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Annual plants grow vegetatively at early developmental stages and
then transition to the reproductive stage, followed by senescence
in the same year. In contrast, after successive years of vegetative
growth at early ages, woody perennial shoot meristems begin
repeated transitions between vegetative and reproductive growth
at sexual maturity. However, it is unknown how these repeated
transitions occur without a developmental conflict between vege-
tative and reproductive growth. We report that functionally di-
verged paralogs FLOWERING LOCUS T1 (FT1) and FLOWERING
LOCUS T2 (FT2), products of whole-genome duplication and homo-
logs of Arabidopsis thaliana gene FLOWERING LOCUS T (FT), coor-
dinate the repeated cycles of vegetative and reproductive growth
in woody perennial poplar (Populus spp.). Our manipulative physi-
ological and genetic experiments coupledwith field studies, expres-
sion profiling, and network analysis reveal that reproductive onset
is determined by FT1 in response to winter temperatures, whereas
vegetative growth and inhibition of bud set are promoted by FT2 in
response to warm temperatures and long days in the growing sea-
son. The basis for functional differentiation between FT1 and FT2
appears to be expression pattern shifts, changes in proteins, and
divergence in gene regulatory networks. Thus, temporal separation
of reproductive onset and vegetative growth into different seasons
via FT1 and FT2 provides seasonality and demonstrates the evolu-
tion of a complex perennial adaptive trait after genome duplication.
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Life cycles of higher plants display a great diversity in morpho-
logical and seasonal adaptation. Annual plants grow, re-

produce, and senesce within a growing season, whereas woody
perennials display successive years of vegetative growth before
reaching sexual maturity (1–3). After this time, shoot meristems
begin cyclical transitions between vegetative and reproductive
growth. Consequently, shoots may repeatedly form early vegeta-
tive buds (Vegetative Zone I), reproductive buds (Floral Zone),
and late vegetative buds (Vegetative Zone II) in a sequential
manner (3). However, our understanding of the mechanisms un-
derlying such complex phenotypes, and thus variation in growth
habits and adaptation, remain rudimentary. In the herbaceous
perennial Arabis alpina, repeated transcriptional repression and
activation of PERPETUAL FLOWERING 1 (PEP1), an ortholog
of the floral repressor FLOWERING LOCUS C (FLC) in annual
Arabidopsis thaliana (4), controls recurring seasonal transitions
between reproductive and vegetative phases (5). However, a true
functional ortholog of FLC has not been reported in trees, nor
does phylogenetic analysis point to a clear structural ortholog of
FLC in poplar (Populus spp.) (6).
Previous results showed that FLOWERING LOCUS T1 (FT1)

(7) and FLOWERING LOCUS T2 (FT2) (8) under the cauli-

flower mosaic virus 35S (CaMV 35S) constitutive overexpression
promoter induce early flowering in poplar. Transcript abundance
of both genes gradually increases in the growing season as poplar
trees mature. These findings imply that FT1 and FT2 redundantly
control the transition from juvenile to reproductive stage during
the growing season. Moreover, short-day–induced growth cessa-
tion and bud set are attributed to the FT1/CONSTANS 2 regulon
in poplar (7). FT1 and FT2, products of a whole-genome salicoid
duplication event (9), are located on paralogous chromosomes
VIII and X, respectively (Fig. S1A). FT1 and FT2 are homologs
of paralogous FLOWERING LOCUS T (FT) and TWIN SISTER
OF FT (TSF) (Fig. S1B). The onset of reproduction inArabidopsis
is induced redundantly by FT (10, 11) and TSF (12) under warm-
temperature and long-day conditions. No other functions of FT or
TSF have been reported. Through elucidating the detailed roles
of FT1 and FT2 in reproductive and vegetative growth, we report
a mechanism indicating that cycles of reproductive and vegetative
growth in perennial poplar are coordinated by the transient ex-
pression of the functionally diverged paralogs FT1 and FT2 in
contrasting seasons.

Results
FT1 and FT2 Diverged in Regulation. To identify normal temporal
and spatial expression of FT1 and FT2, we first designed and
tested gene-specific primers (Fig. S2 A and B). We then con-
ducted year-round transcript analyses of FT1 and FT2 in the same
tissues using normally growing mature Populus deltoides. In all
five tissues analyzed, FT1 transcripts were abundant only in winter
(dormant season) when day length was the shortest (<12 h) and
mean monthly low and high temperatures were <6 °C and <15 °C,
respectively (Fig. 1 A and B and Fig. S2C). Conversely, FT2
transcripts were abundant only in leaves and reproductive buds in
the growing season when day length was >12 h and mean monthly
low and high temperatures were >10 °C and >25 °C, respectively
(Fig. 1A andC). After abundant expression in spring,FT2 continued

Author contributions: C.-Y.H., S.H.S., G.A.T., A.M.B., G.P.P., J.E.C., C.W.d., D.S.L., and C.Y.
designed research; C.-Y.H., J.P.A., H.K., K.N., C.M., J.D., L.V., J.D.E., B.M.R., L.E.G., A.B., and
C.Y. performed research; C.-Y.H., J.P.A., J.D., N.W., L.E.G., G.P.P., A.B., and C.Y. analyzed
data; and C.-Y.H. and C.Y. wrote the paper.

