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Abstract: The Arabidopsis vacuolar Na+ /H+ transporters (NHXs) are important regulators of
intracellular pH, Na+ and K+ homeostasis and necessary for normal plant growth, development, and
stress acclimation. Arabidopsis contains four vacuolar NHX isoforms known as AtNHX1 to AtNHX4.
The quadruple knockout nhx1nhx2nhx3nhx4, lacking any vacuolar NHX-type antiporter activity,
displayed auxin-related phenotypes including loss of apical dominance, reduced root growth, impaired
gravitropism and less sensitivity to exogenous IAA and NAA, but not to 2,4-D. In nhx1nhx2nhx3nhx4,
the abundance of the auxin efflux carrier PIN2, but not PIN1, was drastically reduced at the
plasma membrane and was concomitant with an increase in PIN2 labeled intracellular vesicles.
Intracellular trafficking to the vacuole was also delayed in the mutant. Measurements of free IAA
content and imaging of the auxin sensor DII-Venus, suggest that auxin accumulates in root tips
of nhx1nhx2nhx3nhx4. Collectively, our results indicate that vacuolar NHX dependent cation/H+
antiport activity is needed for proper auxin homeostasis, likely by affecting intracellular trafficking
and distribution of the PIN2 efflux carrier.
Keywords: vacuole; potassium; homeostasis; NHX; auxin distribution; PIN; intracellular trafficking

1. Introduction
Plant nutrients are essential to numerous biochemical and physiological processes needed for plant
growth and development. Many cellular processes depend on specific steady-state ion concentrations
within intracellular compartments. Given the fundamental importance of cellular ion homeostasis,
plants contain conserved primary and secondary transport systems and sophisticated mechanisms to
regulate their activities to facilitate homeostasis [1]. Primary transporters are H+ -translocating enzymes,
such as H+ -ATPases on the plasma membrane (PM) and intracellular organelles and vacuolar
pyrophosphatase, which use the hydrolysis of ATP and PPi to establish an electrochemical H+
gradient across membranes [2]. Secondary transporters use the H+ gradient generated by the
H+ -pumps, to drive the uptake of ions and molecules against their electrochemical gradients [1,3,4].
One important group of secondary transporters, known as the NHX-type cation-H+ antiporters,
mediate the electroneutral exchange of H+ for either Na+ or K+ and, therefore, play key roles in pH
regulation, Na+ sequestration, and intracellular K+ homeostasis. In plants, K+ is vital to biosynthesis,
osmotic regulation, and charge balance, hence its intracellular levels are tightly regulated [5]. Most plants
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with known genomes have three orthologous groups of NHX-type antiporters that localize to distinct
intracellular compartments. In Arabidopsis, four isoforms known as AtNHX1 through AtNHX4
localize to vacuoles [6,7], AtNHX5 and AtNHX6 localize to Golgi, the trans-Golgi network (TGN) and
pre-vacuolar compartments [8–12], while the two divergent isoforms AtNHX7/SOS1, AtNHX8 localize
on the PM [13,14].
Several studies provided compelling evidence to support the role of NHX-type antiporters in the
regulation of pH and transport of K+ into the vacuole. The Arabidopsis nhx1nhx2 knockout mutant NHXs
displayed acidic pH and 70% less vacuolar K+ compared to wild type (WT) plants [6,15]. The nhx1nhx2
mutant also showed aberrant flower development, reduced vegetative growth, overall smaller cells
likely caused by reduced vacuolar K+ uptake and insufficient turgor needed to drive cell expansion.
Surprisingly, the nhx1nhx2 mutant also showed severe growth reduction when treated with high K+
concentration in the growth media but did not show a similar phenotype in the presence of equimolar
Na+ concentrations [6]. Moreover, moderate amounts of Na+ in the grow media improved its growth.
