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Plants and animals deploy intracellular immune receptors that
perceive specific pathogen effector proteins and microbial prod-
ucts delivered into the host cell. We demonstrate that the ADR1
family of Arabidopsis nucleotide-binding leucine-rich repeat (NB-
LRR) receptors regulates accumulation of the defense hormone
salicylic acid during three different types of immune response: (i)
ADRs are required as “helper NB-LRRs" to transduce signals down-
stream of specific NB-LRR receptor activation during effector-trig-
gered immunity; (i) ADRs are required for basal defense against
virulent pathogens; and (iii) ADRs regulate microbial-associated
molecular pattern-dependent salicylic acid accumulation induced
by infection with a disarmed pathogen. Remarkably, these func-
tions do not require an intact P-loop motif for at least one ADR1
family member. Our results suggest that some NB-LRR proteins can
serve additional functions beyond canonical, P-loop-dependent
activation by specific virulence effectors, extending analogies be-
tween intracellular innate immune receptor function from plants
and animals.

nucleotide-binding domain and leucine-rich repeat-containing protein
receptors | plant immune system | effector-triggered immunity |
microbial-associated molecular pattern-triggered immunity

lants respond to attempted microbial infection with a two-
tiered immune system. In the first tier, extracellular pattern
recognition receptors (PRRs) bind conserved microbial-associated
molecular pattern (MAMP) ligands, activating a complex host
response that results in MAMP-triggered immunity (MTI). Suc-
cessful pathogens deploy suites of virulence effectors that delay or
suppress MTI, allowing infection. In the second tier, plant in-
tracellular immune receptors of the nucleotide-binding leucine-
rich repeat (NB-LRR) protein family can be activated either by
direct binding of effectors or, alternatively, by effector action on an
associated target protein that generates a “modified-self” molecule
(1, 2). Effector-mediated NB-LRR activation results in effector-
triggered immunity (ETI), a rapid and high-amplitude output
significantly overlapping with MTI (1). ETI is typically accompa-
nied by the hypersensitive cell death response (HR), limited to the
site of pathogen attack. Both MTI and some cases of NB-LRR-
mediated ETI require the salicylic acid (SA)-signaling molecule as
a downstream mediator of transcriptional output responses (3, 4).
Plant NB-LRR proteins belong to the STAND (signal trans-
duction ATPases with numerous domains) superfamily, which
includes the animal apoptotic proteins Apaf-1/CED4 and innate
immune receptors of the nucleotide-binding domain and leucine-
rich repeat-containing proteins (NLR) family (5). Animal NLRs
are activated by MAMPs and by modified-self molecules in the
form of danger-associated molecular patterns (6) and regulate
inflammasome activation, autophagy, and cell death (7). STAND
protein functions require an intact P-loop motif (GxxxGKT/S)
that coordinates ATP binding. STAND proteins are molecular
switches that toggle from an ADP-bound “off” position to an
ATP-bound “on” state that activates downstream signaling. Ac-
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tivation of both animal NLR and plant NB-LRR receptors
results in intra- and intermolecular conformational changes
driven by nucleotide binding and hydrolysis (8, 9).

Plant NB-LRR proteins studied to date function in ETI, al-
though gain-of-function mutations or ectopic over-expression
can lead to additional phenotypes (10). Epistatic interactions in-
volving NB-LRR genes can result in autoimmune-like responses
(11). In some cases, ETI responses require a pair of NB-LRR
proteins, although it is unclear whether these proteins interact
directly. In these cases, one NB-LRR acts as the genetically
defined “effector-sensor” and the other is required for its func-
tion, but is not implicated in effector perception per se (12). We
suggest the term “helper NB-LRRs” for the latter category.
Recent phylogenetic evidence suggests that a small, but ancient,
subclade of plant coiled-coil (CCgr)-NB-LRR proteins has
evolved to fulfill “helper NB-LRR” function during ETI (13).
Here, we demonstrate that the three members of the Arabidopsis
CCgr-NB-LRR ADRI protein family are helper NB-LRRs in
ETI and function in basal defense and in response to a disarmed
pathogen via regulation of SA accumulation and subsequent
activation of SA-dependent responses. We further show, sur-
prisingly, that the P-loop is dispensable for these functions,
suggesting that CCr-NB-LRR proteins can use an activation
mechanism that differs from that of all other NB-LRR proteins
studied to date in these contexts.

