpose of clarity, we
hereafter refer to the combination of genotype and ploidy as a class
(for example, IM-2x indicates diploid M. guttatus IM62), with recip-
rocal hybrid classes combined, unless indicated with G or N, which
are used to designate the maternal parent (for example, F1G-4x is used
to indicate tetraploid F1 hybrids with M. guttatus IM62 as the mater-
nal parent, whereas F1-4x plants are tetraploid F1 hybrids with either
M. nasutus SF or M. guttatus IM62 as the maternal parent). Synthetic
neotetraploid Mimulus lines are referred to as “neoallotetraploids”
(e.g., F1-4x, F2-4x, S4 families) or “neoautotetraploids,” as appropriate.

n Table 1 Expected gametic ratios, genotypic frequencies, and observed apparent heterozygosity in F2 and BC1 progeny in five models of
chromosome pairing

Chromosome
Pairing Model Inheritance

Gametic Ratios
in F1 Hybrid

Genotype Frequencies
Expected Apparent

Heterozygosity

F2 Progeny BC1 Progeny F2 Progeny BC1 Progeny

Homolog–homolog
(autosyndesis)

Disomic 0 AA:1 Aa:0 aa All AAaa All Aaaa 1.00 1.00

Homolog–homeolog
(allosyndesis)

Disomic 1AA:2Aa:1aa 1 AAAA:4 AAAa:6 AAaa:4
Aaaa:1 aaaa

1 AAaa:2 Aaaa:1 aaaa 0.88 0.75

Random chromosome
assortment/random
bivalent

Disomic or
tetrasomic

1AA:4Aa:1aa 1 AAAA:8 AAAa:18 AAaa:8
Aaaa:1 aaaa

1 AAaa:4 Aaaa:1 aaaa 0.94 0.83

Random chromatid
assortment

Tetrasomic 3AA:8Aa:3aa 9 AAAA:48 AAAa:82 AAaa:48
Aaaa:9 aaaa

3 AAaa:8 Aaaa:3 aaaa 0.91 0.79

Maximal equational
segregation

Tetrasomic 2AA:5Aa:2aa 4 AAAA:20 AAAa:33 AAaa:20
Aaaa:4 aaaa

2 AAaa:5 Aaaa:2 aaaa 0.90 0.78

Expected apparent heterozygosity refers to the proportion of individuals expected to have a microsatellite band from each parent, even if they are not balanced
heterozygotes (i.e., Aaaa individuals). For F2 progeny, both homozygous classes are combined together to calculate the expected apparent heterozygosity.
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Neoallotetraploid lines were first created by synthesizing neoautote-
traploid parents [M. guttatus IM62 (IM-4x) and M. nasutus SF
(SF-4x)] and reciprocally crossing them to create F1 neoallotetraploids
(F1-4x). First-generation backcross progeny (BC1N) were generated for
genetic marker analysis by crossing the resulting F1N-4x neoallotetra-
ploid to neoautotetraploid M. nasutus SF; the F1N plant was used as
the maternal parent in this cross. Reciprocal F1 neoallotetraploids
were also selfed to create two F2 populations for use in phenotypic
analyses; reciprocally crossed populations were treated as a single
population for most analyses (Figure 2B). Neoallotetraploids were also
generated by treating diploid F1 seed from reciprocal crosses between
M. guttatus IM62 and M. nasutus SF with colchicine. The progeny
from two reciprocally crossed neoallotetraploid individuals were made
into 48 family lines for each cross direction (S-lines), which were then
selfed for three generations to create two groups of S4 families, S4G and
S4N (Figure 2C), which were used in the phenotypic analysis. Individ-
uals from the S2 generation (S2G and S2N) were used for genetic
marker analysis. As a control for the neoallotetraploid F2 population,
diploid F2 populations were constructed from reciprocal crosses be-
tween diploid M. guttatus IM62 (IM-2x) and M. nasutus SF (IM-4x);
and a single plant of each cross direction in the F1 generation was
selfed to generate the F2 population (Figure 2A).

Assessing evidence for homeologous recombination:
Genetic marker analysis
Our first goal was to determine if homeologous recombination was
occurring in neoallotetraploid Mimulus by using genetic marker data.
DNA was extracted from 48 BC1N individuals using a modified CTAB
method (Kelly and Willis 1998). These 48 BC1N individuals were
genotyped at seven microsatellite loci known to differ between
M. guttatus IM62 and M. nasutus SF. Each marker is located in the
distal portion of its respective chromosome arm. In addition, 48 indi-
viduals, each from a separate S2 family (24 S2G families and 24 S2N
families that were used to create the S4 families), were genotyped at 13
microsatellite loci, with one marker per linkage group. PCR conditions
were as follows: 3 min at 95�, 12 cycles of 30 sec at 94�, 30 sec at 60�,
and 45 sec at 72�, with annealing temperature reduced by 1� each
cycle, followed by 32 cycles with annealing temperature held constant
at 52�, and a final extension time of 20 min; the primer sequence for
each marker can be found at http://www.mimulusevolution.org. S2G,
S2N, and BC1N progeny were then scored as either heterozygous or
homozygous with the assistance of the GeneMarker software program
(SoftGenetics LLC, State College, PA). To test for departures from
models of chromosome pairing (Table 1), we constructed a 95% con-
fidence interval based on the binomial distribution for each observed
proportion of heterozygous individuals using the pooled marker data
from each progeny class separately (S2G, S2N, BC1N). For the BC1N

pooled marker data set, we also conducted a G-test (log-likelihood
ratio test) using Equation 17.4 as demonstrated in Box 17.1 of Sokal
and Rohlf (1995), with the random chromosome model as our null
hypothesis. For the six markers that had at least one homozygous
individual, a heterogeneity G-test was conducted as per Box 17.4 of
Sokal and Rohlf (1995).

To further assess the degree to which homologous chromosomes
preferentially pair, we calculated the preferential pairing rate, p, which
is a measure of how often homologous chromosomes pair with one
another, rather than with their homeologous counterparts (Sybenga
1994). The preferential pairing rate (p) can vary from 0 to 2/3. At p = 0,
each chromosome arm may pair randomly with any other homolo-
gous or homeologous chromosome arm, and chromosome arms are

assumed to pair independently, allowing for quadrivalents to form.
The preferential pairing rate reaches an upper bound at p = 2/3 , which
is derived from the fact that 1/3 of all bivalent pairings are between
homologous chromosomes and 2/3 are between homeologous chromo-
somes. Thus, under a model of strict homologous pairing, homolo-
gous bivalents have a probability of 1, or 1/3 + p. Wu et al. (2001)
developed a model for calculating the preferential pairing rate from
genetic marker data rather than chromosome configurations at meta-
phase, as shown by Sybenga (1994); we used the model of Wu et al.
(2001) to calculate the preferential pairing rate from the BC1N

progeny.
In the BC1N progeny, there are three possible genotypes, GGNN,

GNNN, and NNNN, with the SF-4x parent (NNNN) contributing NN
gametes and the F1-4x (G1G2N1N2) parent contributing GG (G1G1,
G1G2, G2G2), GN (G1N1, G1N2, G2N1, G2N2), or NN (N1N1, N1N2,
N2N2) gametes. We directly solved for p using the genetic marker data
and equations derived from Wu et al. (2001):

f ðG1G1Þ þ f ðG2G2Þ þ f ðN1N1Þ þ f ðN2N2Þ ¼ a
�
2=3-3=2p2

�
;  and

(1)

f ðG1N1Þ þ f ðG1N2Þ þ f ðG2N1Þ þ f ðG2N2Þ

¼ 2=9þ 1=3pþ 5=4p2 þ 2=3
�
2=3-3=2p2-a

�
2 =

3 -3=3p2
�� ð2Þ;

where p = the preferential pairing factor, a is the double reduction
rate, and f(GiGj), for example, is the observed or inferred frequency
of a given gamete. Because our microsatellite data are not fully in-
formative (i.e., G1 = G2 and N1 = N2, and GGNN and GNNN

