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Pentatricopeptide repeat proteins constitute a large family of RNA-binding proteins in higher plants (around 450 genes in Arabidopsis
[Arabidopsis thaliana]), mostly targeted to chloroplasts and mitochondria. Many of them are involved in organelle posttranscriptional
processes, in a very specific manner. Splicing is necessary to remove the group II introns, which interrupt the coding sequences of
several genes encoding components of the mitochondrial respiratory chain. The nad5 gene is fragmented in five exons, belonging to
three distinct transcription units. Its maturation requires two cis- and two trans-splicing events. These steps need to be performed in a
very precise order to generate a functional transcript. Here, we characterize two pentatricopeptide repeat proteins, ORGANELLE
TRANSCRIPT PROCESSING439 and TANG2, and show that they are involved in the removal of nad5 introns 2 and 3, respectively.

To our knowledge, they are the first two specific nad5 splicing factors found in plants so far.

Chloroplasts and mitochondria are the organelles that
supply the eukaryotic cell with energy via ATP synthesis.
They derive from cyanobacteria and a-proteobacteria,
respectively, via two independent endosymbiosis events
(Andersson et al., 2003; Raven and Allen, 2003). Massive
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gene transfers between the organelles and the nucleus
have occurred during the last billion years (Martin and
Herrmann, 1998), leading to a reduction of organelle
genome content. Many of the remaining organelle genes
have acquired or retained introns, which derive from
bacterial self-splicing group II intron ribozymes, but
have lost their ability to self-splice. Expression of these
organelle genes requires the participation of numerous
nuclearly encoded factors that perform the posttrans-
criptional steps (editing, intron splicing, protection of
the 3’ and 5’ ends, and stability) necessary for the
production of translatable transcripts. Several families
of such factors have been described, containing vari-
ous RNA-binding domains such as CHLOROPLAST
RNA SPLICING AND RIBOSOME MATURATION
(CRM; Asakura and Barkan, 2006; Zmudjak et al., 2013),
PLANT ORGANELLAR RNA RECOGNITION (Kroeger
et al., 2009; Colas des Francs-Small et al., 2012), REG-
ULATOR OF CHROMOSOME CONDENSATION
(RCC; Kiihn et al., 2011), MULTIPLE ORGANELLAR
RNA EDITING FACTOR (Takenaka et al., 2012), and
RNA EDITING-INTERACTING PROTEIN (Bentolila
et al., 2012), but the pentatricopeptide repeat (PPR)
protein family is by far the biggest, with around 450
genes found in Arabidopsis (Arabidopsis thaliana),
where it was first described (Barkan and Small, 2014).
These proteins are widely distributed among eukary-
otes but particularly abundant in land plants. They are
characterized by tandem repeats of a 35-amino acid motif
(Small and Peeters, 2000) and classified according to
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the type of motifs they bear: members of the P sub-
family are composed of the canonical 35-residue motif,
while the PLS subfamily is composed of trimers of
motifs of various lengths and additional C-terminal
domains (Lurin et al., 2004). The P-class PPR proteins
have been shown to be involved in transcript stability
and intron splicing, while most PLS proteins are im-
plicated in RNA editing (Takenaka et al., 2013; Barkan
and Small, 2014).

In Arabidopsis, whereas the majority of genes for mito-
chondrial proteins have been transferred to the nucleus and
must be translated in the cytosol and redirected to the
organelle, the mitochondrial genome has retained around
65 functional genes encoding proteins as well as tRNAs
and ribosomal RNAs (Richardson et al., 2013). Apart
from some ribosomal proteins and enzymes involved in
the maturation of cytochrome ¢, the encoded proteins
are subunits of complexes involved in oxidative phos-
phorylation located in the inner membrane. Of these,
complex I (NADH-ubiquinone oxidoreductase) is con-
sidered the main entrance point for electrons into the
mitochondrial respiratory chain. In plants, it is composed
of more than 40 subunits, nine encoded by mitochondrial
genes (nadl-nad4, nad4L, nad5-nad7, and nad9) and the
others by nuclear genes. Most of the mitochondrially
encoded subunits are part of the membrane arm, with
the exception of Nad7 and Nad9, which belong to the
hydrophilic peripheral arm (Peters et al., 2013). The as-
sembly of subunits of nuclear and mitochondrial origins
to form a functional complex requires complex mecha-
nisms to coordinate the expression of genes from two
physically separate genetic systems (Barkan, 2011) and a
tight control of the processing of the mitochondrial
transcripts by nuclearly encoded RNA-binding cofactors.

