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Flowering time is a critical agronomic trait that determines successful seed production and adaptation of crop plants.
Photoperiodic control of this process in flowering plants is mediated by the long-distance mobile signal called florigen partly
encoded by FLOWERING LOCUS T (FT) in Arabidopsis thaliana and its orthologs in other plant species. Despite the progress
in understanding FT transport in the dicot model Arabidopsis, the mechanisms of florigen transport in monocots, which
provide most of the biomass in agriculture, are unknown. Here, we show that rice FT-INTERACTING PROTEIN1 (OsFTIP1),
a member of the family of multiple C2 domain and transmembrane region proteins (MCTPs) and the closest ortholog of
Arabidopsis FTIP1, is required for export of RICE FLOWERING LOCUS T 1 (RFT1) from companion cells to sieve elements.
This affects RFT1 movement to the shoot apical meristem and its regulation of rice flowering time under long days. We further
reveal that a ubiquitin-like domain kinase g4, OsUbDKg4, interacts with OsFTIP1 and modulates its degradation in leaves
through the 26S proteasome, which in turn affects RFT1 transport to the shoot apical meristem. Thus, dynamic modulation of
OsFTIP1 abundance in leaves by a negative regulator OsUbDKg4 is integral to the role of OsFTIP1 in mediating RFT1
transport in rice and provides key evidence for a conserved role of FTIP1-like MCTPs in mediating florigen transport in
flowering plants.

INTRODUCTION

The timingof the transition fromvegetative to reproductive growth
is crucial for reproductive success in flowering plants. This tran-
sition to flowering is an important agronomic trait that determines
yield and adaptation to changing environment of economically
important cereal crops, including rice (Oryza sativa). As an essential
source of calories for much of the world’s human population, rice
is a facultative short-day (SD) plant, but eventually flowers under
noninductive long-day (LD) conditions. Rice cultivars have been
developed through continuous domestication and breeding to
adapt to a broad range of climatic conditions, such as different
photoperiods (Izawa, 2007; Song et al., 2015).

Investigation of photoperiodic control of flowering time or
heading date in rice has suggested that the proteins encoded by
Heading date 3a (Hd3a) and its closest homolog RICE FLOW-
ERING LOCUS T1 (RFT1), both of which are rice orthologs of
Arabidopsis thaliana FLOWERING LOCUS T (FT), are part of the
long-sought florigen that areessential for rice flowering (Corbesier
et al., 2007; Jaeger andWigge, 2007;Mathieu et al., 2007; Tamaki
et al., 2007; Komiya et al., 2008). Knockdown of both Hd3a and

RFT1 in rice by RNA interference almost completely blocks
flowering even under favorable SD conditions (Komiya et al.,
2008).Hd3aandRFT1arediurnally expressed in leavesunderSDs
and LDs, and their proteins move to the shoot apical meristem
(SAM),where they interactwith abZIP transcription factorOsFD to
regulate the expression of two rice orthologs (OsMADS14 and
OsMADS15) of an Arabidopsis floral meristem identity gene
APETALA1, thus provoking initiation of primary panicle branch
primordia (Tamaki et al., 2007; Komiya et al., 2008, 2009; Taoka
et al., 2011).
In the facultative LDmodel plant Arabidopsis, loss of function of

FT and its homologs, such as TWIN SISTER OF FT, results in
delayed flowering only under LDs (Kardailsky et al., 1999;
Kobayashi et al., 1999; Yamaguchi et al., 2005; Jang et al., 2009),
suggesting that FT-like genes are major determinants for the
flowering response to LDs in Arabidopsis. By contrast, knock-
down of Hd3a or RFT1 in the japonica rice cultivar Norin 8 delays
rice flowering only under SDs or LDs, respectively (Komiya et al.,
2008, 2009), indicating that Hd3a and RFT1 might be specific
florigen in rice under SD and LD conditions, respectively. Analysis
ofHd3a andRFT1 nucleotide sequences in different rice cultivars
has revealed thatRFT1divergesmore rapidly thanHd3aduring the
rice breeding process and that RFT1 could have evolved with
a specific florigen function under LDs for adapting to the photo-
periodicconditions inmany regions, suchasnorthAsia,where rice
is typically cultivated under LD conditions (Hagiwara et al., 2009).
Interestingly, although mRNA expression of Hd3a and RFT1
simultaneously increases during the floral transition under LDs,

1 These authors contributed equally to this work.
2 Address correspondence to dbsyuhao@nus.edu.sg.
The author responsible for distribution of materials integral to the findings
presented in this article in accordance with the policy described in the
Instructions for Authors (www.plantcell.org) is: Hao Yu (dbsyuhao@nus.
edu.sg).
www.plantcell.org/cgi/doi/10.1105/tpc.16.00728

The Plant Cell, Vol. 29: 491–507, March 2017, www.plantcell.org ã 2017 American Society of Plant Biologists. All rights reserved.

http://orcid.org/0000-0002-0068-4807
http://orcid.org/0000-0002-0068-4807
http://orcid.org/0000-0002-0068-4807
http://orcid.org/0000-0002-0068-4807
http://orcid.org/0000-0002-0068-4807
http://orcid.org/0000-0003-1615-7494
http://orcid.org/0000-0003-1615-7494
http://orcid.org/0000-0003-1615-7494
http://orcid.org/0000-0003-1615-7494
http://orcid.org/0000-0003-1615-7494
http://orcid.org/0000-0001-5126-2180
http://orcid.org/0000-0001-5126-2180
http://orcid.org/0000-0001-5126-2180
http://orcid.org/0000-0002-9778-8855
http://orcid.org/0000-0002-9778-8855
http://orcid.org/0000-0002-9778-8855
http://orcid.org/0000-0002-9778-8855
http://orcid.org/0000-0002-0068-4807
http://orcid.org/0000-0003-1615-7494
http://orcid.org/0000-0001-5126-2180
http://orcid.org/0000-0002-9778-8855
http://crossmark.crossref.org/dialog/?doi=10.1105/tpc.16.00728&domain=pdf&date_stamp=2017-03-29
mailto:dbsyuhao@nus.edu.sg
http://www.plantcell.org
mailto:dbsyuhao@nus.edu.sg
mailto:dbsyuhao@nus.edu.sg
http://www.plantcell.org/cgi/doi/10.1105/tpc.16.00728
http://www.plantcell.org


only RFT1 affects rice flowering in response to this photoperiodic
condition (Komiya et al., 2009), implying that the capacity ofHd3a
and RFT1 to affect flowering time under LDs might be modulated
at the protein level.

Two Arabidopsis proteins, FT-INTERACTING PROTEIN1
(FTIP1) and SODIUM POTASSIUM ROOT DEFECTIVE1 (NaKR1),
have been shown to regulate flowering time through mediating
long-distancemovementofFT from leaves to theSAMin response
to LDs (Liu et al., 2012; Zhu et al., 2016). FTIP1 is a member of the
family of multiple C2 domain and transmembrane region proteins
(MCTPs) (Liu et al., 2013). It interactswith FT in companion cells of
the phloem and specifically mediates FT protein movement from
companion cells to sieve elements in the phloem (Liu et al., 2012).
NaKR1, a heavy-metal-associated domain-containing protein, is
activated by CONSTANS (CO) under LDs and regulates long-
distance movement of FT and possibly other associated mole-
cules required for flowering from sieve elements in leaves to those
below the shoot apex (Tian et al., 2010; Zhu et al., 2016). Thus,
FTIP1 and NaKR1 play sequential and additive roles in mediating
FT transport from source leaves to the sink SAM through the
phloem stream. However, despite the progress in exploring the
mechanismsofFT transport inArabidopsis, howflorigen transport
is mediated in other flowering plants, especially in economically
important monocot plants, so far remains completely unknown.

To understand the underlying mechanisms of florigen transport in
rice, we systematically investigated the biological functions of rice
FTIP1-like MCTPs that contain three to four C2 domains at the N
terminusandoneto four transmembraneregionsat theCterminus. In
this study,we show that rice FTIP1 (OsFTIP1), the closest orthologof
Arabidopsis FTIP1, plays an essential role inmediating rice flowering
time under LDs via its specific modulation on RFT1 transport from
companion cells to sieve elements. This affects RFT1 movement to
theSAMthrough thephloemstreamand its further regulationofother
genes involved in floral meristem development, such asOsMADS14
andOsMADS15. We further show that a ubiquitin-like (UBL) domain
kinase g4, OsUbDKg4, interacts with OsFTIP1 and mediates its
degradation in leavespossibly throughtheubiquitin-26Sproteasome
pathway.This regulatesOsFTIP1levels in leaves,which in turnaffects
RFT1 trafficking to the SAM, thus determining flowering time in rice
under LDs. These results provide a mechanistic understanding of
florigentransport in riceandrevealnotonlyaconservedroleofFTIP1-
likeMCTPsinmediatingflorigentransport infloweringplants,butalso
a hitherto unknown mechanism that dynamically regulates MCTP
levels required for florigen transport in source tissues.