A recent study assessed the contribution of each of the four Arabidopsis vacuolar NHXs (NHX1,
NHX2, NHX3 and NHX4) to vacuolar Na+ and K+ transport [16]. Using nhx triple and quadruple
knockout mutants, the affinity of each vacuolar NHX for Na+ and K+ and the kinetics of the cation/H+
were analyzed [16]. While all four vacuolar NHX antiporters were able to mediate Na+ transport,
only NHX1, NHX2 and NHX4 but not NHX3 were able to mediate K+ transport. Therefore, in the
nhx1/2 or nhx1/2/3/4 mutant, the loss of major vacuolar K+ uptake could lead to an accumulation of K+
in the cytosol, as evidenced previously for nhx1nhx2 [6,15].
It has been suggested that K+ transport and cellular K+ homeostasis play critical roles in
auxin homeostasis. Arabidopsis mutants lacking HAK/KUP/KT K+ transporters showed defects
in root gravitropism, cell expansion and shoot development and abnormal distribution of auxin
reporters [17–23]. Auxin homeostasis is largely regulated by polar auxin transport. In the shoot,
auxin flows from the shoot apical meristem, its primary site of biosynthesis, down to the root [24,25]
where it moves in two antiparallel streams. Shoot-derived auxin flows down toward the root apex
through the central stele, then travels to the outer cells and is redirected to the base of the root [26–28].
The downward auxin flow to the root tip (acropetal auxin transport) is mainly associated with an
auxin efflux carrier, PIN1(PIN-FORMED 1), whereas the auxin transport from the root tip to the base
(basipetal auxin transport) relies on another auxin efflux carrier, PIN2 [29,30]. The PIN family and the
ATP-binding cassette (ABC) superfamily of transporters are the main efflux carriers for the polar auxin
transport and play important roles in regulating auxin distribution between cells [31].
Little is known about the role of vacuolar ion homeostasis, in auxin homeostasis. Here, using
the quadruple knockout nhx1nhx2nhx3nhx4 lacking vacuolar K+ /H+ exchange activity, we assessed
auxin-related phenotypes and the distribution of auxin efflux carriers. Our results strongly suggested
that the vacuolar NHXs play an important role in modulating auxin homeostasis, likely by affecting
PIN2 distribution.
2. Results
2.1. The Morphological Phenotype of nhx1nxh2nhx3nhx4 Knockout Mutants
The loss of vacuolar NHX activity resulted in plant growth reduction with reduced rosette diameter
and decreased growth [16]. When grown under normal growth conditions, the nhx1nhx2nhx3nhx4
knockout displayed shorter shoots, losses of apical dominance and a profusely ‘bushy’ shoot phenotype
(Figure 1a). Shoot branches did not display abnormal phyllotaxy (Figure 1b), suggesting that the
knockout did not shift its meristem identity [32]. Close observation of the temporal manifestation
of the ‘bushy’ phenotype revealed that the shoot tissue immediately below the inflorescence cluster
dies (Figure 1c; arrow) before seed set. This is then followed by the growth of lower second-order
shoots, (presumably because they are no longer suppressed by the primary shoot tip). Secondary
order shoots exhibit the same shoot tip death as described for the primary shoot and its inflorescences.
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This is then followed by the growth of third-order shoot buds, and so forth, so that the sequence
of shoot tip death and lower order bud outgrowth is repeated until a profusely bushy shoot occurs
as shown in Figure 1a. We also examined the root growth and responses to the gravity of the
nhx1nhx2nhx3nhx4 mutant. Mutant roots were much shorter than WT roots grown under the same
conditions (Figure 1d). Notably, roots of nhx1nhx2nhx3nhx4 showed altered gravitropism in which
a half of the roots displayed incomplete root bending upon gravistimulation under 1 mM K+ and a
complete loss of gravitropism in the presence of 30 mM K+ (Figure S1). nhx1nhx2nhx3nhx4 roots grown
on 30 mM K+ medium also showed aberrant curling away from the gravity vector and is likely to
be associated with altered cortical microtubule organization as reported previously [7]. Collectively,
the bushy shoot phenotype, the losses of shoot apical dominance and abnormal root gravitropism
in the nhx1nhx2nhx3nhx4 mutant suggest that auxin-associated processes and/or homeostasis could
be affected.