This is complicated by the fact that, in most angio-
sperms, several nad genes (nadl, nad2, and nad5) have
been split and scattered around the mitochondrial chro-
mosome. This gene arrangement is conserved between
dicots and monocots, suggesting that it arose before
these two groups separated (i.e. at least 140 million years
ago; Malek and Knoop, 1998). The expression of the nad
genes involves a combination of cis- and trans-splicing
events that remove group II introns from the transcripts
(Bonen, 2008). Several RNA-binding proteins are known
to be involved in mitochondrial splicing events in nad
transcripts: ORGANELLE TRANSCRIPT PROCESS-
ING43 (OTP43; trans-splicing of nad1 intron 1; Falcon
de Longevialle et al., 2007), ABSCISIC ACID OVERLY
SENSITIVES (cis-splicing of nad2 intron 3; Liu et al., 2010),
RCC1/UV-B RESISTANCES/GUANINE NUCLEOTIDE
EXCHANGE FACTOR3 (RUGS; (trans-splicing of nad2
intron 2 and cis-splicing of intron 3; Kiihn et al., 2011),
NUCLEAR MALE STERILE1 (cis-splicing of nad4 intron
1; Brangeon et al., 2000), BUTHIONINE SULFOMIXINE-
INSENSITIVE ROOTS6 (BIRG6; cis-splicing of nad7 intron
1; Koprivova et al., 2010), and other less-specific factors
such as PUTATIVE MITOCHONDRIAL RNA HELI-
CASE2 (PMH2; Kohler et al., 2010), maturases (nMAT],
nMAT?2, and nMAT4; Keren et al.,, 2009, 2012, Brown
et al., 2014; Cohen et al., 2014), and the MITOCHONDRIAL
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CHLOROPLAST RNA SPLICING ASSOCIATED FACTOR-
like SPLICING FACTOR1 (mCSF1; Zmudjak et al,
2013) affecting numerous introns.

The nad5 mRNA is composed of five exons, derived
from three transcription units (Knoop et al., 1991; Pereira
de Souza et al., 1991; Bonen, 2008; Elina and Brown,
2010). Assembly of the mRNA requires two cis-splicing
and two trans-splicing events. The order in which these
steps are performed is critical to generate a functional
nad5 mRNA, and failure to do so can generate mis-
splicing of the second intron (Elina and Brown, 2010;
Brown et al., 2014). Surprisingly, although several nad5
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Figure 1. Gene model, T-DNA insertion, and visible phenotypes of
otp439 and tang2 mutants. A and B, The T-DNA insertion in line
SALK_003139 (named tang?2) is located in the 11th PPR motif of the
gene (A), and the insertion in line SALK_089911 (named otp439) is in
the fifth PPR motif of the gene (B). C and D, The otp439 homozygous
mutants develop slightly more slowly than the wild type (Col-0) but do
not display any obvious phenotype (8-h light/16-h dark photoperiod).
The tang2 homozygous mutants grow very slowly under 8-h light/16-h
dark (C) or 16-h light/8-h dark (D) photoperiod and display dark curled
foliage as compared with Col-0 and the complemented line tang2-
COM (D). The various PPR motifs are identified and labeled as done
previously (Lurin et al., 2004).
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editing factors are known in Physcomitrella spp. and
higher plants (Ohtani et al., 2010; Sosso et al., 2012;
Toda et al., 2012; Verbitskiy et al., 2012), no factor spe-
cifically involved in nad5 splicing has been described
so far.

In this study, we show that the PPR proteins OTP439
and TANG?2 participate in the trans-splicing of nad5
introns 2 and 3, respectively. In both cases, the lack of
splicing of nad5 leads to reduced levels of functional
complex I in mitochondria. This work brings new in-
formation about the splicing of the complex nad5 tran-
script in plants and provides indirect or surrogate nad5
mutants useful for the study of the assembly of complex L

