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Cysteine proteases are an important class of enzymes implicated in both developmental and defense-related programmed cell
death and other biological processes in plants. Because there are dozens of cysteine proteases that are posttranslationally
regulated by processing, environmental conditions, and inhibitors, new methodologies are required to study these pivotal
enzymes individually. Here, we introduce fluorescence activity-based probes that specifically target three distinct cysteine
protease subfamilies: aleurain-like proteases, cathepsin B-like proteases, and vacuolar processing enzymes. We applied protease
activity profiling with these new probes on Arabidopsis (Arabidopsis thaliana) protease knockout lines and agroinfiltrated leaves
to identify the probe targets and on other plant species to demonstrate their broad applicability. These probes revealed that most
commercially available protease inhibitors target unexpected proteases in plants. When applied on germinating seeds, these
probes reveal dynamic activities of aleurain-like proteases, cathepsin B-like proteases, and vacuolar processing enzymes,
coinciding with the remobilization of seed storage proteins.

Cys proteases are a large class of proteolytic en-
zymes that carry a catalytic Cys residue in the active
site. Plant genomes encode more than 100 Cys prote-
ases that act in the cytoplasm, the endomembrane
system, and the apoplast (Beers et al., 2004; García-
Lorenzo et al., 2006; van der Hoorn, 2008; Martínez
et al., 2012). Well-studied Cys proteases include dif-
ferent papain-like cysteine proteases (PLCPs; family
C1A of clan CA), vacuolar processing enzymes (VPEs;
family C13 of clan CD), metacaspases (family C14 of
clan CD), and multiple families of deubiquitinating
enzymes (families 12, 19, and 48 of clans CA and CE).

PLCPs and VPEs have been studied for their role in
programmed cell death (PCD), both in immunity and
development. Tomato (Solanum lycopersicum) Required

for Cladosporium Resistance3 and tobacco (Nicotiana
tabacum) cathepsin B, for example, are PLCPs required
for PCD upon pathogen perception (Krüger et al.,
2002; Gilroy et al., 2007), while Arabidopsis (Arabi-
dopsis thaliana) Cysteine Endopeptidase1 and dVPE
are pivotal for developmental PCD in pollen and seed
coat development, respectively (Nakaune et al., 2005;
Zhang et al., 2014). Likewise, Arabidopsis Responsive
to Desiccation21 (RD21) is a PLCP required for im-
munity against Botrytis cinerea (Shindo et al., 2012;
Lampl et al., 2013), while its Nicotiana benthamiana
ortholog C14 contributes to immunity against Phytophthora
infestans (Kaschani et al., 2010; Bozkurt et al., 2011). Sup-
pression of an aleurain-like PLCP delays floret senescence
in broccoli (Brassica oleracea) and increases suscepti-
bility to pathogens in N. benthamiana (Eason et al., 2005;
Hao et al., 2006) Furthermore, Arabidopsis gVPE is re-
quired for toxin-induced PCD, while its N. benthamiana
ortholog is required for virus-induced PCD (Hatsugai
et al., 2004; Kuroyanagi et al., 2005). In conclusion, these
PLCPs and VPEs play different roles, often associated
with PCD.

Because of their association with PCD, PLCPs and
VPEs are tightly regulated to prevent accidental cell
death. Proteases from both families are produced as
inactive precursors that require processing in order
to remove inhibitory propeptides (Kuroyanagi et al.,
2002; Gu et al., 2012). Furthermore, both classes of
proteases are tightly regulated by endogenous in-
hibitors such as cystatins and serpins (Lampl et al.,
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2013; Zhao et al., 2013). Because of their posttransla-
tional regulations, it is impractical to predict activities
of PLCPs and VPEs from transcript abundance.
New, simple, and versatile methods are required to

monitor Cys proteases at their activity level in a broad
range of plant species. Protease activity profiling (also
called activity-based protein profiling of proteases) is
an easy and powerful method to monitor the active
state of proteases in crude extracts or living organisms
(Heal et al., 2011; Serim et al., 2012; Haedke et al., 2013;
Willems et al., 2014). Protease activity profiling is
based on the use of chemical probes that react cova-
lently with the active site of proteases in an activity-
dependent manner. The result of the labeling is a
covalent and irreversible bond between the probe and
the protease, which allows subsequent separation on
protein gels or purification followed by detection by
fluorescence scanning or mass spectrometry.
The first probe that we introduced in plant science

was DCG-04, which targets PLCPs (van der Hoorn
et al., 2004). This probe was subsequently used to
monitor PLCP activities during immunity and senes-
cence (Martínez et al., 2007a; Shabab et al., 2008), to
study protease activation (Gilroy et al., 2007; Wang
et al., 2008; Gu et al., 2012), and to reveal the selectivity
of endogenous and pathogen-derived protease inhibi-
tors (Rooney et al., 2005; Tian et al., 2007; Shabab et al.,
2008; van Esse et al., 2008; Song et al., 2009; Kaschani
et al., 2010; Lampl et al., 2010; Hörger et al., 2012;
Lozano-Torres et al., 2012; van der Linde et al., 2012;
Mueller et al., 2013; Dong et al., 2014). Although
powerful, a disadvantage of DCG-04 profiling is that
this biotinylated probe involves an indirect detection
using streptavidin-horseradish peroxidase, which re-
duces throughput and resolution. More recently, we
introduced fluorescent versions of DCG-04, coined
MV201 and MV202 (Richau et al., 2012), and these
probes were used to monitor PLCP activities upon
herbicide treatment and during PCD in tomato seed-
lings (Zulet et al., 2013; Sueldo et al., 2014). Unfortu-
nately, however, MV201 and MV202 can cause severe
background labeling, and their targets often cannot be
resolved on protein gels because they share the same
molecular mass.
More recently, we introduced selective probes for

the bacterial effector Avirulence Pseudomonas syringae
pv. phaseolicola protein B (AvrPphB; Lu et al., 2013) and
for VPEs (Misas-Villamil et al., 2013). These probes
carry selective targeting peptide sequences to improve
their selectivity. The AvrPphB probe (FH11) carries an
acidic residue at the second amino acid position pre-
ceding the cleavage site (P2 = Asp), to mimic sub-
strates of AvrPphB. By contrast, the VPE probe
AMS101 carries P2 = Pro to prevent cross-reactivity
with PLCPs and P1 = Asn to specifically target VPEs,
because these proteases specifically cleave after Asn.
These selective probes are much easier to work with
and also facilitated in vivo imaging of protease label-
ing sites. For example, FH11 labeling was used to
study the proteolytic activation of AvrPphB in planta,

while AMS101 displayed VPE-specific labeling in the
vacuole (Lu et al., 2013; Misas-Villamil et al., 2013).

To speed up plant protease research further, we
continue to seek better, more selective probes that
target specific proteases. Here, we introduce two new
specific probes for two subclasses of PLCPs: aleurain-
like proteases (ALPs; subclass 8 of the PLCPs) and
cathepsin-like proteases (CTBs; subclass 9 of the
PLCPs). We also introduce a new, more readily
available probe for VPEs and an improved procedure
for PLCP activity profiling with MV202. Using prote-
ase mutants, agroinfiltration, virus-induced gene si-
lencing, protease inhibitors, and various plant species,
we demonstrate the versatility of these probes and
illustrate their applicability by characterizing protease
activities during seed germination.