Figure 1. Shoot and root morphological phenotypes of nhx1nhx2nhx3nhx4 knockout mutant. (a), WT
(Col-0) and nhx1/nhx2nhx3nhx4 (nhx1/2/3/4) were grown in soil under 12-h days for 7 weeks. Scale bar,
4 cm. (b), Lateral branches of 4-week-old WT and nhx1nhx2nhx3nhx4. Scale bar, 2 cm. (c), Shoot apical
meristem death of nhx1nhx2nhx3nhx4 mutants when the plants were 4-week-old. Arrow in (c) indicates
dead shoot apex and meristem. Scale bar, 0.5 cm. (d), WT and nhx1nhx2nhx3nhx4 grown on standard
nutrient plates with 8-h daylight for 7 days. Scale bar, 1 cm. (e), Primary root length of WT and the
nhx1nhx2nhx3nhx4 mutant showed in A. Values are mean ± S.D. ***, significant difference (p < 0.001;
t test). n = 50.

2.2. The nhx1nhx2nhx3nhx4 Knockout Mutant Exhibited Altered Responses to Auxin
To evaluate whether the growth phenotypes displayed by the nhx1nhx2nhx3nhx4 mutant
correlated with auxin-associated perturbations, we assessed the root growth responses to
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supplemental natural auxin (IAA), and the synthetic auxins NAA (1-Naphtaleneacetic acid) and
2,4-D (2,4-Dichlorophen-oxyacetic acid). The transport of IAA is conducted by both auxin influx and
efflux systems, however, unlike IAA, 2,4-D transport is favored by auxin influx carriers such as AUX1,
but not the auxin efflux carriers PIN2 [33,34]. NAA transport is favored by auxin efflux carriers but not
by the influx carriers [35–37], as shown by the aux1 mutant’s resistance to exogenous 2,4-D but not
NAA and the pin2 mutant’s hypersensitivity to exogenous NAA but not 2,4-D. Four-day-old WT and
nhx1nhx2nhx3nhx4 mutant seedlings were transferred to plates containing designated concentrations
of IAA, NAA or 2,4-D and grown for 5 days. The root elongation of the primary root was measured
and normalized to that of no auxin control (Figure 2). The root elongation of nhx1nhx2nhx3nhx4 mutant
was less sensitive to IAA or NAA compared with that of the WT, whereas the response to 2,4-D is
similar to WT seedlings. Altered sensitivity of nhx1nhx2nhx3nhx4 mutant to IAA and NAA, but not to
2,4-D, suggests that auxin efflux could be affected.

Figure 2. The nhx1nhx2nhx3nhx4 mutant exhibited less sensitivity to IAA and NAA but not to 2,4-D.
(a–c). Primary root growth of WT and mutant grown on medium supplemented with IAA (a), NAA (b)
and 2,4-D (c). Values are the mean ± S.D. (n = 15). Stars indicate significant differences between wild
type (WT) and nhx1nhx2nhx3nhx4 (nhx1/2/3/4) in the same concentration of auxin. p < 0.05 by t test.