RESULTS

OsFTIP1 Regulates Flowering Time in Rice under LDs

To understand the biological role of 12 FTIP1-like MCTPs in rice,
we systematically performed targeted mutagenesis of these
genes in the Nipponbare cultivar background (Oryza sativa ssp
japonica) using clustered regularly interspaced short palindromic
repeats (CRISPR)/CRISPR-associated nuclease 9 (Cas9) tech-
nology (Feng et al., 2014). Among the rice mutants created, we
observed delayed flowering phenotypes under LDs resulting from
targeted mutations in OsFTIP1 (Os06g0614000) (Figures 1A to

1E), a rice ortholog of Arabidopsis FTIP1 that contains three C2
domains and one phosphoribosyltransferase C-terminal domain
(PRT_C) as shown in other FTIP1-like MCTPs (Supplemental
Figure 1) (Liu et al., 2012, 2013). In the CRISPR/Cas9 system
created for targeted mutagenesis of OsFTIP1, the single guide
RNA (sgRNA) was designed to target the region 39 to the trans-
lational start site of OsFTIP1 (Figure 1A). After genotyping and
sequencing analysis of 80 T0 lines, we identified 10 independent
lines that containedmutations (insertions or deletions) at 3 to 4 bp
upstream of the protospacer adjacent motif, where the Cas9
cleavage site is located (Feng et al., 2014). After further se-
quencing targeted genomic regions of T2 populations derived
from T1 homozygotes, we selected two homozygous mutants in
the absence of the CRISPR/Cas9 transgene, Osftip1-1 and
Osftip1-2, which containeda1-bp thymine (T) insertion anda1-bp
thymine (T) deletion, respectively (Figure 1A). Examination of the
three most likely off-target sites of OsFTIP1 in Osftip1-1 and
Osftip1-2 did not reveal mutations in putative off-target loci
(Supplemental Table 1), indicating that CRISPR/Cas9-mediated
target mutagenesis of OsFTIP1 is reliable and accurate.
Both Osftip1-1 and Osftip1-2 showed comparable flowering

time to wild-type plants under SDs (Figures 1B and 1C) but
flowered significantly later than wild-type plants under LDs (Fig-
ures 1D and 1E), suggesting that OsFTIP1 plays a specific role in
controlling rice flowering under LDs. We also created 15OsFTIP1
knockdown transgenic plants using RNA interference (RNAi),
among which 11 lines exhibited different levels of late flowering
under LDs.WemeasuredOsFTIP1 expression in six selected lines
and found that the degrees of late flowering in OsFTIP1 RNAi
plants were mostly related to the levels of downregulation of
OsFTIP1 expression (Supplemental Figures 2A and 2B). In con-
trast, the expression of Os05g0429700 and Os04g0691800,
which shared the highest sequence similarity withOsFTIP1 in the
RNAi targeted region, was not obviously changed in these se-
lected RNAi transgenic lines (Supplemental Figures 2C and 2D).
These results, together with the flowering defect of Osftip1 mu-
tants, suggest that targeted disruption ofOsFTIP1 has a dosage-
dependent effect on delaying flowering under LDs.
To confirm that the late-flowering phenotype of Osftip1-1 is at-

tributed to the loss ofOsFTIP1 function, we transformedOsftip1-1
homozygousplantswithagenomicconstruct (gOsFTIP1) harboring
a 5.2-kbOsFTIP1 genomic region including the 2.7-kb 59 upstream
sequence and the entire 2.5-kb coding sequence (Supplemental
Figure 3A). Among the independent lines regenerated, eight pu-
tative transformants containing the single-copy transgene were
selectedbasedona3:1Mendeliansegregationratiobygermination
on hygromycin-containing media. Examination of their homozy-
gousprogeniesat theT2generation revealed that the late-flowering
phenotype of Osftip1-1 was rescued to different extents in these
eight lines, among which six lines displayed comparable flowering
time to wild-type plants (Supplemental Figure 3B), demonstrating
thatOsFTIP1 is indeedresponsible for the late-floweringphenotype
observed in Osftip1-1 under LDs.

Gene Expression and Subcellular Localization of OsFTIP1

We examined OsFTIP1 expression in various tissues of wild-type
plants using quantitative real-time PCR and found that OsFTIP1
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wasubiquitously expressed in all tissues examinedwith the highest
expression in panicles and leaves (Figure 2A). In addition,OsFTIP1
was expressed at comparable levels in leaves under LDs and SDs
(Supplemental Figure 4A). To monitor the detailed tissue-specific
expression pattern of OsFTIP1, we created a ProOsFTIP1:b-
glucuronidase (GUS) reporter construct in which the same 2.7-kb
59 upstream sequence included in gFTIP1 for the gene comple-
mentation test (Supplemental Figure 3A) was fused to the GUS
reporter gene (Supplemental Figure 4B). Among the 12 indepen-
dent ProOsFTIP1:GUS lines created, most lines showed similar
GUS staining patterns. ProOsFTIP1:GUS exhibited specific GUS

staining invascular tissuesof variousplant organs, including leaves
(Supplemental Figures 4C to 4G). Examination of a transverse
section of a ProOsFTIP1:GUS leaf revealed that ProOsFTIP1:GUS
expression was specifically located in the phloem, including
companion cells (Figure 2B, left panel), which is similar to theFTIP1
expression pattern in Arabidopsis (Liu et al., 2012), indicating that
OsFTIP1 acts in the phloem to promote flowering.
We further examined the subcellular localization of OsFTIP1

through transiently expressing Pro35S:GFP-OsFTIP1 with vari-
ous fluorescent protein-tagged organelle markers (Nelson et al.,
2007) inNicotianabenthamiana leaf epidermal cells and found that

Figure 1. OsFTIP1 Promotes Flowering in Rice under LDs.

(A) CRISPR/Cas9-mediated target mutagenesis of OsFTIP1. The upper panel shows schematic diagram of the OsFTIP1 gene bearing the CRISPR/Cas9
target site indicated by an arrow. The exon and other genomic regions are represented by a black box and lines, respectively. The lower panel shows the
alignmentofwild-type,Osftip1-1, andOsftip1-2sequencescontaining theCRISPR/Cas9 target site.A20-bpCRISPR/Cas9 target sequenceadjacent to the
underlined protospacer adjacent motif is indicated in red in the wild-type sequence. The newly created Osftip1-1 and Osftip1-2 mutants contain a 1-bp
insertion (T, blue font) and a 1-bp deletion (T, dash), respectively.
(B) Osftip1-1 and Osftip1-2 exhibit similar flowering time to a wild-type plant grown under SDs at 60 DAS. Arrows indicate panicles. Bar = 15 cm.
(C) Days to flowering of Osftip1 mutants and representative RNAi transgenic plants (OsFTIP1 Ri line 13) under SDs. n = 15; error bars denote SD.
(D) Osftip1-1 and Osftip1-2 display later flowering than a wild-type plant grown at 120 DAS under LDs. Arrows indicate panicles. Bar = 15 cm.
(E)Days to flowering ofOsftip1mutants and representative RNAi transgenic plants (OsFTIP1Ri #13) under LDs.n= 15; error bars denote SD. Asterisks indicate
significant differences in flowering time of Osftip1-1, Osftip1-2, and OsFTIP1 Ri #13 compared with that of wild-type plants (Student’s t test, P < 0.05).
(F) Days to flowering of two representative Osftip1-1 lines harboring gOsFTIP1 and gOsFTIP1-HA, respectively, under LDs. n = 12; error bars denote SD.
Asterisk indicates a significant difference in flowering time ofOsftip1-1 compared with that of wild-type and two rescuedOsftip1-1 plants (Student’s t test,
P < 0.05).
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GFP-OsFTIP1 colocalized with the RFP-tagged endoplasmic
reticulum (ER) marker ER-RFP in whole cells (Figure 2C). In
contrast to free GFP control, GFP-OsFTIP1 was not localized in
the nucleus.

To precisely localize OsFTIP1 protein in the phloem in rice,
we performed immunoelectron microscopy on an Osftip1-1
gOsFTIP1-HA transgenic line (#5), in which gOsFTIP1-HA was
able to fully rescue the flowering defect ofOsftip1-1 (Figure 1F;
Supplemental Figures 3B and 3C). Notably, OsFTIP1-HA sig-
nals, specifically detected by anti-HA antibody (Supplemental
Figure 8A), were only found in phloem companion cells, but not
in sieve elements (Figure 2D). This protein localization pattern is
consistent with the ProOsFTIP1:GUS expression pattern
(Figure 2B), implying that OsFTIP1 is synthesized and func-
tional in companion cells. Unlike the localization of FTIP1 and
its homolog QUIRKY in Arabidopsis plasmodesmata (Fulton
et al., 2009; Liu et al., 2012; Vaddepalli et al., 2014), OsFTI-
P1-HAdid not appear tobepresent in plasmodesmatabetween
companion cells and sieve elements in rice. It is technically
challenging to clearly identify plasmodesmata between com-
panion cells and sieve elements by transmission electron mi-
croscopy in rice. On very few occasions whenwe could identify
plasmodesmata between companion cells and sieve elements
on the sections, we did not observe OsFTIP1-HA signals. This
very small number of negative observations did not allow us to
determine whether OsFTIP1-HA was localized to the plas-
modesmata between companion cells and sieve elements, and
this possibility remains to be resolved in rice.