Results

PHOENIX21 Is a Positive Regulator of /sd1 Runaway Cell Death and Is
a Member of the ADR1 Family of CCz-NB-LRR Proteins. Mutants exist
that cannot limit the spread of HR after NB-LRR activation. In
the Arabidopsis Isdl (lesions simulating disease /) mutant, HR
occurs normally, but the oxidative burst generated by pathogen
recognition triggers a superoxide-dependent signal leading to
“runaway cell death” that spreads beyond infection sites (14).
This phenotype requires accumulation of SA and additional
components of ETI/MTI signaling (15). In a screen for Isdl
suppressors, we isolated mutations in the PHOENIX (PHX) loci.
One recessive complementation group of two alleles (phx21-1
and phx21-2) allowed neither the initiation nor the propagation
of SA-induced IsdI runaway cell death in the Wassilewskija (Ws)
ecotype (14) (Fig. S1 A and B). We isolated PHX21 (At5g04720;
hereafter, ADRI-L2) by map-based cloning (SI Materials and
Methods). ADRI-L2 encodes a CCr-NB-LRR protein belonging
to a small clade that includes ADR1 (ACTIVATED DISEASE
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RESISTANCE 1; At1g33560) and ADR1-L1 (At4g33300) (16)
(Fig. S24), previously characterized by the gain-of-function,
over-expression phenotype of adrl (17, 18). Over-expression of
ADRI results in the constitutive activation of the defense
responses as well as in drought tolerance; both of these pheno-
types are SA-dependent (17, 18). Loss of function for adri-L1
results in modest suppression of ETI (19). We investigated
ADRI1 family functions in the Columbia (Col-0) ecotype after
observing that an isogenic Col-0 allele (adri-L2-4) also sup-
pressed Isdl runaway cell death (Fig. S1 C and D).

ADR1 Proteins Function as Helper NB-LRRs for Some, but Not All, ETI
Responses and Are Required for Basal Defense to Virulent Pathogens.
We assessed whether the ADR1 proteins can function as helper
NB-LRRs for well-defined NB-LRR-mediated ETI responses.
We challenged adrl, adri-L1, and adrl-L2 single knock-out
mutants (Fig. S2B), combinatorial double adr! mutants, and the
adrl adrl-L1 adrl-L2 triple mutant (hereafter “adr! triple”) with
the bacterial pathogen Pseudomonas syringae pv. tomato (Pto)
DC3000 expressing either the AvrRpm1 or AvrRpt2 effectors or
with two isolates of the obligate biotrophic oomycete Hyaloper-
onospora arabidopsidis (Hpa isolates Emwal and Cala2). In Col-
0, these effectors are recognized by either CC-NB-LRR proteins