2.3. Decreased PIN2 Abundance on the PM of nhx1nhx2nhx3nhx4 Mutant
To assess defects in auxin transport in the nhx1nhx2nhx3nhx4 mutant, we generated
translational fusion reporter lines expressing labelled auxin efflux carriers, PIN1 and PIN2, in the
nhx1nhx2nhx3nhx4 background. Confocal microscopy indicated only a slight difference in the
PM-localized signal of PIN1 in the stele cells of the mutants compared to WT (Figure 3a,c) under 1 mM
K+ condition. The PM-localized PIN2 signal, however, was severely reduced in nhx1nhx2nhx3nhx4
root cells (Figure 3b,d). Quantitative real-time PCR indicated no difference in the expression of PIN1
and PIN2 transcripts between WT and nhx1nhx2nhx3nhx4 (Figure S2), suggesting that the reduced
PM-localized PIN2 in the mutant was not due to transcriptional regulation. Furthermore, no differences
in the subcellular distribution of PIN1 (basal side of stele cells) between WT and nhx1nhx2nhx3nhx4
were noted (Figure 3h,i,l). However, numerous autofluorescent bodies were seen in nhx1nhx2nhx3nhx4
root cells (Figure 3e,f,g). These bodies were relatively static and absent from WT roots. To further
assess the nature of the PIN2-GFP signal, we used a Leica TCS SP8 confocal microscope equipped with
the LightGate function. LightGate is an adjustable temporal window of emission detection that reduces
autofluorescence signals. When a pulsed laser beam excites a fluorophore, a strong burst occurs that
decays over time, with autofluorescence typically occurring late in the pulse. LightGate can exclude
emission from this period thus reducing autofluorescence signals. This particular feature enabled us
to adjust the desired imaging window during fluorophore decay to optimize signal collection and to
resolve signals emitted from the autofluorescent bodies. Following image optimization, we were able
to resolve apparent autofluorescence from an additional signal associated with PIN2-GFP vesicles in
the mutant but not WT PIN2-GFP (Arrows in Figure 3j,k). In nhx1nhx2nhx3nhx4, PIN2-GFP was also
seen on the apical side of the PM as expected but at relatively lower amounts. Quantification of the
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ratio of PIN2-GFP fluorescence intensity associated with vesicles to that on the PM, was significantly
higher in nhx1nhx2nhx3nhx4 mutant root cells (Figure 3l).

Figure 3. Expression and subcellular localization of PIN1 and PIN2. wild type (WT) and
nhx1nhx2nhx3nhx4 (nhx1/2/3/4) root tips are shown in (a,b) respectively. Localization of PIN1-GFP (a) and
PIN2-GFP (b) in WT; and PIN1-GFP (c) and PIN2-GFP (d) in nhx1nhx2nhx3nhx4. Closeup of PIN2-GFP
in WT (e) and nhx1nhx2nhx3nhx4 (f). (g), autofluorescence signal (green) in nhx1nhx2nhx3nhx4 roots.
Roots were counter stained with propidium iodide (PI) in (a–g). (h,i), the subcellular localization of
PIN1-GFP in WT (h) and nhx1nhx2nhx3nhx4 (i). (j,k), the subcellular localization of PIN2-GFP in WT (j)
and nhx1nhx2nhx3nhx4 (k). Arrows in (k) indicate the intracellular PIN2-GFP vesicles. (l), the ratio of
PIN1-GFP and PIN2-GFP signal intensity in the cytosol to that at the PM (values are mean ± SD; n ≥ 10;
***, p < 0.001 by t test). Scale bar, 20 µm.

In addition, we conducted a λ (wavelength) scan and linear unmixing of signals obtained from
WT PIN2-GFP, nhx1nhx2nhx3nhx4 PIN2-GFP as well as nhx1nhx2nhx3nhx4 to further resolve the nature
of the signal from auto-fluorescent bodies (Figure S3a). Linear unmixing also enabled the separation of
two distinct signals, one that emanated from autofluorescent bodies and another vesicle-like signal
only present in nhx1nhx2nhx3nhx4 expressing PIN2-GFP (Figure S3b). Results from both imaging
approaches suggest the existence of bona fide PIN2 containing vesicles in nhx1nhx2nhx3nhx4 root cells
but not WT. Additionally, the subcellular localization of PIN2 in the nhx1nhx2nhx3nhx4 under 30 mM
K+ condition were observed because the severe loss of gravitropism occurred under this condition.
Surprisingly, no difference in the intracellular PIN2 containing vesicles was found compared to the low
K+ condition (Figure S4). An accumulation of PIN2-containing vesicles in nhx1nhx2nhx3nhx4 could
result in lower levels of PM-localized PIN2, suggesting defects in the distribution of PIN2.
