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Abstract: Persistent lesion mimic can cause leaf senescence, affecting grain yield in crops. However,
knowledge about the regulation of lesion mimic and leaf senescence in crop plants is still limited.
Here, we report that the amino acid transporter OsAAP3, a negative regulator of tiller bud elongation
and rice grain yield, is involved in lesion mimic and leaf senescence. Altered expression of OsAAP3
can initiate the nitric oxide signaling pathway through excessive accumulation of arginine in rice
leaves, influencing ROS accumulation, antioxidant enzymes activities, proline concentration, and
malondialdehyde concentration. This finally triggers cell death which ultimately leads to lesion
mimic and leaf senescence by regulating the degradation of chloroplast and the expression abundance
of components in the photosynthetic pathway. Overall, the results not only provide initial insights
into the regulatory role of amino acid transport genes in rice growth and development, but also help
to understand the factors regulating the leaf senescence.
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1. Introduction

Lesion mimics refer to the disease spots spontaneously produced on plant leaves,
stems, and leaf sheaths without pathogen infection or environmental stress. The formation
of lesion mimics is closely related to cell development and plant defense. Recently, some
lesion mimic-related genes have been found in rice to control cell death in the defense
response of pathogens. For example, a loss of SPL33 function accelerated leaf senescence
caused by H,O, accumulation [1]. Furthermore, mutant sp/29 has been shown to affect
leaf lesions and senescence in rice [2]. Moreover, SPL35 plays an important role in rice
cell death [3]. Importantly, if lesion mimics persist, the drastic changes of leaf metabolism
will lead to the degradation of metabolites and the mobilization of nutrients to developing
tissues and organs, and eventually result in leaf senescence in rice [4].

Reactive oxygen species (ROS) are thought to play a vital role in plant senescence [5,6].
In previous studies, higher levels of ROS in cells caused serious oxidative damage to
membranes, nucleic acids and proteins [7,8]. Furthermore, accumulation of unnecessary
ROS induces leaf senescence and may even be related to programmed cell death (PCD).
So far, it has been reported that the premature leaf senescence 1 (ospls1) mutant in rice
accumulates excess ROS, resulting in a phenotype of early leaf senescence [9]. The rice SPL4
gene also plays an important role in leaf senescence through inhibited ROS accumulation
in leaf development [10]. Recently, mutation in a putative glycosyltransferase like gene
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causes programmed cell death and early leaf senescence in rice [11]. In addition, ROS
are regulated by nitric oxide (NO), which can directly affect the activity of antioxidant
enzymes such as superoxide dismutase (SOD), CAT (catalase), and POD (Peroxidase) and
increase the content of HyO, in plants, thereby starting and accelerating the process of ROS
regulation [12].

Importantly, NO is a key regulator of leaf senescence and PCD in higher plants, which
regulates a variety of physiological processes [13,14]. Furthermore, arginine (Arg) is a
precursor of NO in plants and produces NO in a reaction catalyzed by nitric oxide synthase
(NOS) [15]. In rice, Arg can be transported by amino acid transporter OsAAP3 [16]. Re-
cently, we found that down regulating the expression of OsAAP3 promoted tiller number
and grain yield by increasing outgrowth buds in rice [17]. Furthermore, OsAAP3 over-
expressing (OE) lines accumulated too much Arg and lysine (Lys), which inhibited the
elongation of tiller buds as well as the number of tillers, and decreased the grain yield of
rice [17]. Interestingly, OsAAP3 OE lines showed lesion mimics followed by leaf senescence
during the reproductive period, and the underlying mechanism is still not clear. The
objective of the present study was to investigate the roles of OsAAP3 in lesion mimic and
leaf senescence by regulating Arg transport and nitric oxide pathway.

2. Results
2.1. Over-Expression of OsAAP3 Leads to Lesion Mimic and Leaf Senescence in Rice

Our previous study reported that blocking OsAAP3 could promote rice tillering
and grain yield by regulating tiller bud elongation [17]. Surprisingly, over-expression of
OsAAP3 not only decreases the number of tillers and grain yield of rice [17], but also leads to
lesion mimic and leaf senescence in rice, especially in flag leaves (Figure 1A, Supplementary
Materials Figure S1). To dissect the underlying mechanism of this process, we detected the
Arg concentrations in the flag leaves of OsAAP3 OE lines, RNA interference (Ri) lines, and
wild-type (WT). The results showed that the concentration of Arg in the flag leaf of the OE
lines was significantly higher than that in the WT, while the Arg concentration in the Ri
lines was significantly decreased compared with that in the WT (Figure 1B), proving that
an increase in OsAAP3 expression could directly lead to the excessive accumulation of Arg
in rice leaves.

