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Activation of mitogen-activated protein kinases (MAPKs) is one of the earliest responses after plants sense an invading
pathogen. Here, we show that MPK3 and MPK6, two Arabidopsis thaliana pathogen-responsive MAPKs, and their upstream
MAPK kinases, MKK4 and MKK5, are essential to both stomatal and apoplastic immunity. Loss of function of MPK3 and
MPK6, or their upstream MKK4 and MKK5, abolishes pathogen/microbe-associated molecular pattern- and pathogen-
induced stomatal closure. Gain-of-function activation of MPK3/MPK6 induces stomatal closure independently of abscisic
acid (ABA) biosynthesis and signaling. In contrast, exogenously applied organic acids such as malate or citrate are able to
reverse the stomatal closure induced by MPK3/MPK6 activation. Gene expression analysis and in situ enzyme activity
staining revealed that malate metabolism increases in guard cells after activation of MPK3/MPK6 or inoculation of pathogen.
In addition, pathogen-induced malate metabolism requires functional MKK4/MKK5 and MPK3/MPK6. We propose that the
pathogen-responsive MPK3/MPK6 cascade and ABA are two essential signaling pathways that control, respectively, the
organic acid metabolism and ion channels, two main branches of osmotic regulation in guard cells that function
interdependently to control stomatal opening/closure.

INTRODUCTION

For successful pathogenesis, the pathogen must gain entry into
the interiorof theplant toacquirenutrients.Somepathogenic fungi
secrete digestive enzymes or use mechanical force to overcome
the impermeable cuticle layer that coversmost parts of the plants,
yet most other pathogens can only gain entry through wounds or
natural openings such as hydathodes or stomatal pores (Grimmer
et al., 2012). As a countermeasure, plants can rapidly close their
stomata upon perception of pathogens to restrict pathogen entry,
a response known as stomatal immunity (Melotto et al., 2006).
Once pathogens overcome the surface barrier and enter the in-
terior spaceof leaves, theperceptionofpathogen invasionbyhost
cells induces rapidstrengtheningof their cellwallsandsecretionof
a set of antimicrobial molecules and/or compounds to the apo-
plastic region to suppress pathogen growth, a process known as
apoplastic immunity (Monaghan and Zipfel, 2012; Doehlemann

andHemetsberger, 2013).Plantshavesurfacepattern recognition
receptors to perceive pathogen/microbe-associated molecular
patterns (PAMPs), which initiates an array of defense signaling
events including activation of mitogen-activated protein kinases
(MAPKs), Ca2+ influx, reactive oxygen species (ROS) burst, NO
production, and activation/inhibition of ion channels (Ausubel,
2005; Chisholm et al., 2006; Jones and Dangl, 2006; Boller and
Felix, 2009; Böhm et al., 2014). These signaling events function
independently or interdependently to form an intricate signaling
network to ensure robust stomatal and apoplastic immunity
(Melotto et al., 2008; McLachlan et al., 2014; Arnaud and Hwang,
2015).
Abscisic acid (ABA) plays an important role in controlling plant

water balance by regulating stomatal opening and closure
(Hetherington and Woodward, 2003; Kim et al., 2010; Ruszala
et al., 2011; Chater et al., 2014). It is also essential to stomatal
defense during plant immunity (Melotto et al., 2006; Zeng and He,
2010; Du et al., 2014; Lim et al., 2014). A recent study concluded
that ABA and PAMP (flg22) signals converged at slow anion
channel-associated 1 (SLAC1) and ABA signaling plays only
a minor role in stomatal defense (Montillet et al., 2013). By using
a noninvasive nanoinfusion technique, another study demon-
strated that ABA- and flg22-induced stomatal closure converge at
the level of OST1 and then activate downstream SLAC1 and
SLAH3 ion channels (Guzel Deger et al., 2015). ROS bursts play
important roles in ABA- and PAMP-induced stomatal closure.
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However, the mechanism of the PAMP-induced ROS burst is
distinct from the ABA-induced ROS burst. Upon perception of
PAMPs, the plasma-associated kinase BIK1 directly phosphor-
ylates and activates the NADPH oxidase RbohD to induce ROS
production (Kadota et al., 2014; Li et al., 2014). In contrast, ABA-
induced ROS production is dependent on the kinase OST1
(Mustilli et al., 2002), which physically interacts with and phos-
phorylates RbohD/RbohF (Sirichandra et al., 2009; Acharya et al.,
2013). MPK9 and MPK12, two guard cell-specific MAPKs that
function downstream of ROS in ABA-mediated stomatal move-
ment (Jammeset al., 2009), were also essential to plant resistance
against spray-inoculated Pseudomonas syringae pv tomato
DC3000 (Pst) (Jammes et al., 2011). Interestingly, activation of
EDS1/PAD4-dependent plant immune responses inhibits ABA-
induced stomatal closure at the level of Ca2+ signaling (Kim et al.,
2011), suggesting an intricate crosstalk between ABA signaling
and plant immune networks. Besides ABA, salicylic acid (SA)
biosynthesis and signaling are also required for pathogen/PAMP-
inducedstomatal closure (Melotto et al., 2006;ZengandHe,2010;
Zheng et al., 2012, 2015).

Plant pathogens also have several sophisticated strategies
to interfere with plant stomatal immunity. Coronatine (COR),
a phytotoxin produced by some strains of P. syringae (Cuppels
and Ainsworth, 1995; Brooks et al., 2004), promotes stomatal
reopening and inhibits ABA-induced stomatal closure (Melotto
et al., 2006). CORhijacks the plant jasmonic acid receptor COI1 to
activate several closely related NAC transcription factors, which
subsequently prevents the accumulation of SA by inhibiting SA
biosynthesis and promoting SA metabolism (Zheng et al., 2012;
Du et al., 2014). In addition to COR, pathogen-secreted cytokinin
(e.g., kinetin), fusicoccin, type III effectors, and oxalate also
function differentially in counteracting plant stomatal immunity
(Grimmeretal., 2012).Cytokininexerts its inhibitoryeffectonABA-
induced stomatal closure through enhancing ethylene production
(Tanaka et al., 2006), while fusicoccin directly stimulates plasma
membrane-localizedH+-ATPases (Johanssonetal., 1993).HopF2
and HopM1, two type III effectors secreted by Pst, were shown to
inhibit stomatal immunity through inhibiting the PAMP-induced
ROS burst (Hurley et al., 2014; Lozano-Durán et al., 2014).

Most interestingly, oxalate, an intermediate of the tricarboxylic
acid (TCA) cycle, was shown to function as a virulence factor to
counteract stomatal immunity by promoting accumulation of
osmotically active molecules and inhibiting ABA-induced sto-
matal closure (Guimarães and Stotz, 2004). The finding of oxalate
as a virulence factor indicates plant pathogens may counteract
stomatal immunity by targeting guard cell organic acid metabo-
lism to enhance pathogenicity. Malate, together with Cl2 and
NO3

2, are the major anions to balance the positively charged K+

during stomatal opening (Kim et al., 2010; Araújo et al., 2011a). As
a result, coordinated downregulation of guard cell organic and
inorganic anions through metabolic conversion and transporter-
mediated efflux could be an effective strategy to close stomata in
response to various stimuli.

For a long time, the role of organic soluteswas considered to be
secondary in both stomatal closure and opening (Blatt, 2016).
However, this viewpoint was challenged by three recent reports.
One study found that guard cell triacylglycerol breakdown was
essential to light-induced stomatal opening (McLachlan et al.,

2016). It was proposed that triacylglycerol breakdown provided
energy for plasma membrane localized H+-ATPase. By using
quantitative analysis of starch turnover and molecular genetic
analyses, rapid starch degradation in guard cells was shown to
playan important role in stomatal openingandplantfitness (Horrer
et al., 2016). At the same time, the role of guard cell starch bio-
synthesis in stomatal closure was also reported (Azoulay-Shemer
et al., 2016). Collectively, these recent studies highlight the es-
sential role of metabolism in stomatal movement. These new
findings also raise the question of how thesemetabolic processes
are regulated during stomatal movement in response to various
stimuli.
Arabidopsis thaliana MPK3, MPK4, and MPK6 are rapidly ac-

tivated upon plant perception of PAMPs. They play critical roles in
multiple plant defense responses (Meng and Zhang, 2013). It was
shown that elevated MPK4 activity compromises Arabidopsis
resistance to spray-inoculated Pst, but not Pst- or flg22-induced
stomatal closure (Berriri et al., 2012). The role of MPK3 andMPK6
in regulating defense-related secondary metabolite biosynthesis
has been intensively studied (Ren et al., 2008;Mao et al., 2011; Xu
et al., 2016). Here, we show that MPK3 andMPK6, as well as their
upstream kinases, MKK4 andMKK5, are essential to Arabidopsis
immunity. They are involved in stomatal immunity by regulating
guard cell primary organic acid metabolism. Loss of function of
both MPK3 and MPK6 resulted in compromised stomatal im-
munity and high susceptibility phenotype of the doublemutant. In
contrast, Pst- and flg22-induced stomatal closure was not af-
fected in mpk3 or mpk6 single mutant, which is consistent with
their normal resistance against Pst. MPK3/MPK6 activation-
induced stomatal closure is independent of ABAbiosynthesis and
signaling. It is also insensitive to COR, a phytotoxin capable of
inhibiting ABA-induced stomatal closure. Our data suggest that
MPK3 and MPK6 regulate stomatal immunity by controlling the
metabolism of organic acids such as malate and citrate, well-
knownosmolytes in stomatal openingandclosure.On thebasis of
these findings, we propose an interdependent model for MAPK
and ABA signaling pathways in stomatal immunity.