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2.4. Intracellular Trafficking to the Vacuole is Affected in the nhx1nhx2nhx3nhx4 Mutant
Given the presence of abundant PIN2-GFP expressing vesicles in nhx1nhx2nhx3nhx4 and the
known constitutive cycling of PIN2 between the PM and endosomal compartments [38,39], we asked
whether intracellular trafficking in the mutant might be affected. Because the fluorescence signal
of PIN2 is extremely low and not easily discernable without resolving additional autofluorescent
signals present in nhx1nhx2nhx3nhx4 (described above), we used instead the lipophilic dye FM4–64 to
observe endomembrane labeling and trafficking in the mutant. In the root tip cells, FM4–64 initially
labels the PM and then quickly internalizes into endosomal bodies that traffics and label initially the
TGN [40], following other endomembrane compartments including the tonoplast [41]. WT and the
mutant roots were stained with 4 µM FM4–64 for 5 min. In both WT and mutant root tips, FM4–64
labeled endosomes became evident after approximately 20 min (Figure 4a,c). As expected, labeling of
the vacuolar membrane occurred after approximately 80 min in the WT, but in the mutant, only large
FM4–64 endosomal aggregates were noted without any significant labeling of the tonoplast (Figure 4b,d).
Instead, vacuolar staining in the mutant occurred after 150 min (Figure 4e). This observation suggested
that trafficking from the TGN or pre-vacuolar compartment to the vacuole may be delayed in the
nhx1nhx2nhx3nhx4 mutant.

Figure 4. Trafficking to the vacuole is delayed in the nhx1nhx2nhx3nhx4 mutant. (a,b), wild type (WT)
root tip cells after 20 min (a) or 80 min (b) after FM4–64 application. (c–e), nhx1nhx2nhx3nhx4 (nhx1/2/3/4)
root tip cells after 20 min (c), 80 min (d) or 150 min (e) after FM4–64 application. (f,g), formation of BFA
bodies in the root tip cells of the WT (f) or nhx1nhx2nhx3nhx4 mutant (g). Scale bars, 10 µm.

Given the extensive use of Brefeldin A in assessing endomembrane trafficking processes, we used it
to assess whether PIN2 cycling between the PM and endosomal compartments could be affected [39,42]
in nhx1nhx2nhx3nhx4. Roots were pretreated with 25 µM BFA, then stained with FM4–64 and monitored
for the progression of endomembrane labeling. In both WT and nhx1nhx2nhx3nhx4 root tips pre-treated
with BFA, similar-sized BFA bodies were observed after 20 min of FM4–64 application (Figure 4f,g),
which suggests that the early internalization of PIN2 and its trafficking to the TGN (which is particularly
sensitive to BFA) are not likely to be affected in the nhx1nhx2nhx3nhx4 mutant.
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2.5. Auxin Accumulated in the Root Tip Cells of nhx1nhx2nhx3nhx4 Mutant
The decrease in PM-localized PIN2, but not PM-localized PIN1, suggested that the basipetal
movement of auxin, but not its acropetal movement, was perturbed in nhx1nhx2nhx3nhx4 roots.
Thus, auxin transported down to the root tip via PIN1 could be accumulated at the root tip.
To test this hypothesis, we transformed nhx1nhx2nhx3nhx4 mutants with the genetically encoded
auxin sensor, DII-Venus [43]. DII-Venus is a tandem fusion of a fast-maturing form of YFP fused
to the auxin interaction domain, Domain II of Aux/IAA, which is rapidly degraded in response to
increases in auxin levels. Therefore, the DII-Venus signal is negatively correlated to the intracellular
auxin content., i.e., a decrease in DII-Venus signal intensity indicates an increase in cellular auxin
contents. In wild-type plants, the DII-Venus signal was easily detected and abundant (Figure 5a).
In nhx1nhx2nhx3nhx4, however, DII-Venus decreased drastically in the root tip, meristem, and part of
the elongation zone. In cells of the elongation zone, the DII-Venus signal was more similar to WT roots
(arrows in Figure 5a), indicating that auxin was accumulating in mutant root tips. To further confirm
these observations, we measured the free-IAA content in roots using LC-ESI-MS/MS and found that
nhx1nhx2nhx3nhx4 root tips had double the IAA content compared to wild type root tips (Figure 5b).

