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Premise of research. Germination timing determines a plant’s exposure to environmental factors and has
strong impacts on fitness. Despite this key role in the life cycle, relatively little is known about variation in
germination within species. This study examines whether geographic variation in local environmental condi-
tions affects germination in populations of Campanula americana throughout eastern North America.

Methodology. We determined the temperature of spring and fall germination through a survey of 16 nat-
ural populations along a latitudinal transect over 4 yr. We then examined germination propensity and rate in
a subset of these populations under controlled temperature conditions.

Pivotal results. Northern populations germinated at cooler temperatures than southern populations re-
gardless of season, and fall germination occurred at warmer temperatures than spring germination across
all populations. Northern populations germinated later in the spring than southern populations. Under con-
trolled conditions, northern populations germinated more rapidly than southern populations, while warm tem-
peratures accelerated germination, with all populations germinating at similar rates. However, under controlled
conditions fewer seeds germinated from northern populations in comparison to southern populations, and the
decrease in propensity to germinate at higher latitudes was pronounced under cool conditions.

Conclusions. Temperature influences germination timing in C. americana. In the field, germination occurs
at a consistent time across a wide range of climates, but populations spanning the latitudinal gradient germi-
nate under different temperatures. Under controlled conditions, warmer temperatures accelerate germination.
Populations differ in plasticity of germination propensity to temperature. This reduced germination of north-
ern populations, especially under cooler temperatures, may serve as an adaptive plastic response to the later
arrival of suitable temperatures for growth. The influence of environmental variation on germination in nat-
ural populations and under ecologically relevant experimental conditions indicates that novel environmental
conditions imposed by climate change may alter life-history patterns.
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Introduction

The timing of life-history transitions—which include germi-
nation, flowering, and fruiting—is critical for plant develop-
ment (Kalisz 1986; Venable and Brown 1988; Elzinga et al.
2007). Such transitions are often sensitive to local environmen-
tal conditions (Bradshaw 1965; Badeck et al. 2004; Yang and
Rudolf 2010). Because seasonal timing of growth affects fitness
and local persistence (Steltzer and Post 2009), phenology may
shift across a species’ range such that transitions occur under
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appropriate environmental conditions (Burghardt et al. 2016).
These shifts include adaptation to local environmental condi-
tions and plasticity in life-history responses to local climate.
However, with climate change rapidly altering environments
(IPCC 2007), changes in the growing season may create a mis-
match between the local conditions suitable for phenological
transitions and the timing of those transitions (Barua et al. 2011).
Germination, the earliest phenological transition, plays ama-

jor role in determining the conditions in which a plant will de-
velop (Silvertown 1981;Hernández-Verdugo et al. 2001; Debieu
et al. 2013) and is highly responsive to the environment (Simpson
1990; Baskin and Baskin 1998; Donohue 2002; Fenner and
Thompson 2005; Sherry et al. 2007). Theory predicts a correla-
tion between germination timing and environments that indi-
cate favorable growing conditions (Cohen 1967; Venable and
Lawlor 1980). The postgermination environment affects seed-
ling establishment and survival, influences the onset of growth,
and determines growing season length (Silvertown 1981; Cle-
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land et al. 2007; Inouye 2008; Wilczek et al. 2010). Germina-
tion timing is then likely to influence the selective environment
and resulting life history (Donohue 2002). Therefore, under-
standing how the environmental conditions of germination vary
across widespread species or disparate populations can provide
valuable information about how germination strategies may be
affected by changing climates (Donohue 2002; Vergeer and
Kunin 2011; Hoyle et al. 2014).

Geographic variation in environmental factors, such as tem-
perature, influences the timing and success of germination (Do-
nohue 2002; Daws et al. 2004). As a result, phenologymay vary
across latitudinal clines (Debieu et al. 2013; Burghardt et al.
2016). Geographic differences in environmental factors may
contribute to population-level variation and local adaptation
in germination (Thompson 1975; Meyer et al. 1989; Clauss
and Venable 2000; Pezzani and Montaña 2006; Higgins et al.
2015). However, we know little about the extent to which such
variation in germination amongnatural populations is associated
with specific environmental factors. Identifying environmental
sources of variation in germination across a geographic range,
such as local temperature, may elucidate causes of life-history
variation (Donohue et al. 2005; Cleland et al. 2007; Prendeville
et al. 2013; Burghardt et al. 2015). In addition, combining obser-
vational field studies with mechanistic controlled environment
studies provides a basis for informing predictions of shifts in life-
history variation in response to novel conditions.