Figure 2 Crossing design for phenotypic analyses. (A) Diploids. (B)
Synthetic F2 tetraploids. (C) Synthetic tetraploid S4 families. 2x, dip-
loid; 4x, tetraploid; IM, M. guttatus IM62; SF, M. nasutus SF; subscrip-
ted “G” and “N” are used to indicate that M. guttatus (G) or
M. nasutus (N) was the maternal parent. All S-lines (S1–S4) are tetraploid.
S2 lines were used in genetic marker analysis; S3 lines were split into
“a” and “b” subfamilies to test for maternal effects in the S4 families.
BC1N lines were generated by backcrossing F1N-4x to SF-4x.
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genotypes are indistinguishable), we chose to make some simplifying
assumptions that allowed us to calculate the preferential pairing rate
directly from the data rather than to infer the missing genotypes
using a expectation maximization algorithm, as suggested by Wu
et al. (2001).

For each marker, we first assumed that an equal number of GG
and NN gametes were created in the F1-4x parent, despite the fact that
we were not able to infer the occurrence of GG gametes. Second, we
assumed either that any NN or GG gametes derived from the F1
parent were the result of homeologous bivalent pairings or that any
NN or GG gametes derived from the F1 parent were derived entirely
from quadrivalent pairings, and a crossover occurred between the
locus and the centromere, allowing for double reduction. In the case
of the first scenario, equation 1 is set equal to zero, because G1G1,
G2G2, N1N1, and N2N2 can only be derived from quadrivalent forma-
tion and subsequent double reduction. In the case of the second
scenario, we assumed that three-eighths of all GG and NN gametes
are derived from double reduction events; this frequency is expected if
all nine possible quadrivalent arrangement and separation combina-
tions (Figure S1) are considered. Because of our simplifying assump-
tions, we could not solve for the rate of double reduction (a). To
evaluate whether the observed p fit the data better than a model with
p = 2/3, likelihood ratio tests were conducted for each marker using the
expected gamete frequencies and observed gamete counts, as de-
scribed by Wu et al. (2001) and Curole and Hedgecock (2005).

Common garden experiment and phenotypic analyses
Before the final common garden experiment in which all lines were
measured, diploid and tetraploid parental (M. guttatus IM62 and
M. nasutus SF), F1 and F2 lines, and two maternal lines for each of
the 43 S4G and 35 S4N families, as well as seed from one maternal
family from each of two M. sookensis populations (M. sookensis FAN
and M. sookensis ROG from Vancouver Island, British Columbia,
Canada, and Mehama, Oregon, respectively) were all generated simul-
taneously in the greenhouses at Duke University to standardize any
environmental effects induced by the greenhouse over time. Neoallo-
tetraploid F1 seed was freshly regenerated by recreating autotetraploid
parental lines and reciprocally crossing them. Previously generated
S2G and S2N seed was also grown in the final grow-out, but the seed
was not matured at the same time in the greenhouse as all other seed.
At the time of the final common garden experiment, and after the first
generation of the F1 hybrid-derived neoallotetraploid lines (S2 gener-
ation), synthetic polyploid lines were assayed for DNA content as
a proxy for ploidy to ensure that the unlikely event of a reversion
to diploidy had not occurred. Flow cytometry was performed as de-
scribed above and as by Modliszewski and Willis (2012).

For each plant grown and phenotyped, one to four seeds were
placed onto well-moistened Fafard 4P soil-less potting medium in 2.5-
inch pots. Flats were covered with humidity domes and placed at 4�
with little ambient light for vernalization. All flats were removed from
the cold room and placed in the greenhouse 6–8 days after sowing.
After germination, pots were haphazardly randomized by moving pots
from one flat to another, and extra seedlings were discarded, such that
each pot contained one plant for the remainder of the experiment.
Before the date of first flowering, flats were haphazardly moved about
daily in the greenhouse to minimize spatial effects.

On the date of first flower, the first or second flower from each
plant was phenotyped for the following traits, as described by Fishman
et al. (2002): corolla width and length; corolla tube width and length;
stamen length; and carpel (pistil) length. The width of the lower calyx
was also measured for all plants using the distance between the two

lower calyx lobes. Stigma-anther separation was calculated by mea-
suring the difference in stamen and pistil length. Flowering time was
measured from the date of germination to the date of first flowering.
Pollen viability was assayed by macerating all four anthers from the
first or second flower in a drop of lactophenol aniline blue (Kearns
and Inouye 1993) placed on a microscope slide and then examining
a haphazard selection of 100 pollen grains for viability under a light
microscope at 100· magnification.

Testing for an immediate effect of ploidy on phenotype:
Analysis of means
To address whether polyploidization in Mimulus neoallotetraploids
has immediate and direct phenotypic consequences, we calculated
the mean value of all floral traits. Principal components analyses were
first conducted using all phenotypic traits to visualize the distribution
of F1 and F2 classes relative to parental and M. sookensis phenotypes.
Principal component 1 (PC1) and principal component 2 (PC2) were
subsequently included in all mean and variance calculations. To test if
ploidy has a significant effect on phenotype, Tukey-Kramer HSD tests
were performed among all classes (e.g., IM-2x, IM-4x, F1-2x, F1-4x).
We verified that comparison of means and variances by class (e.g., F1-
2x) was appropriate by testing for significant differences in the means
within each reciprocal cross (e.g., F1G-2x, F1N-2x) using a t-test. To
test for normality, a Shapiro-Wilkes W test was conducted on each
class for each trait. All statistical analyses of means and distributions
were performed in JMP Pro 10.0 (SAS Institute, Inc., Cary, NC).

Testing for an effect of ploidy on phenotype through
homeologous recombination: Analyses of variance
In a typical diploid F2 population in which heritable genetic variation
for a trait exists, an increase in variance, attributable to segregational
variance, should be observed. To test for this increase in variance in
the diploid and tetraploid F2 populations, F-tests, and Levene’s test
were conducted in R (R Development Core Team 2010); 95% confi-
dence intervals for the coefficient of variation were calculated using
equation 4.9 in Sokal and Rohlf (1995). To test for a significant family
effect in the S4G and S4N families, a nested ANOVA was conducted
separately for each trait and also for PC1 and PC2, with both family
and maternal lines (nested within family) as random effects, using the
REML computation in JMP Pro 10.0 (SAS Institute, Inc.). Broad-sense
heritabilities (H2) based on the diploid and tetraploid F2 populations
were also calculated for each trait as H2 = VG/VP, where VG = Var
(F2)2VE, and VE was calculated from parental and F1 variance.