RESULTS

Arabidopsis MPK3 and MPK6 Have Redundant Functions in
Plant Immunity

MPK3 andMPK6, aswell as their orthologs in other plant species,
were believed to play positive roles in plant immunity based on
their rapid activation by PAMPs and pathogen inoculation (Zhang
and Klessig, 2001). They positively regulate various defense re-
sponses, including phytoalexin induction and defense gene ac-
tivation (Ren et al., 2008;Mao et al., 2011;Meng andZhang, 2013;
Xu et al., 2016). However, clear genetic evidence to demonstrate
a positive role of MPK3 and MPK6 in disease resistance is still
lacking. Plants with MPK6, but not MPK3, suppressed by RNAi
were reported to be more susceptible to Pst, with about a 1-log
increase in pathogen growth (Menke et al., 2004). Pathogen re-
sistance assays usingmpk3 ormpk6 singlemutants revealed that
mpk3, but notmpk6, plants weremore susceptible, with less than
1-log increase in Pst proliferation (Beckers et al., 2009). Our
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repeated trials revealed no clear susceptible phenotype in mpk3
single mutants and only a slightly higher bacterial growth in two
independentmpk6mutant alleles (0.01< P < 0.05) when spray- or
infiltration-inoculated with Pst (Supplemental Figures 1A and 1C).
Also, flg22-induced stomatal closure was normal inmpk3 or two
independent mpk6 alleles (Supplemental Figure 1B). These
contradictory results are likely a result of functional redundancy
betweenMPK3andMPK6, and the disease resistance phenotype
of thempk3 ormpk6 singlemutant/RNAi line is subtle and subject
to influence of experimental conditions.

MPK3 and MPK6 play redundant function in many de-
velopmental processes (Meng and Zhang, 2013; Xu and Zhang,
2015), including their essential function in embryogenesis. Pre-
viously, we generated a partially rescued mpk3 mpk6 double
mutant using a steroid-inducible promoter-driven MPK6 (Wang
et al., 2007). However, the rescued mpk3 mpk6 double mutant
seedlings lacknormalpavementcells andcannot survive insoil; as
a result, we could not examine the stomatal behavior and path-
ogen resistance of such mutant. Recently, using a chemical ge-
netic approach, we generated another conditional mpk3 mpk6
double mutant, named MPK6SR (genotype: mpk3 mpk6 PMPK6:
MPK6YG), in which mpk3 mpk6 double mutant was rescued with
MPK6YG, a NA-PP1-sensitized version of MPK6. Replacement of
Tyr-144 with Gly enlarges the ATP binding pockets of MPK6 and
makes MPK6YG sensitive to NA-PP1, a PP1 analog with a bulkier
side chain (Xu et al., 2014). We also generated a similar system
using a modified MPK3, MPK3TG, and the rescued plants
were named MPK3SR (genotype: mpk3 mpk6 PMPK3:MPK3TG).
NA-PP1-treatedMPK3SR (line #64) andMPK6SR (line #58) plants
were more susceptible to spray-inoculated Pst (Figures 1A and
1B), with close to 3-log increase in pathogen growth. In the ab-
sence of NA-PP1 inhibitor, both MPK3SR and MPK6SR plants
behaved like wild-type (Col-0) control. In addition, Col-0 plants
treated with NA-PP1 did not show increased susceptibility to Pst,
demonstrating the specificity of NA-PP1 inhibitor to the chemical-
sensitized MPK3 and MPK6. Similar results were observed
in independent MPK3SR and MPK6SR lines (Supplemental
Figure 2A).

We also tested Pst inoculation by syringe infiltration. As shown
in Figures 1C and 1D, NA-PP1-treated MPK3SR (line #64) and
MPK6SR (line #58) plants were more susceptible. Independent
MPK3SR and MPK6SR lines also exhibited enhanced suscepti-
bility (Supplemental Figure 3). In comparison to ;3 logs of more
pathogen growth when Pst was spray-inoculated, infiltration in-
oculation only resulted in ;1 log of more Pst growth. This result
suggests that MPK3 andMPK6 are involved in both stomatal and
apoplastic immunity.

Arabidopsis MPK3 and MPK6 Play a Major Role in
Stomatal Immunity

Consistent with our speculation based on two different pathogen
inoculation methods, we observed that the clustered stomata are
always wide open in the rescued mpk3 mpk6 double mutants
(Wang et al., 2007; Xu et al., 2014). These observations prompted
us to examine the stomatal behavior in MPK3SR and MPK6SR
plants after NA-PP1 treatment. The beauty of the chemical ge-
netically rescued MPK3SR and MPK6SR plants is that we can

allow the plants to grow and develop normally in the absence of
inhibitor and then treat theplantswithNA-PP1 tospecificallyblock
the kinase activity of themodifiedMPK3 orMPK6, which gives us
activitynullmutantofMPK3andMPK6 for functional analyses.We
found that stomatal closure in response to flg22 and Pst was
impaired in both epidermal peels and intact leaves of MPK3SR
and MPK6SR plants treated with NA-PP1 (Figures 1E and 1F;
Supplemental Figure 4), indicating that reduced stomatal immu-
nity contributes to the enhanced susceptibility of NA-PP1-treated
MPK3SR and MPK6SR plants, i.e., MPK3 and MPK6 play es-
sential function in plant stomatal immunity.
The best way to assess the levels of stomatal immunity is to

quantify the number of pathogens that enter into the apoplastic
spaces of leaves per stomata in a specific period of time. To
achieve this, we developed a pathogen entry assay by utilizing the
luxCDABE-tagged Pst strain (Pst-lux) (Fan et al., 2008) together
with Photek photon-counting camera system, which can distin-
guish more than two orders of magnitude of Pst-lux bacteria
(Supplemental Figure5A). To remove thesurface-attachedPst-lux
cells,wewashed the leaves in0.02%SilwetL-77withagitation.To
assess the effectiveness, we pressed the washed leaves against
P. syringae agar plates (Difco) and then cultured the plates for 24 h
to generate “leaf prints.”As shown in Supplemental Figure 5B, no
Pst-luxwasdetectedafter 0.02%SilwetL-77wash, indicating that
the surface Pst-lux cells were removed efficiently, and the Pst-lux
wedetected inourpathogenentryassay resided inside leaves.We
observed that more than 10-fold more Pst-lux bacteria entered
into leaf interior of NA-PP1-treatedMPK3SR andMPK6SR plants
(Figures 2A and 2B). After being normalized to stomatal density
(Figure 2C), the number of Pst-lux entered into the leaves of
NA-PP1-treated MPK3SR and MPK6SR plants was >10 times
more than those of the control plants (Figure 2D). Compromised
stomatal immunity was also observed in independent MPK6SR
and MPK3SR lines (Supplemental Figures 2B to 2E). Based on
these data, we conclude that MPK3 and MPK6 have redundant
functions in Arabidopsis stomatal immunity.

MKK4 and MKK5 Play Redundant Roles in Both Stomatal
and Apoplastic Immunity

Our previous study demonstrated that MKK4 and MKK5 are the
MAPKKs upstream of MPK3/MPK6 in regulating stomatal de-
velopment and patterning (Wang et al., 2007). To determine
whether these two MAPKKs are also required for stomatal im-
munity, we generated mkk4 mkk5 double mutants using the re-
cently reported mkk4 and mkk5 single TILLING mutants (Zhao
et al., 2014) after the er-105 mutant allele was crossed away.
Similar to the NA-PP1-treatedMPK3SR andMPK6SR plants, the
mkk4 mkk5 double mutant plants were also highly susceptible to
spray-inoculated Pst (Figures 3A and 3B). Themkk4mkk5 double
mutant also exhibited impaired stomatal closure in response to
flg22andPst (Figures3Cand3D) andahigher level ofPst-luxentry
(Figures 3E and 3F). We observed that the stomatal density of
mkk4 mkk5 double mutant was;2.5 times higher than that of the
wild type (Figure 3G) as a result of clustered stomata (Supplemental
Figures 6A and 6B), which is consistent with our previous report
(Wang et al., 2007). However, the clustered stomatal phenotype
of this mkk4 mkk5 double mutant is not as severe as the double
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MKK4/MKK5RNAi linesdue to thepartial knockdownnatureofmkk4
in thisdoublemutant (Zhaoetal., 2014). After beingnormalized to the
stomatal density, the calculated pathogen entry rate of mkk4 mkk5
double mutant was still significantly higher than that of the wild type
(Figure 3H).