OsFTIP1 Interacts with RFT1

To testwhether the effect ofOsFTIP1on rice flowering under LDs
(Figure 1) is related to either Hd3a or RFT1 in the Nipponbare
cultivar background, we first generated hd3a and rft1 mutants
through CRISPR/Cas9-mediated target mutagenesis. Given
that Hd3a and RFT1 share high sequence similarity, sgRNAs
were designed to target regions that exhibit relatively low se-
quence similarity betweenHd3a andRFT1 (Supplemental Figure
5A). We eventually created two homozygous mutants for either
Hd3a or RFT1 in the absence of the CRISPR/Cas9 transgene.
There was an adenine (A) insertion and a cytosine (C) deletion
in hd3a-1 and hd3a-2, respectively, while rft1-1 and rft1-2
contained a thymine (T) insertion and a cytosine (C) deletion,
respectively (Supplemental Figures 5B and 5C). All these mu-
tations resulted in premature termination of Hd3a and RFT1
proteins with only around 50 to 60 amino acids. Examination of
the three most likely off-target sites of Hd3a and RFT1 in these
mutants did not reveal any unexpectedmutations in the putative
off-target loci (Supplemental Table 1). In agreement with the
observations onHd3a andRFT1RNAi lines in theNorin 8 cultivar
background (Komiya et al., 2009), hd3a or rft1 mutants in the
Nipponbare cultivar background also displayed late-flowering
phenotypes only under SDs or LDs, respectively (Supplemental
Figures 5D and 5E), substantiating that Hd3a and RFT1 are
specific florigen required for rice flowering under SDs and LDs,
respectively.

As bothOsFTIP1 andRFT1 affected rice floweringmainly under
LDs (Figure 1), we proceeded to investigate their relationship by

comparingGUS expression patterns in leaf transverse sections of
ProOsFTIP1:GUS and ProRFT1:GUS (Hayama et al., 2003) under
LDs. GUS expression in both transgenic lines displayed a similar
pattern in the phloem, including companion cells (Figure 2B).
Furthermore, transient expression of Pro35S:GFP-OsFTIP1 and
Pro35S:RFT1-RFP in N. benthamiana leaf epidermal cells re-
vealed colocalization of GFP-OsFTIP1 and RFT1-RFP in whole
cells, including ER (Figure 3A; Supplemental Figure 6). Compared
with GFP-OsFTIP1, RFT1-RFP was also localized in the nucleus
(Figure 3A).
The similar tissue expression and subcellular localization of

OsFTIP1 and RFT1 prompted us to carry out a detailed analysis
of their potential protein interaction by different approaches. A
yeast two-hybrid assay revealed the interaction of RFT1 with
a truncated OsFTIP1 containing only three C2 domains at the N
terminus, but not with the full-length OsFTIP1 (Figure 3B). This
is consistent with the yeast two-hybrid result showing the in-
teraction between FT and FTIP1 in Arabidopsis (Liu et al.,
2012), implying that the PRT_C domain containing the trans-
membrane regions at the C termini of FTIP1-like MCTPs
(Supplemental Figures 1A and 1B) may interfere with the in-
teraction between FTIP1-like MCTPs and FT-like proteins in
yeast cells. To determine which C2 domain is responsible for
the interaction of OsFTIP1 with RFT1, we created a series of
constructs containing various OsFTIP1 truncated proteins for
further yeast two-hybrid assays (Figure 3C, left panel). The
results showed that the truncated proteins bearing the third C2
domain consistently interacted with RFT1 (Figure 3C, right
panel), indicating that this specificC2 domain is required for the
interaction of OsFTIP1 with RFT1.
A glutathione S-transferase (GST) pull-down assay demon-

strated that OsFTIP1-HA generated from rice protoplasts bound
to in vitro-translated GST-RFT, but not GST (Figure 3D). Bi-
molecular fluorescence complementation (BiFC) experiments
also revealed the enhanced YFP (EYFP) signal in N. benthamiana
leaf epidermal cells except the nuclei (Figure 3E), implying a direct
interaction between OsFTIP1 and RFT1 in living tobacco cells. To
further test the in vivo interaction between OsFTIP1 and RFT1 in
rice, we attempted to create gRFT1-FLAGgOsFTIP1-HA plants in
which the transgenic alleles of gRFT1-FLAG (#2) and gOsFTIP1-
HA (#5) were able to rescue rft1-1 and Osftip1-1, respectively
(Supplemental Figures 3B, 3C, 7A, and7B).We transformed rft1-1
with a genomic construct (gRFT1-FLAG) that contained a 4.4-kb
RFT1genomic fragment including the2-kb 59upstreamsequence
and the 2.4-kb coding sequence plus introns (Komiya et al., 2009)
fused in frame with a FLAG tag. The T2 homozygous progenies
from three selected lines, which could harbor the single-copy
transgene based on a 3:1 Mendelian segregation ratio, displayed
significantly rescued flowering time compared with rft1-1 under
LDs (Supplemental Figure 7A). We selected the rft1-1 gRFT1-
FLAG (#2) that exhibited comparable flowering time to wild-type
plants (Supplemental Figures 7A and 7B) for further genetic
crossing with plants in various genetic backgrounds, including
gOsFTIP1-HA (#5) (Supplemental Figures 3B and 3C). Coimmu-
noprecipitation analysis of protein extracts from gOsFTIP1-HA
and gRFT1-FLAG gOsFTIP1-HA plants confirmed the in vivo in-
teraction of OsFTIP1-HA and RFT1-FLAG in gRFT1-FLAG
gOsFTIP1-HA leavesunder LDs (Figure3F). Taken together, these
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Figure 2. Expression Patterns of OsFTIP1.

(A)Quantitative real-time PCR analysis ofOsFTIP1 expression in various tissues of wild-type plants grown under LDs. Resultswere normalized against the
expression levels of Ubiquitin based on three biological replicates. Error bars indicate SD.
(B) Transverse section of the leaf blade from representative ProOsFTIP1:GUS and ProRFT1:GUS transgenic plants grown under LDs at 50 DAS. CC,
companion cell; Ph, phloem; SE, sieve element; Xy, xylem. Bars = 10 mm.
(C) Subcellular localization of GFP-OsFTIP1and free GFP in N. benthamiana leaf epidermal cells. GFP-OsFTIP1 is mostly colocalized with an ER marker.
GFP, GFP fluorescence; ER-RFP, RFP fluorescence of an ER marker; Merge, merge of GFP and RFP; Nu, nucleus. Bar = 10 mm.
(D)Analysis ofOsFTIP1-HA localization by immunogold electronmicroscopyusing anti-HAantibody in companion cell-sieve element complexes in the leaf
vasculature of Osftip1-1 gOsFTIP1-HA. Arrows indicate the locations of gold particles. CC, companion cell; SE, sieve element. Bar = 1 mm.
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Figure 3. OsFTIP1 Interacts with RFT1.

(A)Colocalization ofGFP-OsFTIP1 andRFT1-RFP inN. benthamiana leaf epidermal cells.Merge,merge ofGFPandRFP images; Nu, nucleus. Bar =20mm.
(B) Yeast two-hybrid assay of interaction between RFT1 and full-length OsFTIP1 (FL) and its N terminus (amino acids 1–500; N500) containing three C2
domains. Transformed yeast cells were grown on SD-His/-Trp/-Leu medium supplemented with 2 mM 3-amino-1,2,4-triazole. Empty refers to AD- or
BD-containing vector only.
(C) Yeast two-hybrid assay evaluating interaction between RFT1 and various OsFTIP1 truncated proteins. The left panel shows schematic diagrams of
OsFTIP1 truncated proteins (a–g) that were fused to AD. Full-length OsFTIP1 protein including three C2 domains and the PRT_C domain at the N and C
termini, respectively, is presented at the bottom. The right panel shows the results of the yeast two-hybrid assay.
(D) In vitro GST pull-down assay evaluating interaction between RFT1 and OsFTIP1. HA-tagged OsFTIP1 generated from rice protoplasts was incubated
with immobilizedGSTorGST-RFT1, respectively. Immunoblot analysiswasperformedusingeither anti-HA (upperpanel) oranti-GST (lowerpanel) antibody.
Input, 5% of the protein generated from rice protoplasts.
(E) BiFC analysis of interaction between RFT1 and OsFTIP1. DAPI, fluorescence of 49,6-diamino-2-phenylindole; Merge, merge of EYFP, RFP, and DAPI
images. Bars = 10 mm.
(F) In vivo interaction betweenOsFTIP1 andRFT1 shownby coimmunoprecipitation in rice. Total protein extracts from leaves of gOsFTIP1-HA and gRFT1-
FLAG gOsFTIP1-HA plants grown at 50 DAS under LDswere immunoprecipitated by anti-FLAG beads. The input and coimmunoprecipitated protein were
detected by either anti-HA (upper panel) or anti-FLAG (lower panel) antibody.
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results suggest that OsFTIP1 interacts in vivo with RFT1 in rice
leaves. Interestingly, as Osftip1-1 rft1-1 flowered later than the
respective single mutants (Figure 4A), both proteins may either
interact to have a synergistic effect on rice flowering or act in-
dependently with other unknown coregulator(s) involved in the
control of rice flowering time.

