bioRxiv preprint doi: https://doi.org/10.1101/142612; this version posted May 26, 2017. The copyright holder for this preprint (which was
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY-NC-ND 4.0 International license.

MutS-Homolog2 silencing generates tetraploid meiocytes in tomato (Solanum

lycopersicum)

Supriya Sarma’, Arun Kumar Pandey', Maruthachalam Ravi’, Yellamaraju

Sreelakshmi!, Rameshwar Sharma'*

'Repository of Tomato Genomics Resources, Department of Plant Sciences, School of
Life Sciences, University of Hyderabad, Hyderabad-500046, India

’School of Biology, Indian Institute of Science Education and Research,

Thiruvananthapuram, CET Campus, Thiruvananthapuram 695016, Kerala, India

*Corresponding author: Repository of Tomato Genomics Resources, Department of
Plant Sciences, School of Life Sciences, University of Hyderabad, Hyderabad-500046,
India. rameshwar.sharma@gmail.com, Tel: +91-40-23010514, Fax: +91-40-23010120

Authors email addresses: supu.megha@gmail.com (S.

Sarma), pandeyarun80@gmail.com (A. K. Pandey), ravi@iisertvm.ac.in (M.

Ravi), syellamaraju@gmail.com (Y. Sreelakshmi), rameshwar.sharma@gmail.com (R.

Sharma)

Running title: MSH2 silencing induces tetraploidy.
Number of tables: Two

Number of figures: Six

Supplementary figures: Eight

Supplementary tables: Four

Keywords: MutSHomolog2, meiosis, cytokinesis, mitosis, polyploidy, tetraploid

meiocytes, tomato, Solanum lycopersicum.


mailto:rameshwar.sharma@gmail.com
mailto:supu.megha@gmail.com
mailto:pandeyarun80@gmail.com
mailto:ravi@iisertvm.ac.in
mailto:syellamaraju@gmail.com
mailto:rameshwar.sharma@gmail.com
https://doi.org/10.1101/142612
http://creativecommons.org/licenses/by-nc-nd/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/142612; this version posted May 26, 2017. The copyright holder for this preprint (which was
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY-NC-ND 4.0 International license.

SUMMARY

MSH?2 is the core protein of MutS-homolog family involved in recognition and repair of
the errors in the DNA. While other members of MutS-homolog family reportedly
regulate mitochondrial stability, meiosis, and fertility, MSH2 is believed to participate
mainly in mismatch repair. The search for polymorphism in MSH2 sequence in tomato
accessions revealed both synonymous and nonsynonymous SNPs; however, SIFT
algorithm predicted that none of the SNPs influenced MSH2 protein function. The
silencing of MSH2 gene expression by RNAI led to phenotypic abnormalities in highly-
silenced lines, particularly in the stamens with highly reduced pollen formation. MSH2
silencing exacerbated formation of UV-B induced thymine dimers and blocked light-
induced repair of the dimers. The MSH2 silencing also affected the progression of male
meiosis to a varying degree with either halt of meiosis at zygotene stage or formation of
diploid tetrads. The immunostaining of male meiocytes with centromere localized
CENPC (Centromere protein C) protein antibody showed the presence of 48 univalent
along with 24 bivalent chromosomes suggesting abnormal tetraploid meiosis. The
mitotic cells of root tips of silenced lines showed diploid nuclei but lacked intervening
cell plates leading to cells with syncytial nuclei. Thus we speculate that tetraploid pollen
mother cells may have arisen due to the fusion of syncytial nuclei before the onset of
meiosis. It is likely that in addition to Mismatch repair (MMR), MSH2 may have an
additional role in regulating ploidy stability.


https://doi.org/10.1101/142612
http://creativecommons.org/licenses/by-nc-nd/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/142612; this version posted May 26, 2017. The copyright holder for this preprint (which was
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY-NC-ND 4.0 International license.

INTRODUCTION

The survival of the living organisms is dependent on the precise and error-free
replication of DNA. In addition, normal metabolic activity and environmental factors
such as radiation also cause damage to the DNA. The fidelity of the DNA is ensured by
a cohort of mechanisms that detects and eliminates mistakes occurring during DNA
replication. At least five major repair pathways are known to operate in higher plants:
base excision repair, nucleotide excision repair, mismatch repair (MMR) and double-
strand break repair comprising of homologous recombination repair and
nonhomologous end joining (Takata et al., 1998; Guarné et al., 2004; Reardon and
Sancar, 2005; Jacobs and Schar, 2012). Among these, MMR is a major pathway that
corrects base—base and insertion—deletion mismatches generated during DNA
replication or mutagenesis (Dowen et al., 2010; Srivatsan et al., 2014).

MMR is a highly conserved pathway that exists in all living organisms. The
MMR process consists of three key steps: mismatch recognition, excision, and
resynthesis (Ban et al., 1999; Antony and Hingorani, 2003; Guarné et al., 2004). The
first step of the mismatch recognition in eukaryotes is carried out by the homologs of
prokaryotic MutS proteins, namely MSH protein subunits. There are eight homologs of
MutS in eukaryotes: MSH1 to MSH8, of which MSH7 is found only in plants (Culligan
and Hays, 2000) and MSH8 in Euglenozoa (Sachadyn, 2010). The MSH proteins
recognize mismatches as heterodimers, where MutSa (MSH2-MSHG6) repairs base-base
mismatches or 1-2 nucleotide insertion-deletion loops (Acharya et al., 1996; Genschel
et al., 1998), while MutSp (MSH2-MSH3) recognizes larger, up to 14 nucleotide
insertion-deletion loops (Modrich, 1991; Marti et al., 2002). Plants form an additional
heterodimeric complex known as MutSy (MSH2-MSH7) (Culligan and Hays, 2000)
which recognizes some base—base mismatches and reportedly plays a role in meiotic
recombination (Lloyd et al., 2007). The binding of MutSo/p to mismatched DNA
initiates conformational changes in MutS recruiting MutL complex followed by
activation of exonucleasel/PCNA. The gap generated by DNA excision is filled by
action of DNA polymerase and DNA ligase.

It is reported that the other members of MSH2 family function beyond MMR.
MSHL1 is required for mitochondrial stability (Reenan and Kolodner, 1992) and

disruption of MSH1 can influence male sterility in several species (Sandhu et al., 2007;
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Zhao et al., 2016). The MSH4 and MSH5 form heterodimer between them without
involving MSH2 and exclusively function in meiosis (Hollingsworth et al., 1995;
Schofield and Hsieh, 2003, Lu et al., 2008; Wang et al., 2016). The expression of
MSHY7 is required for wild-type level of fertility in barley (Lloyd et al., 2007). MSH7
also plays a role in UV-B-induced DNA damage recognition and recombination in
Arabidopsis (Lario et al., 2015).

Among the MMR proteins, MSH2 is a common protein in three of the
heterodimers formed in the plants. In conformity of the role of MSH2 protein in repair
of replication errors, an Arabidopsis mutant defective in MSH2 shows microsatellite
instability (Depeiges et al., 2005). The msh2 mutants in Moss show strong
developmental defects, are sterile and have a mutator phenotype (Trouiller et al., 2006).
A similar phenotype was also observed in Arabidopsis thaliana msh2 mutant lines albeit
only after five generations (Hoffman et al., 2004). Considering that suppression of
MMR leads to an increase in natural mutation frequency, MSH2 gene was silenced in
Nicotiana tabacum and N. plumbaginifolia using an artificial microRNA (amiRNA).
Though the transformed lines showed developmental and morphological abnormality,
the mutant phenotype was not transmitted to subsequent generations (van Marcke and
Angenon, 2013).

Among the interacting partners for MSH2; mutants are reported only for MSH6
and MSH?7 in Arabidopsis. The msh6 mutant does not display a visible phenotype (Lario
et al., 2011) however, msh7 mutant shows an increase in meiotic recombination
frequency (Lario et al., 2015). The role of MSH7 in meiotic recombination is also
reported in tomato, where RNAI silencing of MSH7 improves homeologous meiotic
recombination with a chromosome from S. lycopersicoides (Tam et al., 2011). Most
likely the high increase in meiotic recombination is mediated by the MSH2-MSH7
complex as Arabidopsis msh2 mutant also shows 40% increase in the meiotic crossover
rates (Emmanuel et al., 2006).