The authors declare no conflict of interest.

*This Direct Submission article had a prearranged editor.

Freely available online through the PNAS open access option.

Data deposition: The data reported in this paper have been deposited in the Gene Ex-
pression Omnibus (GEO) database, www.ncbi.nlm.nih.gov/geo (accession nos. GSE24349
and GSE24609).
1To whom correspondence should be addressed. E-mail: mcy1@msstate.edu.

This article contains supporting information online at www.pnas.org/lookup/suppl/doi:10.
1073/pnas.1104713108/-/DCSupplemental.

10756–10761 | PNAS | June 28, 2011 | vol. 108 | no. 26 www.pnas.org/cgi/doi/10.1073/pnas.1104713108

http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1104713108/-/DCSupplemental/pnas.201104713SI.pdf?targetid=nameddest=SF1
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1104713108/-/DCSupplemental/pnas.201104713SI.pdf?targetid=nameddest=SF1
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1104713108/-/DCSupplemental/pnas.201104713SI.pdf?targetid=nameddest=SF2
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1104713108/-/DCSupplemental/pnas.201104713SI.pdf?targetid=nameddest=SF2
http://www.ncbi.nlm.nih.gov/geo
http://www.pnas.org/external-ref?link_type=NCBIGEO&access_num=GSE24349
http://www.pnas.org/external-ref?link_type=NCBIGEO&access_num=GSE24609
mailto:mcy1@msstate.edu
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1104713108/-/DCSupplemental
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1104713108/-/DCSupplemental
www.pnas.org/cgi/doi/10.1073/pnas.1104713108


to be expressed at lower levels in the same tissues until mid-fall,
when day length became shorter (<12 h), and air temperature began
dropping. These findings show thatFT1 transcripts were abundant in
all tissues analyzed when the days were short and temperatures were
cold, whereas FT2 transcripts were abundant in leaves and de-
veloping reproductive buds when days were long and temperatures
were warm. Similarly, in leaves of two other poplars (Populus tri-
chocarpa and Populus tremula × Populus tremuloides), FT1 tran-
scripts were abundant in February, whereas FT2 was abundant in
May, suggesting similar regulation of FT1 and FT2 in different
poplar taxa (Fig. S2D). These results suggest that transcription of
FT1 and FT2 is temporally and spatially separated.
We then tested whether temperature, day length, and internal

factors regulate FT1 and FT2 transcription in mature P. deltoides.
Trees in the field were allowed to set terminal buds normally in
late summer/early fall under short-day conditions. Then, in No-
vember, one group of dormant trees was moved to either warm
(25 °C) or cold (4 °C) temperature under short-day conditions
(8 h light) for 161 d. FT1 transcription began to increase in
preformed leaves enclosed in vegetative buds within 45 d at 4 °C
but was undetectable at 25 °C throughout the experimental pe-
riod (Fig. 2A). When some trees were transferred to 25 °C after
90 d at 4 °C, FT1 transcription diminished rapidly, resembling
the decline in normal FT1 transcription from winter to spring
(Fig. 1B). FT2 transcripts were undetectable in the identical
tissues in these experiments. The treatment of a second group of
normally dormant trees in winter (November–March) showed
that FT1 transcripts were abundant in cold temperature under
continuous darkness or ambient conditions (Fig. 2B). However,
FT1 transcription was significantly (P ≤ 0.0001) less at 25 °C
under short-day conditions. Day length did not affect FT1 ex-
pression, because trees treated in short-day (8 h light) and long-
day (16 h light) conditions in cold temperature showed no sig-

nificant (P = 0.45) differences in transcript levels (Fig. 2B).
Similarly, the presence or absence of light did not affect FT1
transcription, because trees grown in dark and in light did not
differ significantly (P = 0.107) in transcript abundance (Fig. 2B).
FT2 transcripts were not detected in the identical tissues in these
experiments. A third group of actively growing trees was placed
under long-day or short-day conditions at 25 °C for 42 d in
spring, when FT2 is normally induced. FT2 transcripts were
significantly (P ≤ 0.0001) abundant in leaves in long-day con-
ditions but were undetectable in short-day conditions (Fig. 2C).
FT1 transcripts were undetectable in the identical tissues. The
fourth group of actively growing trees also was placed in long-day
conditions at 25 °C or at 4 °C for 14 d in May. FT2 transcripts in
expanding leaves were abundant at 25 °C but were decreased
significantly (P ≤ 0.001) at 4 °C (Fig. 2D). FT1 transcripts were
slightly detectable in trees grown for 14 d at 4 °C. These results
show that, although cold temperature activates and warm tem-
perature suppresses FT1 transcription, day length or presence or
absence of light does not affect expression. Conversely, long-day
conditions or warm temperatures promote FT2 transcription,
whereas short-day conditions or cold temperatures suppress ex-
pression. These findings are consistent with normal winter ex-
pression of FT1 and growing-season expression of FT2 (Fig. 1).
Moreover, FT1 expression does not show a rhythm in daily
transcript abundance (Fig. S3A), whereas FT2 expression shows
a semidian rhythm with a periodicity of about 12 h (Fig. S3B).
Taken together, these experiments reveal that FT1 and FT2 have
diverged in regulation, implying changes in regulatory DNA
regions of the paralogs after the duplication event.