RESULTS

New Probes for Cys Proteases Light Up New
Activity Profiles

In this study, we introduce three new probes and
improve the analysis of a previously reported probe
(Fig. 1A). In addition to the previously used MV202,
which targets all PLCPs, we also introduce FY01 and
JOGDA1 (Fig. 1A) as selective probes that target a
subset of PLCPs. Traditionally, names of activity-
based probes bear the two initials of the chemist who
synthesized it (M.V., F.Y., or J.O.), followed by a
number or recognizable name. MV202 (Richau et al.,
2012) is a biotinylated and fluorescent derivative of the
protease inhibitor E-64, which carries a Tyr at the P3
position and a Leu at the P2 position, and an epoxide
warhead. FY01 was developed in the Bogyo laboratory
as a probe for amino dipeptidyl peptidase I/cathepsin C
(Yuan et al., 2006). FY01 carries the nonnatural amino
acid nor-Val at the P2 position and homo-Phe at the P1
position, followed by a vinyl sulfone reactive group
and a bodipy fluorophore.

JOGDA1 is a bodipy-labeled derivative of FH11, a
probe designed for AvrPphB, a secreted papain-like
type III effector produced by Pseudomonas syringae (Lu
et al., 2013). We resynthesized FH11 with a stronger
bodipy fluorophore to improve the detection of labeled
proteins. Besides a bodipy residue, JOGDA1 also car-
ries an AOMK reactive group and a Gly-Asp-Ala tri-
peptide. The Asp residue at the P2 position in FH11
was originally chosen because AvrPphB cleavage re-
quires Asp at P2 of the substrate, which is unique
among PLCPs, which usually prefer a hydrophobic
residue at the P2 position of the cleavage site. How-
ever, we previously reported that, in addition to
AvrPphB, FH11 also labels unidentified plant proteins
(Lu et al., 2013). Furthermore, we introduce JOPD1 to
target legumains/VPEs (Fig. 1A), which cleave after
Asn and Asp residues. We previously introduced
the aza-epoxide-based probe AMS101 for legumains/
VPEs (Misas-Villamil et al., 2013). AMS101, however,
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is synthetically challenging to produce because of the
aza-epoxide reactive group. Chemical synthesis of
JOPD1 is much less complicated. JOPD1 is a bodipy
version of the Pro-Asp-AOMK probe described by
Sexton et al. (2007) and carries an Asp at the P1 posi-
tion, while the Pro at the P2 position prevents the
labeling of PLCPs. JOGDA1 and JOPD1 have not been
described before, and the details of their synthesis are
provided (Supplemental Text S1).

To characterize the targets of MV202, FY01,
JOGDA1, and JOPD1, Arabidopsis leaf extracts were
labeled at pH 3 to 9 and the labeled proteins were
separated on a protein gel and detected by fluores-
cence scanning. MV202 labeling causes a large number
of signals that increase in intensity at higher pH,

especially at pH 8 and 9 (Fig. 1B). Importantly, most
labeling is not blocked upon preincubation with E-64,
indicating that these signals are not specific. However,
clear signals are detected at 25, 35, and 40 kD that are
absent upon preincubation with E-64. These signals
show an optimum intensity at slightly acidic pH (pH
5–6). pH 6 was chosen for further studies because of
the strongest detection of 25- and 35-kD signals.

FY01 labeling causes two close strong signals at
34 kD that are absent upon preincubation with E-64
and have a maximum intensity at neutral pH (pH 6–8;
Fig. 1B). At higher pH, unspecific labeling occurs in-
creasingly. This unspecific labeling is less strong at pH
8 when compared with that caused by MV202. FY01
also displays labeling of a specific 40-kD signal at

Figure 1. Novel probes display new, pH-dependent labeling profiles. A, Structural components of the novel Cys protease
probes. Each of the four probes contains a dipeptide or tripeptide that targets into the P3, P2, and P1 substrate-binding pockets
in the different proteases. All probes carry a bodipy fluorescent reporter group (yellow). MV202 also contains a biotin affinity
tag (blue). The reactive groups (red) are epoxide, vinyl sulfone (VS), or acyloxymethylketone (AOMK). FY01 carries an
N-terminal dipeptide to capture aminodipeptidases. B, Labeling of PLCPs is pH dependent. Leaf extracts were preincubated
at pH 3 to 9 with or without 50 mM E-64/YVAD and then labeled with 2 mM MV202, FY01, or JOGDA1. Dashed lines indicate
selected labeling conditions. C, Comparison of labeling profiles on Arabidopsis leaf extracts. Leaf extracts were preincubated
with or without 50 mM E-64 or Ac-YVAD-cmk and then labeled with 2 mM probe at pH 5 (JOPD1), pH 6 (MV202 and JOGDA1),
or pH 7 (JOPD1). In B and C, samples were separated on protein gels and analyzed by fluorescence scanning and Coomassie
Brilliant Blue (CBB) staining.
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acidic pH (pH 5), which is presumably identical to the
signal caused at 40 kD by MV202. Therefore, we chose
pH 7 to display the specific 34-kD signal.
JOGDA1 labeling displays a weak but specific 34-kD

signal at pH 5 to 8 (Fig. 1B), which sometimes displays
as a doublet on high-resolving protein gels. JOGDA1
labeling causes very low unspecific labeling at higher
pH. No other specific signals are displayed with this
probe. pH 6 was chosen for further studies, since this
caused the strongest labeling in repeated labeling ex-
periments.
Finally, JOPD1 labeling shows signals only at pH 4

and 5 and low unspecific labeling at higher pH (Fig.
1B). The signals consist of two 40-kD signals and a
weaker 35-kD signal. Labeling can be prevented upon
preincubation with the caspase-1 inhibitor Acetyl-Tyr-
Val-Ala-Asp-chloromethylketone (Ac-YVAD-cmk) but
not E64 (Fig. 1C). pH 5 was chosen for subsequent
labeling experiments, since the signal is strongest at
this pH.
A direct comparison of the labeled proteins on one

gel shows that the signals have overlapping molecular
masses at 40 kD (MV202 and JOPD1) and 34 kD
(MV202, FY01, and JOGDA1; Fig. 1C). This figure also
shows that unspecific labeling is strongest for MV202,
causing strong signals at 40 kD and higher that are not
suppressed upon preincubation with E-64.

Improved Broad-Range Fluorescent Profiling of
MV202-Labeled Proteomes

The strong, unspecific labeling profile of MV202
was unexpected. MV202 has previously been used
only on apoplastic proteomes of tomato and on leaf
extracts of agroinfiltrated N. benthamiana (Richau
et al., 2012; Sueldo et al., 2014). These MV202-labeled
proteomes did not show strong background signals,
and the few detected signals are specific because they
are absent upon preincubation with E-64. We hy-
pothesized that the background labeling is caused by
unspecific reaction of the excess MV202 probe when
heated up in gel-loading buffer before loading. To test
this hypothesis, we labeled leaf proteomes with and
without MV202 and then followed three different
work-up procedures. Acetone precipitation to remove
the excess unlabeled probe does not prevent fluores-
cent background labeling (Fig. 2A). However, acetone
precipitation followed by a purification of biotiny-
lated proteins on avidin beads causes four specific
signals of 25 to 30 kD (Fig. 2B). By contrast, purifi-
cation without acetone precipitation still causes back-
ground labeling (Fig. 2C). Taken together, these data
indicate that the background labeling is caused by
the presence of excess probe that reacts unspecifi-
cally with proteins when not removed by precipita-
tion and purification. For the remaining labeling
assays with MV202 described in this article, samples
were precipitated and purified to prevent background
labeling.