Figure 5. Root cells of nhx1nhx2nhx3nhx4 accumulate high levels of auxin. (a), DII-Venus expression
in WT (upper) and nhx1nhx2nhx3nhx4 (nhx1/2/3/4). nhx2nhx3nhx4 (nhx1/2/3/4) mutant grown under
control conditions. Cells were labeled with propidium iodide (red) as a counter stain to show cell
organization. Arrows indicate DII-Venus signals recovery in the elongation zone. Scale bar, 50 µm.
(b), Free-IAA content measured from the whole root of WT and nhx1nhx2nhx3nhx4. Values are the
Mean ± SD (n = 3). Star indicates statistical significance (P < 0.05 by t test).

3. Discussion
The nhx1nhx2nhx3nhx4 mutant displayed significant growth and developmental phenotypes
that could be auxin-related, including the loss of shoot apical dominance, aberrant branching and
reduced root growth (Figure 1). We evaluated whether such phenotypes were associated with
perturbations in auxin homeostasis, by examining the growth response of the nhx1nhx2nhx3nhx4
mutant to three auxin isoforms. The nhx1nhx2nhx3nhx4 mutant showed less sensitivity to IAA and
NAA but not to 2,4-D (Figure 2), suggesting that the mutant may be defective in root auxin efflux.
Using GFP reporters and confocal microscopy, we examined the distribution of two important auxin
efflux carriers, PIN1 and PIN2. Imaging in root tip cells indicated that the PIN1 was similar between
the nhx1nhx2nhx3nhx4 mutant and WT, however, PIN2 abundance at the PM was drastically reduced in
nhx1nhx2nhx3nhx4. In the mutant, we noted PIN2 labeled vesicles that were observed in WT root cells
(Figure 3) suggesting that the cellular distribution of PIN2 could be affected in the mutant. We performed
endomembrane labeling experiments using FM-4–64 to monitor intracellular trafficking to the vacuole
and whether this was affected in the nhx1nhx2nhx3nhx4 mutant (Figure 4), and could explain the low
abundance of PIN2 at the PM and its presence in intracellular vesicles in nhx1nhx2nhx3nhx4 roots cells.
A lack of PM-localized PIN2 protein could lead to impaired basipetal auxin transport, further resulting
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in auxin accumulation as evidenced by a low DII-Venus expression and higher free IAA content in
mutant root tips (Figure 5).
Vacuolar NHX-type antiporters function coordinately with other primary and secondary
transporters to maintain intracellular pH and K+ homeostasis [5]. A lack of any vacuolar NHX activity,
as shown in the nhx1nhx2nhx3nhx4 mutant [16], results in acidic vacuoles and little to no vacuolar
K+ uptake [16]. This could cause aberrant accumulation of K+ in the cytosol because of the lack of
K+ exchange with the vacuole to modulate changes in K+ uptake and maintain constant cytosolic K+
concentrations [5,6,15,16]. Not much is known about how K+ homeostasis could affect intracellular
auxin homeostasis but indirect evidence could suggest possible connections. A K+ carrier TRH1
(Tiny Root Hair 1) was shown to be involved in auxin transport in Arabidopsis roots [21]. Also in
Arabidopsis roots, ZIFL1.1, one of two alternate splice isoforms of vacuolar-membrane localized ZIFL1
(Zinc-Induced Facilitator-Like 1) displayed H+ -coupled K+ transport activity and was indirectly
modulating basipetal auxin efflux likely by regulating the abundance of PIN2 at the PM [44,45].
Other intracellular antiporters of the same family, NHX5 and NHX6 which localize to the TGN,
could affect auxin transport by affecting pH of the endoplasmic reticulum [46]. Very recently, Yang et al.
demonstrated in rice that a PM H+ /K+ symporter, OsHAK5, indirectly regulates auxin transport by
affecting pH [47]. Collectively, such findings, together with our results, highlight the importance of
intracellular pH and/or K+ homeostasis in maintaining auxin homeostasis.