FT1 Signals Reproductive Onset. To define FT1 and FT2 functions
further, we genetically perturbed their expression in poplar.
To avoid potential complications caused by constitutive over-
expression using the CaMV 35S promoter, we used the heat-
inducible promoter of HEAT SHOCK PROTEIN (HSP) gene to
make ProHSP:FT1 and ProHSP:FT2 constructs for transformation.
Unlike ProHSP:FT2, ProHSP:FT1 induced flowers within 30 d of
cyclical heat treatment at 37 °C (Fig. 3A and Dataset S1). Tran-
scripts of both genes were significantly (P ≤ 0.0001) abundant in
transgenic trees. We note that, compared with extremely abun-
dant overexpression of FT1 and FT2 under the CaMV 35S pro-
moter (Pro35S:FT1 and Pro35S:FT2, respectively), ProHSP:FT1 and
ProHSP:FT2 constructs induced only a very moderate over-
expression, much closer to normal peak expression of FT1 and
FT2 (Fig. 3A). ProHSP:FT1 trees continuously formed axillary
inflorescences (catkins) and eventually formed a terminal in-
florescence on the new shoot growth as long as FT1 signaling was
available (Fig. S4A). Axillary vegetative buds that had formed
before heat treatment did not produce inflorescences or over-
come dormancy. When the temperature was increased to 40 °C to
test whether higher abundance of FT2 transcripts triggers flow-
ering, FT2 transcript levels increased significantly (P ≤ 0.0001),
and trees showed a weak flowering phenotype, mainly form-
ing incomplete inflorescences (Fig. 3A, Fig. S4A, and Dataset S1).
Thus, in poplar relatively low FT1 signaling induces reproductive
onset in undifferentiated meristems, whereas abnormally abun-
dant FT2 transcripts are required for this process to occur. Our
results suggest that a pulse of FT1 expression in winter initiates
the transition of vegetative meristems to the reproductive phase,
resulting in a limited number of reproductive buds in the Floral
Zone (Fig. S4B). Buds that are produced under warm temper-
atures before and after FT1 expression are vegetative (Vegetative
Zones I and II).
If FT2 signal is required for reproductive onset in poplar, sup-

pression of FT2 transcription following FT1 signaling should
produce no reproductive buds. Because short-day conditions re-
press FT2 transcription (Fig. 2C), wemaintained branches of field-
grown mature P. deltoides under short-day conditions in spring
(March–May) when FT2 expression normally is abundant (Fig.
S5A). Control branches were kept under ambient long-day con-
ditions (12–14 h). The short-day treatment was effective,
because FT2 transcription was significantly (P ≤ 0.005) lower in
short-day–treated shoots than in controls (Fig. S5B). The controls
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Fig. 1. Year-round normal expression of FT1 and FT2 in the same five
above-ground tissues of mature P. deltoides. (A) Monthly high/low tem-
peratures and day length in Mississippi, where experimental trees were
grown. Error bars show SD about the mean. (B and C) Relative fold change in
transcript levels of FT1 (B) or FT2 (C) relative to the lowest amount of ex-
pression within a tissue. (B) FT1 transcripts are abundant in all the analyzed
tissues in winter. Dashed lines indicate missing samples. (C) FT2 transcripts
are abundant in leaves and reproductive buds in spring and summer.
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ceased shoot growth within 56 d, but the short-day–treated shoots
did so within 35 d and produced significantly (P ≤ 0.0001) shorter
shoots and fewer vegetative buds (Fig. S5C–E). Reproduction was
not eliminated; however, there were significantly (P≤ 0.005) fewer
reproductive buds in the short-day treatment (Fig. S5 C–E). In the
second experiment, ProHSP:FT1 and FT2-RNAi constructs were
coexpressed in the same trees to increase FT1 and reduce FT2
transcript abundance, respectively. FT2 knockdown ranged from
15–45% compared with controls, and FT1 transcripts were abun-
dant during the heat treatment at 37 °C (Fig. S6 A and B). Unlike
controls, 10 of 11 ProHSP:FT1/FT2-RNAi lines formed inflor-
escences (Fig. S6C), suggesting that FT1 signaling is sufficient for
reproductive onset for which FT2 signaling is not necessary. In
the third experiment, when ProHSP:FT1 trees were heat-treated to
40 °C under short-day conditions in which FT2 is not normally
expressed (Fig. 2C), flowering still was induced (Fig. S6D and
Dataset S1). Finally, poplar trees (P. tremula × Populus alba) with
relatively less FT2 overexpression (Pro35S:FT2) produced inflor-
escences at the same age (5 y) as the controls in the field. We
would have expected Pro35S:FT2 trees to transition to the sexually
mature stage at an earlier age because of the greater FT2 tran-
script output by both transgene and endogenous alleles. These
results show that FT2 signal is not essential for reproductive onset
but may play a role in normal development of reproductive buds
and/or flowers, because FT2 transcripts are abundant in re-
productive buds during the growing season (Fig. 1C).