Protease Mutants Identify Different Specific Probe Targets

Because the signals detected by MV202, FY01, and
JOGDA1 are blocked by preincubation with E-64 (Fig.
1B), we anticipate that these probes target PLCPs.
Likewise, we anticipate that JOPD1 targets legumains/
VPEs, because the labeling is blocked upon pre-
incubation with Ac-YVAD-cmk but not E-64 (Fig. 1B).
Therefore, we took advantage of Arabidopsis PLCP
and VPE mutant collections (Gruis et al., 2004; Wang
et al., 2008) to determine the targets of these probes by
screening for the absence of labeling. In addition to the
single PLCP and VPE mutants, we included double,
triple, and quadruple protease mutants. Only protease
mutants that show altered labeling profiles are pre-
sented here.

Labeling of leaf extracts of protease mutants with
MV202 indicated the identity for each of the four
signals. The bottom two signals are absent in the
Arabidopsis Aleurain-Like Protein1 (aalp-1) null mutant
(Fig. 3A, signals 3 and 4), indicating that these signals
represent AALP. This is consistent with previous data
that this region contains the AALP protein upon DCG-04
labeling (van der Hoorn et al., 2004). These bottom
signals were also absent in the aalp-1 mutant using
DCG-04 labeling (Gu et al., 2012). Likewise, the top
signal (signal 1) is reduced in both the rd21A-1 and
ctb3-1 mutants (Fig. 3A), indicating that this signal
contains RD21 and CTB3, in agreement with previous
data where RD21 and CTB3 were identified in this
region (van der Hoorn et al., 2004). We believe that
the top signal caused an accumulation of both labeled
RD21 and CTB3 and not by activation of CTB3 by
RD21 or vice versa, because CTB3 labeling is normal
in rd21A-1 mutants (see below) and RD21 processing,
accumulation, and activity are unaltered in the ctb3-1
mutant (Supplemental Fig. S1). The second top signal
(signal 2) is absent in the ctb3-1 mutant (Fig. 3A), in-
dicating that this signal is caused by CTB3.

Figure 2. Improved detection by purification of MV202-labeled pro-
teins. Arabidopsis leaf extracts were labeled with and without DCG-04
or MV202. After labeling, the samples were either precipitated in ace-
tone (A), precipitated and purified on avidin beads (B), or directly
purified on avidin beads (C). Samples were separated on protein gels
and analyzed by fluorescence scanning and Coomassie Brilliant Blue
(CBB) staining.
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Significantly, labeling of the PLCP mutants revealed
that both FY01 signals are absent in the aalp-1 mutant
(Fig. 3A, signals 5 and 6), indicating that FY01 labels
AALP. This is surprising, because the molecular mass
of the FY01 signals (approximately 34 kD) is larger
than the bottom AALP-dependent signals detected
upon MV202 labeling (approximately 25 kD; Fig. 3A,
signals 3 and 4). Thus, when labeled with FY01, AALP
runs at a larger apparent molecular mass than when
labeled with MV202, which is opposite to the expected
based on the molecular mass of the probes themselves
(1 and 1.4 kD, respectively; Fig. 1A). However, selec-
tive AALP labeling by FY01 can be explained by the
fact that this probe was designed to target amino-
dipeptidases (Yuan et al., 2006). AALP is a cathepsin
H-like aminopeptidase because of the presence of a
covalently linked minichain that is retained in the
substrate-binding groove to prevent endopeptidase
activity (Guncar et al., 1998). The detection of two
AALP-dependent FY01 signals is consistent with the
earlier observation that AALP accumulates as two
mature isoforms on western blots probed with the
anti-AALP antibody (Ahmed et al., 2000).

Importantly, the mutant screen also revealed that
both signals generated by JOGDA1 labeling are absent
in the ctb3-1 mutant (Fig. 3A, signals 7 and 8), indi-
cating that JOGDA1 targets CTB3. This is also the re-
gion where CTB3 has been identified by mass
spectrometry (van der Hoorn et al., 2004) and where
MV202 labels two CTB3-dependent signals (Fig. 3A,
signals 1 and 2). The labeling of CTB3 by JOGDA1 is
surprising, since this probe carries an Asp at the P2
position, which was thought to exclude PLCP labeling.
To our knowledge, that CTB3 may exist in two iso-
forms was not reported before.

Finally, to investigate targets for JOPD1, we in-
cluded the qvpe mutant, lacking all four VPEs (Gruis
et al., 2004). The JOPD1 signals are absent in this qvpe
mutant (Fig. 3A, signals 9 and 10), indicating that
JOPD1 indeed labels VPEs. This labeling profile is
consistent with the occurrence of various active iso-
forms of gVPE, the most abundant VPE in leaves
(Kuroyanagi et al., 2002; Misas-Villamil et al., 2013).
The absence of PLCP labeling by JOPD1 is caused by
the fact that PLCPs do not bind peptides with a P2 =
Pro residue.

In conclusion, the absence of labeling on mutant
plants shows that probe targets are not active in the
mutants. At this stage, it is yet unclear if this is caused
by the absence of the protease itself or indirectly
caused by the removal of a protease that is required to
activate the protease that is labeled.

Transient Protease Expression Confirms the Labeling of
Respective Proteases

To confirm that the new probes label the different Cys
proteases, we transiently expressed CTB3, AALP, ALP2,
and all four VPEs by agroinfiltration of N. benthamiana
and labeled extracts from agroinfiltrated leaves with
the respective activity-based probes at the chosen la-
beling conditions. Specific signals were detected upon
labeling of leaves expressing CTB3 with JOGDA1,
confirming that JOGDA1 labels CTB3 (Fig. 3B). This
signal was absent in leaves where CTB3 was not ex-
pressed and in cases where CTB3-containing extracts
were preincubated with E-64. The 34-kD signal has the
same molecular mass as the CTB3-dependent JOGDA1
signal detected in Arabidopsis leaf extracts, indicating