RESULTS

Phenotypes of the tang2 and otp439 Mutants

The genes TANG2 (At1g19290) and OTP439 (At3g48810)
are predicted to encode P-type PPR proteins compris-
ing 20 and 16 conserved PPR motifs, respectively (Fig. 1,
A and B). TANG2 was originally found to be one of
thousands of genes whose expression was rapidly al-
tered in response to Glc (Li et al., 2006). OTP439 was
identified through a Genevestigator (https://www.
genevestigator.ethz.ch) search for other sugar-inducible
genes encoding PPR proteins. As several complex I mu-
tants were reported to be sensitive to sugar (Falcon de
Longevialle et al.,, 2007; Meyer et al., 2009; Zhu et al.,
2012a, 2012b), we investigated the possible involvement
of these two genes in complex I biogenesis. For this
purpose, we obtained transfer DNA (T-DNA) insertion
lines. The line SALK_003139 (tang2) contained the T-DNA
insert within the coding region, 1,436 bp upstream of
the stop codon (Fig. 1A). The line SALK_089911 (0tp439)

TANG2-GFP

OTP439-GFP

ScCOX4-mcherry merged

Figure 2. Subcellular localization of the PPR proteins TANG2 and
OTP439 by GFP tagging. GFP fusions were biolistically transformed into
Arabidopsis cells (A and D) together with a mitochondria-specific pro-
tein (COX4 from S. cerevisiae) fused to the red fluorescent protein (B and
E). C and F show overlays of the green and red fluorescence images.
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contained the T-DNA insert within the PPR repeat
region, 663 bp downstream of the start codon (Fig. 1B).

When grown under an 8-h light/16-h dark photo-
period, otp439 only had a mild growth phenotype
while tang2 exhibited very delayed growth as com-
pared with the wild type (Fig. 1C). Under a 16-h light/
8-h dark photoperiod, tang2 and otp439 mutants ger-
minated 5 and 2 d later, respectively, than the wild
type. Six-week-old tang2 plants displayed dark curled
foliage (Fig. 1D), reminiscent of other complex I mu-
tants such as otp43, NADH dehydrogenase (ubiquinone)
fragment S subunit4, and rpoTmp (Falcon de Longevialle
et al., 2007; Meyer et al., 2009; Kiihn et al., 2011).

Complementation

Both tang2 and otp439 mutants were transformed
with genomic DNA fragments carrying their respective
wild-type genes, and several complemented lines were
identified. For each mutant, one complemented line was
used in further studies: both tang2COM and otp439COM
germinated within hours of the wild type, showing that
this trait had been rescued. Furthermore, tang2COM
showed restored morphological and growth phenotypes
(Fig. 1, C and D). Expression of TANG2 and OTP439 was
confirmed by quantitative PCR in the complemented
plants (data not shown).

TANG2 and OTP439 Are Localized in Mitochondria

To check the targeting of TANG2 and OTP439, GFP
fusions were biolistically transformed into Arabidopsis
cells together with a mitochondria-specific protein (cyto-
chrome ¢ oxidase subunit4 [COX4] from Saccharomyces
cerevisiae) fused to the red fluorescent protein. The overlay
of the green and red fluorescence shows that both TANG2
and OTP439 are localized to the mitochondrion (Fig. 2).

TANG2 and OTP439 Are Involved in nad5 Splicing

As both genes encode P-class PPR proteins and many
of these proteins are involved in RNA processing
(Barkan and Small, 2014), we performed reverse tran-
scription (RT)-PCR to analyze mitochondrial transcripts
encoding subunits of complex I in tang2, otp439, their
complemented lines, and Columbia-0 (Col-0). Figure 3
shows that the mature, fully processed nad5 transcript
was weakly detected in tang? (Fig. 3A) and otp439 (Fig.
3B) as compared with Col-0 and complemented lines,
whereas other nad transcripts accumulated normally,
suggesting that the transcription, processing, or stability
of nad5 RNA is defective in these mutants. As several
other PPR proteins are known to be involved in
transcript-specific splicing (Falcon de Longevialle et al.,
2010; Colas des Francs-Small and Small, 2014), and in
particular splicing of transcripts encoding complex I
subunits, the mutants were screened for splicing defects
by a quantitative PCR assay (Falcon de Longevialle
etal., 2007; Fig. 3C). For this test, two sets of primers are
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Figure 3. A and B, Transcript analysis. RT-PCR is A nad1 nad2 nad3 nad4 nad5 nad6 nad7 nad9
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used, one set specifically amplifying spliced RNA and
the other set specifically amplifying unspliced RNA.
Splicing efficiency is calculated as a ratio of spliced to
unspliced forms of each transcript in the mutant nor-
malized to the same ratio in the complemented plants
(Falcon de Longevialle et al., 2007, Koprivova et al,,
2010; Colas des Francs-Small et al., 2012). Due to its
small size, nad5 exon 3 was not amplified individually;
for this initial screen, the primers amplifying the spliced
transcript were placed on exons 2 and 4, and thus the
splicing efficiencies of introns 2 and 3 are presented
together in the histogram as intron 2-3 (Fig. 3C). Both
mutants exhibited defects in the splicing of nad5 introns
(introns 1 and 2-3), but the splicing efficiency of intron
2-3 was about 8-fold lower for tang2 than for otp439.
Both also appeared affected in the splicing of nad2
intron 1, but the latter could be a pleiotropic effect, as it
has been reported previously for mutants impaired in
complex I (Falcon de Longevialle et al., 2007; Koprivova
et al., 2010). The splicing efficiency of other transcripts
was not significantly altered in either mutant (Fig. 3C).