Based on gain-of-function evidence, it was concluded that
MKK4/MKK5 function as redundantMAPKKs upstreamofMPK3/
MPK6 in plant immunity (Asai et al., 2002; Ren et al., 2002, 2008;
Tsudaetal., 2013;Guanetal., 2015).With theavailablemkk4mkk5
double mutant, we were able to gain loss-of-function evidence to
support the idea thatMKK4/MKK5 are indeed upstreamofMPK3/
MPK6 in plant immune response. As shown in Figure 3I, flg22-
induced MPK3/MPK6 activation was impaired in mkk4 mkk5
double mutant (Figure 3I). There was a compensatory increase in

MPK4 activation, similar to the mpk3 mpk6 double mutant in-
oculated with Botrytis cinerea (Ren et al., 2008). Based on these
results, we conclude that MKK4/MKK5, similar to their down-
stream kinases MPK3/MPK6, are essential to stomatal immunity.
Furthermore, mkk4 mkk5 double mutants were also more sus-
ceptible to infiltration-inoculated Pst (Figures 3J and 3K). In
contrast, no change in pathogen growth was observed in mkk4
andmkk5 singlemutantswhenPstwaseither spray- or infiltration-
inoculated (Supplemental Figures 7A and 7B). Furthermore,
stomatal closure in response to flg22 treatment and pathogen
entry remained the same in mkk4 and mkk5 single mutants
(Supplemental Figures 7Cand 7D), demonstrating thatMKK4 and
MKK5 function redundantly in stomatal immunity. It was pre-
viously reported thatMKK4- orMKK5-overexpressing lines have

Figure 1. Arabidopsis MPK3 and MPK6 Play an Essential Role in Stomatal Immunity.

(A) and (B) Loss of function ofMPK3 andMPK6 compromises plant resistance against Pst. Col-0,MPK6SR (line #58), andMPK3SR (line #64) plants were
pretreated with DMSO (solvent control) or NA-PP1 (10 mM) for 3 h and then spray-inoculated with Pst (OD600 = 0.5). A second spray treatment of DMSO or
NA-PP1wasperformed1.5dpost inoculation (dpi). Photoswere takenat 3dpi (A), andbacterial growthwasmeasuredat 2.5 dpi (B). Valuesaremeans6 SD,
**P # 0.01, n = 3. cfu, colony-forming units.
(C) and (D) Loss of function of MPK3 and MPK6 compromises apoplastic immunity. Col-0, MPK3SR, and MPK6SR plants were first spray with 10 mM
NA-PP1 and then infiltration-inoculated with Pst (OD600 = 0.0005). Photos were taken at 3 dpi (C), and bacterial growth was measured at 0 and 3 dpi (D).
Values are means 6 SD, **P # 0.01, n = 3.
(E)and (F)Pathogen/PAMP-triggeredstomatal closure is dependent onMPK3/MPK6.Epidermal peels ofCol-0,MPK6SR (line #58), andMPK3SR (line#64)
plantswere floatedon stomatal openingbuffer containingDMSOorNA-PP1 (2mM)under light for 2.5 h and then exposed to flg22 for 3 h (E)orPst (OD=0.1)
for 1 h (F) before stomatal aperture measurements. Values are means 6 SD, **P # 0.01, n $ 30.

MPK3 and MPK6 Regulate Stomatal Immunity 529

http://www.plantcell.org/cgi/content/full/tpc.16.00577/DC1
http://www.plantcell.org/cgi/content/full/tpc.16.00577/DC1


enhanced resistance against powdery mildew Golovinomyces
cichoracearum (Zhao et al., 2014). However, no change in apo-
plastic or stomatal immunity against Pst was observed in these
MKK4- or MKK5-overexpressing lines (Supplemental Figures 7A
to 7D), possibly due to differential defense mechanisms against
Pst and powdery mildew in Arabidopsis. Taking these results
together, we can conclude that the MKK4/MKK5-MPK3/MPK6
module plays essential roles in both stomatal and apoplastic
immunity against Pst. In this study, we mainly focus on the role of
this signaling module in stomatal immunity.

MPK3/MPK6 Activation-Induced Stomatal Closure Is
Independent of ABA Biosynthesis and Signaling

Using conditional gain-of-function GVG-Nt-MEK2DD transgenic
Arabidopsis (abbreviated as DD) (Ren et al., 2002), we found that
activation of MPK3/MPK6 in DD plants after dexamethasone
(DEX) treatment was sufficient to induce stomatal closure (Figure
4A), which supports our conclusion based on loss-of-function
analyses. DEX itself had no effect on stomatal behavior in Col-0
plants (Figure 4A), demonstrating that DEX-induced stomatal
closure in DD plants was a result of MPK3/MPK6 activation. To
test whether the gain-of-function MPK3/MPK6 activation-
induced stomatal closure is dependent on ABA, we crossed DD
with mutants of ABA biosynthesis (aba2-1) (González-Guzmán
et al., 2002) and signaling (abi1-11 and ost1-3) (Hua et al., 2012;
Acharya et al., 2013) as well as downstream components in
stomatal closure (slac1-3 and rbohD) (Torres et al., 2002; Negi
et al., 2008; Vahisalu et al., 2008). F3 double homozygous lines
wereused for stomatal closure assay.We found thatMPK3/MPK6
activation-induced stomatal closurewas normal in the absence of
ABAbiosynthesis or signaling (Figures 4Band4C), demonstrating
that MPK3/MPK6 activation induces stomatal closure through

a pathway independent of ABA biosynthesis and signaling.
Moreover, MPK3/MPK6 activation-induced stomatal closure is
independent of SLAC1. In addition, ABA treatment could induce
stomatal closure in MPK3SR and MPK6SR plants with and
without NA-PP1 pretreatment and in the mkk4 mkk5 double
mutant (Supplemental Figures 8A to 8C), suggesting again that
ABA and MPK3/MPK6 are independent of each other in inducing
stomatal closure. Interestingly, MPK3/MPK6 activation induces
stomatal closure is more pronounced in aba2-1 and abi1-11
background (Figure 4B). In addition, stomatal closure induced
by ABA treatment is more pronounced in NA-PP1-treated
MPK3SR and MPK6SR plants and mkk4 mkk5 double mutant
(Supplemental Figures 8B and 8C). It is possible that both MAPK
andABA signaling pathways are essential for stomatal regulation.
In the absence of one pathway, there is a compensatory en-
hancement in the sensitivity of the other pathway. Alternatively,
these two pathways may negatively regulate each other’s activity
to fine-tune stomatal aperture in response to changing environ-
mental conditions. Future studies are needed to determine the
possible link between these two pathways.

MPK3/MPK6 Activation-Induced Stomatal Closure Is
Related to Malate/Citrate Metabolism

To explore whether MPK3/MPK6 activation-induced stomatal
closure is related to metabolic conversion of osmotically active
molecules, such as sucrose, malate, and citrate, we examined
starch accumulation andmalate/citrate metabolism in guard cells
afterMPK3/MPK6 activation. As shown in Supplemental Figure 9,
starch accumulation in guard cells was comparable in ethanol
(solvent control) and DEX-treatedDD plants. Interestingly, MPK3/
MPK6 activation-induced stomatal closurewas strongly impaired
in the presence of malate or citrate (Figure 4D). Next, we checked

Figure 2. Pathogen Entry Assay Revealed a Compromised Stomatal Immunity in the mpk3 mpk6 Double Mutant.

