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Night-Break Experiments Shed Light on the
Photoperiod1-Mediated Flowering!°**!

Stephen Pearce®®, Lindsay M. Shaw, Huiqiong Lin, Jennifer D. Cotter?, Chengxia Li, and Jorge Dubcovsky

Department of Plant Sciences, University of California, Davis, California 95616 (S.P., LM.S., H.L., C.L., ].D.);
Howard Hughes Medical Institute, Chevy Chase, Maryland 20815 (C.L., ].D.); and Gordon and Betty Moore
Foundation, Palo Alto, California 94304 (J.D.)

ORCID IDs: 0000-0002-1794-7618 (S.P.); 0000-0003-1833-2559 (H.L.); 0000-0002-7571-4345 (J.D.).

Plants utilize variation in day length (photoperiod) to anticipate seasonal changes. They respond by modulating their
growth and development to maximize seed production, which in cereal crops is directly related to yield. In wheat (Triticum
aestivum), the acceleration of flowering under long days (LD) is dependent on the light induction of PHOTOPERIOD1
(PPD1) by phytochromes. Under LD, PPD1 activates FLOWERING LOCUS T1 (FT1), a mobile signaling protein that travels
from the leaves to the shoot apical meristem to promote flowering. Here, we show that the interruption of long nights by
short pulses of light (“night-break” [NB]) accelerates wheat flowering, suggesting that the duration of the night is critical
for wheat photoperiodic response. PPD1 transcription was rapidly upregulated by NBs, and the magnitude of this
induction increased with the length of darkness preceding the NB. Cycloheximide abolished the NB up-regulation of
PPD1, suggesting that this process is dependent on active protein synthesis during darkness. While one NB was sufficient
to induce PPD1, more than 15 NBs were required to induce high levels of FT1 expression and a strong acceleration of
flowering. Multiple NBs did not affect the expression of core circadian clock genes. The acceleration of flowering by NB
disappeared in ppd1-null mutants, demonstrating that this response is mediated by PPD1. The acceleration of flowering
was strongest when NBs were applied in the middle of the night, suggesting that in addition to PPD1, other circadian-

controlled factors are required for the up-regulation of FT1 expression and the acceleration of flowering.

Plants can anticipate diurnal and seasonal fluctuations
in their environment and adjust their growth and de-
velopment to coincide with favorable conditions. In
flowering plants, reproductive development must be
optimally timed to minimize the risk of damage to sen-
sitive floral organs by late frosts or early high tempera-
tures. The correct timing of this transition is a major
determinant of reproductive success and, in cereal crops
such as wheat (Triticum aestivum), of grain yield. There-
fore, an improved understanding of the regulation of
flowering time can contribute to the development of crop
varieties better adapted to diverse environments.
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Photoperiodic flowering responses vary in different
species; short-day (SD) plants and long-day (LD)
plants exhibit accelerated flowering in SD and LD,
respectively, while day-neutral plants exhibit similar
flowering profiles irrespective of day length (Garner
and Allard, 1920, 1923). Plants possess complex
regulatory mechanisms to perceive and respond to
changes in photoperiod, which ensure that flowering
occurs only under inductive conditions. The regula-
tion of flowering time by photoperiod is best under-
stood in Arabidopsis (Arabidopsis thaliana), a LD plant
where the photoperiodic response is mainly con-
trolled by CONSTANS (CO). CO expression is regu-
lated by the circadian clock and peaks in the late
afternoon and evening (Suarez-Loépez et al., 2001).
The CO protein is destabilized and degraded in
darkness, ensuring that CO activity is restricted to
LD photoperiods, when the peak of CO transcrip-
tion coincides with external light (Valverde et al,,
2004). Under these conditions, CO directly acti-
vates FLOWERING LOCUS T (FT) expression (Valverde
et al., 2004; Tiwari et al., 2010). FT encodes a mobile
signaling protein (florigen) with homology to members
of the PHOSPHATIDYLETHANOLAMINE-BINDING
PROTEIN family, which is synthesized in the leaves
and travels to the shoot apical meristem via the phloem
(Corbesier et al., 2007), where it binds the promoter of the
meristem identity gene APETALA1T and induces flowering
(Wigge et al., 2005).
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Similarly, FT homologs in grass species such as rice
(Oryza sativa; Heading date3a [Hd3a]) and wheat (FT1 or
VERNALIZATIONS3) function as flowering promoters.
Upon arrival at the shoot apical meristem, FT-like
proteins form part of a hexameric floral activation
complex that binds the promoters of MADS-box meri-
stem identity genes, inducing flowering development
(Taoka et al., 2011; Li et al., 2015). Overexpression of
FI1 in transgenic wheat plants results in an early-
flowering phenotype, even under noninductive SD
conditions, whereas plants carrying loss-of-function
mutations in FT1 exhibit a late-flowering phenotype
(Lv et al., 2014).

CO plays a role in the photoperiodic response in
several grass species, such as rice (Hayama et al., 2003),
sorghum (Sorghum bicolor; Yang et al., 2014), and barley
(Hordeum vulgare; Campoli et al., 2012; Alqudah et al.,
2014). However, these species also possess an addi-
tional photoperiod pathway that is not present in
Arabidopsis, in which the PHOTOPERIOD1 (PPD1)
gene plays a central role. PPD1 (named PRR37 in rice
and sorghum) encodes a member of the PSEUDO
RESPONSE REGULATOR (PRR) protein family and is
homologous to the Arabidopsis circadian clock genes
PRR3 and PRR?7 (Farré and Liu, 2013). The duplication
that originated PRR3 and PRR7 in Arabidopsis and
PRR37 and PRR73 in the grasses are independent, and
therefore their subfunctionalization is independent
(Farré and Liu, 2013). In Arabidopsis, PRR3 and PRR7
encode components of the circadian clock, and their
disruption alters the expression of other clock genes
(Farré et al., 2005). By contrast, variation in PPD1/
PRR37 in the grasses has no impact on the periodicity of
the circadian response (Murphy et al., 2011; Shaw et al.,
2012). These results suggest that after its duplication in
the grass lineage, PPD1 evolved as a photoperiod gene
that functions as an output of the circadian clock.

Most natural variants in the photoperiodic response
in wheat are associated with deletions in the promoters
of PPD-A1 (Wilhelm et al., 2009) or PPD-D1 (Beales
et al., 2007) or with differences in PPD-B1 copy number
(Diaz et al., 2012). The promoter deletions in the Ppd-
Ala or Ppd-Dla alleles are associated with the mis-
expression of PPD1 during the night, the induction of
FT1, and the acceleration of flowering under SD (Beales
et al., 2007; Wilhelm et al., 2009). Plants carrying these
alleles still flower earlier under LD than under SD and,
therefore, will be referred to as “reduced photoperiodic
response” alleles (rather than as “photoperiod-insensitive”
alleles).

The acceleration of flowering by PPD1 requires its
transcriptional activation by light, which is mediated
by two members of the phytochrome family, PHYB and
PHYC (Chen et al., 2014; Pearce et al., 2016). The phy-
tochromes absorb light maximally in the red (R) and
far-red (FR) spectrum and exist as two interchangeable
isoforms, the inactive R light absorbing Pr form syn-
thesized in the cytoplasm and the active FR light ab-
sorbing Pfr form that is translocated to the nucleus
(Nagatani, 2004; Rockwell et al., 2006). Upon arriving in
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the nucleus, Pfr phytochromes interact with bHLH
proteins known as PHYTOCHROME-INTERACTING
FACTORS (PIFs), which initiates a cascade of light-
regulated signaling pathways (Leivar and Monte,
2014). During darkness and upon exposure to FR light,
Pfr phytochromes revert to the inactive Pr form.

Despite the molecular characterization of some of the
components of the PPDI1-dependent flowering path-
way in wheat, there are still large gaps in our knowl-
edge of the mechanisms involved in the light regulation
of PPD1 and FT1 and in the perception of photoperiodic
differences. In this study, we characterized the response
of wheat when exposed to short pulses of light during
the long nights of SD photoperiods, which are referred
to as night-breaks or NBs hereafter. NB experiments
have the advantage of modifying photoperiods without
changing the total hours of light received by the plant.

NBs cause significant delays in flowering when ap-
plied to SD plants grown under SD (Hamner and
Bonner, 1938; Coulter and Hamner, 1964; Lumsden and
Furuya, 1986; Ishikawa et al., 2005). The greatest inhi-
bition of flowering (henceforth NBmax) occurs when
NBs are applied in the middle of the night (Thomas and
Vince-Prue, 1997). These observations demonstrate that
the duration of the night is critical to regulate flowering
time in many SD plants and that the NB response can be
characterized as a transient period of sensitivity to light
that inhibits flowering. In rice, a single NB was suffi-
cient to inhibit flowering in SD via the PHYB-mediated
transcriptional repression of Hd3a (Ishikawa et al., 2005;
Ishikawa et al., 2009). These observations are consistent
with the external coincidence model of flowering,
according to which flowering is induced when external
light and internal oscillating circadian signals coincide
(Biinning, 1936; Pittendrigh and Minis, 1964).

In this study, we show that NBs accelerate flowering
in wheat plants grown under SD and that the response
is strongest in the middle of the night. Using ppdI-null
mutants, we demonstrate that this response is mediated
by PPD1. We also show that although PPD1 tran-
scription is rapidly induced within 1 h of exposure to a
single NB, multiple NBs are required for induction of
FT1 to high levels and for early flowering. Finally, we
show that the magnitude of PPD1 induction in response
to NBs increases in accordance with the length of
darkness preceding the light signal and that this in-
duction is dependent on active protein synthesis during
darkness.