[RPM1 (20) and RPS2 (21)] or by the Toll/interleukin-1 receptor
(TIR)-NB-LRR proteins [RPP4 (22) and RPP2 (23)], re-
spectively. RPS2-mediated HR (Fig. 14 and Fig. S34) and ETI
(Fig. 1B) were significantly compromised in the adr! triple mu-
tant. RIN4 cleavage by the cysteine protease effector AvrRpt2
(24), which initiates RPS2-mediated ETI, was maintained (Fig.
S3B). Hence, the ADRI genes function downstream of this event
in RPS2 signaling. Both RPP4- and RPP2-mediated ETI were
also significantly compromised in the adr! triple mutant (Fig. 1 C
and D) and weakly compromised in single and combinatorial
mutants. The adrl triple mutant was nearly as susceptible to
infection as the TIR-NB-LRR/basal defense signaling mutant
enhanced disease susceptibility 1 (edsl) (25). These results ex-
tend evidence that ADR1 and the NRG1 (N requirement gene /)
CCgr-NB-LRR proteins are helper NB-LRRs (13). RPM1-medi-
ated ETI was not altered (Fig. S4). Thus, some, but not all, ef-
fector-mediated ETI responses tested required ADRI1 proteins.
NB-LRR protein function has been implicated in basal de-
fense (26), which is activated by virulent pathogens on suscep-
tible hosts and can limit pathogen growth (4). We thus tested the
ability of the adrl family mutants to restrict the growth of viru-
lent pathogens. The adr! triple mutant was more susceptible to
Hpa Emco5 and to Pfo DC3000 compared with wild-type or
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Fig. 1. ADR1 family members function in ETI and basal defense. (A) Pto DC3000(avrRpt2) or Pto DC3000(EV) (empty vector) was hand-infiltrated into leaves

of 4-wk-old plants. Leaves were collected and stained with trypan blue to visualize cell death. (B) Twenty-day-old seedlings were dip-inoculated with Pto
DC3000(avrRpt2), and bacterial growth was assessed at 0 and 3 d post inoculation (dpi). (C) Ten-day-old seedlings were inoculated with Hpa Emwa1.
Sporangiophores per cotyledon were counted at 5 dpi (average of 100 cotyledons per genotype). Cotyledons were classified as supporting no sporulation (0
sporangiophores/cotyledon), light sporulation (1-5 and 6-10), medium sporulation (11-15), or heavy sporulation (>15). Means of sporangiophores/cotyledon
for each genotype are noted below. (D) Ten-day-old seedlings were inoculated with Hpa Cala2. Sporangiophores/cotyledon were counted at 6 dpi as de-
scribed above. (E) Ten-day-old seedlings were inoculated with Hpa Emco5. Sporangiophores/cotyledon were counted at 4 dpi as described above. (F) Twenty-
day-old seedlings were dip-inoculated with Pto DC3000(EV). Bacterial growth was assessed at 0 and 3 dpi. Values in B and F are mean cfu/mg + 2 x SE (n = 4).
Letters indicate a significant difference following post-ANOVA Tukey'’s test (« = 0.05).
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single adr! mutants (Fig. 1 E and F). Hence, ADRI1 proteins act
as redundant regulators of basal defense.

ADR1 Proteins Regulate SA Accumulation Following an Oxidative
Burst. SA is a key downstream mediator of plant defense against
biotrophic pathogens like those used here (27). Systemic ac-
quired resistance (SAR) (28), basal defense (4), MTI (3), and
some, but not all, NB-LRR-mediated ETI responses (29) re-
quire SA accumulation, which in turn controls transcriptional re-
programming through the BTB/POZ/ankyrin coactivator NPR1
(Nonexpresser of PR genes 1) (28). For example, RPS2 function
is partially compromised in mutants that do not accumulate SA
during ETI, but RPM1 is not.

An extracellular burst of superoxide derived from the NADPH
oxidase AtrbohD and subsequent hydrogen peroxide (H,O,)
production are also hallmarks of early MTI and ETI responses
(30). In wild-type plants, this oxidative burst signals cells sur-
rounding an infection site to up-regulate defense and anti-oxidant
gene transcription and to down-regulate cell death (14, 31).
Reactive oxygen and SA gradients surrounding an infection site
are also part of a signal amplification system (32) that sets a cell
death threshold controlled by LSD1 (30). We thus speculated
that the ADR1 proteins might regulate SA homeostasis follow-
ing an oxidative burst. Infection with Pro DC3000(avrRpt2)

triggered an RPS2-dependent oxidative burst in the triple adr!
triple mutant (Fig. 2 4 and B). However, both free and total SA
levels were poorly induced in this experiment, to levels as low as
in either rps2 or edsl, but slightly more than in the SA bio-
synthentic mutant sid2 (Fig. 2C).