In this study, our aim was to isolate MSH2-defective mutants to obtain a
hypermutable line to increase the efficiency of EMS-mutagenesis in tomato. We
screened natural accessions of tomato and EMS-mutagenized lines for SNPs/mutation in
tomato MSH2 by EcoTILLING and TILLING respectively. Considering that little

polymorphism was observed in MSH2 in tomato accessions, we silenced MSH2 gene
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using MSH2-RNAIi construct. We report that silencing of MSH2 gene led to a
developmental defect in tomato lines with abnormal flowers bearing tetraploid
meiocytes in the anthers. The examination of root cells showed the formation of
syncytial nuclei and defects in the cell plate formation. Our study indicates that MSH2

may also have a role in the regulation of meiotic and mitotic cell divisions.
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RESULTS

EcoTILLING of MSH2 gene showed little polymorphism in tomato accessions

Given the pivotal role of MSH2 in MMR, we screened a total of 391 tomato
accessions for polymorphism in the gene. A 2.7 Kb region (4-9 exon) of MSH2
predicted to be deleterious by CODDLE software was chosen for EcCOTILLING.
Consistent with the essential nature of the gene, only 7 accessions showed
polymorphism with a total of 13 SNPs with a frequency of 1.23 SNP/100 Kb. (Figure
S1). Among the identified SNPs, 6 were non-synonymous, and 7 were Ssynonymous
(Table 1). The likelihood of non-synonymous SNPs affecting protein function was
examined by SIFT software. Since none of the SNP showed a SIFT score <0.05, these
SNPs were predicted to be non-deleterious in nature. A parallel screening of 1243 bp
region of MSH2 gene covering 4th exon of 11304 tomato EMS-mutagenized lines by
TILLING did not yield any mutation.

Generation of MSH2-RNA. lines

Considering recalcitrance to the mutagenesis and low polymorphism in MSH2
gene, we silenced the gene by RNAI. A 301 bp region of MSH2 gene with no significant
homology to any other tomato gene was amplified and cloned into pHELLSGATE 12
vector (Figure S2). A total of ten independent transgenic lines bearing MSH2-RNAI
construct were raised using Agrobacterium-mediated transformation. Southern blot
analysis of Ty lines revealed the presence of the transgene in five lines (Figure S3). In
T, generation out of three lines, the lines 1T,1-11 and 2T,7-5 with strong MSH2

silencing showed a single transgene copy (Figure S4).

MMR transcript analysis in MSH2-RNA. lines using real-time PCR

To ascertain the magnitude of gene silencing, the level of MSH2 transcript in
transgenic lines was quantified by real-time PCR. Out of five Southern positive lines,
the line 1T,1-11 showed ~80% reduction of MSH2 transcript level followed by line
2T,5-5 and 2T,7-5 compared to wild-type (WT) control (Figure 1). Line 3T,1-4
showed moderate, and 5T,3-3 showed no reduction in MSH2 transcript levels. The

reduction in the transcript level in linelT21-11 was not restricted to MSH2 alone; it also
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reduced the transcript levels of MSH5 and MSH7 albeit to a moderate but a significant
extent. Since, MSH2, MSH5, and MSH7 genes bear no significant sequence homology,
the reduction in MSH5 and MSH7 transcript is most probably due to some indirect

influence of MSH2 transcript reduction.

MSH2 silencing exacerbates UV-B-mediated thymine dimer formation

In mammalian cells, the contribution of the MMR pathway to the UVB-induced
DNA damage is well established (Narine et al., 2007; Seifert et al., 2008). Similarly,
Arabidopsis MSH2 T-DNA insertion lines show higher levels of Cyclobutane
Pyrimidine Dimer (CPD) on exposure to UV-B (Lario et al., 2011, 2015). We used UV-
B induced thymine dimer formation as an indirect assay to monitor the activity of
MSH2 in transgenic plants in comparison with WT. Pre- and post-UV-B exposure, the
thymine dimers were quantified in genomic DNA of above plants by using a thymine
dimer-specific monoclonal antibody (Figure S5, Figure 2). Prior to UV-B exposure, the
steady-state levels of thymine dimers in control and MSH2 silenced lines were nearly
similar. However, post-6 h UV-B exposure, MSH2 silenced lines showed a high level of
dimers than the control plants. The thymine dimer level in MSH2-RNAI lines was
higher than the control even after 24 h dark or white light incubation (Figure 2). It
appears that high accumulation of thymine dimer in MSH2 transgenic lines may have

resulted from low in-vivo MMR activity.

MSH2-RNA. lines display abnormal pollen formation

The lines 1T,1-11 and 2T,7-5 with a higher reduction in MSH2 transcript also
showed phenotypic abnormalities in T; and T, generation (Figure 3a-f). The most
pronounced abnormality was in the stamen morphology (Figure 3g-h). The plants in
later generations too showed abnormalities in flowers, mostly in the stamens. The
progeny plants of silenced lines either failed to set fruits or set fruits with very few
seeds (Figure 3i-j). These seeds on germination showed a variable degree of viability.
The viable seeds albeit in reduced number were propagated to the next generation.

The examination of pollens revealed that strongly silenced lines produced
pollens with the deformed shape. Unlike WT pollens that were round with a vegetative

and generative cell (Figure 3k-1), the pollens of silenced lines showed the deformed
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shape and were either empty or contained the remnant of chromosome fragments
(Figure 3m-n). It is likely that pollen grains collapsed either due to lack of nourishment
in deformed anthers or MSH2-silencing affected some other gene.

The viability of WT and MSH2-RNAIi pollens was examined by Alexander
staining. In WT, all pollens exhibited a red-purple fluorescence, strongly reflecting the
high male gametophytic fertility of these plants (Figure 30). In contrast, MSH2-RNAI
lines such as 1T,1-11 displayed mostly inviable pollens (Figure 3p-r). As a
consequence, MSH2-RNAI plants set fruits bearing ca. 5% seeds. The tomato line 1T,1-
11 with the highest reduction in MSH2 expression showed a maximum loss in the
fertility with > 90% blue stained pollen grains (Figure 3p). The fruits of 1T,1-11 line

bore very few viable seeds along with underdeveloped seeds (Figure 3j).

MSH2-RNA. lines display tetraploid meiosis progression

The deformities in the anther morphology are reported to be associated with
defects in male meiosis in tomato (Rick, 1948; Jeong et al., 2014) and Arabidopsis
(Panoli et al., 2006). Considering that observed stamen abnormalities could be
associated with meiosis, we examined meiosis progression in the MSH2 silenced lines.
The pollen mother cells (PMCs) were isolated at different stages of floral bud
development as outlined by Brukhin et al. (2003) from MSH2 silenced lines and WT. A
complete meiotic progression was examined for WT which progressed normally with
characteristic landmarks for different stages of the meiosis, such as zygotene (Figure
4a), pachytene (Figure 4b), diplotene and diakinesis (Figure 4c-d) followed by
metaphase (Figure 4e), early and late anaphase (Figure 4f-g), early and late telophase
(Figure 4h-i).

In strongly silenced MSH2-RNA. lines, irrespective of the stage of floral bud
development, predominant short condensed chromosomes were observed in the majority
of the meiocytes. These meiocytes were either arrested at the prophase | (Figure 4j-k)
or completed later stages of meiosis (Figure 4l-q). The abnormal increase in the number
of chromosomes in meiocytes was suggestive of either premature loss of sister
chromatid cohesion or increase in ploidy leading to the formation of diploid tetrads
((Figure 4q). In these lines, very few meiocytes were observed with WT complement of

chromosomes.
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To quantify the chromosome number in meiotic cells of MSH2-RNAI lines, we
used Centromere Protein C (CENP-C) antibody that specifically labels the centromere.
Immunolabelling of WT prophase I meiocytes with CENP-C antibody showed 12
centromeres at pachytene indicating the likely presence of 12 bivalent chromosomes
(Figure 5a-c). In contrast, the meiocytes of MSH2 silenced line at a stage equivalent to
prophase I showed 48 centromeres (Figure 5d-f). There are two possibilities to explain
the presence of 48 centromeres. First, a loss of sister chromatid cohesion in the prophase
| may lead to the appearance of 48 sister chromatids. Second, an increase in ploidy to
tetraploid in the pollen mother cell followed by an absence or delay in sister chromatid
cohesion may result in 48 chromosomes. Analysis of meiotic stages favors the second
scenario where we can observe the occurrence of diploid tetrads where the sister
chromatids separate during anaphase 1l. Consistent with above, among the meiocytes
examined, most contained 48 chromosomes as signified by CENP-C, however, in few
meiocytes, the meiosis proceeded to anaphase I with segregation of 24 chromosomes to
each pole (Figure 5g-i). Beyond this, other stages of meiosis | and meiosis Il was rarely
observed indicating a block in the meiosis of the silenced lines. However, a few cells
displayed 12 centromeres indicating that silenced lines generate haploid spores albeit at
highly reduced level.

We observed that only a few tetraploid cells completed meiosis Il with the
formation of diploid tetrads at the end of meiosis II (Figure 4k-0). The analysis of
relative proportions of meiocytes revealed that in 1T,1-11 line, 25% meiocytes
displayed abnormal tetraploid chromosomes, 67% tetraploid meiocytes and 8%
displayed diploid meiosis (Table 2). Similarly, the 2T,7-5 line had 25% meiocytes with
abnormal tetraploid and 75% tetraploid nuclei giving rise to diploid microspores.
Consistent with this, the anthers of MSH2 silenced lines contained largely empty
shrunken pollen at the end of meiosis. Taken together these results confirm that MSH2-
RNAI meiocytes display abnormal meiotic progression resulting in tetraploid meiocytes.
The tetraploid meiocytes were observed only in 1T,1-11 and 2T,7-5 lines with high
silencing of MSH2 transcript. The 3T,1-4 line with moderate MSH2 silencing and 5T,3-
3 line with no MSH2 silencing displayed diploid meiocytes similar to WT (Figure S6).