RESULTS

NBs Induce PPD-B1 and FT1 Expression and Accelerate
Flowering in Photoperiod-Sensitive Wheat

Near-isogenic plants of the tetraploid wheat variety
Kronos carrying the photoperiod-sensitive Ppd-A1b allele
(henceforth Kronos-PS) head rapidly (average 52.8 d) ina
LD photoperiod (16 h light at 22°C/8 h dark at 17°C) but
exhibit large delays in heading date (>150 d; Fig. 1A)
when grown in a SD photoperiod (8 h light/16 h dark).
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Figure 1. Effect of NB on heading time and the expression of flowering
time genes in Kronos-PS (Ppd-A1b) plants. A, Heading time of plants grown
from germination in SD, LD, and NB conditions. Plants were exposedto 1 h
NBs after 2 to 14 h of darkness as indicated. In one experiment, a 15 min
NB was applied after 8 h of darkness. Heading time is reported as days to
heading = st (n > 5). Different letters beside the bars denote a significant
difference between treatments (P < 0.05, Tukey’s test). B to D, Expression
of flowering time genes in the leaves of 6-week-old plants grown since
germination in SD and NBmax conditions. B, PPD-AT; C, PPD-BT; D, FT1
expression reported in fold-ACTIN levels. Kronos-PS plants were grown for
6 weeks either in SD or in NB conditions with the pulse of light applied
after 8 h of darkness. Samples were harvested immediately before the NB
(T1), immediately after the NB (T2), then 3 (T3) and 5 h (T4) after the start of
the NB. *P < 0.05, **P < 0.01, and ***P < 0.0001.

When the long nights of SD were interrupted by 1 h pulses
of white light at different points of the night (NB), flow-
ering of the Kronos-PS plants was accelerated (Fig. 1A).

The timing of the NB had a strong effect on heading
date, with a maximum acceleration (NBmax) when the
NB was applied in the middle of the night (after 8 h of
darkness). Under these conditions, plants headed just
7 d later than those grown in a LD photoperiod (Fig.
1A). NBs applied either earlier or later than this point
had a weaker effect on heading date, although among
plants exposed to NBs after 6, 8, or 10 h of darkness,
heading date was not significantly different (P > 0.05;
Fig. 1A). NBs of 15 min given after 8 h of darkness were
equally effective in accelerating flowering as 1 h NBs
applied at the same time (Fig. 1A).

To characterize the transcriptional responses associated
with accelerated flowering in NB, we compared the
expression levels of selected flowering time genes in
6-week-old plants grown since germination under NBmax
conditions with those maintained in a SD photoperiod.

Plant Physiol. Vol. 174, 2017

Night-Break Responses in Wheat

Because allelic variation at the PPD1 loci can affect the
expression of each homeolog separately, we measured
PPD-A1 and PPD-B1 transcript levels using homeolog-
specific assays. For all other targets, quantitative reverse
transcription (GQRT)-PCR assays that amplify both A and B
homeologs were used (Supplemental Table S1).

In SD-grown Kronos-PS plants, PPD-A1 and PPD-B1
expression levels remained low throughout the night,
and FT1 transcripts were not detected at any of the an-
alyzed time points (Fig. 1, B-D). In plants grown in NB
conditions from germination, PPD-A1 transcript levels
doubled in response to NB, but this homeolog was
expressed at very low levels in all assayed time points
(<0.1-fold ACTIN; Fig. 1B). By contrast, PPD-B1 tran-
script levels were approximately 20-fold higher than
PPD-A1 before NB (time point T1) and 26-fold higher
after NB (time point T2), suggesting that the PPD-B1
homeolog contributes the majority of PPD1 transcripts in
photoperiod-sensitive tetraploid wheat. This result is
consistent with a previous study in the hexaploid wheat
variety Paragon, where PPD-B1 accounted for 90% of all
PPD1 transcripts (Shaw et al., 2012).

PPD-B1 expression was significantly higher (P < 0.01)
in NB than in SD conditions at all time points and was
rapidly upregulated by NB, peaking between1hand 3 h
after the start of the NB (Fig. 1C). FT1 transcript levels
were significantly higher in NB conditions (~10- to
20-fold ACTIN) than in SD (P < 0.05) and showed in-
creased expression 5 h after the start of the NB (Fig. 1D).
Even before exposure to NB, FT1 transcript levels were
significantly higher in plants grown under NB since
germination than in those grown under SD (T1 time
point; Fig 1D).

FLOWERING LOCUS T2 (FT2) and VERNALIZATION1
expression levels were also elevated in plants grown
in NB, while FLOWERING LOCUS T3 (FT3) expres-
sion was reduced in comparison to SD-grown plants
(Supplemental Fig. S1, A—C). These results show that
the transcriptional regulation of these flowering time
genes in NB is similar to their regulation in LD pho-
toperiods (Lv et al., 2014).

The Ppd-Ala Allele with Reduced Sensitivity to
Photoperiod Reduces the NB Effect on Heading Time

We next studied the NB response in wheat plants
carrying the Ppd-Ala allele, which confers reduced
sensitivity to photoperiod by accelerating flowering in
SD (Wilhelm et al., 2009). Under LD, these plants
headed 26.2 d earlier (P < 0.001) than under SD,
showing that they still have some sensitivity to photo-
period (Fig. 2A). However, the differences in heading
date between LD and SD were greatly reduced when
compared to the differences in Kronos-PS lines grown
under the same conditions (>95 d delay; Fig. 1A). This
reduced sensitivity to photoperiod was also reflected in
the NB response. Plants grown since germination in
different NBs showed accelerated flowering compared
to SD, but the timing of the NB had less impact on
heading date than in the Kronos-PS lines (Fig. 2A).
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Figure 2. NB response in Kronos plants carrying the Ppd-Ala allele
conferring reduced sensitivity to photoperiod with either wild-type or
mutant PHYB (phyB-null) or PHYC alleles (phyC-null). A, Heading time
of wild type, phyB-null, and phyC-null mutants in SD and LD conditions
and in response to NBs applied at different times of the night (2-14 h, as
indicated). Different letters beside the bars denote a significant differ-
ence between treatments (P <0.05, Tukey’s test). Expression levels of (B)
PPD-AT, (C) PPD-B1, and (D) FTT in response to NBs in the leaves of
6-week-old wild-type, phyB-null, and phyC-null plants reported in fold-
ACTIN levels. Plants were grown for 6 weeks in NB conditions with the
pulse of light applied after 8 h of darkness. Sampling time points for
expression analysis are shown at the bottom of the figure and are also
described in the legend of Figure 1. *P < 0.05. ns, Not significant.

In 6-week-old Ppd-Ala plants grown since germina-
tion in NBmax conditions, PPD-A1 transcript levels
during the night were approximately 10-fold higher than
those of PPD-B1 (T1 time point, wild-type genotype; Fig.
2, B and C), confirming previous results (Wilhelm et al.,
2009). FT1 was also expressed at high levels before the
NB (~3-fold ACTIN) in these plants (Fig. 2D). Following
NB, PPD-A1 expression was reduced but remained
higher than PPD-B1 (>1-fold ACTIN) in all time points
assayed (Fig. 2B). Both PPD-B1 and FT1 exhibited similar
induction profiles in response to NB (Fig. 2, C and D) as
in Kronos-PS lines (Fig. 1, C and D).

Acceleration of Flowering by NBs Requires Both PHYB
and PHYC

The acceleration of flowering in LD photoperiods re-
quires the activity of both PHYB and PHYC (Chen et al,,
2014; Pearce et al., 2016), so we next tested the NB re-
sponse in Kronos mutants carrying nonfunctional copies
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of both homeologs of PHYB (phyB-null) or of PHYC
(phyC-null). All plants in this experiment carried the Ppd-
Ala allele conferring reduced sensitivity to photoperiod.
Under SD photoperiods, both phyB-null and phyC-null
mutants exhibited very late-flowering phenotypes when
compared to the wild-type control line (Fig. 2A). Expo-
sure to NB had no effect on heading date in phyB-null
mutants and resulted in a 27.2 d delay in heading in the
phyC-null mutants (P = 0.018; Fig. 2A).

We next studied the transcriptional responses of PPD1
and FT1 in these mutants following NB. PPD-A1 was
expressed in both phyB-null and phyC-null mutants at all
time points but was significantly lower in the mutants
than in the wild-type plants at time points T2 and T3 (P <
0.05; Fig. 2B). Transcript levels of PPD-B1 were signifi-
cantly lower in both mutants when compared to the wild
type at time points T2, T3, and T4 (P < 0.001; Fig. 2C) and
did not increase in response to NB. Despite the relatively
high transcript levels of PPD-A1 in the phyB-null and
phyC-null mutants at several time points (Fig. 2B), FT1
was not expressed in either mutant (Fig. 2D). These re-
sults demonstrate that both PHYB and PHYC are re-
quired for the induction of PPD-B1 and FT1 by NB.

Acceleration of Flowering by NBs Is Partially Suppressed
by FR Light Treatment

Phytochromes are activated and inactivated follow-
ing exposure to R and FR light, respectively, so we
tested the effects of FR light treatment on the NB re-
sponse. Kronos-PS plants were grown under two dif-
ferent conditions from germination. In one chamber,
plants were exposed to a 1 h NB after 8 h of darkness,
and in the other chamber, plants were exposed to the
same conditions except that the 1 h NB was followed by
a 30 min pulse of FR light. Plants exposed to FR light
exhibited a delay of 8.9 d in heading date when com-
pared to control plants, but the difference was not sig-
nificant (P = 0.19; Fig. 3A).