Arg is not only an important nitrogen storage nutrient for reuse but also a precursor
of NO in plants [18], and NO is an important signal molecule in plants [19]. Therefore, we
measured the concentration of NO in the leaves of all materials. The results showed that
the concentration of NO in the OE lines was significantly higher than that in the WT, while
the NO concentration in the Ri lines was significantly lower than that in the WT (Figure 1C).
Meanwhile, we also measured the activity of NOS, and found that the NOS activity in the
OE lines was significantly higher than that in the WT, but there was no significant change
in the activity of NOS between the Ri lines and WT (Figure 1D).

It was further found that the concentration of H,O, in the OE lines was significantly
higher than that in the WT, while the concentration in the Ri lines was lower than that in
the WT (Figure 1E). Moreover, to further determine the effect of H,O, concentration on leaf
senescence, flag leaves from the OE lines, Ri lines, and WT at the same growth stage were
soaked in vitro with HyO (Figure 1F) and H,O; (Figure 1G) for 4 d. The results showed
that the number of senescent yellow leaves in the OE lines was significantly greater than
that in the WT; however, there were obviously fewer senescent yellow leaves in the Ri lines
compared to those in the WT (Figure 1H). In addition, the chlorophyll concentration in the
OE lines was significantly lower than that in the WT, but the chlorophyll concentration of
the Ri lines was similar to that of the WT, confirming that leaf senescence in the OE lines
may be related to chloroplast degradation (Figure 1I).
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Figure 1. OsAAP3 leads to lesion mimic and leaf senescence in rice. Flag leaf phenotype (A), arginine
(Arg) concentration (B), nitric oxide (NO) concentration (C), nitric oxide synthase (NOS) activity
(D), and hydrogen peroxide (H,O;) concentration (E) of the OsAAP3 overexpressing (OE) lines,
RNA interference (Ri) lines, and wild-type (WT) at the heading stage. Flag leaf phenotype of the
OsAAP3 OE lines, Ri lines, and WT with H,O (F) and H,O, (G) treatments for 4 d. The number of
senescent yellow leaves (H) and chlorophyll concentration (I) for flag leaves of the OsAAP3 OE lines,
Ri lines and WT with HyO, treatment for 4 d. The flag leaves was taken at 110 days after sowing.
Scale bar = 0.5 cm in A, F, G. The letters above the error bars are ranked by the Duncan test at p <
0.05. Values are means =+ standard deviation (n = 5).

2.2. OsAAP3 Regulates Leaf-Senescence Induced by Reactive Oxygen Species

To further understand the physiological mechanism of leaf senescence regulated by
OsAAP3, 3,3'-diaminobenzidine (DAB), nitro blue tetrazolium (NBT), and trypan blue
(TB) were used to treat rice flag leaves from the OE lines, Ri lines, and WT. The results
showed that there were more staining sites for the OE lines than for the WT with DAB
and NBT staining, while there were fewer staining sites for the Ri lines than for the WT
(Figure S2A,B), indicating that both the hydrogen peroxide and superoxide in the flag
leaves of the OE lines is higher than that in the WT. In accordance, the result from the TB
dyeing suggested that rice leaf premature aging in the OE lines is most likely caused by the
accumulation of ROS (Figure 52C).

Furthermore, the SOD activity, POD activity, CAT activity, proline (Pro) concentration,
and malondialdehyde (MDA) concentration were analyzed in the flag leaves of OsAAP3
transgenic materials. As shown in Figure 2, the SOD (Figure 2A), POD (Figure 2B), and
CAT activities (Figure 2C) in the OE lines were significantly lower than those in the WT,
while the POD (Figure 2B) and CAT activities (Figure 2C) in the Ri lines were significantly
higher than those in the WT. These results indicated that the ability to remove H,O, and
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oxygen ions in the flag leaves of OE lines was significantly weaker than that in the WT
and Ri lines. Conversely, the Pro (Figure S3) and MDA concentrations (Figure 2D) were
significantly higher in the OE lines than those in the WT, while the Pro concentration was
significantly lower in the Ri lines than that in the WT (Figure S3).
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Figure 2. Superoxide dismutase (SOD) activity (A), peroxidase (POD) activity (B), catalase (CAT)
activity (C), and malondialdehyde (MDA) concentration (D) of the OsAAP3 OE lines, Ri lines, and
wild-type (WT) at the heading stage. The flag leaves was taken at 110 days after sowing. The letters
above the error bars are ranked by the Duncan test at p < 0.05. Values are means =+ standard deviation
(n=5).