FT1 and FT2 Molecular Networks Diverged. To determine whether
the molecular networks of FT1 and FT2 have diverged and reflect
their function, we conducted microarray experiments to compare
constitutive and inducible constructs with controls and subse-
quently to identify common genes downstream of Pro35S:FT1 and
ProHSP:FT1 or Pro35S:FT2 and ProHSP:FT2 in poplar (Fig. S7A and
Dataset S2). Leaf tissues from heat-treated (inducible constructs)
plants were sampled on the day immediately following heat
treatment (day 21). We then mapped year-round normal expres-
sion of such downstream genes in leaves of mature P. deltoides by
conducting another set of microarray experiments, followed by
cluster analysis and functional classification (Fig. 3B). Genes
downstream of FT1 mostly were down-regulated, whereas genes
downstream of FT2 and genes downstream of both FT1 and FT2
were mainly up-regulated. Unlike FT2, 18 genes downstream of
FT1 are related to reproduction (Fig. 3B), supporting FT1’s main
function in reproductive onset. FT1 up-regulated genes include
MADS49, a homolog of Arabidopsis SEPALLATA involved in

floral organ formation (Fig. S7B) (13). MADS49 transcripts were
abundant in reproductive buds throughout inflorescence de-
velopment after the formation of floral meristems on flanks of
inflorescence shoots (Fig. S7C) (3)]. In contrast, MADS7, similar
to theArabidopsis floral repressor SHORTVEGETATIVE PHASE
(Fig. S7B) (14, 15), was down-regulated. MADS7 was expressed
mainly in juvenile trees (Fig. S7D) and showed an inverse re-
lationship with FT1 (Fig. S7E), suggesting that MADS7 may be
a negative regulator of reproductive onset. Moreover, 15 auxin-
related genes involved in signaling and transport established
a unique network with FT1 and were down-regulated when FT1
was up-regulated via Pro35S:FT1 or ProHSP:FT1 (Fig. 3B). These
genes were suppressed when FT1 was normally activated in winter
but were up-regulated in the following growing season (turquoise
and red modules in Fig. 3B). Although the mechanism is not clear,
auxin has been known since the 1940s to be a repressor of re-
productive onset in leaves but a promoter of reproductive de-
velopment (16–20). These auxin-related genes might act as
negative regulators of poplar reproductive onset in winter, and
thus need to be transiently repressed by FT1, but are subsequently
needed during reproductive development in the growing season.
Upon up-regulation of FT1, down-regulation of methyltransferase
and histone genes (Dataset S2) indicates an epigenetic change in
chromatin, probably enabling reproductive development. Of the
27% of the genes downstream of FT1 that are involved in me-
tabolism, 63% were down-regulated when FT1 was activated, and
52%were up-regulated in the following growing season (turquoise
and red modules in Fig. 3B), suggesting that FT1 influences met-
abolic networks into the growing season that support rapidly de-
veloping reproductive buds. These results show that FT1 and FT2
molecular networks have diverged, are highly modulated, and
show a dynamic year-round expression pattern.

FT2 Regulates Vegetative Growth. What is the primary function of
FT2? The abundance of FT2 transcripts during rapid shoot
growth in the growing season and the observation during afore-
mentioned experiments that increased FT2 transcription accel-
erated vegetative growth prompted us to conduct the following
experiments to test whether FT2 regulates vegetative growth.
First, actively growing trees harboring ProHSP:FT1 or ProHSP:FT2
were transferred for 105 d into short-day conditions at 30 °C,
which is compatible with growing-season temperatures (Fig. 1A)
and is high enough to promote FT1 and FT2 transcription via
ProHSP without inducing flowering. To repress endogenous ex-
pression of FT1 and FT2 and to ensure that the treatment effect is
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caused only by ProHSP, we used warm-temperature, short-day
conditions, because FT1 normally is not expressed in warm tem-
perature (Fig. 2 A and B), nor is FT2 normally expressed in short-
day conditions (Fig. 2C). The treatment was effective, because
FT1 and FT2 transcripts were significantly (P ≤ 0.001) more
abundant in transgenic trees than in controls (Fig. S8A). Control
trees normally ceased shoot growth within 35 d because of short-
day conditions. ProHSP:FT2 trees grew continuously, whereas
ProHSP:FT1 trees ceased shoot growth by day 105. Consequently,