Provision of an SA analog (benzothiadiazole, or BTH) (33)
rescued the defective ETI and basal defense responses of the adr!
triple mutant. Pretreatment with BTH restored RPS2-dependent
HR in the adr! triple mutant and the SA biosynthetic mutant sid2
(Fig. 2D). BTH also rescued the enhanced susceptibility to Pro
DC3000(EV) detected in both the adrl triple mutant and the eds?
controls pretreated with water (Fig. 2E). This phenotype required
NPRI1. We conclude that these deficient ETI and basal defense
responses are the consequences of the adrl triple mutant’s in-
ability to accumulate SA. Our results suggest that ADR1 proteins
are required for SA accumulation following an intact oxidative
burst upon effector and MAMP recognition.

HrpL-deficient Pto DC3000AhrpL is a potent MTI trigger be-
cause it cannot deliver MTI-suppressing effectors to the host
(34). Pto DC3000AArpL induced a weak, but detectable, oxidative
burst (Fig. 2 4 and B) sufficient to trigger SA accumulation in
Col-0 (3), but not in the adr! triple mutant (Fig. 2F). Hence, rec-
ognition of one or more MAMPs expressed by Pto DC30004kpL

adr1
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Fig. 2. ADRI1 proteins are required for effector-independent SA accumulation following a superoxide burst. (A) Leaves from 4-wk-old plants were hand-
infiltrated with Pto DC3000(avrRpt2), Pto DC3000AhrpL, or Pto DC3000(EV). H,O, accumulation was monitored by 3’,3’-diaminobenzidine (DAB) staining at
5 h post inoculation (hpi). Leaves are representative of 10 individuals. (B) DAB staining shown in A was quantified (mean + 2 x SE, n = 5). Letters indicate
a significant difference following post-ANOVA Student’s t test (« = 0.05). (C) Leaves from 4-wk-old plants were hand-infiltrated with Pto DC3000(avrRpt2) or
with MgCl,. Free (Left) and total SA (Right) were measured at 24 hpi (mean + 2 x SE, n = 4). (D) Pto DC3000(avrRpt2) was hand-infiltrated into leaves from
4-wk-old plants pretreated with either H,O (Upper) or BTH (Lower) 24 h before bacterial infiltration. Leaves were collected 10 hpi and stained with trypan
blue. Leaves are representative of 20 individuals. Numbers indicate how many leaves showed HR out of the total number of leaves analyzed. (E) Four-week-old
plants were sprayed with either H,O or BTH. Leaves were hand-infiltrated with Pto DC3000(EV) 2 d post application (dpa). Bacterial growth was monitored at
0and 3 dpi, mean + 2 x SE (n = 4). (F) Leaves from 4-wk-old plants were hand-infiltrated with Pto DC30004hrpL, Pto DC3000(EV), or MgCl,. Total SA was measured
at 9 hpi (mean + 2 x SE, n = 4) and compared with SA levels from uninfiltrated plants. Letters indicate a significant difference among genotypes infiltrated with
Pto DC30004hrpL following post-ANOVA Student’s t test (« = 0.05). The experiments in A-F were repeated three times with similar results.
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activates MTT responses that result in SA accumulation regu-
lated by the ADRI1 proteins.

The two best-characterized MTI responses follow specific
recognition of peptides derived from either bacterial flagellin
(fig22) or elongation factor (elf18) by the PRRs FLS2 and EFR,
respectively (35, 36). The accumulation of a functional epitope-
tagged ADR1-L2 protein expressed from its native promoter was
up-regulated by both flg22 and elf18 peptide treatments, as well
as upon BTH application (Fig. S5), yet the adr! triple mutant
exhibited normal oxidative burst, MAPK activation, and callose
deposition following treatment with either peptide (Fig. S6).
Collectively, these findings indicate that the ADRI1 proteins act
in MTI downstream or independently of early events subsequent
to EFR or FLS2 activation but upstream of SA accumulation.