The complex process of nad5 maturation (Fig. 4A) led
us to check splicing intermediates in the mutants.
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Assembly of the mRNA, comprising five exons, requires
two cis-splicing events to join exons 1 and 2 on the one
hand and exons 4 and 5 on the other hand (Elina and
Brown, 2010; Brown et al,, 2014). Two trans-splicing
events are required to join the 22-nucleotide-long exon 3
to the other two parts and obtain a functional nad5 tran-
script (Knoop et al., 1991; Pereira de Souza et al., 1991).
The order in which these trans-splicing steps happen is
essential; intron 3 splicing (joining exons 3 and 4) must be
performed before intron 2 splicing (joining exons 2 and 3)
can be properly executed. Extensive mis-splicing of intron
2 has been reported in monocots and dicots (Elina and
Brown, 2010; Brown et al., 2014). In an attempt to deter-
mine the specific roles of TANG2 and OTP439 in nad5
splicing, various fragments within the region encom-
passing exons 2, 3, and 4 (Fig. 4A, primers D and E) were
amplified. Analysis of splicing intermediates (Fig. 4B)
shows that the accumulation levels of spliced exon 2-3 are
comparable to those of exon 2-4 in both mutants (with
lower levels for tang? than otp439). This result, coupled
with the high accumulation of unspliced forms of
introns 2 and 3 (higher in tang?2 than in 0tp439), con-
firms that these are true splicing defects. In tang2, the

Plant Physiol. Vol. 165, 2014
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Figure 4. Detailed analysis of nad5 splicing. A, Diagram of the splicing
events necessary for generating a translatable nad5 transcript and po-
sitions of the primers used. B, Quantitative RT-PCR of the mature and
unspliced mRNAs of individual nad5 exons in tang2 and otp439 ana-
lyzed using various combinations of the primers described in A and in
Supplemental Table S1. The histogram shows the log, values of the
ratios of mutants to complemented plants for each transcript. Each
value is a mean of three biological replicates.

quasi-absence of spliced exon 3-4 and the strong accu-
mulation of unspliced intron 3 suggest that TANG2 is
involved in splicing this intron. The inefficient splicing of
intron 3 is likely to inhibit the splicing of intron 2, which
cannot be processed correctly, as intron 3 is still present in
the pre-mRNA (Elina and Brown, 2010). This is confirmed
by the increase of the splicing intermediate exon2-intron3
(Fig. 4B, primers D-F) in tang2. The situation is different in
0tp439; there, the main defect lies in intron 2 splicing,
suggesting that it is the primary target of OTP439.

Splicing Defects Result in Complex I Deficiency in tang2
and otp439

To determine whether the nad5 splicing defects affect
complex I accumulation and activity in the mutants,
mitochondrial membrane proteins were analyzed by
blue native (BN)-PAGE and subsequent NADH oxidase
activity staining. As shown in Figure 5, NADH oxidase
activity at the position expected for complex I was almost
undetectable in fang?2 (Fig. 5A) compared with Col-0 and
tang2COM. A similar BN-PAGE gel was blotted and
probed with a Nad9 antibody (Fig. 5B), proving that
tang2 mitochondria have very little assembled complex L.
Similar gels and blots (Fig. 5, C and D) show that the
reduction was not as severe for otp439 but was still very
noticeable as compared with Col-0 and otp439COM.