Analysis of T-DNA integration sites in MSH2-RNA. lines using FPNI-PCR
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We also examined whether the tetraploid meiocytes or defect in cytokinesis was
caused by inactivation of some important gene due to insertion of the transgene. To
locate the site of transgene insertion, FPNI-PCR was performed on genomic DNA of
1T,1-11 and 2T,7-5 tetraploid MSH2-RNA.i lines. The amplified PCR product flanking
the right border of inserted T-DNA was cloned and sequenced. The flanking sequence
of line 1T,1-11 showed 98% homology to Tic22 gene in chromosome No. 9 (Table S1,
Figure S7a,b) and that of 2T,7-5 showed hit in TRM32 gene, a member of the TON1
Recruiting Motif superfamily (Table S1, Figure S7c,d). While TRM1 reportedly
associates with cortical microtubules, not all TRM proteins associate with microtubules.
Moreover, the sequence diversity among the TRM family members with varied
transcriptional expression patterns indicates that different members may have different
roles (Struk and Dhonukshe, 2014). Considering that both 1T,1-11 and 2T,7-5 MSH2-
RNAI lines show tetraploidy, it is unlikely that insertional inactivation of these genes

leads to tetraploidy in the silenced lines.

Root tip cells show diploid nuclei with sporadic defect in cell plate formation

In the present study, MSH2-RNAI tomato lines generated tetraploid meiocytes.
However, no predominant enlarged organ size, a characteristic of increased ploidy was
observed during the vegetative growth of plants. Even though the silenced lines
displayed abnormal floral organs, these too showed no significant enlargement of floral
structures. To ascertain whether MSH2 silencing leads to tetraploidy in the progeny of
the plants, we examined somatic chromosomal count in root tips of silenced and control
seedlings. The nuclei in WT root tips displayed diploid chromosome number.
Interestingly the MSH2-RNA.i lines 1T,1-11 and 2T,7-5 with tetraploid meiocytes also
displayed diploid chromosomal nuclei in root tip tissues indicating that these plants
were diploid. At the same time, few cells showed no intervening cell wall between the
nuclei suggesting that MSH2 silencing affected the cell plate formation (Figure 6). The
loss of intervening cell wall resulted in the formation of several syncytial nuclei within a
cell (Figure 6e,f). In contrast, the weakly silenced MSH2-RNA. lines with diploid
meiocytes exhibited root tip with uniformly sized diploid nuclei with distinct cell plate
formation (Figure 6¢) indicating that loss of cell plate was a feature specific to lines

with a higher degree of MSH2 silencing.
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To confirm whether loss of cell plate formation was related to the tetraploidy,
we examined root tips of tomato tetraploid line, LA3255. The root cells of the LA3255
line showed normal tetraploid nuclei with no defect in the cell plate formation (Figure
6d). Consistent with tetraploid nature of the LA3255 line, the staining of root tip nuclei
with DAPI showed larger nuclei in LA3255 line compared to diploid wild-type and
MSH2-RNA. lines nuclei (Figure S8).
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DISCUSSION

The DNA mismatch repair is the highly conserved biological pathway that
maintains the fidelity of DNA replication and genetic stability. In the mammalian
system, the defects in MMR lead to abnormalities in meiosis and increases
predisposition to certain types of cancer (Li, 2008). Consistent with the vital role of
MMR, the MSH2 in tomato appeared recalcitrant to mutagenesis, as evident by the
absence of nonsynonymous mutations in M2 lines screened by TILLING. In the
mammalian system, the polymorphism in MSH2 significantly increases the risk of
breast cancer (Hsieh et al., 2016). The paucity of polymorphism in MSH2 as revealed
by EcOTILLING of tomato accessions is in conformity with the indispensable nature of
the gene. Though a missense and few silent mutations were identified, these had no
influence on the protein function as predicted by SIFT.

In plants, the role of MSH2 gene in MMR has been mainly inferred based on its
homology with yeast and mammalian genes. In Arabidopsis, a MSH2 T-DNA
insertional mutation accumulates mutations in microsatellites and other loci indicating a
role of MSH2 in MMR (Leonard et al., 2003; Hoffman et al., 2004). MSH2 reportedly
plays a role in repair of the UV-B induced DNA damage in the mammalian system,
(Peters et al., 2003; Seifert et al., 2008). In plants as well, MSH2 likely plays a role in
the repair of UV-B induced Cyclobutane Pyrimidine Dimer (CPD). The Arabidopsis
MSH2 mutant on UV-B exposure shows enhanced formation of CPD suggesting a role
of MSH2 in the repair of UV-B damage (Lario et al., 2011). Similarly, in strongly
silenced tomato MSH2-RNA.i lines, thymine dimer formation is exacerbated by
exposure to UV-B. Also, MSH2-deficient plants show inefficient repair of thymine
dimers even on exposure to visible light that stimulates photoreactivation repair. From
the preceding, it is apparent that strongly silenced MSH2-RNAI lines have low in vivo
MMR activity as evident by enhanced UV-B damage.

The propagation of Arabidopsis MSH2 T-DNA insertional mutant line revealed
the accumulation of a wide variety of mutations such as morphological abnormalities,
reduction in seed/silique development and loss of germination efficiency (Hoffman et
al., 2004). Analogously, strongly silenced tomato MSH2-RNA. lines also show multiple

abnormalities throughout the plant development, mainly during floral development with
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abnormal anthers. The lines with abnormal stamens showed reduced fruit set and highly
reduced seed numbers in the fruits. In contrast to Arabidopsis MSH2 mutant lines where
seed set on average was reduced to only 50% (Hoffman et al., 2004), in tomato silenced
lines, it was less than 10%.

The reduction in seed set can result from the failure in the embryo development.
Considering that the MSH2 silenced lines developed abnormal anthers, reduced seed set
may have resulted from the failure to make viable pollens in the deformed anthers.
Consistent with this, Alexander staining showed nonviable pollens with blue staining in
highly silenced lines. Since WT and moderately silenced lines showed viable pollens
with red staining, it can be assumed that MSH2 silencing leads to loss of pollen viability
in tomato. Thus the reduced seed set in the silenced lines is in conformity with the loss
of pollen viability.

The successful pollen development in plants requires operation of proper
meiosis in the developing anther (Ma, 2005). In several plants defects in the anther
formation are associated with defective meiosis or meiotic arrest (Walbot and Egger,
2016). In tomato, heat-induced abnormal anther development in a conditional male
sterile mutant is associated with reduced pollen set and loss of pollen viability (Rick and
Boynton, 1967). It is, therefore, likely that silencing of MSH2 expression affected
anther development that in turn may have affected the progression of meiosis.

Consistent with this view, the MSH2 silenced lines showed a meiotic arrest in
the anthers. The majority of pollen mother cells (PMC) of MSH2-RNAI lines fail to
complete the meiotic cycle. These PMCs initiate meiosis as evident by the onset of
zygotene. However, the meiosis gets stalled at the final stage of prophase I — diakinesis,
as the chromosomes are at their most condensed form. The stalling at diakinesis is
seemingly related to the increase in the ploidy as CENP-C stained cells showed the
presence of 48 univalent chromosomes. The stalling of the meiosis is not total, as few
CENP-C stained cells also showed 24 bivalent chromosomes, which completed meiosis
presumably generating diploid pollens. However, most pollens were shrunken, and only
a few showed Alexander staining. It is plausible that loss of pollen viability was largely
for the diploid pollens. From the preceding, it is likely that incomplete meiosis and the
formation of nonviable pollens contribute to the reduced seed set in the strongly-
silenced MSH2-RNA.i lines.
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The process that generates tetraploid nuclei in the PMC remains to be
investigated. In several plants including tomato during microsporogenesis, the nuclei
can transfer to the neighboring cell by cytomixis (Weiling, 1965; Mursalimov et al.,
2013). Such intercellular transfer of nuclei can influence the ploidy level of the pro-
duced pollens. However, such cytomictic transfer of nuclei most probably does not
contribute to tetraploid nuclei, as in tomato cytomixis is observed only ca. 15% of PMC
(Weiling, 1965). The occurrence of a large number of polyploid pollen mother cells
does not favor cytomixis to be the cause of tetraploid nuclei. The probability that
tetraploid meiocytes arise due to MSH2-silencing-induced endomitosis also seems
remote. In Chrysanthemum, the fusion of two PMC forms tetraploids, albeit this process
occurs at very low frequency (Kim et al., 2009), and cannot account for high numbers
of tetraploid meiocytes in MSH2 silenced lines.