The molecular mechanism by which vacuolar NHX activity affects the abundance of PIN2 at the
PM remains unclear. It is known that the abundance of PIN2 at the PM is maintained by endocytic
internalization from the PM and its recycling back to the PM [48–50]. During PIN2 cycling, a population
of PIN2 containing vesicles is targeted to the vacuole for degradation [39]. It is possible, therefore,
that the accumulation of PIN2 vesicles we observed in the nhx1nhx2nhx3nhx4 mutant, could be a
consequence of defective trafficking to the vacuole, vesicle to vacuole fusion or maturation of late
endosomes into vacuoles. It is unlikely that the internalization of PIN2 could be a main cause for
the aberrant distribution of PIN2 from PM to vesicles because we did not observe an overall effect of
endocytosis in the mutant. Notably, compared to PIN2, the subcellular localization and abundance
of PIN1 appear to be less affected in the nhx1nhx2nhx3nhx4 mutant root tips. One reason could
be that PIN1 is under different regulation from PIN2 and may be less affected by intracellular ion
homeostasis [30,51]. It is also possible that homeostasis in stele cells, where PIN1 is mainly expressed,
is less affected by vacuolar NHX activity because the main NHXs involved in vacuolar K+ uptake,
NHX1, NHX2 and NHX4 [16], are less expressed in these cells [52,53].
4. Materials and Methods
4.1. Arabidopsis Seeds, Agrobacteria Strains, Growth Conditions and Treatments
Seedlings of the following lines were used in this study: Arabidopsis thaliana ecotype
Columbia-0 as WT (Col-0); the mutants nhx1–1/nhx2–1/nhx3–1/nhx4–1 (nhx1nhx2nhx3nhx4) and
nhx1–2/nhx2 crispr/nhx3–2/nhx4 crispr in the Col-0 background; the transgenic lines are 35s::DII-Venus
(DII-Venus) used in [43], (Col-0 seeds and constructs obtained from the ABRC stock center;
https://abrc.osu.edu/), pPIN1::PIN1-GFP (PIN1-GFP), pPIN2::PIN2-GFP (PIN2-GFP) used in [39,54]
(Col-0 seeds and constructs kindly provided by Dr. Jiri Friml, IST Austria) in Col-0 and
nhx1–1/nhx2–1/nhx3–1/nhx4–1. Because homozygous quadruple knockouts produce few seeds,
heterozygous NHX1/nhx1–1/nhx2–1/nhx3–1/nhx4–1 were used for transformation. Transformation
of mutant plants was performed by floral dip [55], and the transgenic plants were screened with
20ug/l hygromycin. Multiple independent lines were selected, selfed, and T2 and its progenies were
used for imaging. All results were confirmed with two independent lines.
Seeds were treated, germinated on modified Murashige and Skoog media (Control) [56] as
described previously [6]. Media were supplemented with either KCl or NaCl as indicated in
specific experiments. Indole-3-acetic acid (IAA, Sigma), 1-Naphthaleneacetic acid (NAA, Sigma)
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and 2,4-Dichlorophen-oxyacetic acid (2,4-D, Sigma) were applied in designated concentrations as a
supplementation to the solid growth media. 4 µM of FM4–64 or 25µM BFA was applied to 5-day-old
seedlings in liquid growth media supplemented with. Procedures were the same as Bassil et al. [8].
At least five biological replicates were performed for each experiment.
4.2. Assays for Root Elongation and Root Gravitropism
To assess the effect of auxin on root growth, WT and nhx1nhx2nhx3nhx4 seedlings were grown
on control plates for 5 d and then transferred to a control medium supplemented with different
concentrations of IAA, NAA or 2,4-D. Root length was measured 6 or 7 d after transfer. The percentage
of root elongation is measured as described in Yamada et al. [57]. To determine the gravitropic
response of the roots, seedlings were grown on corresponding media for six days. Then plates were
rotated 90◦ clockwise. After an additional of 5 d, plates were scanned with an Epson Perfection V370
Photo scanner. Image quantification was performed using ImageJ (https://imagej.nih.gov/ij/).