RESULTS

Identification of synthetic tetraploid lineages
From the F1G-2x (M. guttatus ·M. nasutus) and F1N-2x (M. nasutus ·
M. guttatus) seed treated with 0.01% colchicine, one F1G-4x and one
F1N-4x tetraploid individual was found after screening 59 and 137
individuals, respectively; these two plants were used to generate the
S4 families. No tetraploid M. guttatus IM62 or M. nasutus SF was
found among the 81 and 27 individuals (respectively) screened that
were treated with 0.0001%–0.01% colchicine. In treatments with
0.05% and 0.1% colchicine, 11 neoautotetraploid lines of M. guttatus
IM62 (IM-4x) and two neoautotetraploid M. nasutus SF (SF-4x) were
identified after screening 44 and 337 individuals, respectively. Inter-
estingly, although the rate of conversion to tetraploidy was quite low
in M. nasutus compared toM. guttatus, the two tetraploid M. nasutus
individuals were the result of the 0.05% colchicine treatment. Likewise,
more M. guttatus IM62 individuals (seven vs. four) were converted to
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tetraploids at the 0.05% treatment level. We attempted to convert
other lines of M. guttatus and M. nasutus to tetraploids but often
had limited success with M. nasutus and had varying success with
M. guttatus (data not shown), suggesting that there may be a genetic
component to the observed variation. Although all individuals were
screened regardless of appearance, by casual observation the leaves of
neotetraploids induced via colchicine tended to have a thicker and
darker appearance, and pollen grains were larger. Flow cytometric
analysis of neoautotetraploid lines revealed that the autopolyploids
had approximately double the DNA content of their diploid progen-
itors, as did neoallotetraploid F1 individuals (2.04 6 0.018; n = 7)
(Table S1). A small but significant decrease in 2C DNA content was
observed in the neoallotetraploid F2 population (2.006 0.007; n = 16)
when compared to the F1-4x class (Table S1).

Genetic marker analysis reveals limited evidence for
homeologous recombination
Depending on the model of chromosome pairing, the expected
genotypic frequencies in the S2 and BC1N progeny will vary (Table 1).
The progeny examined can be classified into two groups: heterozygous
(GGNN, GGGN, and GNNN genotypes, with “G” indicating the
M. guttatus allele and “N” indicating the M. nasutus allele) and homo-
zygous (GGGG and NNNN). In the S2 progeny, all five genotypes can
occur, but homeologous pairing can only be confirmed using our ge-
netic marker data if a quadruple homozygote is formed. In BC1N prog-
eny, only GGNN, GNNN, and NNNN individuals can be formed,
regardless of the chromosome pairing model. BC1N progeny scored as
heterozygous are either GGNN or GNNN; although GGNN genotypes
are the result of homeologous pairing, they cannot be detected using the
microsatellite data. Under even the most modest of homeolog pairing
models, one-sixth of BC1N progeny are expected to be quadruple homo-
zygotes that have lost the M. guttatus allele (Table 1).

The genetic marker data revealed that homeologous recombina-
tion is occurring at an exceedingly low, and in some cases nonexistent,
rate. In the S2 progeny, no instances of marker loss were observed at
any of the 13 loci. The probability of failing to observe a quadruple
homozygote as calculated by (5/6)24 was 25% under the least stringent
random chromosome model, and the probabilities of failing to observe
a quadruple homozygote for the total number of individuals observed
over all markers in the S2G and S2N classes are 2.14·1028 and
2.26·1028, respectively. For the combined marker data at S2G and
S2N classes, the 95% confidence interval under a binomial distribution
incorporates only the homolog pairing model. On a per-marker basis,
no chromosome pairing model can be excluded for either S2 class
(Table 2).

In the BC1N progeny, 10 instances of marker loss were observed
over the seven markers surveyed, with one BC1N individual contrib-
uting to six of the 10 observed instances of marker loss. Fifty-six
instances of marker loss (one-sixth of the 336 marker/progeny com-
bination) were expected to occur under the most conservative model
of homeologous chromosome pairing. The 95% confidence interval of
the proportion of apparent heterozygosity, as calculated using an exact
binomial test for the entire set of marker data, is 0.946–0.986. A G-test
of the entire BC1N data set under the random chromosome model
resulted in a rejection of the null hypothesis (p-value = 9.07·1026),
indicating that the data do not fit the least stringent model of non-
homologous chromosome pairing; when pooled, the markers did not
show significant heterogeneity (GH = 1.99, p-value = 0.85). When each
marker in the BC1N data set was analyzed separately, only one marker
(MgSTS_727) had a confidence level overlapping the least stringent
nonhomologous chromosome pairing model. Overall, the genetic

marker data did not display a pattern of inheritance strictly congruent
with any of the models of homeologous chromosome pairing.

To provide further insight into the nature of chromosome pairing
in synthetic allotetraploid Mimulus, we calculated the preferential
pairing rate (p) (Sybenga 1994) from the BC1N progeny. If chromo-
some pairings are exclusively homologous, then p = 2/3. Our genetic
marker data indicate that p ranges from 0.46 to 0.67 (Table 2). As-
suming either 100% bivalent pairings or 100% quadrivalent pairings
has little effect on p (data not shown), and thus the values reported
here were all calculated under the assumption of 100% bivalent pair-
ings, which actually results in a slightly smaller value for p.

Analysis of means: Polyploidization results in
large-flowered Mimulus

To determine the effects of polyploidization on floral phenotype in
Mimulus, floral traits were measured in neoautotetraploids and neo-
allotetraploid F1 and F2 hybrids and compared to diploid parental and
hybrid lines. Phenotypic analysis revealed that F1 and F2 neoallotetra-
ploid Mimulus are large-flowered (Figure 3 and Figure 4). Principal
components analysis revealed that floral traits are highly correlated,
and the first two principal components (PC1 and PC2) capture 77.21%
and 10.02% of the phenotypic variation, respectively (Table S2), with
most floral traits positively loaded on the first principal component.
Tests for departures from normality revealed that most traits did not
fit a normal distribution and that a log-normal distribution also did
not fit the data, with the exception of width:length ratio (Table S3).
Subsequently, with the exception of width:length ratio, no transforma-
tions were performed. The non-normality of the data is not expected
to have an effect on our tests for differences of the means.

Our measurement of floral traits reveals three distinct patterns
(Figure 3, Figure 4, and Table S4). First, the two measured M. sookensis
lines cluster significantly with diploid and neoautotetraploid
M. nasutus, although they are statistically different from each other
and M. nasutus for some traits. Second, dominance of M. guttatus
floral characters is upheld in the neoallotetraploid F2 plants and was
also observed in diploid hybrids (Figure 4 and Table S4) (Fishman
et al. 2002). Third, in M. guttatus and F1 hybrids, ploidy appears to
cause an increase in flower size, although the difference is not always
significant, whereas autotetraploid M. nasutus have smaller flowers
than diploid M. nasutus. Two other patterns were observed from the
phenotypic data. First, whereas overall there was little variation in
flowering time (as measured by days from germination to date of
first flower), the neoautotetraploid lines of M. guttatus (IM-4x) (Ta-
ble S4 and Figure 4) flowered more than 8 days later than all other
lines. We observed that these individuals lingered as seedlings with
only cotyledons for an extended period of time before growing true
leaves and bolting. Last, in the neoautotetraploid lines, ploidy
appears to cause a decrease in pollen viability, although the differ-
ence was not statistically significant in the M. nasutus lines (Figure 4
and Table S4). In contrast, the neoallotetraploid lines had signifi-
cantly higher pollen viability than did their diploid counterparts;
pollen viability in neoallotetraploid lines was equivalent to pollen
viability in diploid M. nasutus and M. sookensis, which had the
highest pollen viability among all classes.