(A) and (B) Detached leaves of Col-0, MPK6SR (line #58), and MPK3SR (line #64) plants were floated on stomatal opening buffer containing DMSO or
NA-PP1 (2mM) under light for 2.5 h and then exposed to Pst-lux (OD = 0.5) for 1 h. Leaves were washed with 0.02%Silwet L-77 with stirring. Pst entry was
measured by photon counting imaging (A) or direct counting of the bacterial population (B). Values are means 6 SD, *P # 0.05 and **P # 0.01, n = 3.
(C)Stomatal densitywas determinedusing leaves of the sameposition fromCol-0,MPK6SR (line #58), andMPK3SR (line #64) plants. Values aremeans6 SD,
n = 6.
(D)Pstentry rateswere calculated asPstnumber permm2dividedby stomatal density (number of stomata permm2) in 1 h. Values aremeans6 SD, *P#0.05
and **P # 0.01, n = 3.
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theexpressionof several genesencodingenzymes inorganic acid
metabolism. As shown in Figure 4E, MPK3/MPK6 activation in-
creased the expression of genes encoding NAD-isocitrate
dehydrogenase 1 (NAD-IDH1), NAD-IDH2, NAD-IDH5, NADP-
malate enzyme 2 (NADP-ME2), and NADP-ME3, while the
expression of genes encoding NADP-ME4, NAD-malate enzyme
2 (NAD-ME1), and NAD-ME2 was not affected. Associated with
the activation of genes encoding enzymes involved in malate
metabolism,wedetected adecrease in cellularmalate contents in
whole leaves (Supplemental Figure 10A).

The above experiments were done usingwhole leaves because
wounding associated with guard cell protoplast isolation will

activate MPK3/MPK6, which will complicate the results. In silico
analysis revealed that genes encoding enzymes in malate metab-
olismand theTCAcycleareexpressedatcomparable levels inguard
cells and whole leaves (Supplemental Table 1). To gain more direct
evidence, we examined the enzyme activities in guard cells using
insituenzymeactivitystaining (BaudandGraham,2006).Theactivity
ofNAD-ME,NADP-ME,NAD-IDH,andNADP-IDHall increasedupon
MPK3/MPK6 activation, among them the increase in NADP-MEand
NAD-IDH activities were much higher compared with the others
(Figure 4F; Supplemental Figure 11). These results suggest that
MPK3/MPK6 activation-induced stomatal closure might involve
metabolic conversion of osmotically active organic acids.

Figure 3. MKK4 and MKK5 Play a Redundant Role in Stomatal Immunity.

(A) and (B) Loss of function of MKK4 and MKK5 compromises plant resistance against Pst. Col-0 and mkk4 mkk5 double mutant plants were spray-
inoculated with Pst (OD = 0.5). Photos were taken at 3 dpi (A) and bacterial growth was measured at 2.5 dpi (B). Values are means6 SD, **P# 0.01, n = 3.
(C) and (D) Pathogen/PAMP-induced stomatal closure is dependent on MKK4/MKK5. Leaves of Col-0 and mkk4 mkk5 plants were floated on stomatal
opening buffer under light for 2.5 h and then exposed to flg22 for 3 h (C) or Pst (OD = 0.1) for 2 h (D) before stomatal aperture was measured. Values are
means 6 SD, **P # 0.01, n $ 30.
(E) and (F) Pathogen entry assay revealed a compromised stomatal immunity in themkk4mkk5 double mutant. Detached leaves of Col-0 andmkk4mkk5
plantswere floated on stomatal opening buffer under light for 2.5 h and then exposed toPst-lux (OD=0.5) for 1 h. Leaveswerewashed in 0.02%Silwet L-77
with stirring. Pst entry was measured by photon counting (E) or direct counting of the bacterial population (F). Values are means 6 SD, **P # 0.01, n = 3.
(G) Increased stomatal density of mkk4 mkk5 double mutant. Values are means 6 SD, **P # 0.01, n = 6.
(H)Pstentry ratewascalculatedbydividingPstnumberpermm2bystomatal density. Valuesaremeans6 SD, **P#0.01,n=3.Note: Formeasuringstomatal
aperture in mkk4 mkk5, only separated stomata were selected for analysis.
(I) Loss of function of MKK4 and MKK5 compromises flg22-induced MPK3/MPK6 activation. Twelve-day-old Col-0 and mkk4 mkk5 seedlings grown in
liquid0.53MurashigeandSkoogmediumwere treatedwith50nMflg22 for the indicated time.MAPKactivationwasdetectedby immunoblot analysis using
anti-pTEpY antibody. Equal loading was confirmed by Coomassie blue (CBB) staining.
(J)and (K)Lossof functionofMKK4andMKK5compromisesapoplastic immunity.Col-0andmkk4mkk5plantswere infiltration-inoculatedwithPst (OD600=
0.0005). Photos were taken at 3 dpi (J), and bacterial growth was measured at 0 and 3 dpi (K). Values are means 6 SD, **P # 0.01, n = 3.
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Pathogen/PAMP-Induced NADP-ME and NAD-IDH Activities
Are Dependent on MKK4/MKK5-MPK3/MPK6

Gain-of-function evidence revealed that MPK3/MPK6 activation
could enhance the activities of enzymes involved in malate me-
tabolism in guard cells.Wenext testedwhether pathogen/PAMPs
could also increase the gene expression and activity of these
enzymes.Asshown inSupplemental Figures12Aand12B,NADP-
ME2 expression was induced after flg22 treatment or Pst in-
oculation. For the enzyme activity staining, we mainly focused on
NADP-ME and NAD-IDH because their high induction by MPK3/
MPK6 activation. As shown in Figure 5, enzymatic activities of
NADP-ME and NAD-IDH were highly induced by flg22 or Pst in

wild-type plants, which is again associated with a decrease in
cellular malate contents in whole leaves (Supplemental Figures
10B and 10C).
To gain loss-of-function evidence to support the role of MKK4/

MKK5-MPK3/MPK6 module in regulating malate metabolism,
we analyzed the NADP-ME and NAD-IDH activities in mkk4
mkk5 and the conditional mpk3 mpk6 double mutants. To our
surprise, the basal activities of NADP-ME and NAD-IDH were
substantially higher in untreated mkk4 mkk5 double mutant
(Figure 5). After treatment with flg22 or Pst, the activity
of NADP-ME and NAD-IDH did not increase; instead, we ob-
served a slight decrease in their activities (Figure 5). Further-
more, we found that the basal activities of NADP-ME were also

Figure 4. MPK3/MPK6 Activation-Induced Stomatal Closure Is Independent of ABA but Related to Organic Acid Metabolism.

(A)Gain-of-function activation of MPK3/MPK6 induces stomatal closure. Epidermal peels ofDD and Col-0 plants were floated on stomatal opening buffer
under light for 2.5hand then treatedwithDEX (5mM)orethanol (solventofDEXstocksolution). Stomatal aperturewasdeterminedat indicated timeafterDEX
treatment. Values are means 6 SD, *P # 0.05 and **P # 0.01, n $ 30.
(B)MPK3/MPK6activation is sufficient to triggered stomatal closure in the absenceof ABAbiosynthesis or signaling.Detached leaves fromDD,DDaba2-1,
DD abi1-11,DDost1-3,DD slac1-3, andDD rbohD plants were floated on stomatal opening buffer under light for 2.5 h and then treatedwith ethanol or DEX
(5 mM) for 5 h before stomatal aperture was determined. Values are means 6 SD, *P # 0.05, n $ 30.
(C)DD induction andMPK3/MPK6activation inDD,DDaba2-1,DDabi1-11,DDost1-3,DDslac1-3, andDD rbohDplants. Leaf tissueswere collected at the
time of aperturemeasurement as in (B). Induction ofDD expression andMPK3/MPK6 activationwere detected by immunoblot analysis using anti-Flag and
anti-pTEpY antibodies, respectively. Equal loading was confirmed by Coomassie blue (CBB) staining.
(D) Exogenously added malate or citrate can reverse MPK3/MPK6-induced stomatal closure. DD plants were first dark-adapted for 1 h. Detached leaves
werefloatedonstomatal openingbuffer containingmannitol,malate, or citrate (20mM)under light for 2.5hand then treatedwithethanol orDEX (5mM) for5h
before stomatal aperture was measured. Values are means 6 SD, **P # 0.01, n $ 30.
(E) Inductionofgenesencodingenzymes inorganic acidmetabolism. TotalRNAwasextracted from3-week-oldDDplants treatedas in (B). Transcript levels
were determined by quantitative RT-PCR. EF1a was used as an internal control. Values are means 6 SD, **P # 0.01, n = 3.
(F) In situ enzyme activity assays revealed an increase in malate/citrate metabolic enzymes in guard cells after MPK3/MPK6 activation. DD plants were
treated as in (B), and the in situ enzyme activity assay was performed as described.
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higher in NA-PP1-treated, but not in DMSO-treated, MPK3SR
andMPK6SR plants (Supplemental Figure 13). Similar with that
inmkk4 mkk5 double mutant, activity of NADP-ME in NA-PP1-
treated MPK3SR and MPK6SR plants failed to increase after
Pst inoculation; instead, we observed a decrease in NADP-ME
activity. These results demonstrated that the MKK4/MKK5-
MPK3/MPK6 module is required for pathogen/PAMP-induced
increase in organic acid metabolism in guard cells as indicated
by the increase in enzymatic activities, and loss of function of
MKK4/MKK5-MPK3/MPK6 signaling also affects the basal
level activities of these enzymes.