Figure 3. Protease knockout mutants and transient expression reveal specific probe targets in leaf extracts. A, Leaf extracts from
wild-type Columbia-0 (Col-0) plants or from aalp-1, rd21-1, ctb3-1, or quadruple VPE (qvpe) mutants were labeled with
MV202, FY01, JOGDA1, or JOPD1 for 3 h under the appropriate labeling conditions. Labeled proteomes were separated
on protein gels and analyzed by in-gel fluorescence scanning and Coomassie Brilliant Blue (CBB) staining. B, Extracts of
N. benthamiana leaves transiently expressing different proteases were preincubated with 50 mM E-64 (E) or YVAD-cmk (Y) and
labeled with FY01, JOGDA1, or JOPD1 with the appropriate labeling conditions. Labeled proteomes were separated on protein
gels and analyzed by fluorescence scanning and Coomassie Brilliant Blue staining. RBCL, Rubisco large subunit.
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that the Arabidopsis 34-kD signal originates from
CTB3 labeling. Interestingly, an additional, strong
38-kD signal appeared when CTB3-containing ex-
tracts were labeled with JOGDA1. This signal was
also detected upon MV201 labeling (Richau et al.,
2012) and is possibly caused by labeling of the pro-
enzyme of CTB3.
Specific signals were also detected when extracts

from leaves transiently expressing AALP and ALP2
were labeled with FY01 (Fig. 3B), confirming that this
probe indeed labels both aleurain-like proteases of
Arabidopsis. These signals were absent upon pre-
incubation with E-64 and from leaves that do not
express AALP or ALP2. Different from the calculated
molecular masses of mature AALP and ALP2 prote-
ases (23.7 and 24 kD, respectively), both proteases
migrate at larger molecular masses (33 and 34 kD) than
expected, and AALP migrates at a slightly lower
molecular mass than ALP2. The AALP signal is never-
theless consistent with the AALP-dependent FY01 signal
at 34 kD in Arabidopsis leaf extracts, indicating that this
signal originates from AALP. ALP2 is not expressed in
leaves but is detected in leaves (see below).
Finally, fluorescent signals were also detected when

extracts from leaves transiently expressing VPEs were
labeled with JOPD1 (Fig. 3C), confirming that all four
VPEs can be labeled with JOPD1. These signals are
absent upon preincubation with the VPE inhibitor
YVAD-cmk and different for extracts not expressing
Arabidopsis VPEs, confirming that VPE labeling is
specific. The labeling profiles are polymorphic for the
different VPEs and consistent with described VPE
isoforms and labeling with AMS101 (Kuroyanagi et al.,
2002; Misas-Villamil et al., 2013).
In conclusion, these labeling assays on mutant

plants and agroinfiltrated leaves show that the three
new probes label different subfamilies of Cys prote-
ases: FY01 labels ALPs (e.g. AALP), JOGDA1 targets
CTBs (e.g. CTB3), and JOPD1 targets VPEs.

Distinct Protease Activity Profiles in Different
Plant Species

To demonstrate that our probes are broadly appli-
cable in plant science, we profiled protease activities
in leaf extracts of different (model) plant species, in-
cluding Solanaceae (winter cherry [Solanum pseudo-
capsicum], tomatillo [Physalis ixocarpa], tomato, and
tobacco) and monocots (barley [Hordeum vulgare] and
maize [Zea mays]). Preincubation with E-64 or YVAD-
cmk was used to demonstrate the specificity of label-
ing. Detection of fluorescently labeled proteins from
protein gels revealed specific signals in all leaf extracts
and with all probes that are absent upon preincubation
with the respective inhibitors (Fig. 4, A–D), illustrating
that labeling with our new probes is broadly applica-
ble. The profiles, however, are remarkably different in
molecular mass and intensities. These differences are
probably caused by different numbers of protease

genes and different protein processing in the different
species. In general, FY01 and JOGDA1 signals corre-
spond to the signals in the MV202 activity profiles,
although MV202 labeling profiles are often too weak
to display all the signals. Also, as with Arabidopsis
labeling, FY01 signals migrate considerably slower on
the protein gel than the presumed MV202-labeled
counterparts. Thus, FY01 and JOGDA1 labeling facilitates

Figure 4. Labeling leaves of different plant species illustrates broad
applicability. A to D, Leaf extracts were generated and preincubated
with 50 mM (A and B) or 100 mM (C) E-64 or 50 mM JOGDA2 for 30 min
and then labeled with 2 mM MV202 (A), FY01 (B), or JOPD1 (D) or
5 mM JOGDA1 (C) for 3 h. Proteins were separated on protein gels,
scanned for fluorescence, and stained with Coomassie Brilliant Blue.
Pi, Tomatillo; Sp, winter cherry; At, Arabidopsis; Sl, tomato; Nt, to-
bacco; Nb, N. benthamiana; Hv, barley; Zm, maize; RBCL, Rubisco
large subunit. E, Knockdown of NbALP and NbCTB gene expression in
N. benthamiana confirms specific labeling. Young plants were inoc-
ulated with TRV::GFP, TRV::NbALP, or TRV::NbCTB, and 3 weeks
later, proteomes were extracted from the upper leaves from two dif-
ferent plants (hence the duplicate) and labeled with FY01 or JOGDA1.
Labeled proteomes were separated on protein gels and analyzed by
fluorescence scanning and Coomassie Brilliant Blue staining.
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the deconvolution of otherwise weak or overlapping and
complicated activity profiles generated byMV202 labeling.
Notable also is the observation that unspecific labeling by
FY01 and JOGDA1 occurs more in leaf extracts of some
plants (e.g. Arabidopsis and barley), even though the same
amount of protein was labeled.

To independently confirm the selective labeling of
ALPs and CTBs in N. benthamiana, we silenced aleurain-
like protease (NbALP; UniProt Q2QFR3) and cathepsin B
protease (NbCTB; UniProt Q1HER6) in N. benthamiana
using virus-induced gene silencing. Labeling of leaf
extracts of N. benthamiana with MV202, FY01, and
JOGDA1 causes very similar, overlapping signals, in
both unchallenged plants (Fig. 4, A–C) and Tobacco Rattle
Virus (TRV)::GFP plants (Fig. 4E). Labeling of leaf ex-
tracts from protease-silenced plants, however, revealed
that FY01 labeling is only suppressed in TRV::NbALP,
whereas JOGDA1 labeling is only suppressed in
TRV::NbCTB plants (Fig. 4E). These data confirm that,
also in N. benthamiana, FY01 and JOGDA1 selectively
label ALPs and CTBs, respectively. These data illus-
trate the strength of using selective probes to monitor
specific proteases on other plant species.

Selective Chemical Interference of Proteases
Using Inhibitors

Equipped with the new, selective Cys protease
probes, we tested if we could use these probes to

determine the selectivity of commercially available pro-
tease inhibitors. We assembled a collection of 13 protease
inhibitors that can potentially inhibit Cys proteases. The
collection contains caspase inhibitors YVAD-cmk and
Asp-Glu-Val-Asp-chloromethylketone (DEVD-cmk),
proteasome inhibitors MG132 and MG115, PLCP inhib-
itors E-64, antipain, chymostatin, and leupeptin, and
cathepsin B inhibitors Leu-Val-Lys-aldehyde (LVK-cho)
and benzyloxycarbonyl-Phe-Ala-chloromethylketone
(zFA-cmk). We also included three custom-made inhib-
itors (Fig. 5A). JCP410 is an inhibitor of dipeptidyl di-
peptidase I/cathepsin C (Arastu-Kapur et al., 2008),
consisting of an nor-Val-Phe dipeptide with a vinyl sul-
fone reactive group, similar to the warhead of the FY01
probe. We also synthesized JOGDA2, which contains a
Pro-Asp dipeptide with an AOMK reactive group that is
similar to the JOPD1 probe for legumains/VPEs, except
that JOGDA2 carries an alkyne minitag instead of the
bodipy fluorophore. Finally, we synthesized JOPD2,
which consists of a Gly-Asp-Ala tripeptide and an
AOMK reactive group, similar to the warhead of the
fluorescent FH11 and JOGDA1 probes. All these inhibi-
tors will covalently and irreversibly react with the active-
site Cys residues of the proteases, with the exception of
the aldehyde-based inhibitors (MG132, MG115, antipain,
chymostatin, LVK-cho, and leupeptin), which covalently
but reversibly bind to the substrate-binding groove.