Analysis of variance: Homeologous recombination does
not significantly contribute to phenotypic variation
To determine if the low observed levels of homeologous recombina-
tion observed in genetic marker data from BC1N progeny and S2
families could result in phenotypic variation with an underlying her-
itable genetic basis, variance components of neoallotetraploid F2s and
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S4 families were calculated. In the diploid F2 population, a significant
increase in variation was observed at 10 of 11 traits, according to
Levene’s test, which is robust to asymmetry of the mean, with the
variation seen in diploid F2s for tube length being of marginal signif-
icance (Table 3). In contrast, only one trait out of 11 (PC2) showed
significantly elevated levels of variation in the neoallotetraploid F2
population after accounting for traits in which subdividing the F2 class
was appropriate (Table 3 and Table S5; tube length, corolla width,
corolla length, lower calyx width, and PC1).

Broad-sense heritability of floral traits and flowering time
calculated from the diploid F2 cross ranged from 0.41 for tube length
to 0.72 for flowering time. In contrast, the heritabilities for floral traits
and flowering time ranged from 20.87 for flowering time to 0.37 for
corolla width in the tetraploid cross. Negative heritabilities indicate an
obvious lack of heritable genetic variation, and heritability of traits
that do not demonstrate segregational variance is not meaningful. For
PC2, the only trait to display a significant level of segregating variation
in the tetraploid F2 cross, the broad-sense heritability was 0.22,
whereas it was 0.62 in the diploid F2 cross (Table 3).

For the S4 families, we tested the hypothesis that individuals from
a family were more phenotypically similar to each other than they
were to a random individual, a relationship that should arise if her-
itable genetic variation exists for a given trait. For the S4 families
derived from S1 tetraploids with M. guttatus as the maternal parent,
a significant effect of family was found for six of 11 traits (Table 4).
For all six traits, the lower bound of the 95% confidence limit was very
close to zero. In contrast, for the S4 families derived from S1 tetra-
ploids with M. nasutus as the maternal parent, a significant effect of
family was not found in any of the 11 traits examined (Table 4). For
lower calyx width and stamen length, a significant maternal effect was
found in the S4N families, but no significant maternal effects were
found in the S4G families for any trait. Maternal effects were measured
by splitting the S4 families into subfamilies in the penultimate gener-
ation and measuring three individuals from each subfamily during the
common garden experiment.

DISCUSSION
The objective of this study was to assess the effects of polyploidization
on genetic and phenotypic variation inMimulus. Using synthetic neo-
allotetraploid Mimulus derived from M. guttatus and M. nasutus, we
report three key findings. First, we used genetic marker data to show
that homeologous pairing and recombination are almost negligible in
neoallotetraploid Mimulus. We then showed that polyploidization
results in large-flowered neoallotetraploid Mimulus, in contrast to
naturally occurring M. sookensis. Finally, we demonstrated that the
low levels of homeologous recombination do not contribute to signif-
icant levels of phenotypic variation, suggesting that polyploidization
per se is not a major driver of genetic and phenotypic variation in
neoallotetraploid Mimulus.

Analysis of genetic marker data led us to reject models of
homeologous chromosome pairing. Although some fragment loss
was observed in BC1N progeny, the level of fragment loss observed (10
instances) was far below the level expected (56 instances) if homeol-
ogous chromosomes regularly pair, and we observed no instances of
marker loss in the S2 progeny. In addition, the preferential pairing rate
was found to be significantly different from a model in which p = 2/3
(i.e., strict homologous pairings) in three of the seven loci examined in
the BC1N progeny. The binomial tests, replicated G-test, and prefer-
ential pairing rate all suggest that although chromosomes may often
preferentially pair with their homologous counterpart, it is not a strict
association. In the genetic marker data presented here, we cannotn
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distinguish between rare homeologous recombination events causing
the loss of one parental genome fragment with replacement from the
other fragment, and deletion of one fragment without replacement. It
is thus possible that the 10 instances of observed fragment loss are
attributable to fragment deletion caused possibly by ectopic or un-
equal recombination rather than homeologous recombination. Nev-
ertheless, it is still possible to test if fragment loss, regardless of the
mechanism, generates a measurable phenotypic effect.

Polyploidization results in large-flowered
neoallotetraploid Mimulus

Polyploidization can result in noticeable phenotypic effects, as first
observed in the tetraploid “gigas” mutants of Oenothera lamackiana
(DeVries 1915 and references therein). We found that neoallotetraploid
Mimulus are large-flowered and do not resemble naturally occurring
M. sookensis. The large flower size of neoallotetraploid F1 and F2 plants
suggests that the dominance relationships ofM. guttatus andM. nasutus
floral loci remain unchanged after polyploidization. Interestingly, there
also appears to be a dosage effect of floral loci; neoautotetraploid M.
guttatus, which contains four copies of each of the many loci contrib-
uting to large flower size, is larger than diploid M. guttatus, whereas
neoautotetraploid M. nasutus, which contains four rather than two
small-flower alleles at each of the loci contributing to flower size, is
smaller than diploid M. nasutus. Unlike in Arabidopsis (Madlung et al.
2005), induction of polyploidy did not result in phenotypic instability.

It is unlikely that the use of different lines of M. guttatus and
M. nasutus would result in small-flowered neoallotetraploid Mimulus.
For this to occur, there would have to be alternative flower size alleles
inM. guttatus andM. nasutus that interact to create small-flowered F1
hybrids. Range-wide crossing experiments between eight pairs of
M. guttatus and M. nasutus lines always resulted in intermediate to
large-flowered F1 hybrids (Martin and Willis 2010; N.H. Martin, per-
sonal communication), suggesting that differential epistatic interac-
tions between flower size alleles derived from different populations
ofM. guttatus andM. nasutus could not combine to create small-flowered
neoallotetraploids. It is also unlikely that a small-flowered M. guttatus
was the progenitor of M. sookensis. Because M. sookensis has recur-
rently formed throughout its range (Modliszewski and Willis 2012),
a small-flowered M. guttatus would have to form an unlikely mating
with small-flowered M. nasutus; it would also have to be present at
a fairly high frequency or produce a disproportionate amount of
unreduced gametes. Given that the larger flower size of M. guttatus
is likely to be the ancestral state of the M. guttatus and M. nasutus
based on phylogenetic relationships within Mimulus (Beardsley et al.
2004), and the fact that no small-flowered M. guttatus was observed,
this scenario is highly unlikely. These observations, together with our
data, suggest that polyploidization of M. guttatus and M. nasutus
hybrids will result in large neoallotetraploids regardless of the
M. guttatus and M. nasutus lines used, and that M. sookensis was
derived from a large-flowered M. guttatus.

Figure 3 PCA scores for princi-
pal component 1 (PC1) and
principal component 2 (PC2).
Symbols are coded by shape
as follows: : and n (diploids);
s (synthetic tetraploids); orange x
(M. sookensis ROG); and or-
ange + (M. sookensis FAN). Sym-
bols are color-coded to indicate
M. nasutus SF (blue), M. guttatus
IM62 (black) F1 hybrids (light
green), and F2 hybrids (purple).
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Low levels of homeologous recombination do not
significantly enhance phenotypic variation in
neoallotetraploid Mimulus

In the segregating diploid F2 population, all traits exhibited evidence
of segregational variance and had significant levels of broad-sense

heritability, as is expected with segregation and independent assort-
ment. Analyses of variance in tetraploid F2s and S4 families suggests
that fragment loss (if occurring) is not likely to create substantial
genetic variation that has a corresponding phenotypic effect. In sup-
port of this conclusion, broad-sense heritability was much lower in the

Figure 4 Means and 95% confidence intervals for floral traits. IM, M. guttatus IM62; SF, M. nasutus SF; FAN, M. sookensis FAN; and ROG,
M. sookensis ROG. Ploidy for parental, for F1, and for F2 populations are indicated with 2x (diploid) or 4x (neotetraploid) as appropriate; both S2
classes are tetraploid. Means are shaded to indicate ploidy as follows: diploids (white), artificial neotetraploids (black), and naturally occurring
allotetraploids (gray).
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tetraploids relative to diploids. Although broad-sense heritability is
expected to be lower in tetraploids relative to diploids with similar
phenotypic ranges because of the expected decreased variance in tet-
raploids, in our study the parental neoautotetraploid lines have a larger
phenotypic range than diploid parental lines, which should increase
the expected genetic variance in F2s and thus should increase the
estimate of broad-sense heritability.