2.3. The Leaf Senescence Regulated by OsAAP3 Is Related to Chloroplast Degradation and Cell Death

To determine what kind of changes occur in the inner tissues of leaves due to leaf
senescence in OsAAP3 OE lines, paraffin sections and transmission electron microscopy
sections were used to observe the leaves. Histochemical staining of rice flag leaves paraffin
sections showed that the nuclei of WT and Ri lines were stained blue by hematoxylin, while
the nuclei of cells within abnormal staining by eosin of OE lines were not stained blue,
indicating that the OsAAP3 OE lines presented cell death in leaf mesenchymal cells with a
typical cell structure of dell death, and the Ri lines and WT showed no obvious abnormal
cell death (Figure 3A-G). Further observation of the flag leaf tissues transmission electron
microscopy showed that the chloroplast structure in the leaf mesenchymal cells began to
degrade in the OE lines, the stromal lamella of thylakoid structure disintegrated, and the
mitochondria also showed obvious vacuolation, which was more obvious than that in the
WT plants (Figure 3H-L). However, in the mesophyll cells of the Ri transgenic plants, the
chloroplast structure was intact, the thylakoid structure was clearly visible, and the number
of osmiophilic particles was significantly reduced (Figure 3]-M). These results suggest that
OsAAP3 may affect leaf senescence by regulating the degradation of chloroplasts in the
mesophyll cells of flag leaves.
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Figure 3. Leaf senescence regulated by OsAAP3 is related to chloroplast degradation and cell death.
Paraffin sections were used to detect the chloroplasts in the wild-type (WT) (A), overexpressing (OE)
lines (B-D), and RNA interference (Ri) lines (E-G). Transmission electron sections were used to detect
the chloroplasts in the WT (H,K), OE lines (I,L), and Ri lines (J,M). Paraffin sections (A-G) were
stained with hematoxylin for 5 min and eosin for 2 min.The red frames in (H-J) indicate chloroplasts,
the yellow arrows in (K-M) indicate thylakoids, and the red arrows in (K-M) indicate plastoglobules.
The flag leaves was taken at 110 days after sowing. Scale bar = 30.0 mm in (A-G), 2.0 um in (H-J),
and 0.5 um in (K-M).

2.4. Transcriptome Analysis Reveals That Over-Expression of OsAAP3 Leads to the Abnormal
Gene Expression of Secondary Metabolism and Photosynthesis Pathway

To investigate the mechanism of OsAAP3 in regulating lesion mimic and leaf senes-
cence, we performed RNA-seq using RNA samples from the leaves of the OE lines, Ri lines,
and WT. MAPMAN was used to annotate the differentially expressed genes in the OE line
and Ri line leaves to obtain the distribution of differentially expressed genes in different
metabolic pathways (Figure S4). The results showed that there were more differentially
expressed genes in the photosynthesis, amino acid metabolism, and nitrogen metabolism
pathways in both the OE and Ri lines compared with those in the WT (Figure S4). However,
the OE lines (Figure S4A) had more differentially expressed genes in these pathways than
those in the Ri lines (Figure 54B). Besides, the expression levels in the flavonoids pathway
of OE and Ri lines changed compared with WT (Figure 54). And the expression levels
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in the phenolics pathway of OE lines decreased, but that were almost unaffected in Ri
lines (Figure S4). Furthermore, we customized the figure to depict the biological processes
of interest from MAPMAN metabolic pathways in Figure S4. The result showed that
three genes were up-regulated and six genes were down-regulated in the lesion mimic
pathway in the OE line leaves compared with those in the WT (Figure 4). Moreover, eight
genes were up-regulated and nine genes were down-regulated in the OE line leaves in the
leaf senescence pathway, while two genes in the Ri lines showed the opposite expression
compared with that in the OE lines (Figure 4). In addition, the expression of 16 genes in
the nitrogen metabolism pathway and 8 genes in the photosynthesis pathway were also
changed in the OE and Ri lines compared with those in the WT (Figure S5); the expression
levels of these genes were confirmed by real-time quantitative PCR (RT-PCR) (Figure S6).
The Venn diagram shows the number of differentially expressed genes in the OE and Ri
lines compared with that in the WT (Figure 5A). A total of 13 genes encoding for enzymes
involved in nitrogen metabolism, chloroplast development and protein phosphorylation,
have opposite expression trends in the OE and Ri lines (Figure 5B; Table S1). In addition,
we found that 11 genes were highly expressed in the OE line, and 11 genes exhibited
lower expression in the OE line by RT-PCR analysis (Figure S7), confirming that these
genes might play important roles in the regulation of lesion mimic and leaf senescence.
Furthermore, the similar expression trends of these genes between the RT-PCR results and
the RNA-seq results illustrated the good quality of our transcriptomic data. The locus
name and corresponding notes for these genes in all the above pathways are shown in
Table S1.
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Figure 4. Differentially enriched genes in the lesion mimic and leaf senescence pathways. OE
indicates the overexpression line, Ri indicates the RNA interference line, abscissa indicates a log?2
fold change, and ordinate indicates the locus name of the gene.