Leaf extracts were preincubated with 50 mM of the
putative protease inhibitors and then incubated with

Figure 5. Commercial and custom-made prote-
ase inhibitors display unexpected specificities. A,
Structures of JCP410 and custom-made JOGDA2
and JOPD2. B, Specific protease inhibition by
small molecules. Leaf extracts were preincubated
for 30 min with 50 mM inhibitors and then labeled
with MV202, FY01, JOGDA1, or JOPD1 for 3 h.
Labeled proteomes were separated on protein
gels and analyzed by fluorescence scanning and
Coomassie Brilliant Blue (CBB) staining. RBCL,
Rubisco large subunit; *, peptide aldehyde.
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the different probes to label the noninhibited enzymes.
The labeling profiles revealed a surprising diversity of
inhibitory activities. In general, suppression of AALP
labeling was consistent between MV202 and FY01
labeling (Fig. 5B). Most importantly, these experiments
demonstrate a lack of the presumed selectivity of
commercially available inhibitors. Proteasome inhibi-
tors MG132 and MG115 also block both AALP and
CTB3 labeling but not VPE labeling (Fig. 5B), consis-
tent with our previous observation that MG132 blocks
PLCP activities in vivo (Kaschani et al., 2009). In
addition, cathepsin B inhibitors LVK-cho and zFA-cmk
also block AALP and RD21 labeling but not VPE
labeling (Fig. 5B), consistent with previous observa-
tions (Gilroy et al., 2007). Likewise, caspase inhibitors
YVAD-cmk and DEVD-cho also block CTB3 labeling
(Fig. 5B). Importantly, YVAD-cmk but not DEVD-cho
also blocks VPE labeling (Fig. 5B), consistent with the
notion that VPEs have caspase1 but not caspase3
activity (Hatsugai et al., 2004; Rojo et al., 2004; Misas-
Villamil et al., 2013). These data illustrate that com-
mercially available inhibitors with claimed specificity
should be used on plants with extreme caution. By
contrast, our new custom-made inhibitors indicate the
desired selective inhibition: JCP410 selectively blocks
AALP labeling, displayed using both MV202 and FY01
(Fig. 5B). Likewise, JOPD2 selectively blocks VPE
labeling, displayed with JOPD1 (Fig. 5B). Unexpect-
edly, JOGDA2 is not selective, as it suppresses AALP
labeling in addition to CTB3 labeling (Fig. 5B). Thus,
these data indicate that the inhibitors JCP410, DEVD-
cho, and JOPD2 can be used for selective inhibition of
the activities of AALP, CTB3, and VPEs, respectively.

Dynamic Protease Activities during Seed Germination

Seed germination is an important phase transition
for plants that involves the degradation of seed storage
proteins, releasing products that are used to build
Rubisco and other proteins (Fig. 6A). Notably, the
proteases that are active during seed germination and
possibly responsible for the conversion of the seed
proteome have not been described before. Here, we
investigated protease activities during germination
of Arabidopsis seeds using our specific fluorescent
probes. The conversion of the seed proteome is clearly
visible when the proteomes are separated on protein
gels (Fig. 6A). The 12S globulins that cause four signals
at 25 to 35 kD and two signals at 15 to 20 kD are de-
graded during germination, while Rubisco large sub-
unit and other proteins appear (Fig. 6A).
The seed extracts were labeled with specific probes

to monitor protease activities. FY01 labeling of extracts
of germinating seeds revealed no signals in imbibed
seeds (day 0) that were blocked upon preincubation
with E-64, three signals of 30 kD that appear at day
1 (signal 1), day 2 (signal 2), and day 3 (signal 4), and
a weak signal of 40 kD appearing at day 3 (signal 3;
Fig. 6B). All these FY01 signals were suppressed upon

preincubation with E-64. JOGDA1 labeling revealed
two signals of 30 kD appearing at day 1 (signal 1) and
day 2 (signal 2) that were absent upon preincubation
with E-64 but no signals in extracts from imbibed seeds
(Fig. 6C). Finally, JOPD1 labeling displayed five sig-
nals in imbibed seeds in the regions of 40 kD (signals
1–3) and 25 kD (signals 4 and 5), of which signal 1 in-
creases in intensity during seed germination, while
signals 4 and 5 decrease in intensity (Fig. 6D). All these
JOPD1 signals were absent upon preincubation with
YVAD-cmk. These assays illustrate a dynamic change
in protease activities during seed germination in Ara-
bidopsis.

Protease Mutants Reveal the Identities of Protease
Activities during Seed Germination

We next used protease mutants to annotate the
signals in these activity profiles. Importantly, while
doing this, we did not detect any alteration in the
conversion of seed storage proteins (data not shown),

Figure 6. Dynamic protease activities during seed germination. A,
Proteome conversion during seed germination. Proteins were extracted
from germinating seeds at different time points in duplicate and
detected on Coomassie Brilliant Blue-stained protein gels. RBCL,
Rubisco large subunit. B to D, Dynamics of protease activities during
germination. Protease activities were displayed by labeling protein
extracts with FY01 (B), JOGDA1 (C), and JOPD1 (D). For all experi-
ments, seeds were imbibed for 2 d on agar plates at 4˚C in the dark and
germinated in 16 h of light for 3 d.
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indicating that none of these proteases is individually
essential for seed storage protein degradation.

To identify the FY01 signals during germination, we
tested various PLCP mutant seeds. FY01 signals 1, 3,
and 4 are absent in the mutants alp2-1, rd21-1, and aalp-1,
respectively (Fig. 7A), indicating that they represent
ALP2, RD21, and AALP, respectively. Importantly,
labeling of RD21 demonstrates that FY01 does not
exclusively label ALPs but can incidentally also label
other Cys proteases at pH 7. FY01 signal 2 is absent
in the aalp-1 mutant and must be caused by AALP at
day 2, but its identity remains unclear at day 3 (Fig.
7A). These data indicate that ALP2 activity appears at
day 1 and AALP and RD21 activities appear at day 2.
These activities correlate with the transcript levels
measured for the corresponding genes during germi-
nation (Narsai et al., 2011; Fig. 7B).