Stomatal Immunity Is Impaired in the Presence of Malate
or Citrate

The results above support a notion that metabolic conversion of
osmotically active organic acids plays a role in stomatal immunity.
To provide further evidence, we performed pathogen entry assay

in leaves treated with malate or citrate. Mannitol was included as
a control. There was a large increase in Pst-lux entry in the
presence of malate or citrate (Figures 6A and 6B), which was
accompanied by the impairment of Pst-induced stomatal closure
(Figure 6C). In contrast, the nonmetabolizable mannitol did not
have theseeffects. These results further support the importanceof
metabolic conversion of osmotically active organic acids in sto-
matal immunity.
A recent study showed that plant-secreted bioactive metabo-

lites includingmalate andcitrate could stimulate the expression of
type III effectors and therefore enhance the pathogen virulence
(Anderson et al., 2014). To test whether the impaired stomatal
immunity is a result of enhanced virulenceofPst in thepresenceof
malate or citrate, we first treated Pst-luxwith mannitol, malate, or
citrate for 1 h and then performed pathogen entry assay using
these pretreated Pst-lux. As shown in Figures 6D and 6E, Pst-lux
entry into leaves was not affected.

Figure 5. MKK4 and MKK5 Are Required for flg22- or Pst-Induced Activation of NADP-ME and NAD-IDH.

Intact leaves ofCol-0 andmkk4mkk5plantswere floatedon stomatal openingbuffer under light for 2.5 hand thenexposed to flg22 for 3h ([A] and [C]) orPst
(OD=0.1) for2h ([B]and [D]).Afterbeingfixed inparaformaldehydesolution for1h,andwashedovernight, the leavesweresubjected to insituNADP-ME ([A]
and [B]) or NAD-IDH ([C] and [D]) activity staining.
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Differential Sensitivity of ABA- and MPK3/MPK6-Induced
Stomatal Closure to Coronatine

The essential function of ABA in plant stomatal defense, as
suggested in a number of reports (Melotto et al., 2006; Zeng and
He, 2010; Du et al., 2014; Lim et al., 2014), was recently called into
question (Montillet et al., 2013). Thus, we reexamined the impor-
tanceofABAbiosynthesisandsignaling instomatal immunityusing
the pathogen entry assay. As shown in Figures 7A and 7B, Pst-lux
entry was much higher in aba2-1, ost1-3, slac1-3, and rbohD
mutants. In addition, flg22- or Pst-induced stomatal closure was
strongly impaired in aba2-1,ost1-3, slac1-3, and rbohD (Figures7C
and 7D), supporting the conclusion that ABA biosynthesis and
signaling are essential to stomatal immunity.

COR, a phytotoxin produced by Pst, is able to open plant
stomata to facilitate the pathogenesis process (Melotto et al., 2006;
Zheng et al., 2012). Consistent with previous reports, ABA-induced
stomatal closure could be blocked by COR (Figure 8A). However,
MPK3/MPK6 activation-induced stomatal closure was insensitive to
COR(Figure8B). Inaddition,wefoundthatactivitiesofNADP-MEand
NAD-IDH were not induced by ABA (Supplemental Figure 14), in-
dicating that ABA-induced stomatal closure is independent of met-
abolic conversion of osmotically active organic acids. Furthermore,
we found that MPK3/MPK6 activation-induced stomatal closure
could not be reopened by Pst (Figures 8C and 8D). These ob-
servations further support that ABA andMKK4/MKK5-MPK3/MPK6
represent two different pathways in mediating stomatal closure.

DISCUSSION

In this study, we demonstrate that Arabidopsis MPK3 and MPK6
are essential to plant immunity. They play redundant functions in

both stomatal and apoplastic immunity. MKK4 and MKK5 are
redundant MAPKKs upstream of MPK3 and MPK6 in the same
pathway based on genetic and biochemical analyses. Stomatal
aperture measurements and pathogen entry assays revealed that
mpk3mpk6 andmkk4mkk5 doublemutants were unable to close
their stomata in response to PAMP treatment or Pst inoculation,
which leads to compromised resistance in thesemutants (Figures
1 to 3). It appears that MPK3/MPK6 activation promotes the
metabolic conversion or consumption of osmotically active or-
ganic acids and therefore induces stomatal closure during plant
defense responses. Furthermore, we found that MPK3/MPK6-
induced stomatal closure is independent of ABAbiosynthesis and
signaling (Figures 4A to 4C), despite the fact that ABA is essential
to stomatal immunity (Figures 7A to 7D) (Melotto et al., 2006;
Zheng et al., 2012; Du et al., 2014). We proposed an in-
terdependent model in which the MPK3/MPK6 pathway and the
ABA pathway can independently trigger stomatal closure when
MPK3/MPK6are activated in the gain-of-function systemorwhen
ABA isexogenouslyapplied,butbothpathwaysare required for an
effective stomatal immunity upon sensing of pathogen PAMPs
(Figure 8E).
Previousstudiesshowedthatmpk3andmpk6singlemutantsas

well as guard cell-specific MPK3 antisense plants were strongly
impaired in flg22-, bacterium-, or LPS-induced stomatal closure
(Gudesblat et al., 2009; Montillet et al., 2013). It was also reported
thatABA-dependent andABA-independent (butMPK3-orMPK6-
dependent) pathways converge on SLAC1 in stomatal immunity
(Montillet et al., 2013). Our gain-of-function data showed that
MAPK activation-induced stomatal closure is independent of
SLAC1 (Figure 4B), but related to organic acids metabolism
(Figures 4D to 4F). More importantly, no clear susceptible phe-
notype was observed in mpk3 single mutant, and only a slightly

Figure 6. Stomatal Immunity Is Impaired in the Presence of Malate or Citrate.

(A) and (B) Pathogen entry assay demonstrated that treatment with malate or citrate reduces stomatal immunity. Plants were first dark-adapted for 1 h.
Detached leaves were floated on stomatal opening buffer containing mannitol, malate, or citrate (20mM) under light for 2.5 h, and then exposed to Pst-lux
(OD600 = 0.5) for 1 h. After washing,Pst entrywasmeasured by photon counting (A) or by direct counting of the bacterial population (B). Values aremeans6
SD. **P # 0.01, n = 3.
(C) Pathogen-induced stomatal closure is impaired by malate or citrate. Plants were first dark-adapted for 1 h. Detached leaves were floated on stomatal
openingbuffer containingmannitol,malate, or citrateunder light for 2.5hand thenexposed toPst-lux (OD600=0.1) for 2h. Valuesaremeans6 SD, **P#0.01,
n $ 30.
(D) and (E) Compromised stomatal immunity by malate or citrate treatment is not related to induced pathogen virulence. Pst-lux was first suspended in
stomatalopeningbuffer containingmannitol,malate,orcitrate for1handwashed twicewithstomatalopeningbuffer. ThesepretreatedPst-luxbacteriawere
then used for inoculation.Pst entrywasmeasured by photon counting (D) or by direct counting of the bacterial population (E). Values aremeans6 SD, n= 3.
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higher bacterial growth was observed in the mpk6 mutant
(0.01< P < 0.05) when spray- or infiltration-inoculated with Pst
(Supplemental Figures1Aand1C),which isnot consistentwith the
reported deficiency in stomatal immunity in the mpk3 and mpk6
single mutants. Furthermore, our detailed analysis revealed that
mpk3 and mpk6 single mutants exhibited normal flg22-induced
stomatal closure (Supplemental Figure 1B). It is possible that the
inconsistency isa resultof theweakphenotypeof thesingleMAPK
mutant/RNAi lines and the variation of assay conditions. In con-
trast, the double mpk3 mpk6 and mkk4 mkk5 mutant plants
showed consistent and strong phenotypes that could be easily
observed.