One possible reason for the mild effect of this FR
treatment on heading date could be that the exposure to
1 h of white light was sufficient for the irreversible acti-
vation of downstream genes or proteins in the flowering
induction pathway before the FR light inactivation of the
phytochromes. To test this possibility, we applied the
NBs as 15 1-min pulses of white light intercalated either
with 15 1-min periods of darkness (control chamber) or
15 1-min pulses of FR light (FR chamber). Application of
the NB using this protocol was less effective in acceler-
ating heading than when the NB was given asa 1 h block
of white light, but the FR treatment had a proportionally
larger effect and significantly delayed heading date (av-
erage 22.5 d delay, P = 0.012; Fig. 3A). At the transcrip-
tional level, PPD-B1 expression was significantly reduced
only by the pulsed FR treatment (P < 0.01 in the latter
three time-points; Fig. 3, B and C). These results suggest
that despite the absolute requirement of PHYB and PHYC
function for the NB response, the FR light conditions used
in these experiments were not sufficient to abolish the NB
response completely.
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Figure 3. Effect of FR light treatment on heading time and expression of
PPD-B1. A, Heading time of Kronos-PS plants in response to FR treat-
ment. FR light was applied either as a 30 min block immediately after a
1 h NB (30 min FR) or as 15 1-min pulses of white light intercalated with
15 1-min pulses of FR light (pulsed FR). PPD-B1 expression in B, 30 min
FR or C, pulsed FR treatment. *P < 0.05, **P < 0.01, and ***P < 0.001.

Acceleration of Flowering by NBs Requires PPD1

To determine the importance of PPD1 for the NB re-
sponse, we compared wild-type and ppdl-null mutant
lines lacking all functional copies of PPDI in the
photoperiod-sensitive hexaploid variety Paragon (Shaw
et al., 2013) and in the tetraploid line Kronos-PS (devel-
oped in this study; see “Materials and Methods”). We first
measured heading date in these lines when grown in SD
or LD conditions since germination. Under SD conditions,
neither the wild type nor the ppdl-null mutants of either
variety flowered within 150 d, when the experiment was
terminated (Fig. 4A). Under LD conditions, the ppd1-null
mutants headed 60 d and 34 d later than the wild type
Kronos-PS and Paragon-PS lines respectively (Fig. 4A).

In a separate experiment using slightly different con-
ditions (plants were first grown under SDs for 4 weeks
before moving to NBmax conditions), we compared the
effect of NBmax in photoperiod-sensitive and ppd1-null
mutant lines. Kronos-PS and Paragon-PS plants headed
on average at 73 d and 91 d under NB, respectively, but
neither ppd1-null line flowered within 150 d, when the
experiment was terminated (Fig. 4B). These results
demonstrated that PPD1 plays a major role in the effect of
NB and LD on heading time.

We next assayed PPD-BI and FT1 transcript levels in
Kronos-PS and ppdl-null plants at four time points, in-
cluding dusk, when these flowering time genes are nor-
mally expressed at high levels under LD (Chen et al.,
2014). Plants were grown in SDs for 4 weeks, then either
maintained in SD conditions or moved to NBmax condi-
tions for 6 weeks. In Kronos-PS plants, PPD-B1 transcript
levels were upregulated 1 h and 3 h after the start of the
NB (similar to Figs. 1C and 2C) and to even higher levels at
dusk (Fig. 4C). In the Kronos-PS plants kept under SD,
PPD-B1 transcript levels were not upregulated during the
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night but showed an increase at dusk, although the levels
were significantly lower (P = 0.04) than in plants that were
exposed to multiple NBs (Fig. 4C). As expected, PPD-B1
transcripts in the Kronos ppdIl-null mutants were not
detected in either SD or NB conditions, confirming the
specificity of the qRT-PCR primers used in this assay (Fig.
4C). Consistent with previous results, FT1 transcripts were
undetected in Kronos-PS plants under SD but were highly
upregulated in NB conditions at all time points (P < 0.001;
Fig. 4D). However, in the ppdl-null mutant, FT1 tran-
scripts were not detected in any sampled time points, in-
cluding dusk, under either SD or NB conditions.

PPD1 and FT1 Respond Differently to NBs

To investigate the effects of single NBs on the tran-
scriptional activation of PPD1 and FT1 at a greater reso-
lution during the initial hour of the NB, we grew
Kronos-PS plants for 4 weeks in SD photoperiods before
exposing them to a single NB. Immediately before expo-
sure to the NB, PPD-B1 expression was very low (< 0.1-
fold ACTIN) but increased rapidly between 30 min and
1 h (Fig. 5A). Transcript levels peaked 3 h after the start of
the NB before falling 2 h later (5 h time point; Fig. 5A). The
effect of NB on PPD-B1 expression at 1, 3, and 5 h after
NB, was similar to the pattern observed in 6-week-old
plants grown under NB since germination (Fig. 1C). We
also observed a similar PPD-B1 transcriptional profile in
response to a 15 min NB (Fig. 5B). However, the rapid
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Figure 4. NB response in ppdi-null plants. A, Heading date of wild type
and ppd1-null mutants grown since germination in SD or LD conditions. B,
Heading date of wild type and ppd1-null mutants in NB conditions. Plants
were grown in SD conditions for 4 weeks before being transferred to
NBmax conditions. Isogenic lines in tetraploid Kronos and hexaploid Par-
agon backgrounds were used. All experiments were terminated at 150 d.
Expression of PPD-B1 (C) and FT1 (D) in fold-ACTIN levels in Kronos-PS
and Kronos ppdT-null plants grown for 10 weeks in SD conditions or for
4 weeks in SD conditions followed by 6 weeks in NBmax conditions.
Samples were harvested immediately before the NB (T1), immediately after
the NB (T2), then 3 h after the start of the NB (T3) and dusk of the following
day. *P < 0.05, **P < 0.01, and ***P < 0.0001.
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induction of PPD-B1 was not reflected in FT1 transcript
levels, which remained low at all assayed time points
following a single NB (Fig. 5, A and B).

Six-week-old Kronos-PS plants grown since germi-
nation under NB exhibited significantly increased ex-
pression of both PPD-B1 and FT1 in the darkness before
the NB (time point T1 in Fig. 1, C and D), suggesting
that transcripts of these genes may accumulate in re-
sponse to multiple NBs. We therefore measured PPD-
B1 and FT1 expression levels in response to increasing
numbers of NBs by assaying transcript levels immedi-
ately before the NB. While PPD-B1 transcript levels
were slightly elevated in samples exposed to more than
three NBs relative to plants maintained in SD condi-
tions, we found no consistent evidence of increased
PPD-B1 expression in response to increasing numbers
of NBs (Figs. 4C and 5C). In contrast, transcript levels of
FT1, which were undetectable after the first three con-
secutive NBs, showed a gradual increase after six NBs
and a large increase after 18 NBs (Fig. 5C). We also
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Figure 5. Transcriptional response of PPD-B1 and FT1 to single and
multiple NBs. PPD-B1 and FT1 expression levels in Kronos-PS plants in
response to a single 1 h (A) or 15 min (B) NB. C, Transcription of PPD-B1,
FT1, and ZCCT2 and (D) heading time of plants exposed to different
numbers of NBs. Kronos-PS plants were grown in SD conditions for
4 weeks, exposed to different numbers of NBs after 8 h of darkness and
returned to SD conditions thereafter. E, Effect of length of darkness before a
single NB on the induction of PPD-B1. Kronos-PS plants were grown for
4 weeks in SD and exposed to a single NB at different stages of the night.
Leaf tissue was harvested 3 h after the start of the NB. F, Effect of cyclo-
heximide treatment on PPD-BT induction in response to NB (4-week-old
Kronos-PS plants in water or cycloheximide hydroponic solutions). Half of
the plants were kept in darkness, and half were exposed to a 1 h NB. Leaf
tissue was harvested immediately before the NB (T1) and 3 h after the start
of the NB (T2). All expression data are presented in fold-ACTIN levels.
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tested the expression levels of ZCCT2 (the functional
VERNALIZATION2 copy in Kronos), a LD repressor of
FT1 (Yan et al., 2004; Distelfeld et al., 2009), and found
no transcriptional changes with increasing number of
NBs (Fig. 5C).

The larger increases in FT1 transcript levels after
18 NB were associated with accelerated heading time
(Fig. 5D). Plants exposed to 21 NB were the earliest to
head (average 88.7 d), followed by plants exposed to
18 NB (99 d) and 15 NB (105.8 d; Fig. 5D). Plants ex-
posed to fewer than 15 NBs did not head within 150 d
(Fig. 5D). To analyze spike development in these latter
samples, we dissected one plant from each class and
measured spike length. Plants that received zero, three,
or six NBs were at the early stages of spike development
(<5 mm), whereas those that received nine NB were
more advanced (>15 mm; Supplemental Fig. 52).

The gradual acceleration of heading time in plants ex-
posed to increasing number of NBs was similar to the
acceleration observed after increasing numbers of LD
(Supplemental Fig. S3). However, the effect of LD expo-
sure was stronger than the effect following NB exposure.
Fewer LDs than NBs were required to start the accelera-
tion of flowering and the acceleration was stronger after
20 LD (Supplemental Fig. S3) than after 21 NB (Fig. 5D).
This finding is consistent with our previous experiment
showing that plants grown under LD since germination
flowered ~7 d earlier than those grown in NBmax con-
ditions since germination (Fig. 1A).