We next identified the JOGDA1 signals using single,
double, and triple ctb mutant seeds. JOGDA1 signal 2
is absent in the ctb3-1 mutants, indicating that it is
caused by CTB3 (Fig. 7C). JOGDA1 signal 1 is also
absent in the ctb3-1mutant at day 1, indicating that it is
caused by CTB3 (Fig. 7C). At later time points, how-
ever, signal 1 is reduced in the ctb3-1 mutant and ab-
sent in the ctb2-1/ctb3-1 double mutants, indicating that
this signal consists of CTB2 and CTB3 at days 2 and 3.
All signals are absent in the ctb2-1/ctb3-1 double mu-
tant and the #62-5 triple mutant (Fig. 7C). These data
indicate that CTB3 activity appears at day 1 and CTB2
activity follows at day 2. The relative intensities cor-
relate with relative transcript levels: CTB3 is highly
expressed, followed by CTB2, whereas CTB1 is poorly
expressed (Fig. 7D). More interestingly, CTB2 and
CTB3 transcript levels are constitutively high, whereas

Figure 7. Protease mutants elucidate activity profiles in germinating seeds. A, C, and E, Seeds of wild-type Columbia-0 (Col-0)
and protease mutant Arabidopsis plants were imbibed and germinated on plates, and samples were taken at 0, 1, 2, and 3 d post
imbibition. Protein extracts of the seeds and seedlings were labeled with FY01 (A), JOGDA1 (C), or JOPD1 (E) at the appropriate
conditions, and labeled proteins were detected from protein gels by in-gel fluorescence scanning. B, D, and F, Transcript levels
of protease genes in imbibed seeds (day 0) and 1 and 2 d post imbibition. Data were extracted from Narsai et al. (2011).
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their activity appears only at 1 and 2 d after imbibition.
The absence of CTB activity in the presence of CTB
transcript indicates that CTBs are subject to post-
transcriptional regulation to suppress their activity at
early time points.
Finally, we identify the JOPD1 signals using single,

double, and triple vpe mutant seeds (Gruis et al., 2002,
2004). JOPD1 signal 1 is absent in the avpe mutant and
in the abdvpe triple and qvpe quadruple mutants (Fig.
7E), indicating that this signal is caused by aVPE.
Signals 2 to 5 are all absent in the bvpe mutant (Fig.
7E), indicating that all these signals are caused by
bVPE. Interestingly, there is a weak signal 2 remaining
in the bvpe, bdvpe, and abdvpe mutants that is absent
in the qvpe quadruple mutant (Fig. 7E), indicating that
this signal is caused by gVPE. The dominance of bVPE
in the JOPD1 activity profile correlates with the fact
that the bVPE gene has relatively high transcript levels
(Fig. 7F). Surprisingly, however, is the fact that aVPE
is clearly detected (Fig. 7E, signal 1), while the aVPE
transcript level is relatively low (Fig. 7F). By contrast,
gVPE activity is barely detectable (Fig. 7E, signal 2),
but the gVPE transcript levels are significantly higher
when compared with aVPE (Fig. 7F). The transcript
data used here (extracted from Narsai et al., 2011) are
consistent with the VPE transcript data presented by
Gruis et al. (2004). Taken together, these data indicate
that there are several cases during seed germination
where the activity level of proteases cannot be pre-
dicted from the transcript data.

DISCUSSION

Using fluorescent gel imaging and Arabidopsis
protease mutants, we have validated the specificity of
new fluorescent probes for protease activity profiling
in plants. We provide proof of concept on leaf extracts
of other plant species and on germinating Arabidopsis
seeds. We also used these probes to reveal an unex-
pected selectivity of commercially available protease
inhibitors and found several examples where protease
activities do not correspond with transcript levels,
highlighting the relevance of this technology to display
a new level of functional proteomic information.
The four probes target different Cys proteases at

different pH levels. The pH sensitivity is explained by
the fact that proteases have pH-dependent activities.
Aleurains, for example, show optimal activities at
pH 6.5 to 7 (Holwerda and Rogers, 1992), whereas VPEs
have an optimal activity at pH 5 (Kuroyanagi et al.,
2002). These optimal pH values likely reflect the mi-
croenvironment conditions at which these proteases
function.
That PLCPs are labeled with MV202 was shown

before and is expected, because this probe is based on
E-64, which inhibits PLCPs broadly (Richau et al.,
2012). Likewise, JOPD1 targets VPEs because they
carry an Asp residue at the P1 position, which at low
pH is protonated, thereby mimicking an Asn residue

for which VPEs are selective (Kato et al., 2005). The
additional P2 = Pro prevents the labeling of PLCPs,
which prefer hydrophobic residues at this position.
Similar probes carrying a Pro-Asp dipeptide and an
AOMK warhead were previously used to label mam-
malian legumains, which are orthologous to VPEs
(Sexton et al., 2007).

Unexpected probe targets were found for FY01 and
JOGDA1. FY01 was developed as a specific probe for
mammalian cathepsin C, also called dipeptidyl pepti-
dase I (Yuan et al., 2006), but this enzyme does not
have a close homolog in plants (Supplemental Fig. S1).
Instead, FY01 labels aleurains, which are orthologous
to mammalian cathepsin H proteases (Richau et al.,
2012; Supplemental Fig. S2). Although slightly unex-
pected, the selectivity is explained by the fact that
aleurains and cathepsin H proteases carry a peptide
minichain that blocks part of the substrate-binding
groove, thereby preventing endoprotease activity
(Guncar et al., 1998). Because of this minichain, the
unprimed substrate-binding groove accommodates
only two residues, explaining why aleurains cleave
two residues from the N terminus and are called
aminodipeptidases. Labeling of aleurains by FY01 is
explained because FY01 caries two N-terminal resi-
dues adjacent to the vinyl sulfone reactive group.

A second unexpected probe target is the selective
labeling of CTBs by JOGDA1. JOGDA1 was designed
to selectively target AvrPphB by carrying P2 = Asp.
This probe should not label PLCPs because they prefer
a hydrophobic residue at this position. Surprisingly,
our data indicate that, in contrast with other plant
PLCPs, CTBs can accommodate acidic residues at
the P2 position, hence explaining the selectivity of
JOGDA1. Importantly, selective labeling of leaf ex-
tracts of other plant species indicated that these
properties of ALPs and CTBs are universal, as con-
firmed by silencing experiments in N. benthamiana.

Although FY01 preferentially labels ALPs, we did
notice that FY01 also labels 40-kD Cys proteases at
lower pH (Fig. 1B) and in seedling extracts (Fig. 7A).
This 40-kD signal is probably caused by the labeling of
RD21A, as the signal is absent in seedlings of rd21A-1
mutants. By contrast, JOGDA1 and JOPD1 show se-
lective labeling of CTBs and VPEs, respectively, and
we did not detect any labeling of other proteins. Thus,
caution is needed for the interpretation of FY01 label-
ing. To confirm the specificity of labeling, one can (1)
knock out/knock down the corresponding protease to
show that labeling disappears; (2) purify and identify
by mass spectrometry; or (3) characterize labeling
further, by studying sensitivity for inhibitors, pH, co-
factors, etc. A similar approach was used to charac-
terize VPEs in the apoplast of infected tomato plants
(Sueldo et al., 2014).