2.5. Altered Expression of OsAAP3 Affects Nutrient Elements in Rice

To further investigate the effect of OsAAP3 on nutrient elements in rice, the element
concentration in the flag leaves of different OsAAP3 transgenic lines was further detected.
The results showed that the concentrations of nitrogen (N, Figure 6A), phosphorus (P,
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Figure 6B), and potassium (K, Figure 6C), which are the most prominent elements necessary
for the growth and development of rice, were higher in the Ri lines than those in the WT
and OE lines. In addition, sodium (Na, Figure 6D), which is related to abiotic adversity, and
copper (Cu, Figure 6E), which is related to biological adversity, also showed a similar trend.
On the other hand, the accumulations of magnesium (Mg, Figure 6F), iron (Fe, Figure 6G),
aluminum (Al, Figure 6H) and manganese (Mn, Figure 6]) in the OE lines were significantly
higher than those in the WT and Ri lines. These results suggest that the altered expression
of OsAAP3 significantly changes the nutrient elements of rice flag leaves, which may be
caused by the degradation of chloroplasts in the mesophyll cells.
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Figure 5. Differentially expressed genes among the OE line, Ri line, and WT. (A) Venn map of
differential genes among the overexpressing (OE) line, RNA interference (Ri) line, and wild-type
(WT). (B) 13 differentially expressed genes among the OE line, Ri line, and WT. Abscissa indicates a
log?2 fold change, and ordinate indicates the locus name of the genes.
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Figure 6. Measurements of the content of different nutrient elements in flag leaves among the OE
lines, Ri lines, and WT. Nitrogen (N, A), phosphorus (P, B), potassium (K, C), sodium (Na, D), copper
(Cu, E), magnesium (Mg, F), iron (Fe, G), aluminum (Al, H), and manganese (Mn, I) contents among
the overexpressing (OE) lines, RNA interference (Ri) lines, and wild-type (WT). The flag leaves was
taken at 110 days after sowing. The letters above the error bars are ranked by the Duncan test at
p < 0.05. Values are means =+ standard deviation (n = 5).
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3. Discussion
3.1. Over Expression of OsAAP3 Resulted in ROS Accumulation in Rice Leaves

In a previous study, we found that amino acid transporter gene OsAAP3 was mainly
expressed in root, leaf blade, leaf sheath, culm and panicle [17]. In addition, OsAAP3 mainly
transports Lys and Arg from intercellular space to plant cells, and higher concentration
of exogenous Arg inhibit the tiller bud elongation and seedling growth through the root
uptake by OsAAP3 in rice [16,17]. Except for tillering, the effect of Arg transport by
OsAAP3 on the development of other organs in rice has not been concerned. Excitingly, it
was found that the accumulation of Arg in the leaves of the OsAAP3 OE lines resulted in
regulating of lesion mimic and leaf senescence (Figure 1A) by an increase in NO compared
with that in the WT (Figure 1B,C). Significantly, the results showed that the concentration
of HyO, accumulated in the rice leaves of the OsAAP3 OE lines at higher levels compared
with that in the WT (Figure 1E).