This study examines germination patterns across the latitudi-
nal range of a woodland herb in which germination influences
life-history schedule and fitness. In Campanula americana, ger-
mination phenology determines whether plants grow as winter
annuals or biennials. Because timing of life-history events is fre-
quently associated with latitude (Reinartz 1984; Wilczek et al.
2009), we may expect differentiation in germination timing as-
sociated with environmental changes across a latitudinal cline.
Using a combination of data from natural populations and con-
trolled environments,we address the following questions: (1)How
are the temperature conditions experienced across C. ameri-
cana’s latitudinal gradient associated with germination timing
of natural populations? (2) Has germination of C. americana
populations differentiated in response to temperature across the
latitudinal gradient? Using information from natural and con-
trolled environment studies, we discuss the potential effects of cli-
mate change on the frequency of annual and biennial life histories
in C. americana.

Material and Methods

Study System

Campanula americana L. (pCampanulastrum americanum
Small: Campanulaceae) is a monocarpic woodland herb. The
species has an extensive range throughout much of eastern and
central North America (Barnard-Kubow et al. 2015; fig. 1). Phe-
nology and life-history traits vary among C. americana popula-
tions (Kalisz and Wardle 1994; Prendeville et al. 2013) and are
influenced by germination timing.However, germination timing
is not affected by seed size (Galloway 2001). Individuals grow as
an annual or biennial life form, flowering after a required period
of vernalization (Baskin and Baskin 1984). Seeds that germinate
in the fall overwinter as rosettes and flower in the summer as
This content downloaded from 035.01
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annuals; seeds that germinate in the spring, grow for a summer,
overwinter, and flower during their second summer as biennials
(Galloway 2002). Seeds ofC. americana are nondormant at ma-
turity and can germinate immediately following dispersal (Bas-
kin and Baskin 1984). In the south, plants seed before germina-
tion, so seeds that germinate in the fall as annuals likely come
from plants that flowered earlier that same year. In the north,
while some seed dispersal occurs before fall germination, late-
flowering individuals often complete their reproductive cycle af-
ter the window for fall germination, and those seeds will likely
germinate in the spring as biennial plants. Under common gar-
den conditions, annuals tend to bemore common in populations
fromwarmer southern areas, and biennials tend to bemore com-
mon in populations from cooler northern areas (L. F. Galloway
andH. R. Prendeville, unpublished data). This suggests that ger-
mination phenologymay have differentiated in response to envi-
ronmental factors that vary across a latitudinal gradient.

Field Germination

We first determined whether environmental conditions were
associatedwith geographic location in 16 populations spanning
a latitudinal gradient extending from northern Florida to cen-
tralMichigan (fig. 1; tableA1, available online).Meandaily tem-
peratures for a site close to each population (!15 kmaway)were
obtained for1953–2013 from theClimate Information forMan-
agement andOperationalDecisions database (CLIMOD;North-
east Regional Climate Center 2011) and then averaged across
the 60-yr period.

We then determined timing of germination in natural popu-
lations across latitudes. The 16 populations were visited for de-
mographic surveys in the spring and fall every year for 4 yr
(April and August, 2011–2014). At each survey, seedling num-
ber was recorded in at least 30 0.5-m2 plots. To account for po-
tential underestimation of germination in a single survey, occa-
Fig. 1 Campanula americana populations included in field sur-
veys (white circles, populations included in germination trials; black
circles, populations not included in germination trials). Shaded region
indicates the extent of the native range. For latitude and longitude of
each population, see table A1, available online.
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sional new plants present in the subsequent survey were added
togermination totals. The average numberof true leaves per seed-
ling was noted. The onset of both spring and fall germination in
each populationwas estimated by subtracting 1wk from the sur-
vey date per true leaf (typically less than three true leaves). This
estimatewas basedon leaf development observed in greenhouse-
grown seedlings from a variety of populations. The estimated
dates were averaged over the 4 yr of the survey. To account for
uncertainty in dating methods, dates were grouped into 2-wk
blocks across the spring and fall. It should be noted that spring
germination may occur earlier than our estimates indicate be-
cause seeds that germinate in the spring germinate under colder
conditions than seeds that germinate in the fall, so leaves on
spring seedlings likely develop at a slower rate than fall seedlings.

We determined average temperature during germination in
the 16 populations. Daily mean temperatures for each popula-
tionwere also grouped into 2-wk blocks, and then temperatures
in each block were averaged. This resulted in 26 average tem-
peratures for each population, one for each 2-wk period of the
year. We created temperature curves for each population using
the average temperature during each 2-wk interval and mapped
the estimated time of germination onto the temperature data
(fig. A1, available online). The timing of germination in each
population was then associated with the mean temperature in
that time block.