PPD-B1 Induction by NB Requires Active Protein
Synthesis during Darkness

We next tested the effect of the timing of the NB on
PPD-B1 induction by exposing SD-grown plants to a
single NB at different times of the night. We hypothesized
that maximal induction of PPD-B1 would coincide with
the strongest acceleration of heading date (i.e. after 8 h of
darkness). This hypothesis proved to be incorrect and,
instead, we found that PPD-B1 was induced to progres-
sively higher levels in accordance with the duration of the
dark period preceding the NB (Fig. 5E).

We first thought that the gradual accumulation of
inactive Pr phytochromes in the nucleus resulting from
dark reversion could explain the increased PPD-B1 in-
duction with longer periods of darkness. However,
plants treated with FR light immediately before a NB
applied after 2 h of darkness did not exhibit increased
PPD-B1 expression (Supplemental Fig. S4). This result
suggested that the accumulation of Pr phytochromes in
the nucleus was not responsible for the progressive
induction of PPD-B1 with extended dark periods.

We then thought that PPD-B1 induction could be as-
sociated with the de novo synthesis of phytochromes or
other intermediate proteins during darkness. To test this
hypothesis, we grew Kronos-PS plants in hydroponic
solution and treated half of them with cycloheximide to
block protein synthesis and left half of the plants un-
treated as a control. Consistent with previous re-
sults, control plants maintained in darkness showed no
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induction of PPD-B1, whereas those exposed to a single
NB exhibited strong up-regulation of PPD-B1 expres-
sion 2 h after the NB (time point T2; Fig. 5F). The in-
duction of PPD-B1 in response to NB was abolished in
plants treated with cycloheximide (Fig. 5F), which
demonstrates that the expression of PPD1 in response
to light requires active protein synthesis during dark-
ness. This experiment was performed twice with iden-
tical results.

Multiple NBs Did Not Alter the SD Entrainment of
Circadian Clock Genes

Finally, we tested whether exposure to multiple NBs
was sufficient to change the SD entrainment of the cir-
cadian clock core genes. Kronos-PS plants were grown
for 7 weeks in SD or for 4 weeks in SD followed by
3 weeks in NBmax conditions. After 7 weeks, all plants
were moved to free-running conditions (constant light
and temperature) for 24 h and then leaves were sam-
pled at 4-h intervals during an additional 24-h period of
free-running conditions. The expression profiles of PRR59,
PRR95, PRR73, CIRCADIAN CLOCK ASSOCIATED],
GIGANTEA (GI), and TIMING OF CAB EXPRESSION1
showed no significant differences between SD- and NB-
grown plants at all sampled time points (Supplemental Fig.
S5, A-F). These results suggest that NBs have a limited im-
pact on the expression profiles of the core circadian clock
genes. In the same experiment, PPD-B1 transcript levels were
higher in the plants previously grown under NB than in the
plants previously grown under SD (Supplemental Fig. S5G).
The differences were particularly large at the subjective dusk
in agreement with the results observed in Figure 4C. FT1
transcript levels were high at all times in the samples from
the plants grown under NB but were almost undetectable in
the plants previously grown under SD (Supplemental Fig.
S5H). This result confirmed that 2 d under continuous light
are insufficient for the up-regulation of FT1.

DISCUSSION
NB Responses in SD and LD Plants

Many studies using NBs to characterize the effects of
changing photoperiods on flowering time focused on
SD plants, mainly because the inhibition of flowering
by NB was found to be a simpler system of study than
the acceleration of flowering by NB in LD plants
(Thomas and Vince-Prue, 1997). Our characterization of
the NB response in wheat highlights some of the simi-
larities and differences between these two systems.

In many SD plants, flowering is inhibited by NB and
in rice; this effect is associated with the suppression of
Hd3a (orthologous to FT) transcription (Ishikawa et al.,
2005). When rice plants are moved from NB back to
inductive SD photoperiods, this inhibition is lost and
Hd3a expression returns to high levels. In wheat, NBs
also affect the expression of FT1 and flowering time,
although these responses are reversed. These results
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suggest SD and LD plants both respond to NB through
regulatory mechanisms acting on FT expression. The
opposite effect of NB on FT expression and flowering in
rice and wheat is likely determined by the opposite
roles of PPD1 (= PRR37 in rice and sorghum) in dif-
ferent grass species. In LD grasses, such as wheat and
barley, PPD1 induces FT1 and accelerates flowering
(Turner et al., 2005; Shaw et al., 2013), whereas in SD
grasses, such as sorghum and rice, PRR37 suppresses
FT-like genes and delays flowering (Murphy et al.,
2011; Koo et al., 2013).

The NB responses in SD and LD grasses also differ in
their response to FR light after the NB. In some SD
plants, the suppression of flowering by a single R light
NB is completely reversible by immediate exposure to
FR light (Downs, 1956; Cathey and Borthwick, 1957). In
wheat, we found that a single FR exposure after NB had
a limited effect on heading time (Fig. 3A). One-minute
pulses of FR after 1-min pulses of white light were more
effective (22.5 d delay in heading), but did not com-
pletely abolish the acceleration of heading by NB (Fig.
3A). The partial effect of FR light on the NB acceleration
of flowering is consistent with previous results in the
LD grass barley (Downs, 1956).

Finally, rice and wheat differ in the role of PHYC in the
NB response. In rice, the NB response is completely
abolished in plants carrying PHYB loss-of-function mu-
tations but is unaffected by similar mutations in PHYC
(Ishikawa et al., 2005, 2009). By contrast, the NB response
in wheat is abolished in both the phyB-null and phyC-null
mutants (Fig. 2). The different roles of PHYC on NB
parallel the different roles played by this phytochrome in
the photoperiodic response in wheat and rice. PHYC is a
positive regulator of flowering time in some temperate
grasses such as wheat, barley, and Brachypodium distachyon
(Nishida et al., 2013; Chen et al., 2014; Woods et al., 2014)
but has limited or no effect on flowering time in rice and
Arabidopsis (Monte et al., 2003; Takano et al., 2005; Hu
et al.,, 2013). These results suggest PHYC plays a more
critical role in the photoperiod and NB response in the LD
temperate grasses than in other plant species.

Multiple NBs Are Required for Flowering Induction
in Wheat

Whereas a single NB is sufficient to repress flowering
in rice (Ishikawa et al., 2005) and promote flowering in
Lolium temulentum cv Ceres (Evans, 1958), multiple LDs
are required to accelerate flowering in many temperate
grasses (Heide, 1994). Most temperate grasses show
some acceleration of flowering after being exposed to
4 to 8 LD photoperiods, but full saturation of this re-
sponse requires 12 to 16 d of exposure to LD (Heide,
1994). These results are consistent with our observa-
tions for wheat, where 6 to 10 LDs induced a mild accel-
eration in flowering, but the greatest acceleration in
flowering was seen in plants exposed to 12 or more LDs
(Supplemental Fig. S3). The acceleration in heading time
in response to increasing numbers of NBs was similar to
that observed in response to increasing numbers of LDs,
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but the effects were smaller and at least 15 NBs were re-
quired to initiate the acceleration of flowering (Fig. 5D).
These results are consistent with the existence of a PPD1-
independent photoperiod pathway, which may be more
responsive to LDs than to NBs.

In Arabidopsis, the induction of the transition from the
vegetative to the reproductive apex also requires cycles
of FT induction repeated over several days. However,
while 4 to 5 LDs are sufficient to saturate the acceleration
of flowering in Arabidopsis more than 20 LDs are re-
quired in wheat (Krzymuski et al., 2015). Possible ex-
planations for the requirement of multiple NBs or LDs to
induce FT1 in wheat include a gradual accumulation of a
flowering promoter, a gradual reduction of a flowering
repressor, or a gradual change in epigenetic marks in
some of the involved genes. No correlation was detected
between the number of NBs and transcript levels of
ZCCT2 (a repressor of FT1), suggesting that this gene is
not critical for the observed changes in FT1 in this genetic
background (Fig. 5C). Similarly, PPD1 transcript levels
did not increase in response to multiple NBs, indicating
that the putative accumulating factor is unlikely to be a
regulator of PPD]1 transcription. However, it is still pos-
sible that the number of NBs affect the levels of active
PPD1 protein. To test this hypothesis, we have initiated
the generation of transgenic wheat plants expressing an
HA-tagged PPD1 protein. It is also possible that proteins
other than PPD1 also play a role in the regulation of FT1
in response to multiple NBs.

The Induction of PPD-B1 by Light Increases during
the Night

Interestingly, we found that the magnitude of PPD-B1
induction by NBs was proportional to the length of
darkness preceding the NB. This phenomenon appears
to be unrelated to the accumulation of Pr phytochrome
protein arising from dark reversion, since exposure to FR
light prior to NBs (expected to increase the pool of Pr
phytochromes) had no effect on the subsequent induc-
tion of PPD1 by light (Supplemental Fig. 54). Instead, we
found that treating plants with cycloheximide during the
night abolished the NB up-regulation of PPD1 (Fig. 5F),
which suggests that the induction of PPD1 by light is
dependent on active protein synthesis during darkness.