The root cells of MSH2-RNAI-silenced lines show defective cytokinesis with
multiple nuclei in syncytial cells. The similar syncytial cells may also form due to
defective cytokinesis during meiocytes archesporial cells development. It is likely that
the fusion of nuclei in syncytial cells gives rise to the tetraploid nuclei in PMC of
MSH2-RNAI-silenced lines. The fusion of nuclei resulting in the stochastic formation of
tetraploid PMC initials has been documented in mutants defective in cell plate
formation. In Arabidopsis, the mutations in sterol methyl transferase and callose
synthase lead to defect in cell plate formation predominantly in the floral tissues. Both
mutants also form tetraploid meiocytes and diploid gametes in both male and female
sporogenesis (de Storme et al., 2013). The formation of tetraploid meiocytes in MSH2
silenced lines is analogous to tomato pmcdl mutant, where cytokinesis failure in
meiocytes archesporial cells generates tetraploid nuclei (de Storme and Geelan, 2013a).

The MSH2 silenced lines show the formation of the very few viable pollens and
the progeny of these plants were exclusively diploid. The strongly reduced seed set in
silenced lines seems to indicate that only diploid embryos survived post-fertilization.
Another reason could be defective endosperm development due to unbalanced 1:1 ratio
rather than normal 1:2 ratio of the paternal and maternal genome (Scott et al., 1998).
The absence of triploid progeny may also result from the existence of strong triploid
block in members of Solanaceae including tomato (Ehlenfeldt and Ortiz 1995; Nilsson,

1950). The absence of triploid or tetraploid progeny in MSH2-RNAI lines is also
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consistent with the reported absence of triploid/tetraploid plants in progeny of tomato
pmcdl mutant that shows a cytokinesis defect and generates diploid pollens (de Storme
and Geelan, 2013a)

The pre-meiotic doubling of chromosome occurs in unisexual and
parthenogenetically reproducing animal species (Itono et al., 2006). It is believed that in
higher plants such chromosomal doubling rarely occurs (de Storme and Geelan, 2013b).
In higher plants, the doubling of chromosomes reportedly occurs after the onset of
meiosis via meiotic restitution (de Storme and Geelan, 2013b). Considering that
doubling of chromosomes in MSH2 silenced line occurs before the onset of meiosis, it is
of a novel nature. The very high frequency of tetraploid meiocytes also hints for a likely
function of MSH2 in the regulation of chromosomal doubling via a mechanism that
remains to be deciphered. Since the formation of tetraploid meiocytes in MSH2
silenced line is quite similar to pmcdl mutant, the failure of cytokinesis appears to be
the main contributor to this phenomenon.

In plants, MSH2 heterodimerizes with MSH3, MSH6, and MSH7. However,
none of these heterodimers reportedly have any function in the regulation of meiosis.
Conversely, the MSH4 and MSH5 mutants in Arabidopsis and rice though exhibit
normal vegetative growth, show severe fertility reduction likely related to meiotic
defects (Higgins et al., 2004; Lu et al., 2008; Luo et al., 2013; Wang et al., 2016). The
MSH2-silenced lines also affected MSH5 and MSH?7 transcript levels which may have
affected the process of meiosis. The manifested tetraploid meiocytes formation and later
failure in meiosis might be due to the reduction of these three transcripts. Alternately,
the increased microsatellite instability caused due to low activity of the MSH2 protein
may contribute to defective cytokinesis and tetraploid meiocytes formation.

Similar to MSH2 silencing, loss of function lines in 40S ribosomal protein S6
kinases in Arabidopsis generate tetraploid PMCs and show a high degree of pollen
abortion (Henriques et al., 2010). Likewise, mutations in glucan synthase-like 8 and
sterol methyl transferase 2 lead to defects in somatic cell plate formation and the
occasional fusion of syncytial nuclei (Chen et al., 2009; Guseman et al., 2010). It is,
therefore, likely that T-DNA insertion in a meiosis/cytokinesis related gene may have
caused the tetraploidy. The examination of two silenced lines indicated insertion in

TIC22 and TRM32 genes; both of these genes have no reported role in meiosis or cell
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plate formation. Despite having an insertion in widely unrelated genes, both the
silenced lines showed identical phenotype suggesting a close correlation between MSH2
silencing and tetraploidy.

The tetraploid formation in MSH2 silenced lines is more akin to the proposal
that DNA replication or repair defects might produce signals that block cytokinesis and
yield tetraploids in cancer cells (Ganem et al., 2007). While it is not reported in plants,
in mice embryo fibroblasts, deficiency of MSH2 in conjunction with P53 revealed that
MSH2 plays a role in preventing polyploidization of cells (Strathdee et al., 2001). In
mammalian cells, MSH2 has been identified as a target of the E2F transcription factors
(Ren et al., 2002) wherein the loss of MSH2 inhibits the interaction of E2F with MSH2,
thus affecting the E2F signaling. It is believed that disruption of the E2F signaling
affects the progression of cell cycle and promotes failure of cytokinesis. Since MSH2
have a probable role in mammalian cytokinesis, it is plausible that MSH2 may affect
cytokinesis in plants in a similar fashion. Nonetheless, it remains to be determined
whether MSH2 alone or with its interacting partners plays a direct or an indirect role in
regulation ploidy and cytokinesis in plants. It is also likely that MSH2 silencing leads to
wide ramification in plant cells and observed change in the ploidy level reflect its
downstream effect.

In summary, our study indicates that MSH2 silencing leads to tetraploid
meiocytes formation in tomato. Additionally, MSH2 silencing also affects cytokinesis
with multiple nuclei in syncytial cells. Though the precise mechanism of MSH2 action
remains to be deciphered, these phenotypes indicate an additional role for MSH gene
family. Our results also suggest that similar to cytomixis, the formation of syncytial
cells may contribute to the tetraploid formation in higher plants. Uncovering the role of
MSH2 in the regulation of cytokinesis and nuclear fusion will be of great interest in

future studies and may contribute to an alternate route to the polyploid formation.
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EXPERIMENTAL PROCEDURES
Screening for SNPs/mutations in MSH2 gene

The population used for the ECOTILLING was same as described earlier in
Mohan et al. (2016) and Upadhyaya et al. (2017). Genomic DNA was isolated from
tomato accessions or EMS-mutagenized M, lines following the procedure of
Sreelakshmi et al. (2010). MSH2 gene sequence was obtained from SGN
(solgenomics.net, Solyc069069230). CODDLE software (blocks.fhcrc.org/ proweb/
coddle) was used to predict the most deleterious region of the gene. The primers for
SNP/mutation  screening were designed using Primer3web version 4.0.0
(bioinfo.ut.ee/primer3). (Table S2). The SNP/mutation detection and haplotype
assignment were carried out as described by Mohan et al. (2016). The sequence
variations (Substitutions and Indels) were detected by using ‘Multalin’ software
(http://multalin.toulouse.inra.fr/multalin/, Corpet (1988). The SNP frequency was
calculated using the formula: (Total number of SNPs detected / total length of the
screened fragment) X 1000 (Frerichmann et al., 2013). PARSESNP (Taylor and
Greene, 2003) was used to analyze and display the variation in gene sequences, and
SIFT (Sorting intolerant from tolerant; Sim et al.,, 2012) was used to predict the

deleterious variations for protein functions.

Cloning of a fragment of MSH2 gene in pHELLSGATE 12 RNAI vector

For RNA silencing, a 301 bp region in 4™ exon of MSH2 showing no significant
homology with any other tomato gene was selected. The 301 bp region from MSH2
cDNA was PCR amplified using primers set with the attB sequence at the 5’ end (FP-
AGATTCTCCAGTGATTGTTGCT; RP- CAGATCCTGTACCAAATCCCTA).. The
PCR product was cloned into a pDONR201 vector with attP1 and attP2 sites using BP
Clonase enzyme (Invitrogen). The gene fragment from the intermediate clone was
transferred to the pHELLSGATE12 vector (CSIRO, Australia) by recombination
between attL1/attL2 and attR1/attR2, mediated by LR Clonase enzyme (Invitrogen).

The confirmed clone was transformed into Agrobacterium tumefaciens C58C1 strain.

Generation of MSH2-RNA. lines

Tomato (cv. Arka Vikas) transformation was performed as described earlier

17


http://multalin.toulouse.inra.fr/multalin/
https://doi.org/10.1101/142612
http://creativecommons.org/licenses/by-nc-nd/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/142612; this version posted May 26, 2017. The copyright holder for this preprint (which was
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY-NC-ND 4.0 International license.

(Sharma et al., 2009) yielding ten independent transgenic lines. The phenotyping of the
transgenic plants was continually carried out in successive generations. The lines with
80-90% MSH2 transcript silencing showed anther abnormalities. Therefore these lines
were manually pollinated to propagate to next generation. Nonetheless, few T, lines
with very strong anther-defects did not survive as they produced insufficient viable
pollens and failed to set fruits. The plants were carried forward till T, generation. The
following nomenclature was adopted for progressive generations; Line No. 2Ty
indicates Tg line No.2, 2T;5 indicates T, progeny No. 5 of Line No. 2, 2T,5-7 indicates
its T, progeny No. 7 of T, plant No.5 of T, Line No. 2.