In ourmodel, theMKK4/MKK5-MPK3/MPK6 pathway andABA
pathway function interdependently. Instead of converging on
SLAC1, they modulate two different facets of osmoregulation in
guard cells during pathogen/PAMP-induced stomatal closure.
Activation of ABA signaling pathway leads to the activation of
OST1 kinase that can directly phosphorylate RbohD and SLAC1,
resulting in efflux of inorganic anions (mainly Cl2) through SLAC1
(Negi et al., 2008; Vahisalu et al., 2008; Geiger et al., 2009) and
causesubsequentplasmamembranedepolarization,activationof
quick anion channel (QUAC1) (Sasaki et al., 2010), and outward
recertifyingK+channel (Hosyet al., 2003). In contrast, activationof
MPK3/MPK6 cascade stimulates metabolic conversion of os-
motically active organic acids. Together, these two pathways
would confer robust stomatal immunity. Interdependent regula-
tion appears to be a common strategy to confer signaling ro-
bustness. A recent study demonstrated that SLAC1 activity was
also interdependently regulated by OST1 and CDPKs, in which
phosphorylation of SLAC1 at Ser-59 and Ser-120 by OST1 and
CDPKs, respectively, arebothessential forABA-inducedstomatal
closure (Brandt et al., 2015).

ABAandMPK3/MPK6pathways also differ in their sensitivity to
COR, a phytotoxin. TheABAsignaling pathway canbe blockedby

COR (Figure 8A), as reported (Zheng et al., 2012). In contrast, the
MPK3/MPK6 activation-mediated stomatal closure is insensitive
to COR (Figure 8B). It is worth noting that MPK3/MPK6 activation
in the conditional gain-of-function DD system is longer lasting or
higher inmagnitude than that after flg22 treatment orPst infection
(Figure 3I) (Ren et al., 2002; Guan et al., 2015). Instead, it is similar
to MPK3/MPK6 activation in plants after necrotrophic fungal in-
fection or during effector-triggered immunity in duration and
magnitude (Ren et al., 2008; Tsuda et al., 2013), implying a pos-
sible role for this stronger and longer lasting MPK3/MPK6 acti-
vation in necrotrophic fungal infection- or effector-triggered
immunity-related stomatal immunity. It was reported previously
that MPK9 and MPK12 function downstream of ROS and mod-
ulate SLAC1 activity in guard cell ABA signaling (Jammes et al.,
2009, 2011). Based on genetic and biochemical analyses, MKK4
and MKK5 are unable to activate MPK9 and MPK12 in vivo and
in vitro (Asai et al., 2002; Lee et al., 2009; Nagy et al., 2015). As
a result, MPK9/MPK12 and MPK3/MPK6 are likely to function as
two independent MAPK cascades in stomatal movement. In our
model, we emphasized the potential role of MPK3/MPK6 in
promoting the metabolism of malate/citrate. However, we cur-
rently cannot exclude the possibility that the transportation of
these organic acids in and out of cells and/or vacuoles is also
regulated in the process.
AtABCB14, an ABC transporter, was identified as a plasma

membrane-localized malate importer to modulate stomatal
movement in response to CO2 (Lee et al., 2008). The plasma
membrane-localizedmalateexporter, aluminum-activatedmalate
transporter 12 (ALMT12), was shown to be involved in ABA- and
CO2-induced stomatal closure (Meyer et al., 2010). In addition,
g-aminobutyric acid can control the transporter activity of ALMTs
(Ramesh et al., 2015; Gilliham and Tyerman, 2016). At this stage,
the role of ALMTs in pathogen- and/or PAMP-mediated stomatal
closure remains to be determined. Recently, starch biosynthesis

Figure 7. ABA Signaling Is Essential to Stomatal Immunity.

(A) and (B) Elevated pathogen entry in ABA biosynthesis and signaling mutants. Intact leaves of Col-0, aba2-1, ost1-3, slac1-3, and rbohD plants were
floatedon stomatal openingbuffer under light for 2.5hand thenexposed toPst-lux (OD600= 0.5) for 1 h.Pstentrywasmeasuredbyphotoncounting (A)orby
direct counting of the bacterial population (B). Values are means 6 SD, **P # 0.01, n = 3.
(C)and (D)Pathogen/PAMP-inducedstomatal closure is dependent onABAbiosynthesis and signaling. Intact leaves ofCol-0, aba2-1,ost1-3, slac1-3, and
rbohD plants were floated on stomatal opening buffer under light for 2.5 h and then exposed to flg22 for 3 h (C) or Pst (OD600 = 0.1) for 2 h (D). Values are
means 6 SD, **P # 0.01, n $ 30.
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was implicated in high CO2-induced stomatal closure (Azoulay-
Shemer et al., 2016). However, Lugol’s IKI staining indicated no
change in starch accumulation after MPK3/MPK6 activation
(Supplemental Figure 9), suggesting that starch biosynthesismay
not play any role in PAMP/pathogen-induced stomatal closure.

At this point, measuring the change in malate or citrate levels in
guard cells in response to MPK3/MPK6 activation during plant
immunity remains technically challenging.Weattempted toenrich
the epidermal fraction using the blender method (Zhang et al.,
2008). Inparallel,wealso includedagroupwithCellulaseR-10and
Macerozyme R-10 treatment to remove mesophyll cells attached
to epidermal strips. In both case, we foundmalate levels were too
low to be reliably detected in both ethanol- and DEX-treated DD
samples. This could be a result of strong MPK3/MPK6 activation
caused by the wounding stress and cell wall elicitor released
during protoplast preparation, which in turn can activate the ex-
pression of genes encoding enzymes related to organic acid

metabolism. Consistent with this, we observed that leaf petiole
wounded by forceps during handling showed higher NADP-ME
and NAD-IDH activities (Figure 4F; Supplemental Figures 11 and
13 to 15). (Note:We removed portions of the leaf petioles that had
higher activity staining when possible before photography. As
a result, not all leaf petioles showed higher activity staining.)
Developing tools thatwill allow in situ single-cell detection suchas
cellular sensors of malate or citrate will be required to achieve
this goal. Nonetheless, we found that malate content decreases
in whole leaves after MPK3/MPK6 activation in DD plants
(Supplemental Figure 10A) or Col-0 plants after pathogen/PAMP
treatment (Supplemental Figures 10B and 10C). Furthermore,
in situ enzyme activity assays revealed higher levels of increase in
NADP-ME and NAD-IDH activities in guard cells than other types
of leaf cells (Figures 4F and 5), which should correlate with amore
pronounced decrease in malate in guard cells, supporting our
workingmodel (Figure 8E). In addition, we found that exogenously

Figure 8. MPK3/MPK6 Activation-Induced Stomatal Closure Is Insensitive to Coronatine.

(A) ABA-induced stomatal closure is sensitive to coronatine. Intact leaves of Col-0 plants were floated on stomatal opening buffer under light for 2.5 h and
then treated with ethanol (solvent control), ABA (10 mM), or COR (1 mg/mL). Stomatal aperture was measured 3 h later.
(B) Gain-of-function MPK3/MPK6 activation-induced stomatal closure is insensitive to coronatine. Intact leaves of DD plants were floated on stomatal
opening buffer under light for 2.5 h and then treatedwith ethanol (solvent control), DEX (5mM), orCOR (1mg/mL). Stomatal aperturewasmeasured 5 h later.
(C)and (D)Gain-of-functionactivationofMPK3/MPK6abolishespathogen-inducedstomatal reopening. Intact leavesofDDplantswerefloatedonstomatal
openingbufferunder light for2.5hand then treatedwithethanolorDEX (5mM) for3h,whichwas followedby treatmentwithPst foranother 1h (C)or4h (D). In
(A) to (D), values are means 6 SD, *P # 0.05 and **P # 0.01, n $ 30.
(E)MPK3/MPK6cascadeandABA function interdependently to regulatestomatal immunity. In thismodel, pathogen-responsiveMPK3/MPK6cascadeand
ABA are both required for stomatal immunity. Upon perception of pathogen/PAMPs, both pathways are activated. Activation of MPK3/MPK6 by MKK4/
MKK5 increasesmalate/citratemetabolism,which leads to a decrease inmalate/citrate content. ABAsignaling pathwayactivatesOST1,which can directly
phosphorylate RbohD and SLAC1 and activate SLAC1-mediated Cl2 efflux, which leads to plasma depolarization and subsequent K+ efflux. Different from
the MPK3/MPK6 cascade, MPK9 and MPK12, two guard cell-specific MAPKs, are involved in SLAC1 activation and stomatal closure in response to ABA
and ROS. COR inhibits ABA-mediated but not MPK3/MPK6 cascade-mediated stomatal closure.
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added malate/citrate could block stomatal closure triggered by
MPK3/MPK6activationorPst inoculation (Figures 4Dand6C) and
compromise stomatal immunity (Figures 6A and 6B).