An Intact P-Loop Domain Is Dispensable for Any of the ADR1-L2
Functions. STAND proteins bind ATP and most act as ATPases.
These include plant NB-LRR proteins (8), a variety of animal
NLRs and cell death control proteins (5), and functionally di-
verse bacterial proteins (9). To date, there is no crystal structure
of a full-length NB-LRR or NLR immune receptor. However,
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structures for both Apafl [a functional ATPase (37)] and CED4,
which binds ATP (38) but does not hydrolyze it (39), are available
(39, 40). Homology modeling of the CCr-NB domain (residues
40-671) of ADR1-L2 with Apaf-1 (residues 1-586) confirmed the
location of conserved functionally relevant glycine and lysine
residues (GK212/213) analogous to Apaf-1 (GK159/160) in the
ATP-binding pocket of the P-loop (Fig. S7 A4 and B). The P-loop
directly interacts with the p-phosphate of ADP (41). An invariant
GK residue pair is crucial for this interaction, and mutation of
these residues abrogates nucleotide binding and/or ATPase ac-
tivity and functions across kingdoms (41, 42) (Fig. S7G).

We constructed transgenic adr! triple-mutant transgenic plants
expressing wild-type ADRI-L2, ADRI-L2G3124, ADRI-L2x>3r,
or ADRI-L2,,44 (GKT212/213/214AAA) with C-terminal HA-
epitope tags under the control of the native promoter (Fig. S7 C-
E). Surprisingly, homozygous transgenic adr! triple-mutant lines
expressing these alleles (Fig. 34) complemented RPS2-mediated
HR (Fig. 3B), RPP4-dependent ETI (Fig. 3C), basal defense
(Fig. 3D), and Pto DC30004hrpL-induced SA accumulation
(Fig. 3E) to levels comparable to those observed in the adr! adri-
L1 double mutant. Thus, an intact P-loop motif is dispensable for

D Resistant Susceptible
B |
100.0
0o s
& _|Hpa Emco5 DAL S5
0 06-10 Sp
:J_“ @11-16 Sp
H u>15 Sp.
5 800 |w>15 sp. |
[
S
°
L
2 600 H
-]
o
k]
& 400 H
8
[
@
o
S 200 |-
$ 20
ool I

Means 0.1 13.5 52 4.5 4.0 5.6 4.3 13.2

Col-0 adr1 adr1 ADR1-L2 G212A K213R AAA eds?
triple adr1-L1 21.2 171 123 275
adr1 triple
9+ Pto DC3000AhrpL.
—T— O+ 10 mM MgClz
2
2
w B
o
Ny B
B
e
7
+ 1
<
I
2 c c [
N I |
Col-0 adr1 sid2 adri ADR1-L2 AAA
triple adr1-L1 21.2 275
adr1 triple