OsFTIP1 Affects RFT1 Transport from Leaves to the SAM

Given that OsFTIP1 and RFT1 interacted with each other in vivo
and shared overlapping expression patterns at the tissue and
subcellular levels, it is possible that OsFTIP1 controls rice
flowering through mediating RFT1 function. To elucidate the
biological significance of the interaction between OsFTIP1 and
RFT1, we first examined how OsFTIP1 influences the effect of
RFT1 on rice flowering using various genetically crossed
materials containing the biologically functional gRFT1-FLAG
allele (#2) (Supplemental Figures 7A and 7B). This gRFT1-FLAG
allele fully rescued the late-flowering phenotype of rft1-1 (Sup-
plemental Figures 7A and 7B), and plants harboring this con-
struct exhibited earlier flowering thanwild-type plants under LDs
because of higher levels of RFT1 transcripts including both
transgenic and endogenous RFT1 expression (Supplemental
Figure 7C).

Both Osftip1-1 and Osftip1-2 suppressed the early flowering
phenotype of gRFT1-FLAG, while supply of OsFTIP1 activity in
Osftip1-1gOsFTIP1 restored thepromotiveeffectofgRFT1-FLAG
on flowering (Figures 4B), indicating that the effect of RFT1 on rice
flowering is partially dependent onOsFTIP1.We found that RFT1-
FLAG protein levels, specifically detected by anti-FLAG antibody
(Supplemental Figure 8A), were comparable in leaves of gRFT1-
FLAG plants in various genetic backgrounds grown under LDs at
50 d after sowing (DAS), when these plants were undergoing the
floral transition (Supplemental Figure 7D). However, the levels of
RFT1-FLAG protein in the SAMs were lower in the gRFT1-FLAG
Osftip1-1 and gRFT1-FLAG Osftip1-2 backgrounds than in the
gRFT1-FLAG and gRFT1-FLAG Osftip1-1 gOsFTIP1 back-
grounds (Figure 4C; Supplemental Figure 12A). Consistently, the
expression ofOsMADS14 andOsMADS15, which are involved in
floral meristem development and activated by RFT1 in SAMs
(Komiyaet al., 2009),wasdownregulated ingRFT1-FLAGOsftip1-
1 but restored in gRFT1-FLAG Osftip1-1 gOsFTIP1 (Figure 4D).
Thus, the flowering phenotypes of gRFT1-FLAG plants in various
genetic backgrounds are closely relevant to RFT1-FLAG protein
levels in SAMs, which are downregulated in the absence of
OsFTIP1.

RFT1 is synthesized in leaves and moves to the SAM through
the phloem (Komiya et al., 2009). Since OsFTIP1 did not affect
RFT1-FLAG levels in leaves (Supplemental Figure 7D), we hy-
pothesized that the effect of OsFTIP1 on RFT1-FLAG abundance
in SAMs might be due to modulation of RFT1-FLAG transport
through the phloem. As OsFTIP1-HA signals were only present in
phloemcompanion cells, but not in sieve elements (Figure 2D), we
then examined whether OsFTIP1 affects RFT1 export from
companion cells to sieve elements in gRFT1-FLAG lines in both
wild-type and Osftip1-1 backgrounds using immunoelectron
microscopy (Figure 4E). RFT1-FLAG signals detected by anti-
FLAG antibody were found in companion cells in both wild-type

and Osftip1-1 backgrounds, albeit at different frequencies,
whereas in sieve elements the signals were greatly reduced in the
Osftip1-1 background (Figure 4E, upper panel). Quantitative
analysis of RFT1-FLAG signals in companion cell-sieve element
complexes showed that although all sections from gRFT1-FLAG
and gRFT1-FLAG Osftip1-1 displayed RFT1-FLAG signals in
companion cells (Figure 4E, lower right panel), there was an
approximate 2.5-fold enrichment of signals inOsftip1-1 over the
wild-type background (Figure 4E, lower left panel). RFT1-FLAG
signals appeared insieveelements innearly 75%of thewild-type
sections, but only in 12% of the Osftip1-1 sections (Figure 4E,
lower right panel). Furthermore, RFT1-FLAG signals in sieve
elements were much stronger in the wild type than in Osftip1-1
(Figure 4E, lower left panel). Thus, RFT1-FLAG accumulates in
companion cells and its transport to sieve elements is com-
promised when OsFTIP1 activity is impaired. In contrast, we
found that OsFTIP1 did not affect localization of free FLAG in
companion cell-sieve element complexes (Supplemental Figure
8B). These observations strongly suggest that OsFTIP1 spe-
cifically mediates RFT1 export from phloem companion cells to
sieve elements, thus affecting RFT1 transport through the
phloem to the SAM.

OsFTIP1 Interacts with OsUbDKg4

To further examine how OsFTIP1 activity is regulated, we per-
formed yeast two-hybrid screening to identify putative inter-
action partners of the truncated OsFTIP1 bearing the N-terminal
C2 domains (Supplemental Table 2). One of the interactors
identified was a phosphatidylinositol 3-/4-kinase (PI3/4K) family
protein (OsUbDKg4) containing two N-terminal UBL domains
and a C-terminal PI3/4K domain (Supplemental Figure 9A).
PI3/4K family proteins have been found to regulate diverse
cellular functions, including lipid- and protein-mediated signal-
ing pathways (Fruman et al., 1998; Balla and Balla, 2006). In-
terestingly, the Arabidopsis ortholog of OsUbDKg4, UbDKg4,
has been suggested to facilitate substrate delivery to the 26S
proteasome (Galvão et al., 2008). We then sought to investigate
how OsUbDKg4 interacts with OsFTIP1 to modulate OsFTIP1 in
rice. Yeast two-hybrid assay confirmed the interaction between
OsUbDKg4 and the truncated OsFTIP1 devoid of the PRT_C
domain, but not with the full-length OsFTIP1 (Figure 5A). GST
pull-down assay demonstrated that OsFTIP1-HA generated
from rice protoplasts bound to in vitro-translated GST-
OsUbDKg4, but not GST (Figure 5B). To further investigate the in
planta interaction between OsUbDKg4 and OsFTIP1, we co-
transformedPro35S:OsUbDKg4-GFP andPro35S:OsFTIP1-HA
into rice protoplasts. Coimmunoprecipitation analysis of the
protein extracts revealed that OsUbDKg4-GFP interacted with
OsFTIP1-HA only in the protoplasts transformed with both
Pro35S:OsUbDKg4-GFP and Pro35S:OsFTIP1-HA (Figure 5C).
These results all support the notion that OsFTIP1 interacts with
OsUbDKg4.
We found that like OsFTIP1, OsUbDKg4 was ubiquitously

expressed in all tissues examined, with expression being
highest in panicles and leaves (Figure 2A; Supplemental Figure
9B). We also created a ProOsUbDKg4:GUS reporter construct
in which the same 3.1-kb OsUbDKg4 59 upstream sequence
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from the start codon included in the gene complementation test
(Figures 6B and 6C) was fused to the GUS reporter gene.
Among 10 independent ProOsUbDKg4:GUS lines generated,
most lines consistently displayed similar GUS staining patterns
in vascular tissues of various plant organs, such as leaves, leaf
sheaths, and roots (Figure 5D; Supplemental Figure 9C).
ProOsUbDKg4:GUS expression was specifically detectable in

the phloem, including companion cells (Figure 5E), a pattern
similar to that exhibited by ProOsFTIP1:GUS (Figure 2B).
Furthermore, transient expression of Pro35S:OsUbDKg4-GFP
inN. benthamiana leaf epidermal cells also revealed substantial
colocalizationofOsUbDKg4-GFPwith ER-RFP in tobacco cells
except for the nuclear localization of OsUbDKg4-GFP (Figure
5F). These observations on overlapping tissue expression and

Figure 4. OsFTIP1 Affects RFT1 Transport.