DISCUSSION

Introns are rather common in land plant mitochon-
drial genomes, with a total of 23 in Arabidopsis, 25 in

Plant Physiol. Vol. 165, 2014
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Physcomitrella spp., and 32 in Marchantia polymorpha (for
review, see Bonen, 2008). Although the mitochondrial
genomes of Physcomitrella spp. and M. polymorpha also
contain several group I introns, the vast majority of the
introns in flowering plants (with the exception of the
cox1 intron in some species) belong to group II, with 23
in Arabidopsis and rice (Oryza sativa; Bonen, 2008).
These introns seem to have lost their self-splicing abil-
ity, thus necessitating the help of maturases such as the
nuclearly encoded nMAT1, nMAT2, nMAT3, and nMAT4
and possibly the mitochondrial MatR, whose function is
still elusive (Keren et al., 2009, 2012; Brown et al., 2014;
Cohen et al.,, 2014). Plant mitochondrial DNA is re-
nowned for its high recombination rates and its ability
to integrate foreign DNA sequences, explaining the
difficulty of retracing the evolutionary story of group II
introns (Bonen, 2008). All trans-splicing introns in plant
mitochondria seem to have arisen via genomic recom-
bination of monopartite introns in vascular plants, as
ancestral cis-arranged introns are found for all of them in
ferns, fern allies, or hornworts (Malek and Knoop, 1998).

tang2 tang2
Wt tang2 coM Wt tang2 COM

A B

C|—>.~.' .

-

otp 439 otp 439
Wt 439 comMm Wt 439 coM

C e - D
- e

|
R
il

NADH oxidase Nad9
activity stain ~ immunoblot

Figure 5. BN-PAGE and immunoblot analysis of mitochondrial proteins
from tang2 (A and B) and otp439 (C and D) mutants. A and C represent
BN gels stained for the NADH oxidase activity, and B and D show the
polyvinylidene difluoride membranes probed with an anti-Nad9 anti-
body. Complex I (Cl) is indicated by the arrows. Wt, Wild type.
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Gene fragmentation created the need for trans-splicing, a
phenomenon that occurs for three genes (nadl1, nad2, and
nadb) encoding core subunits (i.e. homologous to the
bacterial complex I subunits) of the respiratory complex I,
whose sequences are very conserved (Meyer, 2012),
stressing the need for a very reliable transcript maturation
and splicing system. The complexity of nad5 transcript
assembly (Fig. 4A) suggests the participation of numer-
ous RNA-processing factors.

Our results show that the PPR proteins OTP439 and
TANG?2 are specifically involved in the trans-splicing of
introns 2 and 3, respectively. For each trans-splicing
event, the participation of two specific factors (at
least) is likely to be required, each specifically binding
and bringing together distant parts of the intron to be
folded and subsequently spliced out. As nad5 introns
2 and 3 are both spliced in trans and introns 1 and 4 are
spliced in cis, we can expect to find at least six specific
factors for nad5 alone, as well as maturases and more
general splicing factors. mCSF1, a CRM protein, is in-
volved in splicing introns 1, 2, 3, and possibly 4
(Zmudjak et al., 2013). PPR proteins, maturases, CRM
proteins, as well as the PMH2 helicase, an RNA cha-
perone required for the formation or maintenance of
complex RNA secondary structures of introns, are likely
to be part of a heteromultimeric splicing complex, as
suggested for mitochondrial (Kohler et al., 2010) and
chloroplast group 1IB (Asakura et al., 2008) introns.

The splicing defects of nad5 introns 2 (in otp439) and 3
(in tang?2) are sufficient to explain the dramatic reduction
of fully processed nad5 transcripts, leading to a reduced
accumulation of complex I. This phenomenon has been
reported for other mutants, such as otp43 (Falcon de
Longevialle et al.,, 2007), bir6 (Koprivova et al., 2010),
mtsfl (Haili et al., 2013), nMat1 (Keren et al., 2012), nMat2
(Keren et al.,, 2009), nMat4 (Cohen et al., 2014), mecsfl
(Zmudjak et al., 2013), and indh (Wydro et al., 2013), as
well as the Nicotiana sylvestris mutant cms2 (Gutierres
et al., 1997) and the maize (Zea mays) nonchromosomal
stripel (Karpova and Newton, 1999). The molecular de-
fect in tang? is much stronger than that of ofp439, and this
is reflected by the quantity of the assembled complex I in
the mutants, which is very likely the reason behind the
discrepancy between their phenotypes.

As mutants in mitochondrial genes are difficult to
obtain and currently impossible to deliberately create,
these two indirect complex I mutants are an important
addition to the recent list of such surrogate mutants
(Colas des Francs-Small and Small, 2014) and it will be
useful to further explore the assembly of complex I in
Arabidopsis (Meyer et al., 2011).