SOD catalyzes the conversion of O, to HyO,, while POD and CAT catalyze the
conversion of HyO, to HyO in various organelles, and they provide a fence against ox-
idative stress [20]. These antioxidant enzymes play an important role in eliminating ROS
to maintain normal plant metabolism [21] and are often involved in scavenging active
oxygen [22]. We indicated that the activities of SOD, POD and CAT in the OsAAP3 OE
lines were decreased, while the POD and CAT activities increased in the OsAAP3 Ri lines
(Figure 2A-C), suggesting that the reduction of ROS-scavenging enzymes might result
in an oxidative burst in the leaves of the OsAAP3 OE lines. The decrease of the activities
of these antioxidant enzymes may be due to the lower concentration of total free amino
acids in the leaves of OE lines compared with that in WT [17]. Similarly, a previous study
has shown that the activities of antioxidant enzymes were gradually lowered, leading to
the aggravation of membrane lipid peroxidation with the proceeding N-deficiency [23].
In addition, proline levels increase proportionally with leaf age in excised leaf segments
and are an indicator of leaf senescence [24,25]. In the present study, Pro accumulated in
the OsAAP3 OE lines, but decreased in the Ri lines (Figure S3), indicating that Pro may be
involved in the ROS pathway. As the MDA content indirectly reflects the degree of cellular
damage [26], our results also showed that the MDA content in the OsAAP3 OE lines was
significantly increased (Figure 2D), as observed for the el/ll mutant with ROS accumulation
and lesion formation [27].

3.2. Over Expression of OsAAP3 Triggers Cell Death and Lesion Mimic in Rice Leaves

In rice, ROS play a complex role as secondary messengers in the signaling pathways
leading to PCD [28], and excessive ROS lead to oxidation of cell membrane, thereby
influencing cell permeability, and eventually lead to plant cell death and leaf spot-like
lesions [29,30]. Moreover, nuclear degradation and DNA fragmentation are important
markers of cell death [11]. In the present study, we found that nuclei of part cells in the
leaves of OE lines were not stained blue (Figure 3), suggesting that altered expression of
OsAAP3 could affect cell death in leaves. Besides, bursts of production of NO and ROS
usually occur very early in the defense response and are often important for the initiation of
hypersensitive response, together with lipid peroxidation, transcriptional reprogramming,
ion fluxes and cell wall fortification [31]. We suggest that our findings about OsAAP3 in
cell death and lesion mimic in rice leaves are linked to the hypersensitive response, like
some mutants display hypersensitive response-like lesion in the absence of pathogens
attacks [11,32].

To further examine whether ROS are involved in cell death in the OsAAP3 OE lines,
NBT staining for superoxide accumulation, DAB staining for H,O, accumulation, and TB
staining for membrane damage were used for evaluation of the degree of ROS to cell death
(Figure S2A—C). The staining results indicated that the OsAAP3 OE lines might give rise
to the production of cell death in rice leaf. In recent years, there are many reports about
the mechanism of ROS mediated cell death [2,27,33]. For example, the mutation in ELL1
disrupted the structure of chloroplast, then further caused accumulation of ROS, which
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ultimately triggered cell death of rice leaf [27]. Similarly, our results indicated that OsAAP3
OE also may play an important role in ROS mediated cell death. However, over-expression
of OsAAP5 did not affect leaf development [34]. The possible reason is that the specific
affinity of OsAAPS5 for Arg transport is not as high as that of OsAAP3, and OsAAP5 also
has strong transport activity for neutral amino acids [34]. In addition, over-expression of
neutral amino acid transporter gene OsAAP1 did not cause abnormal leaf development [35],
which further indicated that Arg might be involved in the process of leaf development.

3.3. Abnormal Metabolic Pathway and Chloroplast Degradation in OsAAP3 OE Lines Might
Cause Lesion Mimic and Leaf Senescence in Rice

Secondary metabolites are closely related to the PCD process. It has been reported
that overexpression of lignin synthesis enzyme gene OsAAE3 leads to an increase in H,O,
content, which triggers PCD induced by ROS [36]. Recently, a mutant pirl showed that
the spontaneous lesions mimic phenotype is caused by PCD in the mutant leaves [32].
And KEGG analysis revealed that DEGs were most highly enriched in phenylpropanoid
biosynthesis [32]. In this study, the expression levels in the flavonoids and phenolics
pathway, which closely related to lignin metabolism, were changed in OsAAP3 OE and
Ri lines compared with WT (Figure S54). Then we speculate that the abnormal lignin
biosynthesis in OsAAP3 OE lines would trigger lesion mimic.