Due togene redundancyand thenatureofmetabolicflexibility, it
is very challenging to provide genetic evidence for the role of
metabolicconversionoforganicacids instomatal immunity. There
are four NADP-ME isoforms and two NAD-ME isoforms in Ara-
bidopsis (Wheeler et al., 2005; Tronconi et al., 2008), and their
function can be compensated for by each other. Although
NADP-ME activity was greatly reduced in nadp-me2 mutant,
flg22-induced stomatal closure was not affected (Supplemental
Figure15).Byusing two independentnadp-me2alleles, aprevious
study also showed normal disease resistance against Pst
(Wheeler et al., 2005; Li et al., 2013). Doublemutant plants lacking
bothNAD-ME1 andNAD-ME2also grownormally (Tronconi et al.,
2008). Gene redundancy and functional compensation were also
reported for NAD-IDH and NADP-IDH (Lemaitre et al., 2007;
Mhamdi et al., 2010). Nonetheless, in our gain-of-function MPK3/
MPK6 system, all four of these enzymes were activated (Figure
4F), and MPK3/MPK6 activation- and Pst inoculation-induced
stomatal closurewas impaired in the presence ofmalate or citrate
(Figures 4D and 6C). Collectively, these results do support
a positive role for metabolic conversion of organic acids in sto-
matal immunity.

MPK3/MPK6 activation results in an increase in the activities of
NADP-ME and NAD-IDH in guard cells. Unexpectedly, we also
observed higher basal-level activities of NADP-ME and NAD-IDH
in the loss-of-function mkk4 mkk5 double mutant (Figure 5). The
basal-level activities of NADP-ME in NA-PP1-treated MPK3SR
and MPK6SR plants were also higher than that of the control
plants treated with DMSO (Supplemental Figures 13A and 13B),
indicating that MKK4/MKK5-MPK3/MPK6 signaling module may
also play a role in maintaining the basal levels of these enzymes in
plants. It is possible that multiple signaling pathways are involved
in controlling the activities of NADP-ME and NAD-IDH, which
could be important in maintaining the metabolic homeostasis in
plants. Loss of function of the MPK3/MPK6 cascade may result
in the overcompensation as a result of the activation of the oth-
er signaling pathway. In mammals, both extracellular signal-
regulated kinase 2 (ERK2; a MAPK) and cyclin-dependent kinase
5 (Cdk5) are involved in maintaining glucose homeostasis in
adipose tissues by phosphorylating PPARg (peroxisome pro-
liferator-activated receptor g) on Ser-273 (Choi et al., 2010).
However, when Cdk5 is knocked out, PPARg phosphorylation on
theSer-273 residuewas found to bemuch higher. It turns out that,
besides PPARg, Cdk5 can also phosphorylate the MAPKK up-
stream of ERK2 on a novel site and inhibit ERK2 activation (Banks
et al., 2015). The loss of Cdk5, therefore, leads to the hyper-
activation of ERK2, resulting in a higher level of phosphorylation of
PPARg onSer-273. It will be interesting to determine the signaling
pathways that crosstalk with MKK4/MKK5-MPK3/MPK6 in
maintaining the basal organic acid metabolism in guard cells.

During light-induced stomatal opening, tobacco guard cells
were capable of fixing CO2, operating the TCA cycle, and syn-
thesizing aminoacids (Dalosoet al., 2015). Furthermore, the levels
of TCA cycle intermediates and amino acids are dynamically
regulated and respond differently to K+ and sucrose, suggesting
that guardcellsmay takeadvantageof theflexibility ofmetabolism

to fine-tune stomatal aperture during stomatal opening. It was
previously shown that Sclerotinia sclerotiorum, a phytopatho-
genic fungus, interferes with the stomatal immunity by secreting
oxalate, an intermediate of the TCA cycle (Guimarães and Stotz,
2004). In addition, oxalate could promote stomatal opening and
inhibit ABA-induced stomatal closure (Guimarães andStotz, 2004).
Citrate, another intermediate of the TCA cycle, could also promote
stomatal opening and delay dark-induced stomatal closure (Jinno,
1981). It is worth noting that, in these two studies, oxalate or citrate
wasaddedtoclosedstomata.Upon illumination,oxalateorcitrate is
imported into guard cell and thus increases turgor pressure, which
delays ABA- or dark-induced stomatal closure. In another study, it
was found that malate or fumarate, both intermediates of the TCA
cycle, induces stomatal closure when added to opened stomata
(Araújo et al., 2011b). These TCA cycle intermediates may affect
stomatalmovement in twoways: (1) by functioning as osmolytes to
open stomata (Lee et al., 2008), and (2) by functioning as signals to
close the opened stomata (Araújo et al., 2011b). In a similar case,
sucrose, as an osmolyte, accumulates gradually during the day to
maintain stomatal in an open state (Lawson, 2009). However, ex-
ogenous application of sucrose to open stomata induces ABA
signaling-dependent stomatal closure (Kelly et al., 2013).
In order to address the role of malate or citrate in MPK3/MPK6

activation- or Pst-induced stomatal closure, we first allowed the
plants to dark-adapt for 1 h and then treated them with malate or
citrate (Figures 4D and 6C). Under such conditions, both organic
acids can block the stomatal closure induced by gain-of-function
activation of MPK3/MPK6 or Pst inoculation. Together with pre-
vious studies, our data here highlight the importance of metabolic
shift of organic acids such as malate and citrate in regulating
stomatal movement. In plant immune response, theMPK3/MPK6
cascade and ABA are two essential and interdependent signaling
pathways that control, respectively, organic acid metabolism and
ion channels, two branches of osmotic regulation in guard cells
that control stomatal opening/closure. The activation of both path-
ways would confer a robust response in plant stomatal immunity.

METHODS

Plant Materials and Growth Conditions

Arabidopsis thaliana plants were grown in soil under 10-h-day/14-h-night
cycle at 22 oC in a Conviron walk-in growth chamber equipped with high
intensity discharge lights. The light intensity was set to 100 mmol m22 s21.
The humidity of the growth chamber was set to 75% RH. Three- to four-
week-oldplantswereused for experiments.Col-0ecotypewasusedas the
wild type. Mutant alleles and transgenic lines of mpk3-1 (Salk_151594),
mpk6-2 (Salk_073907),mpk6-3 (Salk_127507),DD (GVG-NtMEK2DD), and
MPK6SR (mpk3 mpk6 PMPK6:MPK6YG, lines # 31 and #58) were reported
previously (Ren et al., 2002; Wang et al., 2007; Xu et al., 2014). MPK3SR
(mpk3mpk6 PMPK3:MPK3TG, lines #28 and #64) was generated similarly as
MPK6SR (Xu et al., 2014). Thr-116 residue in the ATP binding pocket of
MPK3 was mutated to Gly (MPK3TG) in a genomic clone in pCambia3300
vector (www.cambia.org). PMPK3:MPK3TG construct was transformed into
mpk3 mpk6/+ plants. Single-insertion lines with MPK3TG expressed at
a similar level as the endogenous MPK3 were identified by immunoblot
analysis using an anti-MPK3 antibody (Sigma-Aldrich). F3 homozygous
PMPK3:MPK3TG transgenic plants in the mpk3 mpk6 background (mpk3
mpk6 PMPK3:MPK3TG), also known as inhibitor-sensitized MPK3 variant-
rescued plants (MPK3SR), line #64 was used in this study.
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Mutant alleles of nadp-me2-1 (Salk_073818), aba2-1 (CS156), ost1-3
(Salk_008068), slac1-3 (Salk_099139), and rbohD (CS9555) were obtained
from the Arabidopsis Biological ResourceCenter. The abi1-11mutant was
kindly provided by Zhizhong Gong (China Agricultural University). Themkk4
andmkk5 single TILLINGmutants (Zhao et al., 2014) were first backcrossed
with Col-0 to remove the er-105mutant allele and then crossed to generate
mkk4 mkk5 double mutant. The MKK4- and MKK5-overexpressing lines,
MKK4OE #5, MKK4OE #7, MKK5OE #2, and MKK5OE #5, were kindly
provided by Dingzhong Tang (Chinese Academy of Sciences).

Pathogen Assay and Pathogen Entry Assay

For Pst resistance assay, 3- to 4-week-old Arabidopsis plants were spray-
inoculated with Pst suspension (OD600 = 0.5) in 10 mMMgCl2 with 0.02%
Silwet L-77. The5th and6th leavesweredetachedandwashedwith 0.02%
Silwet L-77 before leaf discswere punched out for bacterial growth assays
as previously described (Guan et al., 2015).

For pathogen entry assays, detached leaves were first illuminated for
2.5 h to fully open stomata and then treated with Pst-lux (final OD = 0.5) for
1 h. The treated leaves were washed by 0.02% Silwet L-77 for 10 s with
stirring atmaximum setting. Pathogen entrywasmeasured using a photon
counting image system (Image 32 system; Photek) or by direct counting of
colony-forming units.