Fig. 3. An intact P-loop catalytic domain is dispensable for ADR1-L2 to function in ETI, basal defense, and MTI. (A) Protein extracts were sampled from stable
homozygous transgenic adr1 triple plants expressing HA-tagged ADR1-L2, ADR1-L2G2124, ADRT-L2y313g, OF ADR1-L2a0a (ADR1-L2, G212A, K213R, AAA, re-
spectively). Numbers indicate the identity of the transgenic lines used. An anti-HA antibody was used to detect ADR1-L2 protein accumulation. Equal loading
was verified by Coomassie staining (Lower). (B) Pto DC3000(avrRpt2) was hand-infiltrated into leaves from 4-wk-old plants and stained with trypan blue.
Numbers indicate how many leaves showed HR out of the total number of leaves analyzed. (C) Ten-day-old seedlings were inoculated with Hpa Emwa1.
Sporangiophores/cotyledon were counted at 5 dpi, and cotyledons were classified as in Fig. 1. (D) Ten-day-old seedlings were inoculated with Hpa Emco5.
Sporangiophores were counted at 4 dpi as above. (E) Leaves from 4-wk-old plants were hand-infiltrated with Pto DC3000AhrpL or MgCl,. Total SA was
measured at 9 hpi (mean + 2 x SE, n = 4) and compared with SA levels from mock-treated plants. Letters indicate a significant difference among genotypes
infiltrated with Pto DC30004hrpL following post-ANOVA Student’s t test (« = 0.05). The assays in B-D were repeated three times with similar results.
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ADRI1-L2 functions in ETI, basal defense, and MTI. Addition-
ally, an allele of ADR1-L2 that lacks a functional P-loop can
function in the absence of the other two ADRI1 family members.

Discussion

We demonstrate that the CCr-NB-LRR ADRI proteins are
functionally distinct innate plant immune receptors. They regu-
late SA-dependent defense in three contexts: MTI responses
against a disarmed pathogen, basal defense against virulent
pathogens, and some, but not all, ETI responses. Moreover, at
least ADR1-L2 function in these contexts is P-loop—independent.
Hence, ADR1-L2 is not activated via the canonical mechanism
used by NB-LRR and NLR receptors as microbial sensors, at
least for the phenotypes that we describe.

NB-LRR pairs acting in ETT have been reported (12). The lack
of physical interaction between the pairs analyzed to date sup-
ports a scenario in which the helper NB-LRRs might constitute
convergence points in defense responses downstream of recog-
nition and oxidative burst mediated by either PRRs or by NB-
LRR sensors activated via effector-driven, P-loop—dependent
conformational changes. Our analysis of the CCgr-NB-LRR
ADRI1 proteins is consistent with their evolutionary history and
divergence from other CC-NB-LRR family members (13).

We speculate that the CCr-NB-LRR ADRI1 proteins might
function as signaling scaffolds and regulators of signal trans-
duction processes leading to SA accumulation and consequent
defense outputs. This is reminiscent of the function of NLRCS
and NLRP12, NLRs that do not function as microbial sensors
per se but rather regulate intracellular signaling pathways (43).
These proinflammatory NLRs might function in conjunction
with additional NLRs, as suggested by the physical interaction of
NLRP12 with NOD?2 (44). By analogy, the plant CCr-NB-LRR
ADRI proteins might mediate signal transduction in response to
common upstream stimuli. Consequently, the microbial sensor
function of immune receptors might be the result of the co-
ordination between effector-mediated sensor activation and a
more general signaling function provided by CCgr-NB-LRR
ADRI proteins.

The expanded CCr-NB-LRR functions that we describe for at
least ADR1-L2 require neither the canonical P-loop motif nor the
other two full-length CCr-NB-LRR ADRI1 family members. We
note the presence of ADRI-L3 in the Col-0 genome (At5g47280),
although it lacks approximately the first 190 amino acids at its N
terminus and has no reported phenotype. Nevertheless, this
protein could play a unique and equally noncanonical role in the
phenotypes that we describe. We suggest that the unique signaling
functions for at least ADR1-L2 are a consequence of its associ-
ation with one or more yet-to-be-defined defense machines. The
functions that we define for CCr-NB-LRR ADRI1 proteins do not
preclude an additional, undiscovered, P-loop—dependent function
as an effector sensor that, in this context, may associate with and
guard the hypothetical signaling machine. Interestingly, a rice
protein was recently described that lacks an intact ATP-binding
domain and functions in disease resistance against rice blast (45),
suggesting a mode of action similar to the CCgr-NB-LRR ADRI1
proteins. We speculate that additional immune receptors of the
NB-LRR and NLR classes might have the following mechanisti-
cally separable functions: (i) canonical P-loop—dependent acti-
vation via microbial perturbation of the inter- and intramolecular