ProHSP:FT2 trees produced significantly (P ≤ 0.0001) more shoot,
internode, and stem diameter growth (Fig. S8A). When returned
to 23 °C and short-day conditions, ProHSP:FT2 trees ceased shoot
growth within 35 d. Second, Pro35S:FT2 or Pro35S2×:FT2-Ctag trees
with no early flowering did not cease shoot growth or form ter-
minal buds in response to short photoperiods and cold temper-
atures in the field, resulting in no induction of winter dormancy
(Fig. S8 B and C). Consequently, they grew year-round as long as
air temperatures stayed above freezing. Winter frost killed
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Fig. 3. Functional and network anal-
yses of FT1 and FT2 in poplar. (A) Trees
(P. tremula × P. tremuloides 353) har-
boring ProHSP:FT1 and ProHSP:FT2 (n =
30) were treated at 37 °C and 40 °C
under long-day conditions to de-
termine reproductive onset. (Right)
(Upper) Red arrows show terminal
inflorescences. (Lower) Black arrows
show axillary inflorescences. (Left) FT1
(Upper) and FT2 (Lower) transcript
abundance was determined in leaves
of trees (P. tremula x P. tremuloides
353) harboring ProHSP:FT1 and ProHSP:
FT2, in leaves of trees (P. tremula ×
P. alba 717) harboring Pro35S:FT1 and
Pro35S:FT2, and in leaves of normally
growing mature P. deltoides (controls)
in February and May. ***P ≤ 0.0001
within a treatment. (B) (Left) Heat
maps showing year-round normal ex-
pression of genes downstream of FT1
and FT2 (Dataset S2) in mature P. del-
toides. (Left) Clusters on the left rep-
resent modules. The column on the
right shows up-regulated (red) and
down-regulated (blue) genes down-
stream of FT1, downstream of FT2, or
downstream of both FT1 and FT2
commonly expressed in Pro35S:FT1 and
ProHSP:FT1, and Pro35S:FT2 and ProHSP:
FT2. Months from September (S) to
June (Jn) are identified below the heat
maps. SDs are shown below the heat
maps. (Right) Pie charts show func-
tional categorization of similar Gene
Ontology Biological Process terms.
Numbers in parenthesis represent
partitioning of overall percentages
into up (↑) and down (↓) percentages.
n, number of genes.
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growing leaves and shoot tips on mature trees and often killed
shoots and above-ground stems of juvenile trees. However, when
the air temperature became warmer in the winter, undamaged
axillary buds began to grow rapidly. Thus, constitutive expression
of FT2 is sufficient to prevent tree growth cessation induced by
adverse environmental conditions (e.g., short days and cold
temperature). In contrast, Pro35S2×:FT1-Ctag trees did not show
year-round growth (Fig. S8D). Control trees normally induced
dormancy in late summer or early fall and did not resume growth
until the following spring. Third, Pro35S:FT2 trees showed strong
apical dominance and produced significantly (P ≤ 0.0001) shorter
axillary shoots than controls (Fig. S9A). Finally, ProHSP:FT1/FT2-
RNAi trees with fewer FT2 transcripts (Fig. S6A) produced sig-
nificantly (P ≤ 0.007) less shoot growth than controls when grown
at 30 °C and long-day conditions (Fig. S9B). A temperature of
30 ° C was used to drive FT1 expression via ProHSP, and long-day
conditions were used to enable normal expression of FT2 so that
the RNAi construct would reduce endogenous FT2 expression.
FT2 knockdown resulted in less vegetative growth in trees. Con-
sidered together, these results reveal that vegetative growth, in-
cluding growth cessation, bud set, and dormancy induction, is
controlled by FT2, consistent with seasonal timing of its normal
regulation in poplar (Fig. 1C).
What are the genetic mechanisms by which FT2 controls veg-

etative growth? A majority (26%) of the known genes down-
stream of FT2, mainly expressed in the growing season (turquoise
module in Fig. 3B), are related to stress defense (Fig. 3B). Growth
cessation and bud set are induced when environmental factors
are limiting (i.e., ecodormancy); thus, they may share regulatory
elements (21). To determine whether genes downstream of FT2
respond to stress that reduces or arrests shoot growth (22, 23), we
conducted the following experiments in poplar. First, when day-
length–treated tissues from mature trees grown in the field (Fig.
S5) were reanalyzed, FT2 and JASMONATE-ZIM-DOMAIN
PROTEIN 1 transcripts were significantly (P≤ 0.05) less abundant
under short-day conditions that induced growth cessation (Fig.
S9C). Second, poplar is a fast-growing pioneer species and nor-
mally is intolerant of shading by neighboring plants, but during
the growing season, leaves in the interior tree crown often are
shaded, or cloud covers shade trees. When the ambient light in-
tensity was decreased from 1,700 to 500 μmol s−1 m−2 via shading
of whole trees in the field, the transcript abundance of FT2 and
the antimicrobial extrusion efflux protein ZF14 was reduced sig-
nificantly (P ≤ 0.05) (Fig. S9D). Shaded plants produced signifi-
cantly (P ≤ 0.05) shorter shoots. Third, trees often experience
heat stress (temperatures >30 °C) coupled with water stress
during summer days (Fig. 1A). FT2 and MAPK3 transcripts were
significantly (P ≤ 0.05) less at 38 °C (heat stress) than at 25 °C
(Fig. S9E). Fourth, the abundance of FT2 transcripts was signif-
icantly (P ≤ 0.05) reduced, whereas that of ETHYLENE RE-
SPONSE FACTOR-APETALA2 was significantly (P ≤ 0.005)
increased under low, medium, and severe water stress that in-
duced cessation of shoot growth (Fig. S9F). Finally, cold tem-
perature significantly (P ≤ 0.001) repressed FT2 transcription
(Fig. 2D). FT1 transcripts were undetectable in these experiments
(e.g., Fig. S9 C–F). These results demonstrate that FT2 acts as
a multistress sensor and selectively forms molecular networks
with different genes in response to various stress factors to control
vegetative growth during the growing season.