Southern blot analysis

Genomic DNA (~15 ug) of Tg transgenic lines was digested with BamHI and
Sall to release a fragment size of 2.2Kb (Figure S3), while genomic DNA (~15 pg) of
T, transgenic lines was digested EcoRI or Notl or Pacl (Figure S4) at 37°C overnight,
separated on a 0.8% (w/v) agarose gel, and transferred to Hybond N* membranes. oP**-
dCTP labeled 2.2 Kb BamHI, and Sall digested (Figure S3) and NPTII (Figure S4)
fragment was synthesized by PCR and used as the probe. The primers for amplification
of NPTII probe amplify a 554 bp fragment in the coding region of NPTII.
Prehybridization, hybridization, washing and developing of the blot was performed
according to Sambrook and Russell (2001).

RNA Isolation and Quantitative Real-Time PCR

RNA was isolated from young leaves with three independent replicates using the
method as described earlier (Gupta et al., 2014). Complementary DNA (cDNA) was
prepared from 2 pg of RNA using high-capacity cDNA Archive kit (Applied
Biosystems, USA). Quantitative real-time PCR was also performed as described earlier
by (Gupta et al., 2014). Gene-specific primers were designed from the sequences
obtained from the SGN database using Primer 3 software (Table S3) while real-time

data analysis were same as described by (Gupta et al., 2014).

Analysis of in-vivo MSH2 activity
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The in-vivo MSH2 activity was determined by measuring the amount of thymine
dimer formation on exposure to UV-B light as described by Lario et al. (2011, 2015).
Three samples of juvenile 6™ to 7" node leaves were exposed for 6 h to UV-B radiation
(2 Wm, TL 20 W/01-RS, Philips narrowband) in dark room at 22°C. Wild-type leaves
were treated similarly albeit without UV-B radiation. One sample was frozen at the end
of 6 h treatment. The second and third sample were transferred to the darkness and
white light (100 umol m™? sec™®) respectively for 24 h. Samples were snap frozen and
stored at -80°C till DNA extraction and thymine dimer determination.

The UV-B induced thymine dimers were quantified as described by Stapleton et
al. (1993). Six ug of genomic DNA isolated from UV-B treated and control leaves was
denatured, dot blotted onto Hybond N+ membrane (Perkin Elmer life Sciences, Inc.)
and baked at 80°C. The membrane was blocked, washed and incubated with thymine
dimer-specific monoclonal antibodies (Sigma-Aldrich, 1:2000 in TBS) for 3 h at room
temperature with gentle agitation. The dimers were visualized by incubating with
alkaline phosphatase conjugated secondary antibody (Sigma, 1:3000) and detection by
nitroblue tetrazolium and 5-bromo-4-chloro-3-indolyl phosphate reaction. The bands
were quantified by densitometry using Image J software. The thymine dimers were
quantified using three independent biological replicates. However, in the figures, a
single representative blot and the values derived from it using ImageJ software is

shown.

Meiotic Chromosome Preparation

Floral buds at the appropriate stages of the meiosis were picked according to
Brukhin et al. (2003). The buds were fixed and stored in Carnoy’s solution [ethanol:
chloroform: glacial acetic acid, (6:3:1)] at 4°C or -20°C. Fixed inflorescences were
rinsed with Ethanol: glacial acetic acid (3:1) at defined intervals. Procedure for meiotic
chromosome preparation was same as described by (Ross et al., 1997). Chromosomes
were counterstained with AT-specific fluorescent dye, 4'-6-diamidino-2-phenylindole
(DAPI, 1 pg/ml) (Sigma Laboratories). All images were captured using a 63X (1.4
N.A.) oil-immersion objective on a Leica SP5 confocal microscope. Images were
further processed with Adobe Photoshop CS6.
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Mitotic Chromosome Preparation

Roots tips (1.5-2 cm) from 5-day-old seedlings were fixed in Carnoy’s solution
for 24 h followed by washing with 70% (v/v) ethanol (15 min. 3X) and storage at 4°C.
Procedure for mitotic chromosome preparation was same as described by (Babich et al.,
1997). Then the tips were observed at 100X under Nikon compound microscope (Nikon
Eclipse 80i) and photographed (Nikon NIS elements Basic version 3.1). Root tip nuclei
were also assessed for nuclear size in somatic tissue by fixing in ethanol:acetic acid
(3:1) fixative for at least 1 h, cleared in 70% ethanol and stained with 1ug/mL 4',6-
diamidino-2-phenylindole (DAPI) solution.

Immunofluorescence

For immunofluorescence, synaptonemal complexes were prepared as described
by Ross et al. (1997) and Chelysheva et al. (2010). 60% (v/v) acetic acid treatment
was done at 45°C for 5 min with continuous stirring with a hook to remove maximum
cytoplasm debris. Chromosomes were counterstained with DAPI and observed under
the microscope to ensure proper slide preparation. The slides were microwaved in 10
mM citrate buffer pH 6 for 45s at 850 W for proper fixing of the chromosomes to slides.
Slides were first immersed in 0.1M phosphate buffered saline (PBST): pH 7.4
containing 0.01% (v/v) TritonX-100 for 2x5 minutes. To block non-specific antibody
binding, 100 ul of blocking buffer [1% (w/v) BSA in PBS] was applied directly to the
slides. 100 ul of primary CENPC (Centromere protein C) antibody (1:100) in blocking
buffer [PBS + 0.1% (v/v) Triton + 1% (w/v) BSA] was applied directly to the slides,
covered with parafilm and incubated overnight at 4°C in a moist chamber. The slides
were washed (2x5 minutes) with PBST before adding 100 pl of the secondary antibody.
Secondary antibody, goat anti-rabbit 488 (Molecular Probes; diluted 1:500) was
incubated for 90 minutes at room temperature. Finally, the slides were washed for 2x5
minutes and mounted in DAPI (10 pg/ml) in Vectashield antifade mounting medium.
Slides were examined using a 63X (1.4 N.A.) oil-immersion objective on a Leica SP5

confocal microscope. Images were further processed with Adobe Photoshop CS6.

Fusion primer and nested integrated PCR (FPNI-PCR)
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To locate the unknown sequences flanking the insertion sites in the transgenic
lines, FPNI-PCR described by Wang et al. (2011) with few modifications was used. The
primers used for the FPNI-PCR are listed in Table S4. The cycling conditions were
followed according to Wang et al. (2011). All PCR products were electrophoresed on a
2.0% (w/v) agarose gel and FPNI-PCR products showing sizes more than 500 bp were
chosen for sequencing. The purified PCR product was sequenced using Sanger
sequencing (Macrogen, South Korea). The sequences were aligned to the tomato
genome sequence (Sol Genomics Network, https://solgenomics.net/) using BLAST

program.
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Figure S1. In silico prediction of most deleterious MSH2 gene region by CODDLE and
distribution of SNPs detected in MSH2 gene by EcoTILLING.

Figure S2. Multiple sequence alignment of mMRNA sequences from tomato MSH family.

The black box indicates the sequence of MSH2 used for making MSH2-RNA. construct.
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Figure S3. Generation of MSH2-RNAI transgenic tomato lines and Southern blot of Ty

transgenic lines.
Figure S4. Southern blot of T, MSH2-RNA.I lines 1T,1-11, 2T,7-5 and 11T,4-1.

Figure S5. Quantification of thymine dimer levels in genomic DNA of WT and UV-B-
treated MSH2-RNA. lines, 3T,1-4 and 1T,1-11.

Figure S6. Male meiosis in MSH2-RNA. tomato line No. 3T,1-4 (a—f) and 5T,3-3(g-I).
Figure S7. Sequence analysis of FPNI-PCR product of Line No. 1T,1-11 and 2T,5-5.

Figure S8. DAPI staining of root tip nuclei of WT and different MSH2-RNA. lines.

Table S1. The gene sequences flanking right border of T-DNA obtained using FPNI-
PCR.

Table S2. List of primers used for screening for mutations and SNPs in MSH2 gene.
Table S3. List of genes and the primers used for transcript analysis of MMR pathway.

Table S4. List of genes and the primers used for FNPI-PCR.
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Table 1. List of SNPs detected in MSH2 gene in different tomato accessions along with
amino acid changes. The scores predicted by SIFT suggests that none of the amino acid
changes would affect MSH2 protein activity. Note: A SIFT score of less than 0.05

predicts the base substitution to be intolerant.