An additional line of indirect evidence is suggestive of infrequent
homeologous pairing in neoallotetraploid Mimulus. The high levels of
pollen viability observed in neoallotetraploids, compared to the de-
creased levels of pollen viability in neoautotetraploids (Table S4 and
Figure 4.), suggest that chromosomes are regularly pairing in bivalents
in the neoallotetraploids, but in quadrivalents in the neoautotetra-
ploids. However, it may be that further assessment of pollen viability

Figure 4 Continued.
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or germinability may reveal that the difference in viability of pollen
between neoautotetraploids and neoallotetraploids is not as great as
originally observed. A negative correlation between quadrivalent for-
mation and fertility has been previously observed in wheat and other
species (Ozkan et al. 2001; Ramsey and Schemske 2002).

Implications for phenotypic evolution in polyploids
Overall, the nuances of the data suggest that there is not rampant
pairing of homeologous chromosomes, but that occasionally homeol-
ogous chromosomes may pair or fragment loss through another
deletion mechanism may be occurring. Low to nonexistent levels of
homeologous recombination will slow the process of phenotypic
evolution, unlike the evolution of flowering time observed in Brassica
napus (Schranz and Osborn 2000, 2004). In Gossypium allotetraploids,
although homeologous recombination has been confirmed, the timing
of homeologous recombination events is scattered over the evolution-
ary history of cotton (Salmon et al. 2010). A similar phenomenon may

be occurring inM. sookensis. Alternate pathways of formation, such as
through an outcrossing autotetraploid progenitor rather than a diploid
F1 hybrid, may contribute to an initial augmentation of genetic var-
iation, but if the polyploid lineage is formed from only a few
individuals, then homologous pairing will still limit genetic vari-
ation in the allopolyploids. At present, it appears that the best
approach to determining the genetic mechanisms responsible for
the evolution of flower size in M. sookensis is to examine naturally
occurring M. sookensis on a genome-wide level for evidence of
homeologous recombination or to directly address the genetic
basis of flower size via QTL mapping.

Although polyploidization itself may be widespread among plants
(Masterson 1994; Otto and Whitton 2000; Blanc and Wolfe 2004; Cui
et al. 2006), the effects of polyploidization as observed in any single
polyploid system do not appear to be universally applicable. For ex-
ample, the rapid fragment loss and cytosine methylation observed in
Aegilops-Triticum wheat (Ozkan et al. 2001; Shaked et al. 2001) do not

n Table 3 Variance, broad-sense heritability (H2), and results of tests for homogeneity of variance between F1 and F2 classes

F1-2x F2-2x F1-2x F2-2x F1-4x F2-4x F1-4x F2-4x

Trait F1-2x F2-2x guttatus nasutus F1-4x F2-4x guttatus nasutus

Variance 3.000 17.080 5.304 15.433 0.875 18.838 13.240 12.240 15.748 13.900 7.103 9.722
Flowering time Significance �/�/‡ �/‡ �/† NS/NS/NS NS/NS NS/NS
(FT) H2 0.72 0.62 0.80 20.87 — —

Variance 0.831 1.803 1.081 1.799 0.605 1.802 1.546 1.914 1.868 2.212 1.239 1.616
Tube width Significance �/†/‡ x/NS �/� NS/NS/NS NS/NS NS/NS
(TW) H2 0.53 — 0.60 0.27 — —

Variance 1.311 1.973 1.359 1.791 1.017 2.145 1.640 2.386 2.002 2.404 1.252 2.139
Tube length Significance ‡/x/‡ NS/NS †/‡ NS/NS/NS NS/NS x/x
(TL) H2 0.41 — 0.53 0.25 — —

Variance 5.994 15.949 7.682 15.432 4.358 16.455 7.598 11.851 9.462 13.338 6.520 8.831
Corolla width Significance �/�/‡ ‡/‡ �/† x/NS/‡ NS/NS NS/NS
(CW) H2 0.61 0.54 0.67 0.37 — —

Variance 3.883 10.249 4.523 8.322 2.938 12.191 6.084 8.940 6.615 9.694 5.870 7.301
Corolla length Significance �/�/‡ ‡/‡ �/† x/NS/NS NS/NS NS/NS
(CL) H2 0.54 0.40 0.66 0.20 — —

Variance 0.687 1.826 0.873 1.988 0.484 1.420 0.920 1.408 1.204 1.631 0.700 1.089
Stamen length Significance �/�/‡ †/† �/‡ x/NS/NS NS/NS NS/NS
(SL) H2 0.61 0.59 0.56 0.04 — —

Variance 0.720 2.435 0.803 2.553 0.643 2.327 1.474 1.949 1.707 2.123 1.238 1.730
Pistil length Significance �/�/‡ �/� �/† NS/NS/NS NS/NS NS/NS
(PL) H2 0.67 0.67 0.67 0.08 — —

Stigma-anther Variance 0.451 1.670 0.473 1.884 0.433 1.170 0.414 0.622 0.371 0.760 0.444 0.475
separation Significance �/�/‡ �/� �/‡ x/NS/‡ x/NS NS/NS
(SAS) H2 0.68 0.71 0.55 0.02 — —

Corolla width: Variance 0.004 0.019 0.007 0.018 0.002 0.020 0.004 0.007 0.002 0.010 0.005 0.004
length ratio Significance �/� †/† �/� †/x/‡ �/‡ NS/NS
(WLR) H2 0.49 0.42 0.54 20.16 0.22 —

Lower Variance 0.570 1.854 0.327 1.900 0.670 1.810 0.713 1.224 0.647 1.204 0.782 1.059
calyx width Significance �/�/‡ �/† �/† ‡/†/‡ NS/x NS/x
(LXW) H2 0.71 0.78 0.68 0.12 — —

Principal Variance 0.644 1.596 0.758 1.546 0.481 1.657 1.039 1.596 1.268 1.724 0.872 1.334
component 1 Significance �/†/‡ ‡/‡ �/† x/x/‡ NS/NS NS/NS
(PC1) H2 0.57 0.52 0.64 0.16 — —

Principal Variance 0.302 0.901 0.344 0.997 0.245 0.617 0.177 0.386 0.198 0.472 0.168 0.274
component 2 Significance �/�/NA �/� �/‡ †/‡/NA ‡/NS NS/NS
(PC2) H2 0.62 0.63 0.48 0.22 0.34 —