Besides specific labeling, which can be blocked upon
preincubation with a corresponding inhibitor, we also
noted strong unspecific labeling of the probes at in-
creasingly high pH. The level of this unspecific labeling
is different between the probes and is possibly caused
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by the different reactive groups. Epoxide-based MV202
causes strong background labeling at pH 8 to 9, the
vinyl sulfone probe FY01 causes background labeling
at pH 9, and very low background labeling was dis-
played by JOGDA1 and JOPD1, which both carry AOMK
reactive groups. We also noticed that the intensity of
background labeling can depend on the plant species
(Fig. 4) and on the type of subcellular extract (data not
shown). We have shown that background labeling can
be prevented by the precipitation and purification of
labeled proteins using probes that carry both a fluo-
rescent group and a biotin affinity handle. We speculate
that this unspecific labeling is caused by unspecific la-
beling of unreacted probes during the heating of the
sample in SDS sample buffer.

Using FY01 and JOGDA1 labeling instead of MV202
labeling has several advantages. First, these probes
cause much less background labeling and, therefore,
are much easier to handle. Second, these probes dis-
play different protease classes that are difficult to
discriminate by MV202 profiling because of their
overlapping molecular mass. This may not be so clear
for Arabidopsis leaf extracts, because Arabidopsis
AALP and CTB3 have different molecular masses, but
this is different for other plant species where the
MV202 signals overlap. These studies also readily
revealed that monocots may carry multiple CTB
isoforms.

Further studies with selective protease probes
revealed that commercially available protease in-
hibitors often have unexpected selectiveness. This is
problematic, since many pharmacological studies
using these inhibitors in plants have implied the in-
volvement of particular proteases. These conclusions
should be carefully reconsidered. Frequently used
proteasome inhibitors MG115 and MG132, for exam-
ple, also inhibit ALPs and CTBs, whereas CTB inhibi-
tors LVK-cho and zFA-cmk also inhibit other PLCPs.
However, inhibitors can be remarkably selective for
the proteases that we were testing, illustrated by the
seeming specific inhibition of ALPs, CTBs, and VPEs
by JCP410, DEVD-cho, and JOGDA2, respectively. It
should be noted, however, that our data do not ex-
clude that the selective inhibitors also inhibit other
proteins that we are not monitoring. More character-
ized inhibitors can be used for chemical knockout
assays to study the role of proteases in plants even if
they are not genetic model species.

Protease activity profiling of germinating seeds
revealed that the activation of ALPs and CTBs corre-
lates with the remobilization of storage proteins. Al-
though their involvement in seed storage processing
seems likely, our data did not demonstrate the in-
volvement of ALPs and CTBs in protein remobiliza-
tion, because the remobilization is unaltered in the
protease mutants and even in the ALP double and CTB
triple mutants (data not shown). Redundancy, how-
ever, is common for plant proteases, as illustrated by
the redundancy of the VPEs in the processing of seed

storage proteins during seed ripening (Shimada et al.,
2003; Gruis et al., 2004).

Although some protease activities correlate with
transcript levels, others clearly do not. CTB2 and
CTB3, for example, are transcribed in seeds, but their
activity is undetected until days 1 and 2, indicating
that the activities of these CTBs are suppressed at early
stages of seed germination. One unconfirmed candi-
date for CTB regulation is AtCYS6, a cystatin that is
expressed in seeds and disappears during germination
(Hwang et al., 2009). AtCYS6 knockout mutants ger-
minate faster, indicating a role for AtCYS6 in protease
regulation during seed germination (Hwang et al.,
2009). It will be interesting to determine if CTB2/3
activities are increased in the AtCYS6 mutants and if
AtCYS6 can suppress the labeling of CTB2/3 using
competitive activity-based protein profiling (Song
et al., 2009; Kaschani et al., 2010; Dong et al., 2014).

We also noted that aVPE causes strong activity
signals in germinating seeds, while gVPE is relatively
weak, in contrast to their relative expression levels.
This observation indicates that VPE activities are also
posttranscriptionally and/or posttranslationally regu-
lated during seed germination, perhaps also through
AtCYS6 or AtCYS7, which both carry a C-terminal
extension, known to inhibit VPEs (Martinez et al.,
2007b). Interestingly, while AtCYS6 is expressed in
seeds and disappears during germination, AtCYS7 is
coexpressed with gVPE (Supplemental Fig. S3). A
similar posttranslational protease regulation by cys-
tatins has been hypothesized for germinating barley
seeds (Martinez et al., 2009). The tight regulation of
proteases by cystatins has also been demonstrated in
tobacco embryos (Zhao et al., 2013), illustrating the
need to monitor these protease activities individually
to unravel their functions.

MATERIALS AND METHODS

Activity-Based Probes and Inhibitors

The synthesis of FY01, MV202, and JCP410 has been described before (Yuan
et al., 2006; Arastu-Kapur et al., 2008; Richau et al., 2012). The synthesis of
JOGDA1, JOPD1, JOGDA2, and JOPD2 is described in Supplemental Text S1.
Protease inhibitors E-64, Ac-YVAD-cmk, MG132, MG115, antipain, chymo-
statin, and leupeptin were purchased from Sigma-Aldrich, and Ac-DEVD-cho,
Ac-LVK-cho, and zFA-cmk were purchased from Calbiochem. Synthesized
probes and inhibitors are available upon request.

Arabidopsis Mutants

The following Arabidopsis (Arabidopsis thaliana) mutants were used in this
study: rd21A-1 (SALK_090550), aalp-1 (SALK_075550), ctb3-1 (SALK_019630),
ctb1-2 (SALK_110946; Wang et al., 2008), #62-5 (McLellan et al., 2009), and
avpe, bvpe, gvpe, dvpe, bdvpe, abdvpe, and qvpe (Gruis et al., 2004). The alp2-1
mutant (SALK_079981) and the ctb2-1 mutant (SALK_089030) were se-
lected for this study using primers flanking the transfer DNA insertion
site (59-TCTGTCGACTATTGAG-39 and 59-TTGTGGATCTTGTTGGAC-39
59-CGTTGGTCACACATAGTGCAG-39 and 59-GACAATACTGGTTG-
CTCGCAC-39, respectively) and the LBa1 primer 59-TGGTTCACGTA-
GTGGGCCATCG-39. The ctb3-1/ctb2-1 double mutant was generated by
crossing, and the rd21-1/aalp-1 double mutant was reported before (Gu et al.,
2012). Arabidopsis plants were grown at 22°C (day)/20°C (night) in a
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glasshouse under a 16-h light regime. Leaves from rosettes of 6-week-old
Arabidopsis plants were used for the protein extraction.