Discussion
Our results suggest that repeated cycles of reproductive and veg-
etative growth in sexually mature poplar are coordinated by the
transient functioning of the duplication products FT1 and FT2.
Reproductive onset is determined by FT1 signaling in response to
winter temperature, resulting in the formation of a limited number
of reproductive buds in the Floral Zone (Fig. 4). Cold-tempera-
ture signaling also is used by other trees for reproduction (24). The
gradual onset of warm spring temperatures rapidly suppresses FT1
transcription, ending reproductive onset and marking the begin-
ning of reproductive bud development during the growing season
when internal and external resources are abundant for rapid de-

velopment. If FT1 were expressed during the growing season,
poplar could not form true vegetative shoots and buds, and all the
buds would be reproductive, as our data show. In contrast to FT1,
with the gradual onset of warm temperatures and long days in
early spring, FT2 signaling promotes rapid vegetative growth.
However, FT2 expression is either reduced or completely sup-

pressed under stress, such as high temperature and drought that
are prevalent in late spring and summer or the gradual shortening
of days accompanied by cooling temperature that occurs in the fall,
triggering growth cessation, bud set, and eventually dormancy in-
duction (Fig. 4). The match between daily FT2 rhythm and abiotic
factors may allow poplar to detect and respond rapidly to such
environmental changes. Consequently, FT2 provides trees with
adaptive properties important not only for growth under favorable
conditions but also for survival under unfavorable conditions.
Thus, temporal separation of reproductive onset and vegetative
growth into different seasons via functionally diverged FT1 and
FT2 appears to be one of the prominent features of poplar per-
ennialism that enable formation of vegetative buds and shoots for
future growth and allow trees to accommodate both vegetative and
reproductive growth. These findings indicate a mechanism dif-
ferent from that previously reported for the herbaceous perennial
A. alpina, in which repeated transcriptional repression and acti-
vation of PEP1, the Arabidopsis FLC ortholog, controls recurr-
ing seasonal transitions between reproductive and vegetative
phases (5).
Unlike a previous report showing that FT1 expression induces

reproductive onset and controls growth cessation and bud set in
the growing season (7), our findings clearly differentiate the reg-
ulation and function of the paralogs FT1 and FT2. Specifically,
we show that FT1 expression in winter initiates the transition of
vegetative meristems to the reproductive phase, whereas FT2
controls vegetative growth, including growth cessation, bud set,

Fig. 4. A schematic integrated model showing that FT1 and FT2 regulate
cycles of reproductive and vegetative growth. When FT1 transcription is
triggered by winter temperature, it induces reproductive onset through
a network of downstream genes in a small number of axillary meristems in
dormant buds, resulting in reproductive buds in the Floral Zone. Conversely,
in response to warm temperatures, long days, and multiple stress factors in
the following growing season, FT2, through its molecular networks, regu-
lates vegetative growth.
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and dormancy induction, in the growing season. Our data indicate
the following four reasons for this discrepancy: First, the FT1
primer pair used for expression analysis by Böhlenius et al. (7)
cross-reacts with FT2 transcripts in PCR reactions (Fig. S2B).
Thus, their FT1 gene expression data during the growing season
[e.g., figures 2 I and J, 3 C and F, S6A, and S7 in Böhlenius et al.
(7)] probably reflect FT2 expression. Second, Böhlenius et al. (7)
did not conduct an extensive year-round transcript analysis, as we
did, to determine the spatial and temporal expression of both FT1
and FT2 in normally growing trees (Fig. 1). Thus, their expression
analysis missed a piece of information that FT1 normally is ex-
pressed only in winter or in response to cold temperatures. Third,
in interpreting their results, Böhlenius et al. (7) relied primarily
on Pro35S:FT1 trees. As our current results show, the CaMV 35S
constitutive promoter causes abnormal gene expression, resulting
in additional phenotypes (e.g., vegetative growth) not necessarily
associated with the primary function of the gene under normal
conditions. Furthermore, their RNAi construct was not FT1 spe-
cific and thus would be expected to knockdown both FT1 and FT2.
Finally, Böhlenius et al. (7) did not conduct extensive, long-term
field tests on their genetically manipulated trees. Moreover, pre-
vious findings by Hsu et al. (8) showed that FT2 induced repro-
ductive onset when both poplar and Arabidopsis were transformed
with the Pro35S:FT2 construct. Our current results suggest that in-
duction of reproductive onset is not FT2’s primary function. How-
ever, we do not dismiss the possibility that FT2might be involved in
reproductive development, because FT2 normally is expressed in
reproductive buds during the growing season (Fig. 1C). As we did
in the current study,Hsuet al. (8) should also haveusedweaker and/
or inducible promoters in their constructs along with suppressing
the expression of FT2. Thus, we suggest that experimental designs
concerning the duplicated genes in duplicated genomes should
carefully consider all these aspects as appropriate.
Our results imply that changes in both gene expression and