For the tests of homogeneity of variance, the results of three tests are reported for the nonsubdivided F1 and F2 classes (F-test/Levene’s test/CV�), whereas the results
of two tests (F-test/Levene’s test) are reported for the subdivided categories (e.g., F1G-2x vs. F2G-2x). Significance of p-values are coded as follows: �,0.001; †,0.01;
‡,0.05; x.0.05 and,0.10. For heritability calculations,— or italic font is used to indicate that the calculation of heritability is not appropriate. For PC2, calculations of
the CV are not appropriate, because the means for some of the classes are negative; this is indicated with NA. Trait abbreviations are given in parentheses. NS, not
significant; NA, not appropriate.
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occur in Gossypium, which instead demonstrates biased expression
dominance on a genome-wide level (Liu et al. 2001; Flagel et al.
2008; Chaudhary et al. 2009; Rapp et al. 2009). Likewise, rapid geno-
mic changes have not been documented in Spartina anglica (Baumel
et al. 2002; Ainouche et al. 2004; Salmon et al. 2005). In artificial
Arabidopsis suecica, �11% of the genes exhibit a departure from
expression additivity, but the phenotype of early generation synthetic

A. suecica is quite similar to natural A. suecica (Wang et al. 2004),
whereas the effects of polyploidization on gene expression differ in
autotetraploid Arabidopsis lines (Yu et al. 2010). Additionally, early-
generation synthetic allotetraploid Nicotiana tabacum display evi-
dence of loss of 25%–60% of the repetitive fragments analyzed but
appear phenotypically similar to domesticated N. tabacum (Skalická
et al. 2005). Thus, it is not clear if fragment loss and expression

n Table 4 Variance components, SE, significance at a = 0.05, and percent total variance for S4 families calculated separately based on
original synthetic tetraploid F1

S4G S4N
Trait Random Effecta Variance 6 SE Significance % Total Random Effect Variance 6 SE Significance % Total

FT Family 10.64 6 5.00 ‡ 22.35 Family 2.11 6 2.45 NS 7.08
Maternal (family) 5.53 6 4.45 NS 11.61 Maternal (family) 4.16 6 3.12 NS 13.94
Residual 31.45 6 4.08 ‡ 66.04 Residual 23.56 6 2.93 ‡ 78.99
Total 47.61 6 5.53 100.00 Total 29.83 6 3.14 100.00

TW Family 0.26 6 0.16 NS 12.68 Family 0.21 6 0.13 NS 13.41
Maternal (family) 20.04 6 0.18 NS 0.00 Maternal (family) 0.10 6 0.14 NS 6.13
Residual 1.82 6 0.22 ‡ 87.32 Residual 1.25 6 0.16 ‡ 80.47
Total 2.09 6 0.28 100.00 Total 1.56 6 0.17 100.00

TL Family 0.47 6 0.27 NS 13.87 Family 0.19 6 0.23 NS 7.59
Maternal (family) 0.03 6 0.29 NS 0.96 Maternal (family) 0.42 6 0.29 NS 16.57
Residual 2.88 6 0.36 ‡ 85.18 Residual 1.91 6 0.24 ‡ 75.84
Total 3.38 6 0.35 100.00 Total 2.52 6 0.27 100.00

CW Family 2.62 6 1.18 ‡ 18.39 Family 0.98 6 0.92 NS 9.46
Maternal (family) 20.34 6 1.06 NS 0.00 Maternal (family) 1.44 6 1.08 NS 13.86
Residual 11.61 6 1.42 ‡ 81.61 Residual 7.98 6 0.99 ‡ 76.69
Total 14.22 6 1.85 100.00 Total 10.41 6 1.11 100.00

CL Family 2.66 6 1.09 ‡ 20.01 Family 0.82 6 0.87 NS 9.07
Maternal (family) 20.43 6 0.94 NS 0.00 Maternal (family) 1.74 6 1.03 NS 19.30
Residual 10.65 6 1.31 ‡ 79.99 Residual 6.45 6 0.80 ‡ 71.64
Total 13.31 6 1.70 100.00 Total 9.00 6 0.98 100.00

SL Family 0.36 6 0.17 ‡ 16.19 Family 20.02 6 1.12 NS 0.00
Maternal (family) 20.10 6 0.17 NS 0.00 Maternal (family) 0.37 6 0.17 ‡ 28.81
Residual 1.87 6 0.23 ‡ 83.81 Residual 0.91 6 0.11 ‡ 71.19
Total 2.23 6 0.29 100.00 Total 1.28 6 0.18 100.00

PL Family 0.65 6 0.29 ‡ 18.41 Family 0.19 6 0.22 NS 8.73
Maternal (family) 20.09 6 0.28 NS 0.00 Maternal (family) 0.50 6 0.27 NS 22.77
Residual 2.89 6 0.36 ‡ 81.59 Residual 1.52 6 0.19 ‡ 68.50
Total 3.55 6 0.47 100.00 Total 2.21 6 0.25 100.00

SAS Family 0.06 6 0.07 NS Family 0.09 6 0.16 NS 3.72
Maternal (family) 0.11 6 0.08 NS 13.82 Maternal (family) 20.19 6 0.20 NS 0.00
Residual 0.64 6 0.08 ‡ 78.61 Residual 2.37 6 0.29 ‡ 96.28
Total 0.81 6 0.08 100.00 Total 2.46 6 0.33 100.00

WLR Family 0.00 6 0.00 NS 15.34 Family 0.00 6 0.00 NS 13.05
Maternal (family) 0.00 6 0.00 NS 3.74 Maternal (family) 0.00 6 0.00 NS 0.89
Residual 0.01 6 0.00 ‡ 80.93 Residual 0.01 6 0.00 ‡ 86.06
Total 0.01 6 0.00 100.00 Total 0.01 6 0.00 100.00

LCW Family 0.32 6 0.16 NS 17.74 Family 0.11 6 0.16 NS 7.31
Maternal (family) 0.18 6 0.16 NS 10.36 Maternal (family) 0.45 6 0.20 ‡ 29.31
Residual 1.28 6 0.16 ‡ 71.90 Residual 0.98 6 0.12 ‡ 63.38
Total 1.78 6 0.19 100.00 Total 1.55 6 0.17 100.00

PC1 Family 0.42 6 0.20 ‡ 17.77 Family 0.13 6 0.15 NS 7.76
Maternal (family) 20.02 6 0.19 NS 0.00 Maternal (family) 0.30 6 0.19 NS 18.64
Residual 1.95 6 0.24 ‡ 82.23 Residual 1.20 6 0.15 ‡ 73.60
Total 2.37 6 0.31 100.00 Total 1.63 6 0.18 100.00

PC2 Family 0.02 6 0.03 NS 4.09 Family 0.02 6 0.08 NS 1.63
Maternal (family) 0.06 6 0.04 NS 15.81 Maternal (family) 20.05 6 0.11 NS 0.00
Residual 0.33 6 0.04 ‡ 80.10 Residual 1.13 6 0.14 ‡ 98.37
Total 0.41 6 0.04 100.00 Total 1.15 6 0.16 100.00

S4G refers to the S4 family data derived from synthetic F1 with M. guttatus as the maternal parent, whereas S4N refers to the refers to the S4 family data derived from
synthetic F1 with M. nasutus as the maternal parent. Family and maternal parent within family were treated as random effects, with maternal parent nested within
family. Significance of p-values are coded as follows: �,0.001; †,0.01; ‡,0.05. FT, flowering time; TW, tube width; TL, tube length; CW, corolla width; CL, corolla
length; WLR, tube width:corolla length ratio; SL, stamen length; PL, carpel (pistil) length; SAS, stigma-anther separation; LXW, lower calyx width; PC1, principal
component 1; PC2, principal component 2; NS, not significant.
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nonadditivity observed in synthetic allotetraploids result in genetic
variation that has a high (and observable) impact on phenotypic
evolution. The findings we present here in Mimulus suggest yet an-
other variation on a theme in polyploid evolution. One cannot assume
that homeologous recombination or fragment loss will occur and
allow for rapid recapitulation of the phenotype observed in natural
or crop allopolyploids. Rather, the trajectory of phenotypic evolution
may have been slow in the allotetraploid M. sookensis and perhaps
also in other polyploid systems.