Germination Trials

Seeds from eight of the study populations spanning the latitu-
dinal range were used in a germination experiment (fig. 1). Field
collected seeds were grown in the greenhouse, and crosses were
conducted between plants from the same population in 2009
(methods described in Prendeville et al. 2013). This resulted
in seed that had a common maternal environment for all popu-
lations. Seeds were then stored under cool dry conditions (57C).
Seeds in the controlled environment study were grown under
four temperature treatments within the range observed during
germination in natural populations (87–277C; see “Results”):
87C, 147C, 207C, and 267C.

Germination experiments were conducted in two rounds be-
cause of space constraints. The two rounds were run consecu-
tively, beginning in November 2014 and January 2015. In the
first round, seeds from each of the eight populations were grown
in three temperatures: 147C, two 207C treatments, and 267C.
One of the 207C treatments was originally set to 87C, but a cool-
ing malfunction resulted in several days of fluctuation around
207C before stabilizing at 207C. Germination patterns of the
two 207C treatments were not different, so they were combined
for analysis. In the second round, seeds fromeachof the eight pop-
ulations were grown in all four temperatures.

For each round of the germination experiment, replicate seeds
were planted for each population.We prepared germination trays
using a soil mixture of 3∶1Metro-mix 200 to fritted clay. Seeds
were planted on the surface of the soil. In the first round, two
seeds were planted for each population in each of 15 randomly
located cells in each temperature treatment, resulting in 30 seeds
per population/temperature. We planted 240 seeds from all eight
populations in each treatment. In the second round, two seeds
were planted in each of 10 cells for each population, resulting
in 20 seeds per population in each temperature treatment and
This content downloaded from 035.01
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a total of 160 seeds per treatment. Trays were placed in growth
chambers, each set to a 13-h day length and constant tempera-
ture, covered to maintain moisture, and watered as needed. Num-
ber of days from planting to germination, indicated by cotyle-
don emergence, was recorded daily for 30 d (round 1) and 50 d
(round 2). We scored germination as 0 or 1. A single cell con-
tained two seeds from one population; we tracked the germi-
nation of both seeds in a cell. A seed received a score of 1 when
it germinated, with each germination event being considered a
success.

Data Analysis

Field germination. First, latitude was correlated with mean
annual temperature at each site using Pearson’s correlation test.
ANCOVA was then used to determine the influence of season
(fixed effect), population latitude (direct effect), and their inter-
action on temperature during field germination as well as on
week of germination (RDevelopment Core Team 2015, ver. 3.0.2).
Germination trials. To determine the effect of temperature

on germination propensity in controlled environments, we con-
ducted a generalized linearmixedmodel using a binomial distri-
bution (SAS Institute 2011; PROC GENMOD). We included
latitude (direct), temperature (fixed), and their interaction, and
round was included as a random blocking factor. Seeds did not
germinate in 87C, except for a single individual from VA73, so
the 87C treatment was excluded from analysis. We used Tukey
multiple comparison tests to compare germination propensity
among temperature levels.
To determine the effect of temperature on germination rate

(number of days until germination) under controlled conditions,
we conducted a generalized linear mixed model using a Poisson
distribution. We again included latitude (direct), temperature
(fixed), and their interaction, and round was included as a ran-
dom blocking factor (SAS Institute 2011; PROC GENMOD).
Tukey multiple comparison tests were used to compare germi-
nation rate among temperature levels following a significant
main effect of temperature.
Fig. 2 Plot of mean annual temperature in 16 populations of
Campanula americana sampled across its latitudinal range.
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Results

Field Germination

Latitudewas negatively correlatedwithmean annual temper-
ature ofCampanula americanapopulations,with northern pop-
ulations cooler on average than southern ones (fig. 2; R2 p
0.98). Therefore, latitude can be used as a proxy for temperature
in this system (cf. Prendeville et al. 2013). Temperature during
field germination differed between seasons, with spring germi-
nation occurring at cooler temperatures (87–207C) than fall ger-
mination (167–277C; table 1; fig. 3A). Temperature during field
germinationalso variedwith latitude,where regardless of season,
germination occurred at cooler temperatures in northern popu-
lations than southern populations (table 1; fig. 3A). Changes in
the temperature during field germination across the latitudinal
range were similar for fall and spring germination cohorts (ta-
ble 1; fig. 3A; overall slope p 20.45). In contrast, the effect of
latitude on germination timing depended on the season (table 1;
fig. 3B). The week of fall germination was consistent across the
latitudinal range (fall: R2 p 0.21, slope p 20.22, P p 0.077);
however, northern populations germinated later than southern
populations in the spring (fig. 3B; spring: R2 p 0.47, slope p
0.31, P p 0.003).