(A)Days to flowering ofOsftip1-1 rft1-1under LDs.n=15; error bars denote SD. Asterisk indicates a significant difference in flowering timeofOsftip1-1 rft1-1
compared with that of Osftip1-1 or rft1-1 (Student’s t test, P < 0.05).
(B)Days tofloweringofgRFT1-FLAGplants invariousgeneticbackgroundsunderLDs.n=15; errorbarsdenote SD.Asterisks indicatesignificantdifferences
in flowering time of gRFT1-FLAG Osftip1-1 and gRFT1-FLAG Osftip1-2 compared with that of gRFT1-FLAG (Student’s t test, P < 0.05).
(C) Immunoblot analysis using anti-FLAG antibody shows RFT1-FLAG abundance in SAMs of gRFT1-FLAG plants in various genetic backgrounds grown
under LDs at 50 DAS. a-Tubulin was used as a loading control. The numbers below each lane indicate the relative levels of RFT1-FLAG in various genetic
backgrounds, calculated by first normalizing each signal against the signal for a-tubulin and then against the value of gRFT1-FLAG (first lane).
(D)Quantitative real-time PCR analysis ofOsMADS14 andOsMADS15 expression in SAMs of gRFT1-FLAG plants in various genetic backgrounds grown
underLDsat60DAS.Resultswerenormalizedagainst theexpression levelsofUbiquitinbasedon threebiological replicates. Themaximumexpression level
is set to 100%. Asterisks indicate significant differences in gene expression levels between gRFT1-FLAG Osftip1-1 and gRFT1-FLAG (Student’s t test,
P < 0.05). Error bars indicate SD.
(E) Analysis of RFT1-FLAG distribution in CC-SE complexes in leaves of gRFT1-FLAG and gRFT1-FLAG Osftip1-1 plants grown under LDs at 50 DAS by
immunogoldelectronmicroscopyusinganti-FLAGantibody.Theupper left panelsdemonstrate the representativeCC-SEcomplexes.Highermagnification
views ofCCsor SEs are shown in the uppermiddle or right panels, respectively. Arrowheads indicate the locations of gold particles. Quantification of RFT1-
FLAG immunogold signals inCCs andSEs of gRFT1-FLAG (wild-type background) or gRFT1-FLAGOsftip1-1 (Osftip1-1background) is shown in the lower
left panel. Over 140 CC-SE complexes on 70 sections from seven different plants of each genotype were analyzed. The data are presented as the mean
number of goldparticles permm2plusorminus SD. Statistical analysiswasperformedusinga two-tailedunpairedStudent’s t test. The results are considered
statistically significant at P < 0.05. The lower right panel shows the frequency histogram of appearance of RFT1-FLAG immunogold signals in companion
cells and sieve elements in all examined sections ofgRFT1-FLAG orgRFT1-FLAGOsftip1-1. Asterisks indicate that the frequencyweobserved companion
cell s without gold particles is 0 in all sections examined. CC, companion cell; SE, sieve element. Bars = 2 mm in upper left panels and 0.5mm in uppermiddle
and right panels.

498 The Plant Cell

http://www.plantcell.org/cgi/content/full/tpc.16.00728/DC1


subcellular localization of OsFTIP1 and OsUbDKg4, together
with their physical interaction at the protein level, strongly imply
that OsUbDKg4 could be relevant to OsFTIP1 function in the
phloem.

OsUbDKg4 Affects Flowering Time in Rice under LDs

To investigate whether OsUbDKg4 affects rice flowering, we
generatedOsubdkg4mutants through CRISPR/Cas9-mediated
target mutagenesis. We designed the sgRNA targeted to the
region 39 to the translational start site of OsUbDKg4 (Figure 6A)
and created two homozygous mutants, Osubdkg4-1 and
Osubdkg4-2, in theabsenceof theCRISPR/Cas9 transgene.These
two mutants contained a 1-bp guanine (G) insertion and a 1-bp
thymine (T) deletion (Figure 6A), which resulted in premature ter-
mination of OsUbDKg4 with only 79 and 82 amino acids, re-
spectively. Examination of the three most likely off-target sites of
OsUbDKg4 in Osubdkg4-1 and Osubdkg4-2 did not reveal any
unexpected mutations in the putative off-target loci (Supplemental
Table 1).

Both Osubdkg4-1 and Osubdkg4-2 exhibited earlier flowering
than wild-type plants under LDs (Figures 6B and 6C), indicating
that OsUbDKg4 delays flowering in rice. To substantiate that the

early-flowering phenotype of Osubdkg4-1 is due to an impaired
function ofOsUbDKg4, we transformed homozygousOsubdkg4-1
plants with a genomic construct (gOsUbDKg4) harboring
a 5.5-kb OsUbDKg4 genomic fragment including the 3.1-kb 59
upstream sequence and the 2.4-kb coding sequence plus one
intron, and selected seven independent transformants probably
containing the single-copy transgene based on a 3:1 Mendelian
segregation ratio. All their homozygous progenies at the T2
generation showed similar flowering time to wild-type plants
under LDs (Figure 6C), confirming thatOsUbDKg4 contributes to
repression of flowering in rice under LDs. In addition, we also
created 21 independent Pro35S:OsUbDKg4 transgenic lines,
among which 18 lines showed different levels of late flowering
under LDs.WemeasuredOsUbDKg4 expression in five selected
late-flowering lines and found that the degrees of late flowering
under LDs in these lines were closely related to the levels of
upregulation of OsUbDKg4 expression (Figure 6D), indicating
that OsUbDKg4 might have a dosage-dependent effect on
suppressing flowering.
We next examined the biological significance of the in-

teraction of OsUbDKg4 and OsFTIP1 through genetic analysis.
Because of the opposite effects of OsUbDKg4 and OsFTIP1 on
rice flowering, Osubdkg4-1 and Osftip1-1 showed completely

Figure 5. OsFTIP1 Interacts with OsUbDKg4.

(A)Yeast two-hybrid assay of interaction betweenOsUbDKg4 and the full-lengthOsFTIP1 (FL) and its N terminus (amino acids 1–500; N500). Transformed
yeast cells were grown on SD-His/-Trp/-Leu medium supplemented with 2 mM 3-amino-1,2,4-triazole. Empty refers to AD- or BD-containing vector only.
(B) In vitroGSTpull-downassayevaluating interactionbetweenOsUbDKg4andOsFTIP1.HA-taggedOsFTIP1protein generated from riceprotoplastswas
incubated with immobilized GST or GST-OsUbDKg4, respectively. Immunoblot analysis was performed using either anti-HA (upper panel) or anti-GST
(lower panel) antibody. Input, 5% of the protein generated from rice protoplasts.
(C) In vivo interaction between OsUbDKg4 and OsFTIP1 shown by coimmunoprecipitation. Pro35S:OsUbDKg4-GFP and Pro35S:OsFTIP1-HA were
cotransferred to riceprotoplasts, and total protein extractswere immunoprecipitatedbyanti-GFPbeads. The input andcoimmunoprecipitatedproteinwere
detected by either anti-HA (upper panel) or anti-GFP (lower panel) antibody.
(D) and (E)GUS staining of a representative ProOsUbDKg4:GUS line showsOsUbDKg4 expression in a leaf (D) and a transverse section of a leaf (E). CC,
companion cell; Ph, phloem; SE, sieve element; Xy, xylem. Bars = 100 mm in (D) and 10 mm in (E).
(F)Subcellular localization of OsUbDKg4-GFP inN. benthamiana leaf epidermal cells. OsUbDKg4-GFP ismostly colocalizedwith an ERmarker. GFP, GFP
fluorescence; ER-RFP, RFP fluorescence of an ER marker; Merge, merge of GFP and RFP; Nu, nucleus. Bar = 10 mm.
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Figure 6. OsUbDKg4 Delays Flowering in Rice.

(A)CRISPR/Cas9-mediated target mutagenesis ofOsUbDKg4. The upper panel shows a schematic diagram of theOsUbDKg4 gene bearing the CRISPR/
Cas9 target site indicated by an arrow. Exons and other genomic regions are represented by black boxes and lines, respectively. The lower panel shows
alignment of wild-type, Osubdkg4-1, and Osubdkg4-2 sequences containing the CRISPR/Cas9 target site. A 20-bp CRISPR/Cas9 target sequence
adjacent to the underlined protospacer adjacent motif is indicated in red in the wild-type sequence. The newly created Osubdkg4-1 and Osubdkg4-2
mutants contain a 1-bp insertion (G, blue font) and a 1-bp deletion (T, dash), respectively.
(B) Osubdkg4-1 displays earlier flowering than a wild-type plant and a representative Osubdkg4-1 line harboring gOsUbDKg4 (#4) grown under LDs at
105 DAS. Arrows indicate panicles. Bar = 15 cm.
(C) Days to flowering of selectedOsubdkg4-1 lines harboring gOsUbDKg4 at the T2 generation under LDs. n = 15; error bars denote SD. Asterisks indicate
significant differences in flowering time of Osubdkg4-1 and Osubdkg4-2 compared with that of wild-type and Osubdkg4-1 gOsUbDKg4 lines (Student’s
t test, P < 0.05).
(D) Upregulation of OsUbDKg4 has a dosage-dependent effect on delaying flowering. The upper panel shows OsUbDKg4 expression determined by
quantitative real-time PCR in independent T2 Pro35S:OsUbDKg4 lines grown under LDs at 50 DAS. The levels of gene expression normalized toUbiquitin
expressionareshownrelative to the level inwild-typeplants,whichwasset to1.The lowerpanel showsdays tofloweringof independentPro35S:OsUbDKg4
lines under LDs. n = 15; error bars denote SD. Asterisks indicate significant differences in flowering time of Pro35S:OsUbDKg4 lines compared with that of
wild-type plants (Student’s t test, P < 0.05).
(E) Days to flowering of Osubdkg4-1 Osftip1-1 under LDs. n = 15; error bars denote SD. Open triangle indicates no statistically significant difference in
flowering time of Osubdkg4-1 Osftip1-1 compared with that of Osftip1-1 (Student’s t test, P > 0.05).
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different flowering phenotypes under LDs (Figures 1D, 1E, 6B,
and 6C). However, Osubdkg4-1 Osftip1-1 double mutants
exhibited late flowering similar to Osftip1-1 (Figure 6E), dem-
onstrating that OsFTIP1 is genetically epistatic to OsUbDKg4.