4.3. Fluorescence Microscopy
Confocal laser scanning microscopy was performed on a Carl Zeiss confocal microscope LSM
710 (Zeiss Axio Observer Z.1) unless indicated otherwise. DII-Venus was excited at 458 nm,
PIN1-GFP and PIN2-GFP at 488nm and FM4–64 at 514 nm. Imaging of PIN1-GFP and PIN2-GFP
was also performed on a Leica confocal microscope (Leica TCS SP8 STED 3X) using the LightGate
function to reduce autofluorescence of intracellular bodies visible in the GFP emission wavelengths
in the nhx1nhx2nhx3nhx4 knockout. LightGate is an adjustable time window that can turn off
emission collection during pulsed white light excitation and which reduces background fluorescence.
Linear unmixing was performed using the Zen software of the LSM710 Zeiss confocal microscope.
Image quantification was performed using ImageJ (https://imagej.nih.gov/ij/).
4.4. IAA Content Measurement
Extraction, purification and measurement of IAA were performed as described in Lu et al. [58]
with minor modifications. Briefly, freeze-dried materials were homogenized by TissueLyser (Qiagen),
then extracted with methanol containing 1% acetic acid. D2-IAA (Olchemim) was added to the samples
prior to methanol extraction. Solid-phase extraction was performed with Oasis HLB cartridge columns.
Samples were subjected to liquid chromatography equipped with electrospray ionization tandem mass
spectrometry (LC-ESI-MS/MS, Agilent 6410 TripleQuad LC/MS system, Agilent). LC conditions and
MS settings are described in Lu et al. [58].
4.5. RNA Extraction and qPCR
Transcription of PIN1 and PIN2 was examined for WT and nhx1nhx2nhx3nhx4 genotypes by qPCR.
RNA from the roots, 50 seedlings per sample, was extracted using the Qiagen RNase kit. cDNA was
reverse-transcribed with the Qiagen Quanti-tect kit. The Arabidopsis TIP41-like gene (GenBank accession
No. At4g34270.1) served as the reference gene. qPCR was amplified using the specific primers 50 GCCAGCTCTTATAGCAAAGTC-30 (forward) and 50 - GGTCCAACGACAAATCTCATAG-30 (reverse)
for PIN1 and 50 - CTGGTCTTGGAATG-GCTA-30 (forward) and 50 - AGGAGATCACCTCGAATA-30
(reverse) for PIN2. qPCR amplification was performed as described by [6] using the 2−∆∆CT
method [59]. The experiment was performed using three biological replicates, with two technical
repeats for each. Means ± standard deviations (SD) were calculated for all biological replicates. Means
of replicates were subjected to statistical analysis by a Student’s t-test (P ≤ 0.05) using Prism 6.
5. Conclusions
This study provides evidence to link pH and/or K+ homeostasis to auxin homeostasis. Using a
quadruple nhx1nhx2nhx3nhx4 mutant which lacks vacuolar NHX-type antiport activity that is severely
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affected in vacuolar pH and K+ uptake, we examined auxin related phenotypes and growth responses.
Our data suggest that auxin efflux is disrupted. Imaging of the abundance and localization of the auxin
efflux carriers PIN1 and PIN2 in the mutant, showed that PM-localized PIN2 abundance, but not PIN1,
was drastically reduced and was concomitant with an increase in PIN2 labelled intracellular vesicles.
The nhx1nhx2nhx3nhx4 mutant also showed delayed intracellular trafficking to the vacuole and auxin
accumulation in the root tip. Collectively, these results indicate that the vacuolar NHXs are required
for proper cellular and tissue auxin homeostasis, likely by affecting the intracellular trafficking and
abundance of PIN2 on the plasma membrane.
Supplementary Materials: The following are available online at http://www.mdpi.com/2223-7747/9/10/1311/s1,
Figure S1: Root response to gravistimulation of nhx1nhx2nhx3nhx4 mutant, Figure S2: The expression level of
PIN1 and PIN2 genes in WT and nhx1nhx2nhx3nhx4 mutant roots, Figure S3: Alternate method (linear unmixing)
used to eliminate the plastid-like bodies in PIN2-GFP/nhx1nhx2nhx3nhx4, Figure S4: Subcellular localization of
PIN2 in nhx1nhx2nhx3nhx4 under 1mM K+ and 30mM K+ .
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