Germination Trials

Temperature influenced germination propensity under con-
trolled conditions. There was almost no germination at 87C (not
included in the analysis), and fewer seeds germinated at 147C
than in the other treatments (Tukey test for temperature, P p
0.003; table 2; fig. 4A). On average, 19% 5 5% (mean 5 SE)
seeds germinated at 147C, 32% 5 3% germinated at 207C,
and 36% 5 6% germinated at 267C, resulting in germination
that was nearly double at 207C and 267C compared with 147C.
Germination propensity was lower in populations from north-
ern latitudes, and this effect was greater at cool temperatures
(table 2; fig. 4A).

Temperature influenced germination rate (table 2),withwarmer
temperatures accelerating germination (fig. 4B). Seeds placed in
the 267C treatment germinated more quickly (18.7 5 1.6 d)
than those at 207C (27.8 5 2.7 d) and 147C (27.1 5 2.9 d)
across the latitudinal range (Tukey test for temperature, P ! 0.05).
C
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Germination rate was also more rapid for northern populations
(table 2; fig. 4B; overall slope p 20.4).

Discussion

Temperature underlies differences in germination across pop-
ulations of Campanula americana spanning a latitudinal gradi-
ent. Germination timing in the field demonstrates population
differentiation in response to local temperature, with northern
populations germinating under colder conditions and southern
populations germinating under warmer conditions. Cool tem-
peratures, typical of northern habitats, delayed germination
across all populations under controlled conditions and may lead
to later spring germination for field populations in the north.
Northern populations demonstrate limited germination and po-
tential within-season dormancy under cooler controlled condi-
tions relative to southern populations. This differentiation in ger-
mination plasticity may serve as a potential adaptive response to
colder local temperatures.

NorthernC. americana populations germinated under cooler
conditions in the field than southern populations, regardless of
season. In contrast, week of germination was largely static, in
particular for fall germination, despite changes in temperature
across the latitudinal gradient. Concurrently, germination in
natural populations occurs under a consistent, narrow range
of daylight hours independent of latitude (12.5–13.9 h; L. F.
Table 1

omparison of Temperature during Field Germination and Week of
ermination (ANCOVA) in 16 Populations of Campanula americana

Sampled along the Latitudinal Extent of the Species Range
F

ource
 df

Temperature at
germination
Week of
germination
atitude
 1
 21.47***
 .46

eason
 1
 100.62**
 1251.09***

atitude # season
 1
 .08
 13.53**

rror
 28
** P ! 0.01.
*** P ! 0.0001.
Fig. 3 A, Plot of average temperature at which spring germina-
tion (R2 p 0.45, slope p 20.48) and fall germination (R2 p 0.41,
slope p 20.42) occur in 16 populations of Campanula americana
sampled across a latitudinal gradient. B, Timing of spring and fall
germination. Germination week indicates the 2-wk block of the year
during which germination occurred in each population.
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Galloway and M. A. Zettlemoyer, unpublished data). Consis-
tency of germination time and photoperiod during germination
means that seeds germinate at different temperatures in differ-
ent populations. Variation in temperature during germination
has been found across populations in other species (Meyer et al.
1989), as is seen inC. americana. Temperature during field ger-
mination may affect individuals’ fitness and therefore create se-
lective pressure on germination timing (Donohue 2005; Debieu
et al. 2013).

Temperature underlies differences in germination timing in
C. americana. Spring germination was delayed by 1 wk in the
cooler northern populations, whereas the timing of fall field ger-
mination, when conditions were warmer, was consistent across
populations. Unlike previous experimental work on C. ameri-
cana (e.g., Kalisz and Wardle 1994; Baskin and Baskin 1998;
Galloway 2002), we examined germination timing at a constant
temperature in order to understand how seeds respond to spe-
cific temperatures, independent of fluctuations in temperature
(cf. Barua et al. 2011). Warm temperatures accelerated germi-
nationacross the latitudinal gradientwhen seedswere grownun-
der controlled conditions. Therefore, germination rate inC. amer-
icana is plastic in response to temperature, and local temperatures
influence germination timing in the field. Similarly, populations
of Arabidopsis thaliana vary in germination timing in response
to seasonal temperatures experienced during germination (Do-
nohue et al. 2005).