This result, together with the observations on the interaction
between OsUbDKg4 and OsFTIP1 (Figure 5), suggests that
OsUbDKg4 exerts its function in controlling flowering time via
OsFTIP1.

Figure 7. OsUbDKg4 Modulates OsFTIP1 Abundance to Affect RFT1 Transport to the SAM.

(A)Detection ofGFP fluorescence inmesophyll protoplasts ofwild-type andPro35S:OsUbDKg4 (#1 and#4) plants transformedwithPro35S:GFP-OsFTIP1
or Pro35S:GFP. GFP signals were examined at 16 h after transformation. Bar = 10 mm.
(B) Immunoblot analysis using anti-GFP antibody shows GFP-OsFTIP1 abundance in mesophyll protoplasts of wild-type and Pro35S:OsUbDKg4 (#1 and
#4) plants transformedwith Pro35S:GFP-OsFTIP1. Protoplast protein was extracted at 16 h after transformation. a-Tubulin was used as a loading control.
(C) and (D) Immunoblot analysis using anti-HA antibody shows OsFTIP1-HA abundance in leaves of gOsFTIP1-HA plants in theOsubdkg4 (C) or Pro35S:
OsUbDKg4background (D)grownunder LDsat 50DAS. Total proteinwasextracted from leavesmock treated (0.01%Silwet-L77and0.2%DMSO)without
MG132 or treated with 100 mM MG132 (plus 0.01% Silwet-L77 and 0.2% DMSO) for 4 h. a-Tubulin was used as a loading control.
(E) Immunoblot analysisusinganti-FLAGantibodyshowsRFT1-FLAGabundance inSAMsofgRFT1-FLAGplants in theOsubdkg4-1orPro35S:OsUbDKg4
(#4) background grown under LDs at 50 DAS. a-Tubulin was used as a loading control.
(F)Quantitative real-time PCR analysis ofOsMADS14 andOsMADS15 expression in SAMs ofOsubdkg4-1 and Pro35S:OsUbDKg4 (#4) grown at 80 DAS
under LDs. Resultswere normalizedagainst the expression levels ofUbiquitinbasedon three biological replicates. The expression levels inwild-type plants
areset to1.Asterisks indicatesignificantdifferences ingeneexpression levels inOsubdkg4-1andPro35S:OsUbDKg4 (#4) comparedwith thoseofwild-type
plants (Student’s t test, P < 0.05). Error bars indicate SD.
In (B) to (E), the numbers below each lane indicate the relative levels of the protein examined in various genetic backgrounds, calculated by first normalizing
each signal against the signal for a-tubulin and then against the highest value in each blot set to 1.
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OsUbDKg4 Promotes Degradation of OsFTIP1

Previous studies have suggested that the UBL domain facilitates
UBL proteins to interact with the components of the 26S pro-
teasomeandpromote the targetingofproteolytic substrates to the
proteasome (Schauber et al., 1998; Sakata et al., 2003; Ishii et al.,
2006). In Arabidopsis, the UBL-domain-containing UbDKg4 in-
teracts with Regulatory Particle Non-ATPase 10 (RPN10) and
Ubiquitin FusionDegradation 1, both of which bind to some forms
of ubiquitin andmediate substrate delivery to the 26Sproteasome
(Galvão et al., 2008).

To investigate whether OsUbDKg4 could play a similar role to
UbDKg4 in mediating protein degradation, we first tested the
interaction betweenOsUbDKg4 andOsRPN10 in rice. AGSTpull-
down assay showed that OsRPN10-HA generated from rice
protoplasts bound to in vitro-translated GST-OsUbDKg4 rather
than GST (Supplemental Figure 10A). We also cotransformed
Pro35S:OsUbDKg4-GFP and Pro35S:OsRPN10-HA into rice
protoplasts and performed coimmunoprecipitation analysis of
protein extracts from these protoplasts. The interaction between
OsUbDKg4-GFP and OsRPN10-HA was only found in protein
extracts from the protoplasts transformed with both Pro35S:
OsUbDKg4-GFP and Pro35S:OsRPN10-HA (Supplemental Figure
10B). These results demonstrate that OsUbDKg4 interacts with
OsRPN10, implying that OsUbDKg4 may similarly affect substrate
delivery to the 26S proteasome.

The interaction of OsUbDKg4 with OsFTIP1 and OsRPN10
prompted us to test whether OsUbDKg4 could mediate the

degradation ofOsFTIP1 through the26Sproteasome. To this end,
we transiently expressedPro35S:GFP-OsFTIP1orPro35S:GFP in
mesophyll protoplasts of wild-type and Pro35S:OsUbDKg4
transgenic plants (#1 and #4) (Figure 6D). The GFP-OsFTIP1
fluorescence signal was dramatically decreased in Pro35S:
OsUbDKg4 protoplasts compared with wild-type protoplasts,
whereas the freeGFPsignal remainedunchanged in bothPro35S:
OsUbDKg4 and wild-type protoplasts (Figure 7A). Immunoblot
analysis confirmed thatGFP-OsFTIP1 abundancewas reduced in
Pro35S:OsUbDKg4 mesophyll protoplasts compared with wild-
type ones (Figure 7B; Supplemental Figure 12B), indicating that
OsUbDKg4 activity is inversely correlated with OsFTIP1 protein
abundance in rice mesophyll protoplasts.
To further examine the in vivo effect of OsUbDKg4 on OsFTIP1

abundance in rice, we crossed gOsFTIP1-HA (#5) (Supplemental
Figures 3B and 3C) with Osubdkg4 mutants and Pro35S:
OsUbDKg4 (#1 and #4) transgenic plants (Figures 6C and 6D) and
measured OsFTIP1-HA protein levels in leaves of the resulting
homozygous progenies grown under LDs at 50 DAS treated with
or without MG132, a 26S proteasome inhibitor. In the absence of
MG132 treatment, OsFTIP1 levels were increased in Osubdkg4,
but decreased in Pro35S:OsUbDKg4, whereas under MG132
treatment, OsFTIP1 levels remained almost unaltered in both
Osubdkg4 and Pro35S:OsUbDKg4 plants (Figures 7C and 7D;
Supplemental Figures 12C and 12D). These results, together with
the observation that OsUbDKg4 interacts with OsFTIP1, indicate
that OsUbDKg4 recruits OsFTIP1 for degradation by the 26S

Figure 8. OsFTIP1-Mediated Regulation of RFT1 Transport Is Negatively Regulated by OsUbDKg4 in Rice.

OsFTIP1 is required for RFT1 export from companion cells to sieve elements in rice leaves under LDs and affects RFT1 transport to the SAM for further
regulating other genes involved in floral meristem development, such as OsMADS14 and OsMADS15. OsUbDKg4 interacts with OsFTIP1 and mediates
OsFTIP1 degradation in leaves. This contributes tomodulation of RFT1 trafficking from leaves to the SAM, thus regulating flowering time in rice under LDs.
Red arrows indicate RFT1 transport, while black arrows indicate various promotive effects. Dotted arrow indicates the regulation of OsFTIP1 abundance.
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proteasome in rice leaves. In contrast,OsFTIP1mRNA levelswere
not changed in either Osubdkg4 or Pro35S:OsUbDKg4 plants
(Supplemental Figure 10C), implying that OsUbDKg4 is unlikely to
transcriptionally affect OsFTIP1 expression.

Since OsFTIP1 affects RFT1 transport from leaves to the SAM
(Figure 4), we then tested whether the effect of OsUbDKg4 on
OsFTIP1 abundance in leaves eventually influences RFT1 levels in
the SAM.We crossed gRFT1-FLAG (#2) (Supplemental Figures 7A
and 7B) with Osubdkg4-1 and Pro35S:OsUbDKg4 (#4) and mea-
sured RFT1-FLAG protein levels in the SAMs of the resulting ho-
mozygous progenies grown at 50 DAS under LDs. In agreement
with the changes in OsFTIP1 levels in leaves (Figures 7C and 7D),
RFT1-FLAG abundance was increased in Osubdkg4-1, but de-
creased inPro35S:OsUbDKg4 (#4) (Figure7E;Supplemental Figure
12E). Consistently, the expression ofOsMADS14 andOsMADS15
wasalsoupregulated inOsubdkg4-1butdownregulated inPro35S:
OsUbDKg4 (#4) (Figure 7F). Meanwhile, yeast two-hybrid and
in vitro pull-down assays revealed that OsUbDKg4 did not interact
with RFT1 (Supplemental Figure 11). Thus, these observations
suggest that OsUbDKg4 mediates the degradation of OsFTIP1,
which affects RFT1 transport to the SAM. This in turn regulates the
expression of OsMADS14 and OsMADS15 under LDs.