One possibility is that the de novo synthesis of Pr iso-
forms of PHYB and/or PHYC during darkness is corre-
lated with the strength of PPD1 induction. During longer
periods of darkness, newly synthesized PHYB and PHYC
proteins would accumulate to higher levels, so that sub-
sequent light signals would result in stronger induction of
PPD1. An alternative possibility is the de novo synthesis
and dark accumulation of a PHYB/PHYC-induced tran-
scription factor required for the activation of PPD1. This
may include one or more PIFs, which have been shown to
act as coactivators of light-induced genes in some cases
(Leivar and Monte, 2014). Additional experiments will be
required to test these hypotheses and to identify the dark-
synthesized protein responsible for the increased activa-
tion of PPD1 with longer periods of darkness.
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The Effect of NB on Flowering Time Is Likely Gated by
One or More Circadian Clock-Regulated Genes

Despite the stronger NB induction of PPD1 following
longer periods of darkness, PPD1 transcript levels were
not directly correlated with heading date. The greatest
effect of NB on heading date was observed when the NB
was timed to coincide with the middle of the night, even
though PPD1 transcript levels were lower at this point
than after NBs applied later in the night. This dependence
on the time of the night suggests that PPD1 activity may
be gated by circadian clock-regulated genes. The exis-
tence of a gating mechanism is also supported by the fact
that although PPD1 transcription is induced during the
light phases of both SD and LD, FT1 transcription is only
observed under LD photoperiods (Beales et al., 2007;
Wilhelm et al., 2009). Furthermore, rhythmic sensitivities
for NB-induced flowering have been observed in other
LD grasses (Thomas and Vince-Prue, 1997). L. temulentum
cv Ceres plants, which are induced to flower by a single
LD cycle, showed two phases of high sensitivity to NB
when SD-grown plants were moved to constant dark-
ness. The first phase occurred between 4 and 8 h from the
start of the darkness period, and the second one was
approximately 20 to 24 h later, suggesting the involve-
ment of a circadian rhythm in the control of flowering in
L. temulentum (Périlleux et al., 1994). Similar experiments
would be challenging to perform in wheat because of the
requirement for multiple NBs to induce flowering.

It is tempting to speculate that the regulation of FT1
expression by PPD1 may function in a manner analogous
to the regulation of FT by CO in Arabidopsis. In Arabi-
dopsis, FT is induced only in LD conditions when the
transcriptional peak of CO coincides with light, which is
required to stabilize the CO protein (Valverde et al.,
2004). In wheat, FT1 induction and flowering may be
determined by the coincidence of an external signal (light
activation of PPD1 transcription by PHYB/PHYC) with
an internal rhythm mediated by the circadian clock.

In addition to this putative role in gating the effect of
PPD1, the circadian clock is known to be involved in the
regulation of PPD1 expression (Beales et al., 2007; Chen
etal., 2014; Alvarez et al., 2016). Plants carrying loss-of-
function mutations in EARLY FLOWERING3 (a com-
ponent of the evening complex in the circadian clock)
exhibited elevated expression of PPDI and earlier
flowering under both LD and SD (Alvarez et al., 2016).
Similar results were observed in LUX ARRHYTHMO
mutants in diploid wheat, another component of the
evening complex (Gawrénski et al., 2014). These results
suggest that in the temperate cereals, the evening complex
of the circadian clock acts as a transcriptional repressor of
PPD1 (Campoli et al., 2013; Alvarez et al., 2016). Inter-
estingly, two LUX-binding sites (GATWCG; Chow et al.,
2012) are present in the PPD1 promoter, including one in
the region deleted in the Ppd-Ala allele.

In barley, changes in photoperiod have been shown
to have rapid effects on the expression of circadian
clock genes (Deng et al., 2015). However, we did not
observe significant changes in the expression profiles of
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any of the core circadian clock genes after 21 NBs,
suggesting that changes in the clock played a limited
role in the induction of flowering by NBs (Supplemental
Fig. S5). Moreover, the strong delay in heading time
observed in the Kronos and Paragon ppdl-null mutants
under NBmax demonstrated that PPD1 is the major
driver of the acceleration of heading time by NBs. This
does not rule out the possibility that the circadian clock
may play an important role in the regulation of the in-
termediate steps between PPD1 and FT1 induction or
in the PPDI-independent photoperiod pathway in
the temperate grasses.

A Working Model for the PPD1 Regulation of the
Photoperiod Response in Wheat

In this study, we show that while a single NB as short
as 15 min in duration is sufficient to induce PPD1, the
peak of expression is not observed until 3 h after the NB
(Fig. 5A). This timeline of events suggests that addi-
tional molecular steps may be involved in the tran-
scriptional activation of PPD1 following the initial short
exposure to white light. NB responses have previously
been shown to be rapid, and red-light NBs of 2 min
were shown to be sufficient to accelerate flowering
(Downs, 1956; Cathey and Borthwick, 1957).

The short length of the light pulse required to trigger
the NB response is consistent with a role of the phyto-
chromes in the initial steps of the NB response. In Ara-
bidopsis, conversion of phytochromes from Pfr to Pr
forms occurs within 5 min of exposure to high radiance R
light, and 2 min of R light treatment is sufficient to initiate
the phosphorylation of PIFs, which are direct targets of
activated phytochromes (Park et al., 2004; Shen et al,,
2007, 2008; Al-Sady et al., 2008). Phosphorylated PIFs are
targeted for degradation by the 26S proteasome, trig-
gering downstream transcriptional responses within
15 min of the light signals (Hwang and Quail, 2008).
The time lag between the light application and the
up-regulation of PPD1 transcript levels (Fig. 5A) sug-
gests the existence of intermediate molecular steps. Based
on the involvement of wheat PHYB and PHYC in the light
activation of PPD1 transcription (Chen et al., 2014; Pearce
et al.,, 2016) and the known interactions between phyto-
chromes and PIFs in Arabidopsis, we hypothesize that the
degradation of one or more PIFs acting as PPD1 tran-
scriptional repressors may be involved in the light acti-
vation of this gene. A putative PIF binding site is present
within the region of the PPD1 promoter that is deleted in
the Ppd-Ala allele (which shows expression during the
night). According to this hypothesis, the application of FR
after NB reduces Pfr levels and limits the degradation of
this putative PIF(s), thereby maintaining some transcrip-
tional repression of PPD1 (Fig. 3C).

Although NBs do not perfectly mimic the LD re-
sponse, there are several similarities between the two
processes, particularly in the PPDI-dependent photo-
periodic response. Both processes are dependent on the
PHYB/PHYC-mediated light activation of PPD1, both
processes require multiple inductive cycles to accelerate
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flowering, and in both NBs and in plants carrying the
Ppd-Ala allele, expression of PPD1 during the night is
associated with accelerated flowering. Based on these
similarities and on previous studies, we propose a
tentative working model for the PPDI-dependent
photoperiodic regulation of flowering in wheat (Fig. 6).
According to this model, flowering is accelerated only
when the light-induced expression of PPD1 coincides
with the expression and/or activity of one or more
circadian-regulated factor(s) required for the induction
of FT1. Under LD, but not under SD, PPD1 expression
coincides with the putative additional factor, inducing
FT1 expression (Fig. 6, A and B). When NBs are applied
in the middle of the night, light-induced PPD1 expres-
sion coincides with a peak of the putative additional
factor, resulting in maximal activation of FT1 and early
flowering (Fig. 6C). Although NBs applied earlier or
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Figure 6. Working model for the photoperiod-mediated induction of
flowering in wheat. The induction of FT7 and acceleration of flowering
occurs maximally when light-induced PPDT expression coincides with
the activity of a factor regulated by the circadian clock. A, In SD, PPD1
expression falls during darkness before the peak in activity of a putative
component, unlike in LD (B), where PPDT expression coincides with this
peak, inducing FTT and flowering. PPD1 expression also coincides with
this component when NB are given in the middle of the night (C), whereas
NB applied earlier (D) result in reduced overlap of PPDT with this putative
factor and have less impact on flowering time. E, The Ppd-ATa allele
conferring reduced sensitivity to photoperiod is misexpressed during
darkness, resulting in the activation of FT7 and flowering, even in SDs.
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later than this point still result in the induction of PPD1,
these NBs no longer coincide with a peak of the putative
circadian-regulated factor required for the activation of
FT1. In Arabidopsis, the sensitivity of the flowering
response to the induction of FT expression is most ef-
fective when FT is artificially induced during the
evening and early night (Krzymuski et al., 2015), sug-
gesting that the timing of FT induction can also carry
information relevant to the acceleration of flowering.

Other studies support the hypothesis that the timing
of PPD1 induction is critical for flowering. In wheat
plants carrying the Ppd-Ala allele conferring reduced
sensitivity to photoperiod, PPD1 is expressed during
darkness (Turner et al., 2005; Beales et al., 2007;
Wilhelm et al., 2009). Therefore, even in noninductive
SD photoperiods, PPD1 expression coincides with the
peak activity of the putative circadian-regulated factor
required for the activation of FT1 and the induction of
flowering (Fig. 6E). This last result suggests that no light
stimuli are required to induce FT1 and flowering when
PPD1 is misexpressed during the night. However, in
both the phyB-null and phyC-null mutants, the rela-
tively high transcript levels of PPD-Ala were insuffi-
cient to induce FT1. A possible explanation for this
observation is that PHYB and PHYC are important for
some of the intermediate molecular steps required for
the FT1 up-regulation by PPD1. The altered expression
of the core clock genes in the phyC-null mutant may also
contribute to this effect (Chen et al., 2014).

The putative additional factor required for FT1 in-
duction is likely to be regulated by the circadian clock,
with its expression or activity peaking between 6 and
10 h after dusk under a SD photoperiod of 16 h of
darkness. This putative factor could function to stabilize
or activate the PPD1 protein or be an additional factor
thatacts either in a complex with PPD1 or downstream of
PPD1 to activate FT1. Alternatively, PPD1 may activate a
protein that degrades a repressor of FT1 or induce epi-
genetic changes in FT1 or other intermediate genes. The
identification of this clock-regulated putative factor in-
volved in the PPD1 activation of FT1 is an outstanding
question of the PPD1-mediated photoperiodic response
in wheat.