In Situ Enzyme Activity Staining

In situ enzyme activity staining was performed as previously described
with modifications (Baud and Graham, 2006). Leaves were fixed by
vacuum infiltration in fixation solution (2% paraformaldehyde, 2% poly-
vinylpyrrolidone 40,000, and 1 mM DTT, pH = 7.0) for 1 h on ice. After
fixation, the leaves were rinsed five times with distilled water and stored in
water overnight at 4oC. For NAD-ME assay, the leaves were incubated in
reaction solution (100 mM HEPES-KOH, pH 6.5, 4 mM nicotinamide ad-
enine dinucleotide [NAD+], 0.1 mM acetyl-CoA, 2 mM fructose-1,6-
biphosphate, 2mM fumarate, 5mMMnCl2, 5mMmalate, 0.8mMnitroblue
tetrazoliumdye [NBT], and0.4mMphenazinemethosulfate [PMS]) for 3hat
30 oC. For NAD-IDH assay, the leaves were incubated in reaction solution
(100 mM HEPES, pH 7.5, 5 mMMgCl2, 2 mM NAD+, 10 mM D,L-isocitrate,
0.8 mM NBT, and 0.4 mM PMS) for 3 h at 30 oC. For ABA-treated leaves,
a 4-h incubation at 30 oCwas performed. For NADP-IDH assay, the leaves
were incubated in reaction solution (100mMHEPES, pH 7.5, 5mMMgCl2,
1mMNADP+, 10mM D,L-isocitrate, 0.8mMNBT, and 0.4mMPMS) for 3 h
at 30 oC. For NADP-ME assay, the leaves were incubated in reaction
solution (50mMHEPES-KOH,pH7.65, 1mMNADP+, 5mMmalate, 10mM
MgSO4, 0.4 mM PMS, and 0.8 mM NBT) for 1 h at 30 oC. For ABA treated
leaves, a 90-min incubation at 30 oC was performed.

Stomatal Aperture Measurement

Epidermal peels or intact leaves from at least four independent 3- to
4-week-old plants of various genotypes were used for stomatal closure
analysis. Epidermal peelsor intact leaveswerefloatedonstomatal opening
buffer (10 mM MES, pH 6.15, and 30 mM KCl) under light for 2.5 h to fully
open the stomata. Theywere then treatedwith flg22 (3mM),Pseudomonas
syringae pv tomato DC3000 (OD = 0.1), DEX (5 mM), COR (1 mg/mL), and
ABA (10 mM) for the indicated period of time. ForMPK6SR andMPK3SR,
1-(1,1-dimethylethyl)-3-(1-naphthalenyl)-1H-pyrazolo[3,4-d]pyrimidin-4-amine
(NA-PP1) (2 mM final concentration) or equal volume of DMSO (solvent for
NA-PP1 stock) was added at the beginning of illumination. For testing the
effectofmannitol,malate,orcitrateonPst-inducedstomatalclosure,plants
weredarkadapted for1h to fullyclose thestomataand thenwerefloatedon
MES buffer (10 mM MES, pH 6.15, and 30 mM KCl) containing mannitol
(60 mM), malate (20 mM), or citrate (20 mM). Stomatal aperture was
measured using ImageJ software.

Starch Staining

Leaveswere floated onMES buffer (10mMMES, pH 6.15, and 30mMKCl)
under light for 2.5 h to fully open the stomata and then were treated with
either ethanol (solvent control) or DEX (5 mM) for 5 h. The treated leaves
were fixed in 80% ethanol and 5% formic acid solution for 10min at 80 oC.
After beingwash twicewith 80%ethanol for 5min at 80 oCeach, the leaves
were stained with Lugol’s IKI solution (5.7 mM iodine and 43.4 mM po-
tassium iodide) for 10 min at room temperature (Fritzius et al., 2001). Cell
images were taken using an Olympus microscope fitted with a digital
camera.

In Silico and Quantitative RT-PCR Analysis

Genes involved in malate metabolism and TCA cycle were retrieved from
the BioCyc database (Caspi et al., 2016), and their expression levels were
extracted from a previous microarray profiling analysis (Bates et al., 2012).
Real-timequantitativePCR (qPCR)wasperformedaspreviouslydescribed
(Maoetal.,2011).TotalRNAwasextractedusingTRIzol reagent (Invitrogen).
AfterDNase treatment, 1mgof total RNAwasused for reverse transcription.
Real-time qPCR analysis was performed using an ABI 7500 real-time PCR
machine (Life Technologies). EF-1a was used as an internal control. The
primer pairs used for qPCR are listed in Supplemental Table 2.

Protein Extraction and Immunoblot Analysis

Protein was extracted as previously described (Liu and Zhang, 2004). Anti-
Flag (Sigma-Aldrich) and anti-pTEpY (Cell Signaling Technology) anti-
bodies were used to detect NtMEK2DD protein expression and MPK3/
MPK6 activation, respectively.

Spectrophotometric Assay of Malate Levels

After treatment, ;0.1 g of leaf tissue was boiled in 1 mL double-distilled
water for 10min to releasemalate. Quantification ofmalate was performed
as described (Peleg et al., 1990) with modifications. Two microliters of
extract was used in a 100-mL reaction containing 0.6 M glycylglycine, pH 10,
0.1ML-glutamate,0.5mM3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium
bromide, 4 mM NAD+, 0.04 mM PMS, 1 mg glutamate oxaloacetate trans-
aminase, and 2.5 mg malate dehydrogenase for 15 min at 37 oC. The reaction
was stopped by the addition of stop solution (20% SDS and 50% dimethy-
formamide), and the absorbance at 570 nm was measured.

Statistical Tests

For experiments with multiple time points, at least two independent rep-
etitions were performed. For single time-point experiments, at least three
independent repetitionswereperformed.Data fromoneof the independent
repetitions with similar results are shown in the figures. One-way ANOVA
Tukey’s test was used for statistical analysis. One and two asterisks above
the columns were used to indicate differences that are statistically sig-
nificant (P < 0.05) and very significant (P < 0.01), respectively.

Accession Numbers

Sequence data from this article can be found in the Arabidopsis
Genome Initiative or GenBank/EMBL databases under the following
accession numbers: MPK3 (At3g45640), MPK6 (At2g43790), MKK4
(At1g51660), MKK5 (At3g21220), ABA2 (At1g52340), ABI1 (At4g26080),
OST1 (At4g33950), SLAC1 (At1g12480), RbohD (At5g47910), NADP-ME2
(At5g11670), NADP-ME3 (At5g25880), NADP-ME4 (At1g79750), NAD-
ME1 (At2g13560), NAD-ME2 (At4g00570), NAD-IDH1 (At4g35260), NAD-
IDH2 (At2g17130), NAD-IDH5 (At5g03290), ACS2 (At1g01480), and EF1a
(At5g60390).
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Supplemental Data

Supplemental Figure 1. Stomatal and apoplastic immunity in mpk3
and mpk6 single mutants.

Supplemental Figure 2. Stomatal immunity in independent MPK3SR
and MPK6SR lines.

Supplemental Figure 3. Apoplastic immunity in independent MPK3SR
and MPK6SR lines.

Supplemental Figure 4. Flg22- or Pst-induced stomatal closure
was abolished in leaves of the conditional mpk3 mpk6 double
mutants.

Supplemental Figure 5. Establishing the pathogen entry assay.

Supplemental Figure 6. Stomata patterning in Col-0 and mkk4 mkk5
double mutant.

Supplemental Figure 7. Apoplastic and stomatal immunity in MKK4
and MKK5 single mutants and their overexpressing lines.

Supplemental Figure 8. Loss of function of MPK3/MPK6 or their
upstream MKK4/MKK5 leads to hypersensitivity to ABA-induced
stomatal closure.

Supplemental Figure 9. Normal starch accumulation in guard cells of
DD plants after DEX treatment.

Supplemental Figure 10. Activation of MPK3/MPK6 in DD plants or
Col-0 plants after pathogen/PAMP treatment decreases total malate
contents in leaves.

Supplemental Figure 11. Validation of the in situ enzyme activity
assay.

Supplemental Figure 12. Quantitative RT-PCR analysis the ex-
pression of malate metabolism related genes in response to flg22
or Pst.

Supplemental Figure 13. MPK3 and MPK6 are required for Pst-
induced activation of NADP-ME.

Supplemental Figure 14. NADP-ME and NAD-IDH activities were not
affected by ABA treatment.

Supplemental Figure 15. Flg22-induced stomatal closure was not
affected in nadp-me2 mutant.

Supplemental Table 1. Expression of TCA cycle-related genes in
guard cells is comparable with that in intact leaves.

Supplemental Table 2. Primers used for reverse transcription quan-
titative PCR analysis.

Supplemental Table 3. ANOVA tables for statistical analysis.
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