DISCUSSION

Over the centuries, domestication and breeding of rice, one of the
most important cereal crops in the world, have significantly ex-
panded thegeographical regions inwhich rice varieties aregrown.
Asacritical agronomic trait thatdeterminescropyieldand regional
adaptability, flowering time in rice is controlled by a complex
network of regulatory pathways that responds to various envi-
ronmental signals, which typically include different photoperiods
in a broad range of latitudes (Izawa, 2007; Song et al., 2015). In
particular, adaptation of rice varieties to the cold regions of
northernhigh-latitudespermits rice toflower in response to typical
LDconditions toensure timelygrainproductionbefore theonsetof
the cold season (Izawa, 2007). Although two rice orthologs of
Arabidopsis FT, Hd3a and RFT1, have been identified as specific
florigen required for rice flowering under SD and LD conditions,
respectively (Tamaki et al., 2007; Komiya et al., 2008, 2009), how
they make their voyage from leaves to the SAM in response to
photoperiods remains elusive. Here, we have shown that OsF-
TIP1, a rice ortholog of Arabidopsis FTIP1 (Liu et al., 2012),
specifically regulates rice flowering time under LDs through
modulating RFT1 transport from companion cells to sieve ele-
ments. In addition, we revealed that a UBL protein, OsUbDKg4,
interacts with OsFTIP1 and controls OsFTIP1 abundance in rice
leaves through the 26S proteasome, thus mediating RFT1
transport to the SAM and the resulting flowering time under LDs
(Figure 8). These findings shed light on the hitherto unknown
mechanisms underlying the regulation of florigen transport in the
monocotcrop riceandsuggest thatdynamicmodulationofFTIP1-
like MCTP levels in leaves is integral to their effects on florigen
transport in source tissues.

Compared with the advanced understanding of flowering
regulatory networks in Arabidopsis, flowering time research in
monocots has been partially impeded by inefficient and relatively

time-consuming reverse genetics approaches for creating or
screening inheritable genetic materials of interest. While the
regulators of rice flowering pathways were identified by mapping
quantitative trait loci (Yano et al., 2000; Rensink and Buell, 2004),
reverse genetics approaches including RNAi have recently been
intensively used to generate knockout or knockdown lines for
functional studies of flowering regulators in rice. For example,
characterization of the rice florigen genes Hd3a and RFT1
was based on RNAi lines created in the japonica cultivar Norin 8
(Komiya et al., 2009). However, further application of the resulting
RNAi lines for elucidating the regulatory mechanisms involving
florigen is difficult because of the inherent disadvantages of RNAi
lines, including the presence of early inserted transgenes, in-
complete knockdown efficiency, or possible off-target effects. In
this study, we systematically performed CRISPR/Cas9-mediated
target mutagenesis of genes involved in florigen transport, in-
cluding OsUbDKg4, OsFTIP1, Hd3a, and RFT1, and created the
corresponding ricemutantswithout theCRISPR/Cas9 transgenes
in the japonicacultivarNipponbare. Thesemutants,whichhaveno
detectable off-target mutations (Supplemental Table 1), exhibit
stable and inheritable flowering phenotypes, thus serving as
essential genetic materials for further elucidation of themolecular
mechanisms underlying florigen transport in rice.
Our investigationof thesemutantsandotherderivedriceplantshas

provided several pieces of evidence that support an essential role of
OsFTIP1 in mediating RFT1 transport and its regulation of rice
flowering specifically under LDs. First, both OsFTIP1 and RFT1
promote rice floweringmainly under LDs, as impairing their activity in
genome-editedOsftip1 and rft1mutants delays flowering only under
LDs. Second, OsFTIP1 and RFT1 share similar mRNA expression
patterns in the phloem and protein subcellular localization in plant
cells.More importantly, they interact with each other in vitro and also
in vivo in rice leaves. Third, the effect of RFT1-FLAG on promoting
floweringunderLDsiscompromisedinOsftip1mutants.This isdueto
the decreased abundance of RFT1-FLAG in the SAM, although
RFT1-FLAG abundance in leaves is not altered, indicating that RFT1
transport from leaves to the SAM is impaired in Osftip1 mutants.
Fourth, OsFTIP1 is only found in phloem companion cells. InOsftip1
mutants, RFT1-FLAGaccumulates to high levels in companion cells,
but decreases in sieve elements, suggesting thatOsFTIP1promotes
RFT1-FLAG export from companion cells to sieve elements in the
phloem. Taken together, these findings reveal that OsFTIP1 plays an
indispensable role in contributing to the transport of a LD-specific
florigen, RFT1, from the leaves to the SAM in rice.
Since FT-like florigen have been identified in various flowering

species and have been proposed to be universal and functionally
exchangeable signals (Zeevaart, 1976, 2006; Putterill andVarkonyi-
Gasic, 2016), research on the conservation and diversification of
flowering mechanisms in flowering plants has been intensively
focused on characterizing these florigen proteins and their reg-
ulatory components under various environmental conditions. A
comparison of photoperiodic control of flowering in Arabidopsis
and rice revealed that dicots and monocots may have evolved
independent upstream regulatory pathways to control the ex-
pression of florigen genes under various photoperiods, in which
evolutionarily conserved regulators are only present to a limited
extent (Komiya et al., 2009; Shrestha et al., 2014). In particular, the
majorfloweringpathways that regulateflorigengeneexpression in
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ArabidopsisandriceunderLDsaremostlydifferent.Transcriptionof
the florigen gene FT in Arabidopsis is activated by the nuclear zinc-
finger transcriptional regulator CO in response to LDs (Samach
et al., 2000; Suárez-López et al., 2001; An et al., 2004), whereas
a unique B-type response regulator, Early heading date 1, mainly
contributes to activation of the LD-specific florigen gene RFT1 in
rice under LDs (Doi et al., 2004). Despite this major difference in
regulating florigen gene expression in rice and Arabidopsis, our
findings suggest that florigen transport from companion cells to
sieve elementsunderLDscouldbemediatedby similarmembers in
the family of MCTPs, including rice OsFTIP1 and its Arabidopsis
ortholog FTIP1 (Liu et al., 2012), both of which are membrane-
anchored multiple C2 domain proteins and present in phloem
companioncells,butnot insieveelements. Itwouldbe interesting to
further clarify the function of other FTIP1-like MCTPs to explore
whether the conservation of the florigen transport mechanism is
alsoapplicabletoricefloweringbehaviorunderSDs,which ismainly
regulated through another SD-specific florigen geneHd3a (Tamaki
et al., 2007; Komiya et al., 2008). In addition, as both OsFTIP1 and
FTIP1 are expressed in vascular tissues of various plant organs,
includingreproductiveorgansandroots, in riceandArabidopsis (Liu
et al., 2012), respectively, they may play multiple roles in plant
development. Generating combinatorial multiple mutants among
MCTPsmayhelp toaddresswhether theseproteinsplay redundant
roles in regulating various developmental processes.

It is noteworthy that OsFTIP1 abundance in rice leaves is
modulated by aUBL-domain-containing proteinOsUbDKg4. Like
some other UBL proteins, OsUbDKg4 interacts with the com-
ponents of the 26S proteasome, such as OsRPN10, which me-
diates delivery of proteolytic substrates to the proteasome
(Schauber et al., 1998; Sakata et al., 2003; Ishii et al., 2006;Galvão
etal., 2008).BothOsUbDKg4andOsFTIP1areassociatedwithER
in tobacco cells, implying that they could potentially be compo-
nents of the ER-derived 26S proteasome substrates. Consis-
tently, inhibition of 26S proteasome activity by MG132 abolishes
theeffectofOsUbDKg4onmodulatingOsFTIP1abundance in rice
leaves. Thus, the interaction betweenOsFTIP1 andOsUbDKg4 as
well as their overlapping tissue expression patterns and sub-
cellular localizations suggests that OsUbDKg4 tightly controls
OsFTIP1 levels in the phloem by mediating OsFTIP1 degradation
through the 26S proteasome (Figure 8). This explains whyOsFTIP1
is genetically epistatic to OsUbDKg4 in affecting rice flowering
time under LDs. As a result, OsUbDKg4 indirectly affects RFT1
transport to the SAM under LDs, although OsUbDKg4 itself does
not interact with RFT1. These findings suggest that the protea-
somal degradation pathway is ultimately important for regulating
florigen transport in rice under LDs. Further investigation of the
temporal and spatial regulation of this pathway in various flow-
ering plants will advance our understanding of the orchestrated
signal transduction networks required for florigen production and
transport in response to environmental signals.

METHODS

Plant Materials and Growth Conditions

Rice (Oryza sativa ssp japonica cultivar Nipponbare) was grown in climate
chambers under SDs (10 h light at 30°C/14 hdark at 25°C) or LDs (14 h light

at 30°C/10 h dark at 25°C) with a relative humidity of ;70%. Light (500–
700 nm, 100–200 mmol m22 s21) was provided by fluorescent white light
tubes. Flowering time was measured as the number of days from germi-
nation to the heading stage.