CONCLUSION

In this study, we demonstrated that the duration of
the dark period rather than of the light period is critical
for the photoperiodic response in wheat. We showed
that PPD1 plays a central role in the acceleration of
heading time by NBs and that this response requires
functional PHYB and PHYC genes and active protein
translation during darkness. In wheat, the induction of
FT1 was greater with increasing numbers of NBs or
LDs, suggesting the gradual accumulation of a signal
with additional NBs or LDs. The timing of the NB in-
duction of PPD1 also affected the intensity of flowering
acceleration, suggesting that the PPD1 induction of FT1
may be gated by circadian clock-regulated genes. In
summary, the NB experiments described here provide
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valuable insights into the regulatory mechanisms con-
trolling wheat photoperiodic response.

MATERIALS AND METHODS
Plant Materials

Experiments were performed using the tetraploid durum wheat (Triticum
turgidum subsp. durum) variety Kronos and the hexaploid bread wheat (Triti-
cum aestivum subsp. aestivum) variety Paragon. Kronos has a spring growth
habit and carries the Ppd-Ala allele, which has a deletion in the promoter region
conferring reduced sensitivity to photoperiod by accelerating flowering under
SD (Wilhelm et al., 2009). We developed a near-isogenic Kronos line carrying
the wild-type photoperiod-sensitive Ppd-A1b allele (Kronos-PS), which flowers
very late under SD. This line was developed by crossing Kronos with the tet-
raploid durum variety Langdon (which carries the Ppd-Alb allele) and per-
forming three backcrosses using Kronos as the recurrent parent as described
previously (Pearce et al., 2013). We also developed a second near-isogenic line
of Kronos with no functional PPD1 alleles, designated hereafter as ppd1-null.
We first introgressed a deletion of PPD-B1 from a Paragon y-ray mutant (Shaw
et al., 2013) into Kronos by three backcrosses. We then intercrossed this line
with a Kronos TILLING line carrying a mutation encoding a premature stop
codon in the PPD-A1 coding region (W154*). This mutation eliminates 514 of
this protein’s 668 amino acids, including the highly conserved CCT domain that
has been shown to be essential for photoperiod response (Turner et al., 2005).
This mutant line was first backcrossed twice to Kronos to reduce background
mutations. In the F2 progeny, we selected plants homozygous for the two mu-
tations using molecular markers. The PPD-A1 mutant allele was detected using a
dCAPs marker. PCR was performed (35 cycles of 94°C 20 s, 55°C 30 s, 72°C 30 s)
using forward primer AACGAGCTTAAGAACCACTG and reverse primer
TATAATAATCACACACGTTG to amplify a 215-bp fragment. This fragment was
digested with Bsrl. Plants homozygous for the nonfunctional PPD-A1 allele
showed a digestion pattern of 195/20 bp when run on a 1% agarose gel, whereas
PCR products amplified from plants homozygous for the wild-type allele were not
digested and showed an intact 215-bp band. To detect the PPD-B1 deletion, we
used a Tagman assay as described previously (Diaz et al., 2012). F4 lines from two
independent crosses were used in this study. We also included the photoperiod-
sensitive hexaploid variety Paragon and its isogenic ppdl-null mutant carrying
deletions or loss-of-function mutations in all three PPD1 homeologs, which has
been described previously (Shaw et al., 2013).

The phyB-null and phyC-null mutants were obtained by combining non-
functional mutations in the A and B homeologs of each gene in Kronos lines
carrying the Ppd-Ala allele (Chen et al., 2014; Pearce et al., 2016).

Growth Conditions

All experiments were performed in controlled environment conditions using
either PGR15 or E7 /2 growth chambers (Conviron), which were located in the same
room. During the lights-on period, the growth chambers were set at 22°C, but the
first and last hour of this lights-on period were set at 20°C to provide a more
gradual change between temperatures. Night temperatures were set at 17°C. All
PGR15 chambers used similar metal halide and high-pressure sodium light con-
figurations, and lights were set to the same intensity in all experiments (~260 um
m™2s™%; Conviron setting 2 for both types of lamps). Lights were on for 8 h in SD
experiments and 16 h in LD experiments. In NB experiments, the lights were on for
7hand then for 1 h in the middle of the night, making the same total of 8 h of light.
For the experiment testing the effect of the timing of the NB, the 1 h light break was
applied 2, 4, 6, 8, 10, 12, and 14 h after dusk.

Experiments applying FR light were performed in dual E7/2 growth
chambers fitted with fluorescent lamps (250 um m2s™h) supplemented with
two strips of LED lights emitting FR wavelength light (~720 nm at 100% in-
tensity). These experiments used the same growing conditions (22°C day/17°C
night, including a 1-h transition period at 20°C). In the first experiment, the 1 h
NB applied in the middle of a 16 h night (17°C) was followed by a 30 min pulse
of FR light at 100% intensity. In the second experiment, the NBs consisted of
15 1-min pulses of white light intercalated with either 1 min of darkness (con-
trol) or 1 min of FR at 100% intensity. Heading date was measured as the
number of days from germination until complete emergence of the main spike.

To determine the effect of different number of NBs or LDs on heading time,
Kronos-PS plants were grown under SD conditions for 4 weeks before plants were
transferred to LD or NB conditions. Plants were moved back to SD conditions after
the indicated number of days. The experiments were terminated after 150 d.
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For the circadian time course experiment, Kronos-PS plants were grown in SD
conditions for 4 weeks, and then half of the plants were transferred to NBmax
conditions (15 min NB after 8 h of darkness), while the remaining plants were
maintained under SD conditions. These photoperiods were maintained for 21 d,
when both chambers were switched to free-running conditions (constant light
and temperature). After 24 h in free-running conditions, leaf tissues were col-
lected from six biological replicates at 4 h intervals for an additional 24-h period.

Cycloheximide Hydroponic Experiment

One week after germination, Kronos-PS seedlings were transplanted into a
hydroponic system with Hoagland solution (Hoagland and Arnon, 1950) and
grown under SD conditions for 4 weeks. The Hoagland solution was changed
twice per week. Immediately before the beginning of the night of the 28th day in
SD conditions, two batches of six plants were transferred to 1-liter beakers
containing water (control), and two batches of six plants were transferred to a
beaker with 500 um cycloheximide (CHX). Plants from one water and one CHX
batch were left in darkness (no-NB), while plants from the other water and CHX
batches were exposed to a 1 h pulse of white light after 6 h of darkness. Leaf
tissues were harvested at two time points: immediately before the start of the
NB (T1) and 2 h after the end of the NB (T2).

qRT-PCR

Expression analysis was performed using the middle of the leaf blade of the
most recently fully emerged leaf from each plant, which were harvested and
frozen immediately in liquid nitrogen. When sampling plants in the dark,
harvests were performed as quickly as possible with no supplemental lighting in
the room to avoid exposure to external lights. To study the effect of increasing
numbers of NB, leaf samples were collected immediately before the NB from
plants exposed to different numbers of NB (i.e. the three-NB sample was col-
lected in the dark immediately before exposure to the fourth NB).

Harvested leaves were ground to a fine powder in liquid nitrogen, and RNA
was extracted using the Spectrum Plant Total RNA kit (Sigma-Aldrich). One
microgram of cDNA was synthesized from RNA using the High Capacity
Reverse Transcription Kit (Applied Biosystems) according to the manufacturer’s
instructions. Each qRT-PCR reaction used 10 ng of cDNA and 1X VeriQuest
Fast SYBR Green qPCR Master Mix (Affymetrix), with the exception of the
circadian clock experiment, where PowerUP SYBR Green qPCR master mix
(Thermo Fisher) was used.

Primers were designed in regions conserved between the A- and B-genome
homeolog, except for PPD-A1 and PPD-B1, for which homeolog-specific primers
were used. Primers for all target and control genes have been described previously,
and full details are provided in Supplemental Table S1. qRT-PCR reactions were
performed using a 7500 Fast Real-Time PCR system (Applied Biosystems), except
from the circadian experiment, which were performed using a QuantStudio 3 Real-
Time PCR System (Applied Biosystems). The endogenous control gene for
all reactions was ACTIN. Transcript levels are expressed as linearized fold-
ACTIN levels calculated by the equation 2ACTIN €T = TARGET CT) + o of the
mean and represent the ratio between the initial number of molecules of the
target gene and the number of molecules of ACTIN (scales are comparable
across genes and experiments).

Accession Numbers

Sequence data from this article can be found in the GenBank/EMBL data
libraries under accession numbers mmm.

Supplemental Data

The following supplemental materials are available.

Supplemental Figure S1. Effect of NB on the expression of flowering time
genes in the leaves.

Supplemental Figure S2. Phenotype of Kronos-PS plants exposed to dif-
ferent numbers of NB.

Supplemental Figure S3. Heading time of plants exposed to different
numbers of LDs.

Supplemental Figure S4. Effect of FR treatment prior to NB on PPD-B1
expression.
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Supplemental Figure S5. Circadian expression profiles of core clock and
flowering time genes in Kronos-PS.

Supplemental Table S1. qRT-PCR primers used in this study.

ACKNOWLEDGMENTS

We thank Dr. Joanna Schmitt and Dr. Dan Runcie for providing access to
growth chambers and advice on experimental setup. We also thank Dr. Clark
Lagarias and Dr. Wei Hu at the University of California Davis for a series of
helpful discussions when designing experiments and interpreting results from
this project and Emily Quach for excellent technical support.

Received March 28, 2017; accepted April 11, 2017; published April 13, 2017.