. Jones JD, Dangl JL (2006) The plant immune system. Nature 444:323-329.
2. Dodds PN, Rathjen JP (2010) Plant immunity: Towards an integrated view of plant-
pathogen interactions. Nat Rev Genet 11:539-548.
3. Tsuda K, Sato M, Glazebrook J, Cohen JD, Katagiri F (2008) Interplay between MAMP-
triggered and SA-mediated defense responses. Plant J 53:763-775.
4. Glazebrook J (2005) Contrasting mechanisms of defense against biotrophic and ne-
crotrophic pathogens. Annu Rev Phytopathol 43:205-227.
. Leipe DD, Koonin EV, Aravind L (2004) STAND, a class of P-loop NTPases including
animal and plant regulators of programmed cell death: Multiple, complex domain
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interactions that repress nucleotide exchange and/or hydrolysis
and (i) recognition-independent, P-loop—independent scaffold
functioning as part of stress response machinery.

Materials and Methods

ADR1 CCg-NB-LRR Protein Family Nomenclature. ADRT (At1933560) was
identified via its ectopic over-expression phenotype, which resulted in con-
stitutive SA-dependent defense gene activation and consequent induction
of disease resistance, a common NB-LRR protein gain-of-function pheno-
type. ADR1-L1 (At4g33300) and ADR1-L2 (At5g04720) were identified by
homology (16).

Plant Lines and Pathogens Strains. T-DNA insertion lines in the Arabidopsis
thaliana Col-0 accession were from public collections and were identified
by searching the SiGNAL database (http://signal.salk.edu). Details of the
mutants, the pathogen strains, and their growth quantification used in this
study are provided in S/ Materials and Methods.

DNA Manipulations. Standard techniques of DNA manipulation were used.

Cell Death Assays. Leaves were harvested and cell death was assessed by
Trypan blue staining to visualize dead cells or by conductivity measurements
as described in S/ Materials and Methods.

Immunoblot Analysis. Leaves from 4-wk-old plants were harvested, and total
proteins were extracted by grinding frozen tissue in a buffer containing 20
mM Tris-HCI (pH 7.0), 150 mM NacCl, 1 mM EDTA (pH 8.0), 1% Triton X-100,
0.1% SDS, 10 mM DTT, and plant protein protease inhibitor mixture (Sigma-
Aldrich). Samples were centrifuged at 14,000 x g for 15 min at 4 °C to pellet
the debris. Proteins (75 pg) were separated on 7.5% or 12% SDS/PAGE for
detection of ADR1-L2 or RIN4, respectively. Proteins were transferred to
polyvinylidene difluoride membranes, and Western blots were performed
using standard methods. Monoclonal anti-HA antibody (Santa Cruz Bio-
technology) antibody was used at a 1:3,000 dilution, whereas anti-RIN4 se-
rum was used at 1:2,000. Signals were detected by enhanced chemilu-
minescence using ECL Plus (Amersham Biosciences).

Detection of H,0,. H,O, was visualized in situ by 3,3’-diaminobenzidine (DAB)
staining as described (30). Leaves from 4-wk-old plants were hand-infiltrated
with Pto DC3000(avrRpt2) or Pto DC3000AhrpL at 107 cfu/mL and collected
10 h after infiltration. Leaves were vacuum-infiltrated with a solution con-
taining 1 mg/mL DAB and placed in a dark plastic box under high humidity
for an additional 8 h. Leaves were then destained in a solution of 3:1:1
ethanol/lactic acid/glycerol.

Free and Total SA Measurement. Leaves from 4-wk-old plants were hand-
infiltrated with Pto DC3000(avrRpt2) at 107 cfu/mL or with Pto DC3000AhrpL
at 5 x 107 cfu/mL free SA and glucose-conjugated SA (SAG) (SA + SAG)
measurements were performed as described in SI Materials and Methods.
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