Plasmid Construction and Plant Transformation

To construct pCAMBIA1300-CAS9-Os-OsFTIP1/RFT1/Hd3a/OsUbDKg4,
the psgR-CAS9-Os backbone was digested by BbsI and ligated with the
synthesized sgRNA oligos. The resulting fragments were subcloned into the
HindIII/EcoRI site of the pCAMBIA1300 binary vector for stable rice trans-
formation (Feng et al., 2014). To create RNAi constructs, the gene-specific
region ofOsFTIP1 was selected and amplified. The PCR product was cloned
into pZH2bik as previously described (Kuroda et al., 2010). To construct
Pro35S:OsUbDKg4, the OsUbDKg4 cDNA sequence was amplified and
cloned into Pro35S-pENTR. To construct gOsFTIP1-HA, gRFT1-FLAG,
andProRFT1:FLAG, the correspondinggenomic fragmentswereamplifiedand
cloned into pENTR-6HA, pENTR-3FLAG and pENTR-6FLAG, respectively.
Transfer of theDNA fragment fromtheentry clone topHGWbyLR reactionwas
performedaccordingtothemanufacturer’sinstructions(Invitrogen).Theprimers
for creating theaboveconstructsare listed inSupplemental Table3.Transgenic
rice plants were generated by Agrobacterium tumefaciens-mediated trans-
formationofricecalliaspreviouslydescribed(Tokietal.,2006).All ricetransgenic
plants were selected on 50 mg/mL hygromycin.

Expression Analysis

Total RNAwas isolatedwith anRNeasyPlantMini Kit (Qiagen) and reverse-
transcribed with the ThermoScript RT-PCR system (Invitrogen) according
to the manufacturer’s instructions. Quantitative real-time PCR was per-
formed in triplicates on a CFX38 real-time system (Bio-Rad) with iQ SYBR
Green Supermix (Bio-Rad). The relative expression levels were calculated
aspreviously reported (Liu et al., 2007). Expressionanalysiswasperformed
with three biological replicates. All primers used for gene expression
analysis are listed in Supplemental Table 3.

Histochemical Analysis of GUS Expression

Tissues for GUS staining were first infiltrated with staining solution
(50 mM sodium phosphate buffer, pH 7.0, 0.5 mM potassium ferro-
cyanide, 0.5 mM potassium ferricyanide, and 0.5 mg/mL X-Gluc) in
a vacuum chamber and subsequently incubatedwith the same solution
at 37°C for 6 h. Sampleswere dehydrated through an ethanol series and
an ethanol/histoclear series and finally embedded in paraffin for sec-
tioning at a thickness of 10 mm using an Ultracut UCT ultramicrotome
(Leica).

Transient Expression of Proteins in Tobacco Cells and
Rice Protoplasts

The coding sequences of OsFTIP1 and OsUbDKg4 were amplified and
cloned intopGreen-GFP,while thecodingsequenceofRFT1wasamplified
and cloned into pGreen-RFP. Agrobacterium cultures grown overnight
with these expression vectors were harvested and resuspended with in-
filtration buffer (10 mM MES, pH 5.6, 10 mM MgCl2, and 100 mM aceto-
syringone) to an OD600 of 0.5. To compare protein localization, equal
volumes of infiltration solutions containing different expression vectors
weremixed together and then infiltrated into theabaxial surfaceof leavesof
3-week-old tobacco (Nicotiana benthamiana) plants with syringes. The
leaves were examined 40 to 48 h after infiltration under a confocal mi-
croscope. Isolation of rice protoplast andPEG-mediated transfectionwere
performed as previously described (Bart et al., 2006). After transformation,
the protoplasts were incubated in darkness for 12 to 16 h before being
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examined under a confocal microscope or collected for immunoblot
analysis.

Yeast Two-Hybrid Assay

The coding sequences of OsFTIP1, RFT1, Hd3a, and OsUbDKg4 were
amplified and cloned into pGBKT7 and pGADT7 (Clontech), respectively.
Yeast two-hybrid assays were performed using the Yeastmaker Yeast
Transformation System 2 according to the manufacturer’s instructions
(Clontech).

GST Pull-Down Assay

To produce GST-tagged proteins, the cDNAs encoding RFT1, Hd3a, and
OsUbDKg4were cloned into pGEX-6p-2 vector (Pharmacia), respectively.
These constructs and the empty pGEX-6p-2 vector were transformed into
Escherichia coli Rosetta (DE3) (Novagen), and protein expression was
induced by isopropyl-b-D-thiogalactoside at 16°C. The solubleGST fusion
proteins were extracted and immobilized on MagneGST Glutathione
Particles (Promega) for subsequent pull-down assays. To produce
HA-tagged OsFTIP1, OsRPN10, and RFT1 proteins, the cDNAs encoding
these proteins were cloned into pGreen-HA vector. The resulting
plasmids were transformed into rice protoplasts to generate OsFTIP1-HA,
OsRPN10-HA, or RFT1-HA protein, respectively. The HA-tagged proteins
were then incubated with the immobilized GST and GST fusion
proteins. Proteins retained on the beads were resolved by SDS-PAGE and
detected with anti-HA antibody (sc-7392; Santa Cruz Biotechnology;
1:1000 dilution).

Coimmunoprecipitation Experiment

Total proteins were isolated from transgenic rice plants or transformed
protoplasts with a Plant Total Protein Extraction Kit (Sigma-Aldrich). The
protein extracts were then incubated with magnetic beads (Life Tech-
nologies) and anti-FLAG (F3165; Sigma-Aldrich; 1:1000 dilution) or anti-
GFP antibody (sc-9996; Santa Cruz Biotechnology; 1:1000 dilution) at 4°C
for 2 h. The total protein extracts as inputs and the immunoprecipitated
proteins bound by beads were resolved by SDS-PAGE and detected by
anti-HA antibody (sc-7392; Santa Cruz Biotechnology; 1:1000 dilution).

BiFC Analysis

The cDNAs encoding OsFTIP1 and RFT1 were cloned into primary pSAT1
vectors. The resulting cassettes including fusion proteins and the con-
stitutive promoters were cloned into a pGreen binary vector pHY105 and
transformed into Agrobacterium for BiFC analysis as previously published
(Sparkes et al., 2006).

Immunoblotting

To isolate rice SAMs, we removed all leaves surrounding the SAMs and
collected SAMs of around 400 mm in height and 500 mm in diameter under
the microscope. For total protein extraction, rice tissues were ground in
liquidnitrogenandresuspended inPierce IPbuffer (25mMTris-HCl,pH7.4,
150mMNaCl, 1%NonidetP-40, 1mMEDTA, and5%glycerol)with freshly
added 1 mM PMSF and 13 protease inhibitor cocktail (Roche). Protein
concentrations were determined by the Bio-Rad protein assay. Total
protein (25–30 mg) of each sample was resolved by SDS-polyacrylamide
gel electrophoresis and detected with various antibodies. Immunoblots
were developed using SuperSignal West Pico or West Femto Chemilu-
minescent Substrate (Thermo Scientific). Densitometric analysis of im-
munoblot resultswasperformedusing ImageJsoftware (National Institutes
of Health).

Immunogold Transmission Electron Microscopy

Immunoelectron microscopy was performed as previously described (Liu
etal.,2012).Sampleswerefixedinparaformaldehyde-glutaraldehydesolution
(2and2.5%, respectively) overnight at roomtemperatureand imbedded inLR
whitemedium(EMS).Ultrathinsectionsmountedonnickelgridswereblocked
with 1% BSA in TTBS (20 mM Tris, 500 mM NaCl, and 0.05% Tween 20,
pH 7.5) for 30min and then incubated with anti-HA or anti-FLAG antibody at
1:5 (v/v) for1h.AfterwashingwithTTBSthrice,gridswere incubatedfor40min
with15-nmgold-conjugatedgoatanti-mouseantibody (EMS) thatwasdiluted
1:20 with blocking solution. The grids were subsequently washed with TTBS
and distilled water. After tissue staining with 2% uranyl acetate for 15 min
at room temperature, photomicrographs were taken using a transmis-
sion electron microscope (Jeol JEM-1230). For quantitatively analyzing
immunogold labeling, electron micrographs of randomly photographed
immunogold-labeled transverse sections were digitized. The number of gold
particles and the cell area were measured by ImageJ. We analyzed 70 in-
dividual sections from seven different plants of each genotype for calculating
the density of gold particles throughout the projected cell area. The results
were presented as the mean number of gold particles per mm2 plus or minus
the SD and statistically evaluated by a two-tailed paired Student’s t test.

Accession Numbers

Sequence data from this article can be found in the GenBank/EMBL data li-
braries under the following accession numbers: OsFTIP1 (Os06g0614000),
OsUbDKg4 (Os02g0290500),Hd3a (Os06g0157700),RFT1 (Os06g0157500),
OsMADS14 (Os03g0752800), OsMADS15 (Os07g0108900), OsRPN10
(Os03g0243300), and Ubiquitin (Os03g0234200).
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