MATERIALS AND METHODS
Plant Materials and Growth Conditions

The Arabidopsis (Arabidopsis thaliana) mutants (tang2 [SALK_003139] and
otp439 [SALK_089911]) were obtained from the Nottingham Arabidopsis Stock

Centre. The seeds were vernalized at 4°C for 2 d in the dark and grown at 22°C
either under a 16-h light/8-h dark or an 8-h light/16-h dark photoperiod.

1414

Complementation Tests

A genomic DNA fragment containing the entire TANG2 (At1g19290) coding
region with 1.5-kb upstream and 1-kb downstream sequences was inserted
into the binary vector pPCAMBIA1300. Similarly, a genomic DNA fragment con-
taining the entire OTP439 (At3g48810) coding region with 1.5-kb upstream and
1-kb downstream sequences was inserted into the binary vector pCAMBIA1390.
These plasmids were introduced into the tang2 and otp439 mutants, respectively,
using Agrobacterium tumefaciens GV3101, and transformants were selected
on hygromycin-containing medium.

Subcellular Localization of TANG2 and OTP439 by
GFP Tagging

The first 300 bp of the coding sequences of TANG2 and OTP439 were am-
plified using the Expand High Fidelity PCR system (Roche Diagnostics). The
PCR products were cloned into Gateway vector pDONR207 (Invitrogen) and
sequenced. The entry vector and a Gateway cloning cassette (Carrie et al., 2009)
were recombined to clone the targeting sequences of TANG2 and OTP439 in
frame with the coding region of the GFP. For colocalization studies, the mito-
chondrial targeting sequence of Saccharomyces cerevisiae ScCox4 fused to mCherry
in pBIN20 (Nelson et al., 2007) was used as a mitochondrial control. The fusion
constructs were biolistically transformed into cultured Arabidopsis cells (ecotype
Landsberg erecta). After bombardment, the Arabidopsis cell suspension was
placed in the dark at 22°C. Fluorescence images were obtained 24 h after
transformation using an Olympus BX61 epifluorescence microscope with exci-
tation wavelengths of 460/480 nm (GFP) and 535/555 nm (mCherry) and
emission wavelengths of 495 to 540 nm (GFP) and 570 to 625 nm (mCherry).
Subsequent images were captured using cell imaging software.

Mitochondrial RNA Transcript Analysis

Total leaf RNA was isolated from 6-week-old rosette leaves using the Plant
RNeasy extraction kit (Qiagen), and genomic DNA was removed using TURBO
DNase (Ambion). RT was performed on 3 ug of RNA using SuperScript IIT
(Invitrogen) and random hexamer primers as described previously (Falcon de
Longevialle et al., 2007). RT-PCR was performed as described previously
(Falcon de Longevialle et al., 2007). The sequences of the primers used are
given in Supplemental Table S1.

To quantify the splicing of mitochondrial nRNAs, primers were designed to
amplify 100- to 200-bp regions spanning intron-exon junctions (unspliced
forms) or splice junctions (spliced forms) of each gene. The primers used for the
splicing test quantitative RT-PCR assays were described previously (Koprivova
et al.,, 2010; Haili et al.,, 2013). Quantitative RT-PCR was performed using
LightCycler 480 SYBR Green I Master Mix (Roche Diagnostics) and a Roche
LightCycler 480 real-time PCR system with the following thermal cycling
program: 95°C for 10 min, followed by 45 cycles of 95°C for 10 s, 60°C for 10's,
and 72°C for 10 s. The data were analyzed using the LightCycler 480 software
version 1.5 (Roche Diagnostics). Three independent experiments were per-
formed, and each sample was run in triplicate. Nuclear 18S ribosomal RNA
was used as an internal control.

Mitochondrial Isolation, BN-PAGE, and
Immunoblot Analysis

Mitochondria were isolated from 8-week-old rosette leaves, and BN-PAGE
was performed as described previously (Falcon de Longevialle et al., 2007).
Proteins were transferred onto a polyvinylidene difluoride membrane (Bio-Rad),
in cathode buffer for 15 h at 40 mA, using a Bio-Rad Mini Transblot Cell.
Western-blot analysis was performed using an anti-Nad9 antibody (Lamattina
et al,, 1993) and a goat anti-rabbit secondary antibody conjugated to horse-
radish peroxidase, and the results were subsequently revealed using enhanced
chemiluminescence reagents (GE Healthcare).

Supplemental Data

The following materials are available in the online version of this article.

Supplemental Table S1. List of primers used in this work.
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