Agroinfiltration

Leaves of Nicotiana benthamiana that transiently express proteases were
prepared as described before (Richau et al., 2012; Misas-Villamil et al., 2013)
using binary plasmids pFK16(35S::CTB3), pFK17(35S::AALP), pHL7(35S::
ALP2), pFK137(35S::aVPE), pFK138(35S::bVPE), pFK139(35S::gVPE), and
pFK140 (35S::dVPE). pFK16, pFK17, and pFK137 to pFK140 have been de-
scribed before (Richau et al., 2012; Misas-Villamil et al., 2013). pHL7 was
constructed as described before (Shabab et al., 2008) by cloning a PCR frag-
ment amplified using primers 59-TGCATTCCCAAGTCCCAAC-39 and
59-AGCTCCATGGCTGTGAAACTAAACCTATCTTCCTC-39 from Arabi-
dopsis complementary DNA into pFK26 using NcoI and PstI restriction sites,
resulting in pHL6. The 35S::ALP2 expression cassette was shuttled from pHL6
into pTP5 using XbaI and SalI restriction sites. Agrobacterium tumefaciens cul-
tures (optical density = 1) carrying binary plasmid encoding the silencing
inhibitor p19 were mixed (1:1) with and without A. tumefaciens carrying a
binary plasmid encoding the different proteases and agroinfiltrated into ex-
panded leaves of 4-week-old N. benthamiana plants. At day 4 after agro-
infiltration, six leaf discs (each 1 cm diameter) were ground in 600 mL of
extraction buffer containing 1% (w/v) polyvinylpolypyrrolidone and 2 mM

dithiotreitol (DTT). The pH of the extraction buffer was pH 5 (for VPEs), pH 6
(for CTBs), or pH 7 (for ALPs). The extract was cleared by centrifugation, and
the supernatant was preincubated for 30 min with or without 50 mM E-64 or
YVAD-cmk and labeled for 4 h with 2 mM of the respective probe. Labeled
proteins were detected by in-gel fluorescence scanning.

Other Plant Species

Other plant species were grown under normal greenhouse conditions, and
samples were taken from adult, expanded leaves. Proteins were extracted in
2 mM DTT. For N. benthamiana and tobacco (Nicotiana tabacum), 5% (w/v)
polyvinylpolypyrrolidone was added before protein extractions. Protein con-
centrations were measured and normalized before labeling.

Virus-Induced Gene Silencing

TRV::NbALP and TRV::NbCTB were generated by cloning a 300-bp frag-
ment of NbS0032309g0011.1 (NbALP) and NbS00035145g0007.1 (NbCTB) using
primers 59-GATCGGATCCGAGGTACGAGACAGTTGAGGAG-39, 59-GAT-
CGAATTCCCAGCAAGATCCGCACTTGCCCTGG-39, 59-GATCGGATCC-
GGCCGGATGGAAAGCTGCACTG-39, and 59-GATCGAATTCTTGCTGAC-
AGAGAGATATTCAAGCC-39, resulting in pTS9 (TRV::NbALP) and pTS7
(TRV::NbCTB), respectively. Overnight-grown A. tumefaciens cultures (strain
GV3101) carrying plasmids pTS7 and pTS9 were resuspended in infiltration
buffer (10 mM MES, pH 5, 10 mM MgCl2, and 1 mM acetosyringone). The
optical density at 600 nm was adjusted to 2, and cultures carrying pTS7 and
pTC9 were mixed with cultures carrying the TRV1 vector. Cultures were in-
cubated for 3 h at room temperature in the dark and infiltrated into the first
two true leaves of 2-week-old N. benthamiana plants. Total proteins were
extracted from upper leaves after 3 weeks and used for labeling.

Seed Germination

Arabidopsis seeds were sterilized and plated on one-half-strength Mura-
shige and Skoog (MS) medium (2.15 g L21 MS medium; Duchefa M0221)
containing 1% (w/v) agar. Seeds were imbibed on one-half-strength MS agar
plates for 2 d at 4°C in the dark. The agar plates were incubated at 20°C to 22°C
under a 16-h light regime for seed germination. Seeds were collected at days 0, 1, 2,
and 3 post imbibition and frozen at 280°C until protein extraction.

Leaf Protein Extraction and Labeling

A total of 600 mL of extraction buffer containing 50 mM sodium acetate (for
pH 6 and below) or 50 mM Tris-HCl (for pH 7 and above) and 2 mM DTT were
added to six leaf discs (1 cm diameter) of Arabidopsis in a 1.5-mL tube. After
grinding the tissues with a plastic blue stick, the samples were centrifuged at
10,000g and 4°C for 10 min, and the supernatant containing the soluble pro-
teins was used for labeling. Labeling was performed in a 50-mL total volume.

A total of 45 mL of leaf extracts (containing approximately 100 mg of soluble
proteins) was preincubated with 50 mM E-64 or Ac-YVAD-cmk for 30 min at
room temperature. These extracts were incubated with 2 mM MV202 or JOPD1,
0.06 mM FY01, or 5 mM JOGDA1 for 4 h at room temperature in the dark. Equal
volumes of dimethyl sulfoxide (DMSO) were added for no-probe controls.

Seed Protein Extraction and Labeling

Proteins were extracted by grinding the seeds in sterilized water. The
samples were centrifuged at 10,000g and 4°C for 10 min, and the supernatant
containing the soluble proteins was used for labeling. Labeling was performed
in a 50-mL format. A total of 45 mL of seed extracts (containing approximately
50 mg of soluble proteins) was preincubated with 50 mM E-64 at pH 6 (MV202
or JOGDA1) or pH 7 (FY01) or 50 mM Ac-YVAD-cmk at pH 5 (JOPD1) or
DMSO for 30 min at room temperature. These extracts were incubated with
2 mM FY01, JOGDA1, or JOPD1 for 4 h at room temperature in the dark. Equal
volumes of DMSO were added to the no-probe control.

Improved MV202 Labeling

A total of 50 to 100 mg of leaf extract was preincubated with or without
50 mM E-64 (or other commercial protease inhibitors) in a 500-mL total volume
containing 50 mM Tris (pH 6) and 2 mM DTT at room temperature for 30 min,
then 1 mL of 1 mM MV202 (or DCG-04) was added. The samples were kept on
the rotator in the dark at room temperature for 4 h. The samples were pre-
cipitated by adding 1 mL of ice-cold acetone, centrifuging at 4°C at 10,000g for
5 min, and washing with 70% (v/v) cold acetone once. Protein pellets were
resuspended in 50 mM Tris-HCl (pH 7) containing 10 mL of avidin agarose
(Sigma-Aldrich) beads. Samples were incubated with the beads at room
temperature for 1 h, and the beads were washed with 1% (w/v) SDS twice and
heated for 5 min at 95°C in 50 mL of SDS gel-loading buffer.

Analysis of Labeled Proteins

The labeling reactions were stopped by adding gel-loading buffer con-
taining b-mercaptoethanol at 13 final concentration and heating at 95°C for
5 min. The labeled proteins were separated on 12% (v/v) protein gels at 200 V
for 1 h. The labeled proteins were detected from the protein gels with a Ty-
phoon FLA 9400 scanner (Amersham Biosciences/GE Healthcare) using an
excitation wavelength of 532 nm and a 580-nm band-pass filter (580BP30).

Bioinformatics

Transcript levels published by Narsai et al. (2011) were extracted from the
National Center for Biotechnology Information Gene Expression Omnibus
data set GSE30223 using GEO2R. The phylogenetic trees of human PLCPs
(Lecaille et al., 2002) and Arabidopsis PLCPs (Richau et al., 2012) were made
by Cluster Omega (Sievers et al., 2011).
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Supplemental Figure S1. Accumulation and labeling of RD21 in ctb3-1
mutant plants.

Supplemental Figure S2. Phylogenetic tree of human and Arabidopsis
PLCPs.

Supplemental Figure S3. Coexpression of ATCYS6 with gVPE during
development.

Supplemental Text S1. Chemical synthesis of AOMK probes.
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