As important cellular organelles, chloroplasts are easily destroyed and degraded
during the formation and persistence of lesion mimics [37]. Photosynthesis will be affected
by the breakdown of chloroplasts and degradation of chlorophyll molecules [38,39]. Our
results exhibited that the chlorophyll concentration decreased significantly in the leaves
of the OsAAP3 OE lines (Figure 1G,I). Further paraffin section and transmission electron
section experiments observed that the chloroplast structure may have been disrupted in the
leaves of the OsAAP3 OE lines (Figure 3). Genes related to chloroplast degradation, chloro-
phyll synthesis, and photosynthesis are affected by lesion mimic and leaf senescence [40,41].
Therefore, our transcriptome analysis revealed that over-expression of OsAAP3 leads to
the abnormal gene expression of chloroplast development and photosynthesis pathway
(Figure S5; Table S1). Besides, the abnormal expression of genes in transcriptome, such as
LOC_0Os08g44270 (OsSAG12-2) in lesion mimic pathway and LOC_Os03g30950 (OsSAC3)
in leaf senescence pathway (Figure 4), caused rice leaf senescence and cell death in previ-
ous studies [42,43]. These results indicated that both abnormal metabolic pathway and
chloroplast degradation of OsAAP3 OE lines might cause lesion mimic and leaf senescence
in rice.

In addition, various elements are remobilized to seeds after chloroplast degradation
and leaf senescence, and macronutrients N, P and K are generally highly mobile in the
phloem [44]. Our result showed that N and K decreased in the OE lines while the two
elements increased in the Ri lines compared with WT, suggesting that accelerated chloro-
plast degradation and leaf senescence of OsAAP3 OE lines might transfer more N and K to
filling grains. Mg has not often been considered in studies on nutrient remobilization, and
available results indicate a tendency of continued accumulation during leaf senescence [45].
Besides, Mn is the least phloem mobile among the micronutrients [44]. In this study, we
indicated that the concentration of Mg and Mn increased in the OE lines, and the possible
reason is that The Mg and Mn released from chloroplast degradation of OsAAP3 OE lines
transferred less to filling grains and remained more in leaves.

4. Materials and Methods
4.1. Plant Materials

All the transgenic materials of the OsAAP3 OE lines, RNA interference (Ri) lines
(as described in Lu et al. [17]), and wild-type (WT) zhonghuall were grown in the rice
experimental field of Guizhou University.
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4.2. Physiological Index Analysis and Leaf Senescence Treatment

At the filling stage, flag leaves from the OsAAP3 OE lines, Ri lines and WT were
prepared for physiological index analysis. For amino acid Arg analysis, leaf blades were
extracted with 10 mL 80% ethanol at 80 °C. A 1 mL aliquot of each sample was evaporated
to remove the ethanol, re-dissolved in 1 mL 0.02 M HCI and subsequently analyzed using
high-performance liquid chromatography [17]. Kits from Nanjing Jiancheng Technology
Co., Ltd. (Nanjing, China) were used for the nitric oxide (NO), hydrogen peroxide (H,O,),
proline (Pro), and malondialdehyde (MDA) measurements, as well as for detecting the
enzyme activity of nitric oxide synthase (NOS), superoxide dismutase (SOD), catalase
(CAT), and peroxidase (POD). For the leaf senescence treatment experiment, transgenic
materials from the OsAAP3 OE lines, Ri lines, and WT were reduced into fragments and
immersed in an H,O, solution for 4 days, after which the proportion of aging senescent
leaves was counted. The chlorophyll concentration of the leaves was extracted with 80 %
acetone in the dark for 24 h. The extract was measured by a spectrophotometer with light
absorption values at 470, 645, and 663 nm.

4.3. Histochemistry Staining and Tissue Observation

For H,O; detection, leaf samples were vacuum infiltrated with three cycles of 5 min
each in ethanesulfonic acid (pH 6.5) containing 1 mg/mL 3, 3’-diaminobenzidine (DAB)
and 10 mM 2-(N-morpholino), then were soaked in the above solution for 18 h in the
dark. For superoxide determination, leaf samples were vacuum infiltrated three cycles
of 5 min each in 10 mM potassium phosphate buffer (pH 7.8) containing 0.5 mg/mL
nitro blue tetrazolium (NBT), then were soaked in the above solution for 16 h in the dark.
Both the DAB and NBT staining reactions were stopped by 90% ethanol at 70 °C until
chlorophyll was completely removed [46]. For membrane integrity detection, leaf samples
were vacuum infiltrated with three cycles of 5 min in lactic acid-phenol-trypan blue solution
(LPTB; 2.5 mg/mL trypan blue, 25% (w/v) lactic acid, 23% water-saturated phenol, and
25% glycerol in H,O) at 70 °C, then the samples in LPTB were heated in boiling water
for 2 min. Following a 2 h cooled period, the LPTB solution was replaced with a chloral
hydrate solution (25 g in 10 mL of H,O) for destaining [47].