protein sequence have contributed to diverged functions of FT1
and FT2. Transcription of FT1 and FT2 is temporally and spatially
separated and is under the regulation of contrasting environ-
mental and internal factors. Similarly, under the same inducible
promoter, different phenotypes resulting from heat treatment of
trees harboring constructs overexpressing FT1 or FT2 indicate
diverged protein functions, which can be attributed to 16 amino
acid changes between the two paralogs (Fig. S1C). One of the
changes (alanine to proline in FT2) is located in a C-terminal
external loop (residues 128–145) that contributes to antagonistic
activity of FT and TERMINAL FLOWER 1 on flowering time in
Arabidopsis (25). This change makes the FT2 external loop more
hydrophilic based on hyropathy index, potentially affecting pro-

tein–protein interactions. A recent report shows that in biennial
sugar beet (Beta spp.), the FT duplication products BvFT1 and
BvFT2 have diverged in function (26). BvFT1 and BvFT2 are
expressed mainly in leaves but differ in temporal expression:
BvFT1 is expressed at the juvenile stage, and BvFT2 is expressed
at the reproductive stage. BvFT1 expression represses reproduc-
tive onset and bolting (vernalization response); similar to Arabi-
dopsis FT, BvFT2 function is needed during the growing season
for flowering. The functional difference between BvFT1 and
BvFT2 proteins results in part from three amino acid changes in
the external loop area of BvFT1 (Fig. S1C), making this region
more hydrophilic. In contrast to these two examples, a single
amino acid change (asparagine to glutamine) in TSF does not
appear to affect the external loop hydropathicity, thus showing
a structure similar to that of FT in annualArabidopsis. In addition,
FT (10, 11) and TSF (12) not only show similar temporal and
spatial expression patterns and redundantly control reproductive
onset under warm-temperature and long-day conditions but also
appear to have similar biochemical functions by interacting with
the same transcription factors (27). These advances provide a
framework for understanding how changes in FT genes have
contributed to the evolution of plant life forms and adaptation.
In conclusion, our findings in perennial poplar suggest that FT

duplication and subsequent changes in gene expression patterns,
proteins, and molecular networks leading to adaptive functional
differentiation between the paralogs appear to have increased
phenotypic flexibility for responding to seasonal and yearly envi-
ronmental variation. Given that divergence in the expression
patterns of many other duplicated gene pairs on paralogous chro-
mosomesVIII andX, aswell as in thewhole genome, iswidespread
in poplar (Fig. S10), gene duplication followed by expression
pattern shifts, adaptive changes to proteins, and divergence in
gene regulatory networks appears to be one of the important
elements for the evolution of complex perennial life-history traits.

Materials and Methods
Details of year-round transcript analysis, transcriptional regulation, func-
tional studies, molecular network analysis, and growth and stress experi-
ments are described in SI Materials and Methods.

ACKNOWLEDGMENTS. We thank K.-H. Han, J.-H. Ko, D. S. DiLoreto, H. Liang,
S. DiFazio, D. Wang, and D. Horvath for assistance. This work was funded
by National Science Foundation Grants DBI-0501890 (to C.Y., D.S.L., G.P.P.,
A.M.B., J.E.C., and C.W.d.) and IOS-0845834 (to C.Y.). L.E.G. and G.A.T. were
supported by the US Department of Energy. J.E.C. was also funded by the
World Class University Project R31-2009-000-20025-0 by the Ministry of
Education, Science and Technology of Korea.

1. Albani MC, Coupland G (2010) Comparative analysis of flowering in annual and
perennial plants. Curr Top Dev Biol 91:323–348.

2. Thomas H, Thomas HM, Ougham H (2000) Annuality, perenniality and cell death.
J Exp Bot 51:1781–1788.

3. Yuceer C, Land SB, Jr., Kubiske ME, Harkess RL (2003) Shoot morphogenesis associated
with flowering in Populus deltoides (Salicaceae). Am J Bot 90:196–206.