ACKNOWLEDGMENTS
This research was funded by a National Science Foundation (NSF)
doctoral dissertation improvement grant (0910296; to J.L.M.) and NSF
IOS grant (1024966 to J.H.W.). The authors thank John Kelley for
discussion of colchicine transformation technique and Mohamed
Noor for helpful comments on the manuscript.

LITERATURE CITED
Ainouche, M. L., A. Baumel, and A. Salmon, 2004 Spartina anglica C. E.

Hubbard: A natural model system for analysing early evolutionary
changes that affect allopolyploid genomes. Biol. J. Linn. Soc. Lond. 82:
475–484.

Anssour, S., T. Krügel, T. F. Sharbel, H. P. Saluz, G. Bonaventure et al.,
2009 Phenotypic, genetic and genomic consequences of natural and
synthetic polyploidization of Nicotiana attenuata and Nicotiana obtusi-
folia. Ann. Bot. (Lond.) 103: 1207–1217.

Baumel, A., M. Ainouche, R. Kalendar, and A. H. Schulman,
2002 Retrotransposons and genomic stability in populations of the
young allopolyploid species Spartina anglica C.E. Hubbard (Poaceae).
Mol. Biol. Evol. 19: 1218–1227.

Benedict, B. G., J. L. Modliszewski, A. L. Sweigart, N. H. Martin, F. R.
Ganders et al., 2012 Mimulus sookensis (Phrymaceae), a new allote-
traploid species derived from Mimulus guttatus and Mimulus nasutus.
Madrono 59: 29–43.

Beardsley, P. S. E. Schoenig, J. B. Whittall, and R. G. Olmstead,
2004 Patterns of evolution in western North American Mimulus
(Phrymaceae). Am. J. Bot. 91: 474–489.

Bino, R. J., J. N. De Vries, H. L. Kraak, and J. G. Van Pijlen, 1992 Flow
cytometric determination of nuclear replication stages in tomato seeds
during priming and germination. Ann. Bot. (Lond.) 69: 231–236.

Blakeslee, A. F., J. Belling, and M. E. Farnham, 1923 Inheritance in tetra-
ploid daturas. Bot. Gaz. 76: 329–373.

Blanc, G., and K. H. Wolfe, 2004 Widespread paleopolyploidy in model
plant species inferred from age distributions of duplicate genes. Plant Cell
16: 1667–1678.

Burnham, C. R., 1962 Discussions in Cytogenetics, Burgess Publishing
Company, Minneapolis, MN.

Chaudhary, B., L. Flagel, R. M. Stupar, J. A. Udall, N. Verma et al.,
2009 Reciprocal silencing, transcriptional bias and functional diver-
gence of homeologs in polyploid cotton (Gossypium). Genetics 182: 503–
517.

Chen, Z. J., 2007 Genetic and epigenetic mechanisms for gene expression
and phenotypic variation in plant polyploids. Annu. Rev. Plant Biol. 58:
377–406.

Chester, M., J. P. Gallagher, V. V. Symonds, A. V. Cruz da Silva, E. V.
Mavrodiev et al., 2012 Extensive chromosomal variation in a recently
formed natural allopolyploid species, Tragopogon miscellus (asteraceae).
Proc. Natl. Acad. Sci. USA 109: 1176–1181.

Comai, L., 2005 The advantages and disadvantages of being polyploid. Nat.
Rev. Genet. 6: 836–846.

Comai, L., A. P. Tyagi, K. Winter, R. Holmes-Davis, S. H. Reynolds et al.,
2000 Phenotypic instability and rapid gene silencing in newly formed
Arabidopsis allotetraploids. Plant Cell 12: 1551–1567.

Coyne, J., and H. A. Orr, 2004 Speciation, Sinauer Associates Inc, Sunder-
land, MA.

Crane, M. B., and C. D. Darlington, 1932 Chromatid segregation in tetra-
ploid Rubus. Nature 129: 869.

Cui, L., P. K. Wall, J. H. Leebens-Mack, B. G. Lindsay, D. E. Soltis et al.,
2006 Widespread genome duplications throughout the history of
flowering plants. Genome Res. 16: 738–749.

Curole, J. P., and D. Hedgecock, 2005 Estimation of preferential pairing
rates in second-generation autotetraploid pacific oysters (Crassostrea gi-
gas). Genetics 171: 855–859.

DeVries, H., 1915 Oenothera gigas nanella, a mendelian mutant. Bot. Gaz.
60: 337–345.

Dobzhansky, T., 1937 Genetics and the Origin of Species, Columbia Uni-
versity Press, New York, NY.

Doyle, G. G., 1973 Autotetraploid gene segregation. Theor. Appl. Genet. 43:
139–146.

Doyle, J. J., L. E. Flagel, A. H. Paterson, R. A. Rapp, D. E. Soltis et al.,
2008 Evolutionary genetics of genome merger and doubling in plants.
Annu. Rev. Genet. 42: 443–461.

Fisher, R. A., 1941 The theoretical consequences of polyploid inheritance
for the mid style form of Lythrum salicaria. Ann. Hum. Genet. 11: 31–38.

Fishman, L., and J. H. Willis, 2001 Evidence for Dobzhansky-Muller in-
compatibilities contributing to the sterility of hybrids between Mimulus
guttatus and M. nasutus. Evolution 55: 1932–1942.

Fishman, L., A. J. Kelly, and J. H. Willis, 2002 Minor quantitative trait loci
underlie floral traits associated with mating system divergence in Mim-
ulus. Evolution 56: 2138–2155.

Flagel, L., J. Udall, D. Nettleton, and J. Wendel, 2008 Duplicate gene ex-
pression in allopolyploid Gossypium reveals two temporally distinct
phases of expression evolution. BMC Biol. 6: 16.

Gaeta, R. T., J. C. Pires, F. Iniguez-Luy, E. Leon, and T. C. Osborn,
2007 Genomic changes in resynthesized Brassica napus and their effect
on gene expression and phenotype. Plant Cell 19: 3403–3417.

Gerstel, D. U., 1960 Segregation in new allopolyploids of Nicotiana. I.
Comparison of 6x (N. tabacum · tomentosiformis) and 6x (N. tabacum ·
otophora). Genetics 45: 1723–1734.

Gerstel, D. U., and L. L. Phillips, 1957 Segregation in new allopolyploids of
Gossypium. II. Tetraploid combinations. Genetics 42: 783–797.

Gerstel, D. U., and L. L. Phillips, 1958 Segregation of synthetic amphiploids
in Gossypium and Nicotiana. Cold Spring Harb. Symp. Quant. Biol. 23:
225–237.

Gregory, R. P., 1914 On the genetics of tetraploid plants in Primula sinensis.
Proc. R. Soc. Lond., B 87: 484–492.

Haldane, J. B. S., 1930 Theoretical genetics of autopolyploids. J. Genet. 22:
359–372.

Kearns, C. A., and D. W. Inouye, 1993 Techniques for Pollination Biologists,
University Press of Colorado, Niwot, CO.