Amino
Accession No. No. of | Base acid SIFT Nature of SNP
SNPs | Change Score
change

G1168T | A77A - Synonymous
EC398695 2

T1365C | V143A 1.00 Nonsynonymous

Al1720T | A261A - Synonymous
EC520075 3 T1876G | A313A - Synonymous

G3193T | V639V - Synonymous
EC520052 1 T1876G | A313A - Synonymous

C1312T | F125F - Synonymous

G1545T | G203V 0.23 | Nonsynonymous
EC521078 4

G1808A | D291IN 0.83 Nonsynonymous

G2733T | G545V - Nonsynonymous

G1168T | A77A - Synonymous
EC528374 3 T1365C | V143A 1.00 Nonsynonymous

T1876G | A313A - Synonymous

C1312T F125F - Synonymous

G1381C | A148A - Synonymous
EC34480 4

G1808A | D291IN 0.83 Nonsynonymous

G3777T | A7T07V - Nonsynonymous

C1312T F125F - Synonymous

T1339C | A134A - Synonymous
EC520078 4

C1796G | Q287E 0.37 Nonsynonymous

G1808A | D291IN 0.83 Nonsynonymous
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Table 2: Number of male meiocytes in different MSH2-RNAI lines with reference to

WT and the number of seeds per fruit in the respective lines.

Total No. of No. of No. of No. of No. of
. . . Normal Abnormal
Line No meiocytes Diploid . . seeds
. Tetraploid Tetraploid .
count meiocytes . . per fruit
meiocytes meiocytes
WT 60 60 0 0 40-50
1T,1-11 60 5 40 15 0-5
2T,7-5 60 0 45 15 2-10
3T,1-4 60 60 0 0 40-50
5T,3-3
60 60 0 0 40-50
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Figures Legend

Figure 1. Relative transcript levels of members of MSH gene family in leaves of
five different MSH2-RNAIi lines. (a) MSH1, (b) MSH2, (c) MSH3, (d) MSH4, (e) MSHS5,
(F) MSH®, (g) MSH7. The transcripts levels were expressed after normalization with two
internal controls, g-actin and ubiquitin. Note: line No. 1T,1-11 shows the reduction in
MSH2, MSH5, and MSH7 transcript. The statistical significance was determined by
Student’s t-test. * P<0.05.

Figure 2. Determination of the in-vivo activity of MSH2 by quantification of
thymine dimer levels using a thymine dimer-specific antibody in UV-B irradiated WT
and MSH2-RNA. lines by dot-blot assay. (a, b) Quantification of thymine dimers in WT
and MSH2-RNAI plants after 6 h with or without UV-B exposure (untreated). (a)
Representative dot-blot. The label on top of each spot indicates the line number of
MSH2 silenced line. (b) Quantification of thymine dimers in WT and MSH2-RNA.I
lines by Image J analysis. (c, d) Quantification of thymine dimers in WT and MSH2-
RNAI plants. Thymine dimers were quantified either immediately after 6 h exposure
with UV-B, or after 24 h of white light, or dark incubation. (c) Representative dot-blot.
The labels on the right of the blot indicate the line number of MSH2 silenced line. (d)
Quantification of thymine dimers in MSH2-RNAI lines by Image J analysis. Note: The
thymine dimers in (b) and (d) were quantified using three independent biological

replicates. The statistical significance was determined by Student’s t-test. * P<0.05.

Figure 3. Abnormal flower, anther, fruit and pollen morphology manifested by
MSH2-RNAI T, Plants. (a) WT flower (b-d) Abnormal floral morphology, particularly
in stamens, in strongly MSH2 silenced lines. (e-f) Flowers of partially MSH2 silenced
lines, 5T,3-3 and 3T,1-4 are nearly similar to the WT. (g) Anther cones of line WT. (h)
Abnormal anther cones of line 1T,1-11. Note the absence of characteristic yellow
coloration in 1T,1-11. (i-j) Vertical cut section of red ripe fruit showing highly reduced
seed set in line 1T,1-11 (i) compared to WT (j). (k-1) WT pollen grains are bicellular
with vegetative and generative cells compared to empty (m) and shriveled (n) pollen
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grain in line 1T,1-11 (K-N, Scale bar, 20 um). (o-r) Alexander staining showing viable
pollen grains in WT (0), line 1T,1-11 (p) 2T,7-5 (q) and 2T,5-5 (r). (I-o, Scale bar, 200
pum).

Figure 4. Male meiosis in wild-type and MSH2-RNAIi tomato lines.
Representative meiotic stages of wild-type (a—i) and MSH2-RNAI (j-q) lines from
zygotene to telophase. In MSH2-RNAIi meiocytes, few univalent chromosomes were
observed that were assumed to be in early prophase I, (j-k). A proportion of male
meiocytes of MSH2-RNAI lines underwent tetraploid meiosis that progressed from
prophase to telophase (I-g). Note the formation of diploid tetrads (q). Scale bar, 10 pum.

Figure 5. Immunolocalization of centromere marker protein- CENPC in nuclei
of WT and MSH2-RNA., 1T,1-11 line during prophase I. For each nuclei, the CENPC
and DAPI staining along with merged signals is shown. (a-c) Zygotene nuclei with 12
centromere spots are likely indicating 12 bivalents in WT (a) with DAPI (b) and merged
image (c). (d-f) Assumed zygotene nuclei with 48 centromere spots in 1T,1-11 line (d)
are likely indicating 48 univalents along with DAPI (e) and merged image (f). (g-i)
Assumed zygotene nuclei with 24 centromere spots in linelT,1-11 (g) likely indicating
the presence of 24 bivalents along with DAPI (h) and merged images (i). The nuclei
were examined using a 63X (1.4 N.A.) oil-immersion objective on a Leica SP5 confocal

microscope. Scale Bar, 10 pm.

Figure 6. Mitosis in WT and T3 MSH2-RNAI lines root tip cells of progenies of (a-d).
WT (a), empty vector control lines (b), Progenies of MSH2-RNAI, 2T,1-1 line bearing
diploid meiocytes (c), and tetraploid line LA3255 (d) showing clear separation of the
diploid nucleus in mitotic cells of root tip by intervening cell plate. (e-f). Progenies of
strongly silenced MSH2-RNAi line 2T,5-1 (e) and 1T,1-11 (f) with tetraploid
meiocytes show the absence of cell plate between dividing mitotic nuclei. Scale Bar,
100 pm.
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Figure S1. In silico prediction of most deleterious MSH2 gene region by CODDLE (a)
and distribution of SNPs detected in MSH2 gene by EcCoTILLING (b). (a) In silico
prediction of most deleterious MSH2 gene region by CODDLE. The tomato MSH2 gene
consists of 7322 bp with 13 exons and 12 introns. The probability curve traced in blue
represents the region of the gene where mutations would most likely deleteriously affect the
function of encoded protein. Based on above prediction, the segment encompassing exons 3 to
9 was chosen for EcCOTILLING. (b) Distribution of SNPs detected in MSH2 gene by
EcoTILLING. Red boxes denote exons interconnected with introns (solid red line). The black
upright triangle indicates missense or nonsynonymous changes in the DNA sequence. The
purple upright triangle indicates silent or synonymous changes. The numbers on the left and
right of pictorial diagram respectively represent the accession number and total length of
genomic DNA.
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Figure S2. Multiple sequence alignment of mMRNA sequences of tomato MSH family.
Black box indicate the sequence of MSH2 used for making MSH2-RNAI construct.

. § 10 20 30 a0 50 &0 n L) 0 10 110 120 13 140 150

TCHARGRCTTATTTGACACTTCCATTTAATTITCTCGAGTAGCAT TRCARTC TRCAC TGCGRARCCGCCTITGLTCTICGTACTGT-CARAATCACLLG I CHGAGE TLGEAR-—-C T-ACCACCACTRCCACCAG TC-ACCRCCCCGA
RATGCARC AGACARGAR=CACAATTCGRCARGCA=TRTGAGTTTI ACACARCGT CGACE ===l TC==AT===C T=TCTTCTTCTTC T =====TC=TCGACCCAG=
ATTCCACTATTIGCTTCTACATTGCCACTAATGGCCGCTTCTTCTCGCCGLTCCAGCAR TGECAGATCACCELTAGTCART CARCAGRGCCARATCACTTCTTTCTICTCCARAGCCCICTCRICTICTICITCTICICCTICACCTCTT

EEELE

i

1|51 160 170 180 190 200 210 220 230 240 250 260 27 280 290 300

ATGTATTGGET TACGECARAARACG TCETCGT TTC—AGTTCCCCGTIGECET TCRCTET --CCCTTITCCTCE
CHIIGCIIHCGTI:I“ZIITIGGTR‘!MTMM““TMT"“CEI’!C"I’MWMWEITMTI‘cﬂmcﬁtﬁTIltchmli"mtﬂl’wf
====CATATGAGTTTCAART TTCARTGTACCTRATCCTTATCCTGTTTTCARGCCCTARTTCARGAGGTTT! TCTAGATTTTAGTATCTC-= CTCRCCCCAGRARAAGG T TT—~TRARGTGATGATRRAGCTTTGT
CICCCCRAARCARAT TCCACARARATCTARCCC TARCCCTARTACT mlclmlml—tIlﬂlttl“ll‘ml“"&l"lH‘Il‘.ﬂﬂlﬁl’m"tlﬂ:lclﬁim TRCTG-TGLCTRTITCRAGLL