Plasticity for germination propensity varies across latitudes.
Under controlled conditions, seeds from southern populations
had higher germination propensities than northern populations
at all temperatures. Cooler temperatures reduced germination
across populations, but this decrease was greater for northern
populations. Such a reduction in germination is potentially an
adaptive plastic response. There are at least two possibilities for
why seeds from northern populations may reduce germination
in comparisonwith those from southern populations. First, ger-
mination may be inhibited by the greater time required to accu-
mulate sufficient growing degree days in northern populations.
Second, spring germination could be delayed in northern popu-
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lations because of greater within-season dormancy relative to
southern populations (fig. A1).Within-season dormancy, result-
ing in delayed germination, could be a plastic response to a nar-
rower range of permissive temperatures for germination and
growth in the north. Late and reduced germination in colder
conditions is a form of bet hedging to lower reproductive risk
(Venable and Lawlor 1980; Clauss and Venable 2000; Tielbör-
ger et al. 2012) and decrease risk of frost damage in northern
areas with later snowmelt (Inouye 2008; Körner and Basler
2010; Way 2011). Previous studies have found that germina-
tion can be delayed where a harsher season imposes stronger se-
lection (Kronholm et al. 2012; Debieu et al. 2013).
Acceleration of germination under warmer temperatures in

C. americana suggests potential responses of germination to cli-
mate change. Warmer climates have been associated with ear-
lier phenological transitions (Fitter and Fitter 2002; Franks et al.
2007; Wilczek et al. 2010; Munguía-Rosas et al. 2011; Ander-
son et al. 2012) and accelerate flowering and fruiting inC. amer-
icana (Haggerty and Galloway 2011; Galloway and Burgess
2012). However, because germination occurs during the season
before flowering, the influence of warming temperatures on tim-
ing of germination is not expected to directly affect reproductive
phenology.
Warmer conditions, however, may lead to an increase in the

prevalence of fall germination in C. americana. In this species,
seeds begin germinating following dispersal in late summer. In
cooler climates there is often a limited window of time for ger-
Table 2

Comparison of Germination Propensity (Generalized Linear Mixed
Model [GLMM], Binomial Distribution) and Rate (GLMM, Poisson

Distribution) in Three Controlled Temperature Treatments
for Eight Populations of Campanula americana

Sampled along a Latitudinal Gradient
x2
Source
 df

Germination
propensity
Germination
rate
Latitude
 1
 51.32***
 33.82***

Temperature
 2
 11.70**
 9.67**

Latitude # temperature
 2
 7.56*
 3.16

Round
 1
 18.78***
 147.34***

Error
 411
Note. Seeds were germinated in two temporal rounds, included
in the analysis as a random factor.
* P ! 0.05.
** P ! 0.01.
*** P ! 0.0001.
Fig. 4 Proportion of seeds germinated (5SE; A) and mean days
to germination (5SE; B) when seeds of eight populations of Campan-
ula americana spanning the latitudinal range were grown in three tem-
peratures.
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mination before the onset of prohibitive winter conditions (Gal-
loway and Burgess 2009; L. F. Galloway and H. R. Prendeville,
unpublished data). Under a warming climate the fall growing
season is expected to last longer, especially at mid- to high
latitudes (Menzel and Fabian 1999; Menzel et al. 2006; Ibáñez
et al. 2010). Our results indicate that warmer temperatures will
not only increase the window of time when germination is pos-
sible but also increase germination propensity and rate, result-
ing in increased fall germination and thus winter annuals, espe-
cially at northern latitudes. Such a shift in life history could
affect natural populations of C. americana, as common garden
experiments found that seeds from populations across a latitudi-
nal gradient germinatedmore frequently as annuals when planted
in the south and more frequently as biennials when planted in
the north (L. F. Galloway and H. R. Prendeville, unpublished
data). Therefore, climatic shifts will likely affect phenology, de-
creasing life span in the north, which is expected to affect plant
fitness and population dynamics.

In conclusion, C. americana varies in both germination tim-
ing and plasticity for germination propensity in response to lo-
cal temperatures across its latitudinal range.Delayed spring ger-
mination and limited germination under cold conditions in the
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north are likely an adaptive plastic response to colder temper-
atures. Increased germination under warmer temperatures is
expected under climate change and, combined with tempera-
tures permissive for germination later into the fall, is expected
to result in an increased frequency of annuals. In many species,
including C. americana, understanding intraspecific variation
in germination timing across geographic and environmental gra-
dients is important for predicting how altered climatic condi-
tions may affect life-history patterns in the future.
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