LITERATURE CITED

Al-Sady B, Kikis EA, Monte E, Quail PH (2008) Mechanistic duality of
transcription factor function in phytochrome signaling. Proc Natl Acad
Sci USA 105: 2232-2237

Alqudah AM, Sharma R, Pasam RK, Graner A, Kilian B, Schnurbusch T
(2014) Genetic dissection of photoperiod response based on GWAS of
pre-anthesis phase duration in spring barley. PLoS One 9: 113120

Alvarez MA, Tranquilli G, Lewis S, Kippes N, Dubcovsky J (2016) Ge-
netic and physical mapping of the earliness per se locus Eps-A (") 1 in
Triticum monococcum identifies EARLY FLOWERING 3 (ELF3) as a can-
didate gene. Funct Integr Genomics 16: 365-382

Beales J, Turner A, Griffiths S, Snape JW, Laurie DA (2007) A pseudo-response
regulator is misexpressed in the photoperiod insensitive Ppd-D1a mutant of
wheat (Triticum aestivum L.). Theor Appl Genet 115: 721-733

Biinning E (1936) Die endogene tagesrhthmik als grundlage der photo-
periodischen reaktion. Ber Dtsch Bot Ges 54: 590-607

Campoli C, Drosse B, Searle I, Coupland G, von Korff M (2012) Func-
tional characterisation of HvCO1, the barley (Hordeum vulgare) flowering
time ortholog of CONSTANS. Plant ] 69: 868-880

Campoli C, Pankin A, Drosse B, Casao CM, Davis SJ, von Korff M (2013)
HoLUX1 is a candidate gene underlying the early maturity 10 locus in
barley: Phylogeny, diversity, and interactions with the circadian clock
and photoperiodic pathways. New Phytol 199: 1045-1059

Cathey HM, Borthwick HA (1957) Photoreversibility of floral initiation in
chrysanthemum. Bot Gaz 119: 71-76

Chen A, Li C, Hu W, Lau MY, Lin H, Rockwell NC, Martin SS, Jernstedt
JA, Lagarias JC, Dubcovsky J (2014) Phytochrome C plays a major role
in the acceleration of wheat flowering under long-day photoperiod. Proc
Natl Acad Sci USA 111: 10037-10044

Chow BY, Helfer A, Nusinow DA, Kay SA (2012) ELF3 recruitment to the
PRRY promoter requires other Evening Complex members in the Ara-
bidopsis circadian clock. Plant Signal Behav 7: 170-173

Corbesier L, Vincent C, Jang S, Fornara F, Fan Q, Searle I, Giakountis A,
Farrona S, Gissot L, Turnbull C, et al (2007) FT protein movement
contributes to long-distance signaling in floral induction of Arabidopsis.
Science 316: 1030-1033

Coulter MW, Hamner KC (1964) Photoperiodic flowering response of Bi-
loxi soybean in 72-hour cycles. Plant Physiol 39: 848-856

Deng W, Clausen J, Boden S, Oliver SN, Casao MC, Ford B, Anderssen
RS, Trevaskis B (2015) Dawn and dusk set states of the circadian os-
cillator in sprouting barley (Hordeum vulgare) seedlings. PLoS One 10:
0129781

Diaz A, Zikhali M, Turner AS, Isaac P, Laurie DA (2012) Copy number
variation affecting the Photoperiod-B1 and Vernalization-Al genes is as-
sociated with altered flowering time in wheat (Triticum aestivum). PLoS
One 7: 33234

Distelfeld A, Tranquilli G, Li C, Yan L, Dubcovsky J (2009) Genetic and
molecular characterization of the VRN2 loci in tetraploid wheat. Plant
Physiol 149: 245-257

Downs RJ (1956) Photoreversibility of flower initiation. Plant Physiol 31:
279-284

Evans LT (1958) Lolium temulentum L., a long-day plant requiring only one
inductive photocycle. Nature 182: 197-198

Farré EM, Harmer SL, Harmon FG, Yanovsky MJ, Kay SA (2005) Over-
lapping and distinct roles of PRR7 and PRR9 in the Arabidopsis circadian
clock. Curr Biol 15: 47-54

1149

Downloaded from www.plantphysiol.org on June 7, 2017 - Published by www.plantphysiol.org
Copyright © 2017 American Society of Plant Biologists. All rights reserved.


http://www.plantphysiol.org/cgi/content/full/pp.17.00361/DC1
http://www.plantphysiol.org/cgi/content/full/pp.17.00361/DC1
http://www.plantphysiol.org/cgi/content/full/pp.17.00361/DC1
http://www.plantphysiol.org/cgi/content/full/pp.17.00361/DC1
http://www.plantphysiol.org/cgi/content/full/pp.17.00361/DC1
http://www.plantphysiol.org/cgi/content/full/pp.17.00361/DC1
http://www.plantphysiol.org/cgi/content/full/pp.17.00361/DC1
http://www.plantphysiol.org/
http://www.plantphysiol.org

Pearce et al.

Farré EM, Liu T (2013) The PRR family of transcriptional regulators reflects
the complexity and evolution of plant circadian clocks. Curr Opin Plant
Biol 16: 621-629

Garner WW, Allard HA (1920) Effect of the relative length of day and night
and other factors of the environment on growth and reproduction in
plants. ] Agric Res 18: 553-606

Garner WW, Allard HA (1923) Further studies on photoperiodism, the
response of plants to relative length of day and night. J Agric Res 23:
871-920

Gawronski P, Ariyadasa R, Himmelbach A, Poursarebani N, Kilian B,
Stein N, Steuernagel B, Hensel G, Kumlehn J, Sehgal SK, et al (2014)
A distorted circadian clock causes early flowering and temperature-
dependent variation in spike development in the Eps-3A™ mutant of
einkorn wheat. Genetics 196: 1253-1261

Hamner KC, Bonner J (1938) Photoperiodism in relation to hormones as
factors in floral initiation and development. Bot Gaz 100: 388-431

Hayama R, Yokoi S, Tamaki S, Yano M, Shimamoto K (2003) Adaptation
of photoperiodic control pathways produces short-day flowering in rice.
Nature 422: 719-722

Heide OM (1994) Control of flowering and reproduction in temperate
grasses. New Phytol 128: 347-362

Hoagland DR, Arnon DI (1950) The water-culture method for growing
plants without soil. California Agricultural Experiment Station, Vol 347.
University of California College of Agriculture, Berekely, CA, pp. 1-32

Hu W, Franklin KA, Sharrock RA, Jones MA, Harmer SL, Lagarias JC
(2013) Unanticipated regulatory roles for Arabidopsis phytochromes re-
vealed by null mutant analysis. Proc Natl Acad Sci USA 110: 1542-1547

Hwang YS, Quail PH (2008) Phytochrome-regulated PIL1 derepression is
developmentally modulated. Plant Cell Physiol 49: 501-511

Ishikawa R, Shinomura T, Takano M, Shimamoto K (2009) Phytochrome
dependent quantitative control of Hd3a transcription is the basis of the
night break effect in rice flowering. Genes Genet Syst 84: 179-184

Ishikawa R, Tamaki S, Yokoi S, Inagaki N, Shinomura T, Takano M,
Shimamoto K (2005) Suppression of the floral activator Hd3a is the
principal cause of the night break effect in rice. Plant Cell 17: 3326-3336

Koo BH, Yoo SC, Park JW, Kwon CT, Lee BD, An G, Zhang Z, Li J, Li Z,
Paek NC (2013) Natural variation in OsPRR37 regulates heading date
and contributes to rice cultivation at a wide range of latitudes. Mol Plant
6: 1877-1888

Krzymuski M, Andrés F, Cagnola JI, Jang S, Yanovsky MJ, Coupland G,
Casal JJ (2015) The dynamics of FLOWERING LOCUS T expression
encodes long-day information. Plant J 83: 952-961

Leivar P, Monte E (2014) PIFs: Systems integrators in plant development.
Plant Cell 26: 56-78

Li C, Lin H, Dubcovsky J (2015) Factorial combinations of protein inter-
actions generate a multiplicity of florigen activation complexes in wheat
and barley. Plant ] 84: 70-82

Lumsden PJ, Furuya M (1986) Evidence for two actions of light in the
photoperiodic induction of flowering in Pharbitis nil. Plant Cell Physiol
27: 1541-1551

Lv B, Nitcher R, Han X, Wang S, Ni F, Li K, Pearce S, Wu J, Dubcovsky J,
Fu D (2014) Characterization of FLOWERING LOCUS T1 (FT1) gene in
Brachypodium and wheat. PLoS One 9: 94171

Monte E, Alonso JM, Ecker JR, Zhang Y, Li X, Young J, Austin-Phillips S,
Quail PH (2003) Isolation and characterization of phyC mutants in
Arabidopsis reveals complex crosstalk between phytochrome signaling
pathways. Plant Cell 15: 1962-1980

Murphy RL, Klein RR, Morishige DT, Brady JA, Rooney WL, Miller FR,
Dugas DV, Klein PE, Mullet JE (2011) Coincident light and clock reg-
ulation of pseudoresponse regulator protein 37 (PRR37) controls photope-
riodic flowering in sorghum. Proc Natl Acad Sci USA 108: 16469-16474

Nagatani A (2004) Light-regulated nuclear localization of phytochromes.
Curr Opin Plant Biol 7: 708-711

Nishida H, Ishihara D, Ishii M, Kaneko T, Kawahigashi H, Akashi Y,
Saisho D, Tanaka K, Handa H, Takeda K, et al (2013) Phytochrome C is a
key factor controlling long-day flowering in barley. Plant Physiol 163:
804-814