R

g

301 310 320 330 340 350 360 370 380 390 400 410 @0 a30 490 -0

1
EICIJECIII:"CGIIHIBIHIZIEHIC"lCll:laﬂlmlclﬁlmw——w'ﬂlﬂﬁlluﬁlml"l"ﬂImm 1CRRACARCCRARARG THT 10 -CRGRGLARARAGAC
'rrn:nccm:macsccr:mnc:cmm:mn:ltncnsm—cmtrrrrm:nc:mtmmlmm:-trmmuucmcttmrmtmmsrnﬂumnmr:ntm:cmm:t
TGATRCTARATTTGCCCCTTGITAGTTTTCACT TGCGAAGTCCTTTGGTGCCART TCTCTCTTCCCCACTARAAATECAGCGGCAGARARC T T TACTTTCT TACCTCAAGARACL T TCELCHGAGGRCCRAA-GL TCCHECGRATARCACA
GITGTTGACCT TARACCATCATATGGACAAGAGG TAG I'Esﬂl'm'l'lml'l'll“15:01“liﬂ"mll‘l!ﬁll!m"‘lil’mlﬂ"’lmllﬁlICI“IMI“E"I‘II!GI’HI“IUI’

spRzEE

s C TGTATTATACCATITATATAGT TTGATGATTTGTTTTTTGATART TRARARCCCACARAATTRATTTGATTTIGATTTT

sasssssssasasssssnssansasnssansansssssssasansaransasanssnassnsasnsssansbarasnnrnnranssfuessiliiisiisrirrisissi®iiierssssssnsssssaarannasBennanrnnnns

451 460 470 480 430 500 510 520 530 540 550 560 570 580 590 Gﬂ.

TRIBIIMIRTIMBTGIWIMIll‘.l’lmclIl:lICCIIICIItlmlmnnlRlIlil'lml’IIIIﬂlﬁlmlmlllm—lmlcﬂmllﬂlt
TCTAGARCCATC' ACCTTTTGGARCCTTCCARGTGTCAT ~==~GAART TG-~~CARATC GCCHTTRGAGCARCARGTTGTGGAGL T TRAGACTARGTACCCAGAT -
thm'lﬂiltml"l'llxml'ml'm-m"m"-ﬂTCWU“W'I mlﬁ"m"mlcﬂfﬂmlmmllmlmlﬂlﬂ'll:lﬂ"lﬂt"ﬂ-
GRGGAARTGAT TGAT T TAGC TGARGAAARAAT TGAATGLGTGARGGLACC TGTGAGGARGT TERGELEET TELGGAGLTCTTCTG~~ 166 T GLARGAGGAGGAGGAGGAGGRGGRGARAT TGLAGGAT T TRARGAGT G T TGAGGATGAT -
ATGGATGARRAT TTTGRAGRARCAGGGCARGC T TCCAGAGC TTARAC TTHATRCGAGGCARGCTC

AGTGCARRACC-ATCCARAC TGAACCATAARCGGCCTGCCAGTGTAC-CCEGTATRGTCAGTACCRATTATATATATTCCCCTTT-TTCTCTATAAAT TCARATCCCARGTCCATGATAGTCACRRRCCCCTCCGATTTTACGCATTOCT

CONSensus  eiceesssnsssssssssssssBunesnssssnssbosinieesesirnirrannsaborcncnsscnncscnnssnrmennsbonibe @8l idieeei®ieeesB0.8.LBerccnnsrasnssbonanaada cle

5
§

%2%2%%2

501 610 620 630 640 650 BE0 670 680 690 700 ne 720 30 790 750
HSHL mtﬁ['m‘tmlcmllltm—ﬁ[mfIIIEC":'IBIMIB-—-—-GGI“"T]"“m"“IWIIWHKIIGIHIll:l———[ﬁlm“ﬂﬂ:!ﬁl“mlmllIﬁlm
HSH3  GTT-CTATTGATGATTGAAGTT-GGTTACAGGTACAGATTTTTTGGTCAG-G~ATGCCORRRATGC TGCTAGRGT TTTGEGTATT TRTGCACATATGGACCACAATT T ———————-CTTGACAGC TRAGTGTRCCCACGTTTCH-GTTGAA
NSHZ  ATT=-ATGCACARGT T TAACAGA-GA-~ARARCCRCGGRATAT 1 GLGARRG~G~ 1GATCCR——----TGTARGA=-TRTCCTCTGT 11 TACARARAR T GA————AGGAT CR-GRCGGEC T TeCTTCT-GTTICC
HSHE  TCTGAGGATGARGAT TGGEGGARRGGATGL TGC TARAC TAGTGTCHGARGETG-AGEATEC TTCCHAGGATATGGAT TTGEAGAT T GRGGARGAAGATGATGETGT TGT THGACC TARRAG T CHGARAGTGAGTEHGRGCRRGETHETHEC
HSHZ2  ARGG—GTTTCTTTCATTCI TCARARCCCTRCCCAAGGRTGT TAGGECAGT TCETCTATTCGATCGTRGEEACTAT TATACTGC TCATGGAGATGATGCARCT T TCAT—————TGCARAGACATAT TACCATACGACAACTECTTTA
HSHS
Consensus

GCCATTTCCTCTCCCTCACTACCATTTGCTCTCACTGRAAT TTCECTTC-TGCATTTACTCGLT-———TTCCTECTTRACCCTACGTACTATAGAT ICCACARRAT G—————————GRAGECETCET T TGCRCATGATCGRAGATGETRAC
(3 .ol

wConun

-B-2.Lt. g....8t..... eelocilocbonaoa ot 2. gitge.

':5]. 760 770 780 790 800 810 820 830 840 850 850 870 880 830 W?
HSHL  CTGCACTCAGA-TAGTATACCARAAGCTGETTGTCCAGTT G=——--~TGAATI TTGATGATCTCACACGTRATGGETTTCTCTGTGTGOGTCGTGEAGGARGTTCAGGETCCRAAC TCRAGL TCGTEC~-TCETARGAGTC
HSHI mnmmmrmrmtmrmllsﬁmIallmtanmrmimrlmtmtmrmrmnmnnmm&marmnarmmm
NHSH7  TTACAATCAGACACTARTAGA-RGTTCTGTCTGTTCTAATGGAARGGGTARTCRAGAGGE——TRARGGATTRGTRTL TCTTATTCCAAGTGA—TGATCA-—-TGGT T TTGAGCCRGARACA———C CARGTATGCARCCTTATGRAAC
HSHE  GAGGARGAGGARARC TGG TGARGGGGAGAAGT TARCTCCGAGT TCGAGCARGRAGAG TRRGACTCT TGCAGATRRGAGGRAGTGC TARTAGCAARATGGACTCTGCTGTGAT T GGAGTARATGGRARRAGAGCL TACTCCARCCARATGAGGA
HSH4
NSHS

.a..tg.t..c

CGGCAGTTGGG-TAATGGEAGT TGETGCGCTTTCCAGTGTTA———-GTETGAGTRGARACATETTTGARRCRATRGL TCETRRCATTCTCTTGEAGAGEA-—TEGATCGTACTCTTGARTTETRTGRGEGCAGTCETTCRRATTGERA
AGTCACGTTTTTCACCACTGCTCACTGT TCAGTAGCTGAGTGCTTCGAGT TCAAT G———-GRAAGARGACGCOGGAGARRGATCAAGCTTCETC

GAGCAATCG====-=CAGATARGATCATC TATACCTGAAT T6-~--6GLAGRAGRGGARGAG TCCATGETTTRTATGELATETGT TATGCAC ————GGACACAGEAT TEGAGT TTCCTATTACGATGCUAGTECRCGCCARCTCCATETE

L T A S +e8easaaadga,00g, tle, .. Lot gllcgte b, . te. e Bugc. . o2 2R Lo e LC, L 00, 0, 2o pocEE . £00.6c. o Ca L bl L BLL

901 o 920 930 940 950 360 70 980 930 10600 1016 1620 1030 1040 1050

l’iﬂTTTﬁTﬂ"memTCCITRTHTTTWTIB"W1WWCTTU| TTTCCAGRRCCARTGCCTGT TR TT--GGARTATCCOGT TCAGCGRAGEE6—————-TATTGCATTATCTCTGTTT

TTCTGAAGATGTAGGGGETGGAGATGAGGEGT TCEGE TCATETARTARCTATTTGGT TTRTGTTGT TG-AGARGETAATCGACL T TEAGEGT T6TG6———GAATGATE TGARAC TCGGEET 16— TTGEAG T TGAGET T TCRACT 666G

CTGGATT TOCTCAGHTGATARGAGTGATTRCTTTTCATTGAAT -GCARGCRRGRGGAT TRARAGTC T TRAGG——GCTTGRATTTTRARAGGAAGAAT rmmmmﬂ
GRARCACAGRRRTILLLE GG AR- -] AGEAREEAT AL 430 | Afas ACACLA

e e S
crmmnrcmmrmrmrmrrrm:l:'lmsnmamnmmnm—sﬂmrmrnmmrmmmmmnmmmﬂmm1mc
cosfle Jatgagaa.cga..ccagpa..ft.c et gtig.. Jth.gatitb.g.bt.aa, . b.2a...a.ct . b.coagt...b.. .26, JG33.ca, L. L. g0 .0 uBee. 20 R LEE.. ctalG.t.
10§1 1060 1070 1080 1090 1100 1110 120 1139 11490 1150 1160 17 1180 1% I.ZM.)