4. Michaels SD, Amasino RM (1999) FLOWERING LOCUS C encodes a novel MADS domain
protein that acts as a repressor of flowering. Plant Cell 11:949–956.

5. Wang R, et al. (2009) PEP1 regulates perennialflowering inArabis alpina.Nature 459:423–427.
6. Leseberg CH, Li A, Kang H, Duvall M, Mao L (2006) Genome-wide analysis of the

MADS-box gene family in Populus trichocarpa. Gene 378:84–94.
7. Böhlenius H, et al. (2006) CO/FT regulatory module controls timing of flowering and

seasonal growth cessation in trees. Science 312:1040–1043.
8. Hsu C-Y, Liu Y, Luthe DS, Yuceer C (2006) Poplar FT2 shortens the juvenile phase and

promotes seasonal flowering. Plant Cell 18:1846–1861.
9. Tuskan GA, et al. (2006) The genome of black cottonwood, Populus trichocarpa (Torr.

& Gray). Science 313:1596–1604.
10. Kardailsky I, et al. (1999) Activation tagging of the floral inducer FT. Science 286:

1962–1965.
11. Kobayashi Y, Kaya H, Goto K, Iwabuchi M, Araki T (1999) A pair of related genes with

antagonistic roles in mediating flowering signals. Science 286:1960–1962.
12. Yamaguchi A, Kobayashi Y, Goto K, AbeM, Araki T (2005) TWIN SISTER OF FT (TSF) acts

as a floral pathway integrator redundantly with FT. Plant Cell Physiol 46:1175–1189.
13. Pelaz S, Ditta GS, Baumann E, Wisman E, Yanofsky MF (2000) B and C floral organ

identity functions require SEPALLATA MADS-box genes. Nature 405:200–203.
14. Gregis V, Sessa A, Colombo L, Kater MM (2006) AGL24, SHORT VEGETATIVE PHASE,

and APETALA1 redundantly control AGAMOUS during early stages of flower
development in Arabidopsis. Plant Cell 18:1373–1382.

15. Hartmann U, et al. (2000) Molecular cloning of SVP: A negative regulator of the floral
transition in Arabidopsis. Plant J 21:351–360.

16. Bonner J, Thurlow J (1949) Inhibition of photoperiodic induction in Xanthium by
applied auxin. Bot Gaz 110:613–624.

17. Leopold AC, Guernsey FS (1953) Interaction of auxin and temperatures in floral
initiation. Science 118:215–217.

18. Liverman JL, Lang A (1956) Induction of flowering in long day plants by applied
indoleacetic acid. Plant Physiol 31:147–150.

19. Oka M, Miyamoto K, Okada K, Ueda J (1999) Auxin polar transport and flower
formation in Arabidopsis thaliana transformed with indoleacetamide hydrolase
(iaaH) gene. Plant Cell Physiol 40:231–237.

20. Salisbury FB (1955) The dual role of auxin in flowering. Plant Physiol 30:327–334.
21. Rohde A, Bhalerao RP (2007) Plant dormancy in the perennial context. Trends Plant

Sci 12:217–223.
22. Dickson RE, Isebrands JG (1991) Leaves as regulators of stress response. Response of

Plants to Multiple Stresses, eds Mooney HA, Winner WE, Pell EJ, Chu E (Academic, San
Diego), pp 3–34.

23. Neuman DS, Wagner M, Braatne JH, Howe J (1996) Stress physiology—abiotic. Biology
of Populus, eds Stettler RF, Bradshaw HD, Jr, Heilman PE, Hincley TM (NRC Research,
Ottawa), pp 423–458.

24. Wilkie JD, Sedgley M, Olesen T (2008) Regulation of floral initiation in horticultural
trees. J Exp Bot 59:3215–3228.

25. Ahn JH, et al. (2006) A divergent external loop confers antagonistic activity on floral
regulators FT and TFL1. EMBO J 25:605–614.

26. Pin PA, et al. (2010) An antagonistic pair of FT homologs mediates the control of
flowering time in sugar beet. Science 330:1397–1400.

27. Jang S, Torti S, Coupland G (2009) Genetic and spatial interactions between FT, TSF
and SVP during the early stages of floral induction in Arabidopsis. Plant J 60:614–625.

Hsu et al. PNAS | June 28, 2011 | vol. 108 | no. 26 | 10761

PL
A
N
T
BI
O
LO

G
Y

http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1104713108/-/DCSupplemental/pnas.201104713SI.pdf?targetid=nameddest=SF2
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1104713108/-/DCSupplemental/pnas.201104713SI.pdf?targetid=nameddest=SF1
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1104713108/-/DCSupplemental/pnas.201104713SI.pdf?targetid=nameddest=SF1
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1104713108/-/DCSupplemental/pnas.201104713SI.pdf?targetid=nameddest=SF10
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1104713108/-/DCSupplemental/pnas.201104713SI.pdf?targetid=nameddest=STXT