Park E, Kim J, Lee Y, Shin J, Oh E, Chung WI, Liu JR, Choi G (2004)
Degradation of phytochrome interacting factor 3 in phytochrome-
mediated light signaling. Plant Cell Physiol 45: 968-975

1150

Pearce S, Kippes N, Chen A, Debernardi JM, Dubcovsky J (2016) RNA-
seq studies using wheat PHYTOCHROME B and PHYTOCHROME C
mutants reveal shared and specific functions in the regulation of flow-
ering and shade-avoidance pathways. BMC Plant Biol 16: 141

Pearce S, Vanzetti LS, Dubcovsky J (2013) Exogenous gibberellins induce
wheat spike development under short days only in the presence of
VERNALIZATIONI. Plant Physiol 163: 1433-1445

Périlleux C, Bernier G, Kinet JM (1994) Circadian rhythms and the in-
duction of flowering in the long-day grass Lolium temulentum L. Plant
Cell Environ 17: 755-761

Pittendrigh CS, Minis DH (1964) The entrainment of circadian oscillations
by light and their role as photoperiodic clocks. Am Nat 98: 261294

Rockwell NC, Su YS, Lagarias JC (2006) Phytochrome structure and sig-
naling mechanisms. Annu Rev Plant Biol 57: 837-858

Shaw LM, Turner AS, Herry L, Griffiths S, Laurie DA (2013) Mutant al-
leles of Photoperiod-1 in wheat (Triticum aestivum L.) that confer a late
flowering phenotype in long days. PLoS One 8: 79459

Shaw LM, Turner AS, Laurie DA (2012) The impact of photoperiod in-
sensitive Ppd-1a mutations on the photoperiod pathway across the three
genomes of hexaploid wheat (Triticum aestivum). Plant J 71: 71-84

Shen Y, Khanna R, Carle CM, Quail PH (2007) Phytochrome induces rapid
PIF5 phosphorylation and degradation in response to red-light activa-
tion. Plant Physiol 145: 1043-1051

Shen H, Zhu L, Castillon A, Majee M, Downie B, Huq E (2008) Light-
induced phosphorylation and degradation of the negative regulator
PHYTOCHROME-INTERACTING FACTORI1 from Arabidopsis depend
upon its direct physical interactions with photoactivated phytochromes.
Plant Cell 20: 1586-1602

Sudrez-Lépez P, Wheatley K, Robson F, Onouchi H, Valverde F, Coupland
G (2001) CONSTANS mediates between the circadian clock and the control
of flowering in Arabidopsis. Nature 410: 1116-1120

Takano M, Inagaki N, Xie X, Yuzurihara N, Hihara F, Ishizuka T, Yano
M, Nishimura M, Miyao A, Hirochika H, et al (2005) Distinct and co-
operative functions of phytochromes A, B, and C in the control of
deetiolation and flowering in rice. Plant Cell 17: 3311-3325

Taoka K, Ohki I, Tsuji H, Furuita K, Hayashi K, Yanase T, Yamaguchi M,
Nakashima C, Purwestri YA, Tamaki S, et al (2011) 14-3-3 proteins act
as intracellular receptors for rice Hd3a florigen. Nature 476: 332-335

Thomas B, Vince-Prue D (1997) Photoperiodism in Plants, Ed 2. Academic
Press, London

Tiwari SB, Shen Y, Chang HC, Hou Y, Harris A, Ma SF, McPartland M,
Hymus GJ, Adam L, Marion C, et al (2010) The flowering time regulator
CONSTANS is recruited to the FLOWERING LOCUS T promoter via a
unique cis-element. New Phytol 187: 57-66

Turner A, Beales J, Faure S, Dunford RP, Laurie DA (2005) The pseudo-
response regulator Ppd-H1 provides adaptation to photoperiod in bar-
ley. Science 310: 1031-1034

Valverde F, Mouradov A, Soppe W, Ravenscroft D, Samach A, Coupland
G (2004) Photoreceptor regulation of CONSTANS protein in photope-
riodic flowering. Science 303: 1003-1006

Wigge PA, Kim MC, Jaeger KE, Busch W, Schmid M, Lohmann JU,
Weigel D (2005) Integration of spatial and temporal information during
floral induction in Arabidopsis. Science 309: 1056-1059

Wilhelm EP, Turner AS, Laurie DA (2009) Photoperiod insensitive Ppd-
Ala mutations in tetraploid wheat (Triticum durum Desf.). Theor Appl
Genet 118: 285-294

Woods DP, Ream TS, Minevich G, Hobert O, Amasino RM (2014)
PHYTOCHROME C is an essential light receptor for photoperiodic
flowering in the temperate grass, Brachypodium distachyon. Genetics
198: 397-408

Yan L, Loukoianov A, Blechl A, Tranquilli G, Ramakrishna W, SanMiguel
P, Bennetzen JL, Echenique V, Dubcovsky J (2004) The wheat VRN2 gene
is a flowering repressor down-regulated by vernalization. Science 303:
1640-1644

Yang S, Weers BD, Morishige DT, Mullet JE (2014) CONSTANS is a
photoperiod regulated activator of flowering in sorghum. BMC Plant
Biol 14: 148

Plant Physiol. Vol. 174, 2017

Downloaded from www.plantphysiol.org on June 7, 2017 - Published by www.plantphysiol.org
Copyright © 2017 American Society of Plant Biologists. All rights reserved.


http://www.plantphysiol.org/
http://www.plantphysiol.org

Supplementary materials

Night-break experiments shed light on the PPD1-mediated photoperiodic response in wheat

Figure S1: Effect of night break (NB) on the expression of flowering time genes in the leaves.

Kronos-PS plants were grown since germination either under short day or NBmax conditions for

six weeks. Samples were harvested immediately before the NB (T1), immediately after the NB

(T2), 3 hafter (T3) and 5 h after (T4) the start of the NB. Transcript levels of (A) FT2, (B) FT3

and (C) VRNL1 are presented as fold-ACTIN. * =P <0.05, ** = P <0.01, *** = P < 0.0001.
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Figure S2: Phenotype of Kronos-PS plants exposed to different numbers of NB. Kronos-PS
plants were grown in SD conditions for four weeks, then exposed to different numbers of 1 h
NBs after 8 h darkness and transferred back to SD thereafter. Photos were taken when plants
were 91 d old. One plant from each of the 0-9 NB treatments was dissected to show the

developmental stage of the spike. Bar = 0.5 mm for 0-6 NB samples and 2 mm for 9 NB sample.
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Figure S3: Heading time of plants exposed to different numbers of LDs. Kronos-PS plants were

grown in SD conditions for four weeks, exposed to different numbers of LDs and returned to SD
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Figure S4: Effect of FR treatment prior to NB on PPD-B1 expression. Kronos-PS plants were
grown in SD for four weeks then exposed to a single NB after 2 h darkness. In one chamber, a 30
min pulse of FR light preceded the NB. Leaf tissues were harvested 1 h and 3 h after the start of

the NB. PPD-BL1 transcript levels are presented as fold-ACTIN.
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Figure S5: Circadian expression profiles of core clock and flowering time genes in Kronos-PS.
Plants were grown for seven weeks in SD or for four weeks in SD followed by three weeks in
NBmax conditions. After seven weeks, all plants were moved to free running conditions for 24 h
and samples were collected every 4 h under continuous light (0 h = subjective dawn, 8h =
subjective dusk). Transcript levels of core clock genes (A) PRR59, (B) PRR95, (C) GI, (D)
PRR73, (E) TOC1, (F) CCAl and flowering time genes (G) PPD-B1 and (H) FT1 are presented

as fold-ACTIN. * =P < 0.05, ** =P < 0.01.
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Table S1: Primers used in this study.

Target Forward primer (5’-3°) Reverse primer (5°-3’) Reference

PPD-Al AGACAAGGCTGATGAAACGA CGATGGATTGACCAAACTG Shaw et al., 2012
PPD-B1 AAGACAAGGTTGATGACGTGA GAGGGATTGATCACGTTGG Shaw et al., 2012
FT1 CAGCAGCCCAGGGTTGAG ATCTGGGTCTACCATCACGAGTG Yan et al., 2006

FT2 TTTCTACACGCTGGTGATGG GTGACCAGCCAGTGCAAGTA Yan et al., 2006

FT3 TCGGCCAAGAGCTTGTAGTT AAATTGTGTCGCACATCTGG Lvetal., 2014

VRN1 AAGAAGGAGAGGTCACTGCAGG GGCTGCACTGCCGCA Yan et al., 2006
ZCCT2 CCACCATCGTGCCATTCT CCCACCATCATCTCTGTATCAA Distelfeld et al., 2009
PRR59 GCGTAACTTATGGCAACAT CTGAGCATCACTTTCCTC Chen et al. 2014
PRR95 GACTATGGCAGATCAGAGGAC TGAGCATCACCAGCGTTACC Chen et al. 2014

Gl TCTGGATTGCTCGAGATGAC AAGCTTCACCGTCGACAA Chen et al. 2014
TOC1 GCTCATACGCCACCAAGA ACCACACATTCCGCGT Shaw et al. 2012
CCAl CCTGGAATTGGAGATGGAGA TGAGCATGGCTTCTGATTTG Campoli et al. 2012
PRR73 CGATGCAGCACCGAG GCTTTGCTGTGCCTCACT Shaw et al. 2012
ACTIN ACCTTCAGTTGCCCAGCAAT CAGAGTCGAGCACAATACCAGTTG  Distelfeld et al., 2009
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