Kelly, A. J., and J. H. Willis, 1998 Polymorphic microsatellite loci in
Mimulus guttatus and related species. Mol. Ecol. 7: 769–774.

Lim, K. Y., D. E. Soltis, P. S. Soltis, J. Tate, R. Matyasek et al., 2008 Rapid
chromosome evolution in recently formed polyploids in Tragopogon
(Asteraceae). PLoS ONE 3: e3353.

Lindstrom, E. W., and L. M. Humphrey, 1933 Comparative cyto-genetic
studies of tetraploid tomatoes from different origins. Genetics 18: 193–
209.

Little, T. M., 1945 Gene segregation in autotetraploids. Bot. Rev. 11: 60–85.
Little, T. M., 1958 Gene segregation in autotetraploids. II. Bot. Rev. 24:

318–339.
Liu, B., C. L. Brubaker, G. Mergeai, R. C. Cronn, and J. F. Wendel,

2001 Polyploid formation in cotton is not accompanied by rapid ge-
nomic changes. Genome 44: 321–330.

Madlung, A., A. P. Tyagi, B. Watson, H. Jiang, T. Kagochi et al.,
2005 Genomic changes in synthetic Arabidopsis polyploids. Plant J. 41:
221–230.

Martin, N. H., and J. H. Willis, 2010 Geographical variation in postzygotic
isolation and its genetic basis within and between two Mimulus species.
Philos. Trans. R. Soc. Lond. B Biol. Sci. 365: 2469–2478.

Masterson, J., 1994 Stomatal size in fossil plants: Evidence for polyploidy in
majority of angiosperms. Science 264: 421–424.

Volume 4 March 2014 | Homeologous Chromosome Pairing in Mimulus | 521



Mather, K., 1935 Reductional and equational separation of the chromo-
somes in bivalents and multivalents. J. Genet. 30: 53–78.

Mather, K., 1936 Segregation and linkage in autotetraploids. J. Genet. 32:
287–314.

Matsushita, S. C., A. P. Tyagi, G. M. Thornton, J. C. Pires, and A. Madlung,
2012 Allopolyploidization lays the foundation for evolution of distinct
populations: Evidence from analysis of synthetic Arabidopsis allohexa-
ploids. Genetics 191: 535–547.

Modliszewski, J. L., and J. H. Willis, 2012 Allotetraploid Mimulus sookensis
are highly interfertile despite independent origins. Mol. Ecol. 21: 5280–
5298.

Muller, H. J., 1914 A new mode of segregation in Gregory’s tetraploid
Primulas. Am. Nat. 48: 508–512.

Oswald, B. P., and S. L. Nuismer, 2011 Neopolyploidy and diversification in
Heuchera grossulariifolia. Evolution 65: 1667–1679.

Otto, S. P., and J. Whitton, 2000 Polyploid incidence and evolution. Annu.
Rev. Genet. 34: 401–437.

Ozkan, H., A. A. Levy, and M. Feldman, 2001 Allopolyploidy-induced
rapid genome evolution in the wheat (Aegilops-Triticum) group. Plant
Cell 13: 1735–1747.

R Development Core Team, 2010 R: A language and environment for
statistical computing. R Foundation for Statistical Computing, Vienna,
Austria. Available at: http://www.R-project.org. Accessed: August 31,
2012.

Ramsey, J., and D. W. Schemske, 2002 Neopolyploidy in flowering plants.
Annu. Rev. Ecol. Syst. 33: 589–639.

Rapp, R. A., J. A. Udall, and J. F. Wendel, 2009 Genomic expression
dominance in allopolyploids. BMC Genomics 7: 18.

Salmon, A., M. L. Ainouche, and J. F. Wendel, 2005 Genetic and epigenetic
consequences of recent hybridization and polyploidy in Spartina (Poa-
ceae). Mol. Ecol. 14: 1163–1175.

Salmon, A., L. Flagel, B. Ying, J. A. Udall, and J. F. Wendel,
2010 Homoeologous nonreciprocal recombination in polyploid cotton.
New Phytol. 186: 123–134.

Sansome, F. W., 1933 Chromatid segregation in Solanum lycopersicum. J.
Genet. 27: 105–132.

Schranz, M. E., and T. C. Osborn, 2000 Novel flowering time variation in
the resynthesized polyploid Brassica napus. J. Hered. 91: 242–246.

Schranz, M. E., and T. C. Osborn, 2004 De novo variation in life-history
traits and responses to growth conditions of resynthesized polyploid
Brassica napus (Brassicaceae). Am. J. Bot. 91: 174–183.

Shaked, H., K. Kashkush, H. Ozkan, M. Feldman, and A. A. Levy,
2001 Sequence elimination and cytosine methylation are rapid and re-
producible responses of the genome to wide hybridization and allopoly-
ploidy in wheat. Plant Cell 13: 1749–1759.

Skalická, K., K. Y. Lim, R. Matyasek, M. Matzke, A. R. Leitch et al.,
2005 Preferential elimination of repeated DNA sequences from the
paternal, Nicotiana tomentosiformis genome donor of a synthetic, allo-
tetraploid tobacco. New Phytol. 166: 291–303.

Sokal, R. R., and F. J. Rohlf, 1995 Biometry, Ed. 3rd. W.H. Freeman and
Company, New York, NY.

Soltis, D. E., P. S. Soltis, and J. A. Tate, 2003 Advances in the study of
polyploidy since plant speciation. New Phytol. 161: 173–191.

Stebbins, G. L., 1971 Chromosomal Evolution in Higher Plants, Addison-
Wesley Publishing Company, Reading, MA.

Stift, M., C. Berenos, P. Kuperus, and P. H. van Tienderen,
2008 Segregation models for disomic, tetrasomic, and intermediate in-
heritance in tetraploids: a general procedure applied to Rorippa (yellow
cress) microsatellite data. Genetics 179: 2113–2123.

Sweigart, A. L., N. H. Martin, and J. H. Willis, 2008 Patterns of nucleotide
variation and reproductive isolation between a Mimulus allotetraploid
and its progenitor species. Mol. Ecol. 17: 2089–2100.

Sybenga, J., 1994 Preferential pairing estimates from multivalent frequen-
cies in tetraploids. Genome 37: 1045–1055.

Szadkowski, E., F. Eber, V. Huteau, M. Lodé, C. Huneau et al., 2010 The
first meiosis of resynthesized Brassica napus, a genome blender. New
Phytol. 186: 102–112.

Wang, J., L. Tian, A. Madlung, H.-S. Lee, M. Chen et al., 2004 Stochastic
and epigenetic changes of gene expression in Arabidopsis polyploids.
Genetics 167: 1961–1973.

Wang, J., L. Tian, H.-S. Lee, N. E. Wei, H. Jiang et al., 2006 Genomewide
nonadditive gene regulation in Arabidopsis allotetraploids. Genetics 172:
507–517.

Wu, R., M. Gallo-Meagher, R. C. Littel, and Z.-B. Zeng, 2001 A general
polyploid model for analyzing gene segregation in outcrossing tetraploid
species. Genetics 159: 869–882.

Yu, Z., G. Haberer, M. Matthes, T. Rattei, K. F. X. Mayer et al., 2010 Impact
of natural genetic variation on the transcriptome of autotetraploid Arab-
idopsis thaliana. Proc. Natl. Acad. Sci. USA 107: 17809–17814.

Communicating editor: A. H. Paterson

522 | J. L. Modliszewski and J. H. Willis

http://www.R-project.org