4.4. Paraffin Section and Transmission Electron Section Analysis

For paraffin sections, leaf samples were held in a solution composed of 5 mL 4%
paraformaldehyde and fixed in xylene for 20 min, and they were dehydrated by ethanol
series. Then, 4 pm slices with Leica rotary microtome were stained in hematoxylin and
eosin solution for 3 min, and observed under light microscope. For transmission electron
section analysis, leaf samples were fixed in phosphate buffer solution (pH 7.2) with 2.5%
glutaraldehyde at 4 °C for 4 h. The chloroplast ultrastructure of the samples was observed
using a transmission electron microscope.

4.5. Transcriptome Analysis

Leaf samples were performed for RNA sequencing (RNA-seq) by Shanghai paisennuo
Biotechnology Co., Ltd., China. The clean data were aligned to the rice genome reference se-
quence (Oryza_sativa. IRGSP-1.0) by HiSAT?2 (v2.1.0) [48]. Transcripts were then assembled
by stringtie (v2.0.1) [49] and processed using feature Counts to summarize the counting
reads (subread-2.0.0) [50]. The intersections of differential genes analyzed by DESeq? [false
discovery rate (FDR) < 0.05 and fold change > 2] were identified as differentially expressed
genes (DEGs) [51].

4.6. Element Measurements
Leaf samples were dried at 80 °C for 3 d and then digested with nitric acid at 180 °C for
1 h with a MARS6 microwave. After the samples were diluted with deionized water, then

measured by inductively coupled plasma mass spectrometry (ICP-MS, Agilent 7700 series;
Agilent Technologies, Santa Clara, CA, USA).
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4.7. Gene Expression Detection

Total RNA was extracted from leaves using TRIzol reagent (Nuoweizan, Nanjing,
China). First-strand cDNA was synthesized using M-MLV reverse transcriptase (Takara,
Shiga, Japan). from 2 pg of the total RNA. The first-strand cDNA was used as a template for
RT-PCR after normalization using the rice Actinl (AB047313). The RT-PCR was performed
in a 10 pL reaction volume containing 1 pL of the cDNA solution, 1 pL gene-specific
primers (10 uM), and 5 pL 2X SYBR PCR Mix (Nuoweizan, Nanjing, China) under the
following conditions: 94 °C for 2 min (1 cycle), 94 °C for 30 s, 58 °C for 30 s, and 72 °C for
30 s (40 cycles), followed by 72 °C for 1 min (1 cycle). All the primers used in this study are
listed in Table S2.

4.8. Statistical Analysis

For multiple comparisons, Duncan’s multiple range test was performed using SPSS
software, indicating significant difference at p < 0.05.

5. Conclusions

This study indicated that over-expression (OE) of OsAAP3 could lead to lesion mimic
and leaf senescence in rice by regulating Arg transport and nitric oxide pathway. Fur-
thermore, abnormal metabolic pathway and chloroplast degradation that were caused
by oxidative burst from nitric oxide pathway in OsAAP3 OE lines triggers lesion mimic
in senescent leaves. This study will not only provide initial insights into the regulatory
role of amino acid transport genes in rice growth and development but will also help to
understand the factors regulating the leaf senescence.
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Abbreviations

Al Aluminum

Arg Arginine

CAT Catalase

Cu Copper

DAB 3, 3/-Diaminobenzidine
Fe Iron

HyO, Hydrogen peroxide

K Potassium

Lys Lysine

MDA Malondialdehyde

Mg Magnesium

Mn Manganese

N Nitrogen

Na Sodium

NBT Nitro blue tetrazolium
NO Nitric oxide

NOS Nitric oxide synthase
OE Overexpressing

P Phosphorus

PCD Programmed cell death
POD Peroxidase

Pro Proline

Ri RNA interference
RNA-seq RNA sequencing

ROS Reactive oxygen species
RT-PCR Real-time quantitative PCR
SOD Superoxide dismutase
B Trypan blue

WT Wild-type
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