HSHL  ACGAGACTATGAAGACT TACTCTGTGGAAGAT GGCC TAAC TGAR-—GRAGLCGTAGT CRCCRARC T TCGTACT TGTCGATGCCATCAT TTTTTTTTGCATAAT ICAT TGRAGAACAAT I'CC TCAGGAACATC—GCET T66—GGAGAGT
ﬁﬁ ATGTTGT TTATGGGGAGT ~—TCAATGACAAT T TCATGAGG-GC TGEGT T6-—-GAGEC TRTGATCCTGARC TTGT TRCCAGL TEART TGC TTGT TGGCAGGLC TATRTC TARGOAGACAGAGARGL THL TACTEECTTATECTRGACCT-

7 rnut.m:.cncmu:nruumrumlumusmﬁ—mmrnmnrm|l:mnnlcm—c:lmlursnmur—a:mnn—m RCTG-
HSHE BAGGAC] P : CCIBRTTII AGEITIRACIGETE BG nr G
HSH2 F F
HSHA z
HSHS l:nl:mtmnutmnmlnrlrmtmemmIMIremsmc—-——uImmlmmmsﬂrmrmmlnlcrmntlumtmlm

Consensus cta,.gt.aagat,.gtt,.,..ctl, tlad ,tag.Coue. 3330, E0CC, .AELC.C. 33CLE, 00 (.. . 2R3EEC . 8. .ALLE.L .2, . £ BL.L LA, 3, , .3, 83, LpctL g, Laa Loc, g.83. .60 BLac, ..


https://doi.org/10.1101/142612
http://creativecommons.org/licenses/by-nc-nd/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/142612; this version posted May 26, 2017. The copyright holder for this preprint (which was
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY-NC-ND 4.0 International license.

}201 1210 1220 1230 1240 1250 1260 1270 1280 1290 1300 1310 1320 1330 1340 lﬂ

MSHL  TTGGTGAAGGTGGACT T=T TGTGGGEAGARTETR=f= | ====GLTAGACAGCA=~===GGARTGGTT MIMIC%TNIMIWHHGHMIMIllnlmi-tlﬂlllllmlltﬂ“lm‘l‘
M5H3  ===—-GCATCGARTGT TCGGGTGGAGGATGTATC~A-TCAGATCHGTTCAGTGACGEHTHGTHL TLTRGL TGAGGTGATGTCTC TCTATGAGGGCATGCAGGARAC TAATTTGT TAGATGT TCARGRARAGGRAGAGGL TGARATGRARAT
HSH7 ---mTall:mm---slm!mnm:-n-l-mmcnm:n1m1mmmmmmrmvmmnmr-nmmrlnnmlmlmn-cm

TT66-C TCGGARGEE T TATAGES T TC T TGT66T TGAGL A———-ARCAGRARCA
lﬂIT‘lGﬂ:-—mTlmlmlﬁ!mlﬂ‘lﬂtlﬁ"nﬁ
Ci

TRACARATCAC -
GIGATGTTCARG m1m1mm‘.:clsnmml—cnmr—mrmmlmntrmlsmnlmrmmnnmnurmmlrl:lrmaunmc-
Consensus  .t...gt.caag.tetbg.tyg,.gebgga.tht, .gelgt, bo, .gaaanc, , oboo P 80,8, . LLLG. ACL . gatg. . . gtagg. .. g.Cl . .0ag. .0 2. 6.2, .Lg. .gp.gatct . L acaagt .ac,

1351 1360 1370 1380 13% 1400 1410 1420 1430 1440 1450 1460 1470 1480 14%0 1500
I 1
HSHL IEMII"GIIl———-——miﬂ(utﬂttlﬂml"m GCCACACARATTEGTGC TAT TCCARCCGARGGGAT TCCATRTTTGT TRARGGTG-TTGCTTC-CTCCICATTGCAGTGGETCTRCCAGTCCTGTAT

HSHI  GCCCAAATGCARTCARAT TGCARTCCAGGGAATARTGGCARTGCCTCATTTGGLTGTACRAGCAT TGGGCCTAAT TGT TAGCCATC TARARCAAT TTGET T TGGAR-AGAGT TCTG==TGCT IGGGAGCCTCATTTCRTCCCTTCTICTRG
nSH7 sltﬂtmnsﬁmm—clmlmnmm—-c 61TCAGARGL TCCTAGCGLGAGGE TRCARAG T TGGACGGATGEARCAG T TGGARACH T CCGAGCARGUAA-—AATC IAGAGGL TCTACTTICTGTTATTCGTAGR

HSHG TTGAGAATCG :sm;mlmu:Imrmnslm-n:mmmmmmrmmmrmtlmrmnﬂ:mn:lmeu:ltamnmlm—cmm
NSH2 GIGCAGLAGG========TGCT T TGG6GTGCATRAC T TT==CL TATGCAGART TACT TGLGEATGRCAGLAAT THT === GGRAAC TACACAG | CARACR====ATACAACC TCGATAGT TRCATGAGAT TAGA==TTCTELTE
HSH4 II:II'IGCI'MIT————ITIIEMIH‘JIH"T'lm TGATTCCACCAGTGTTCAGAACT T==—==—GGAGATART TGAGCC TAT ———~GCACKC T TCTCTTCTGGGCACARA -~ == ———~Chfl

HSHS  TCARAGTTGATT ========<CAGL TGCTCATGARGCATTACARATAT TCCARATAGACAR-GCATCLGAGLCATAT ====e==—GLGAA TAGGCAGAGL ANARGARGEG T TLTCTGTATT 1666= e eee e cea e
Consensus  Leb LgelB blouiieaeasa ®0l, . golg. o, . LLL aCCLolL, 000k, .0, .. €0 00, B .BC80LA L. ooose ER000LAS, .o . oot flaa, . Lell ., LeTRRE. (€0 aiunnncnncncCinnns

}501 1510 1520 1530 1540 1550 1560 1570 1580 1590 1600 1610 1620 1630 1640 1650

]
HSHL  ATTAGRGATCTTCTTTTARATCCACCA===========GCCTATGAGATTTCTTCAGACAT T CARGA=~==—==—==GLCATRCAGAC TTRTGATGAGTRTCACATGT TCAATTCC TRATTTTACC T-=—=GTAT T TCATCTGORARGE
MSH3  CRACATGGAGATG-AC ICTTTCAGCCARTGC-~ATIGCAGCARCT TGAGGT TTTGRTGARTARCT I TGACGGATCAGRGTCTGGCTCCTTATTICATTGTATGAATCAGACCCTTAC T TTATTTG6T ICARGEC TTCTCAGGCRT 1666 1
HSH7  ARACTAGTTCATGTACTCACCCCTICTACGACARGTGAGGGTARTATTGEGCCTGATGCAGT TCATCTTCTTGRCC—~GTCARGGAGAL T TGCARGGAGE TRGLGAATGGT TCARCCACTATTRGAT TT-—GCTTTTRICG-ATTGTGC
NSHE  CTGARAGC TCTCTAAC 1GCTGCAT TCCAACRAGRGARGLGCRCT TRTGGTGTC 16~ TATGGT TGATATTAGCACA-—-GGLAGGET THT THT TGGACAGT T TGAGGATGAT TCAGAT IGTAGTGCLT lil’—‘l!ill:'lltlllc'lﬁl
HSH2  CTATGAGAGCACTGARTGT TATGGAGA==—========GCARATCAGATG~C TRATARRART TT TR e TGRGARTRGGT mnl u:nun:

TIGTTTRGTCTC-ATGAATAGAACC TRTAC-==TRC
HSHA  CARRARGAGRAGT TTATTCCACAT == ======ceeeeacG T TRAAR=-===<CAAC ICGAAC TAT 1 G-==-======<GRGGGAC TAGAC | TCTGAGGGLARATCT T T TGCAGCL TC 1 GARRA-GACA TRGAGRCRA
HSHS  —-ATGATGARTARGTG T GTAACE ==~ ——-——cmlmImrncn-——-—-—-——mrrnl:lm—-—-c:rmnnnrrlmmrmltmrnlmm:mml
Conoonous C.a.00Q0, .8.L. L. Tg..0C.c0seccsnccscencoBldat og, .g.Cloct, . 00,b .t 0creeeee. ERC.EE.ELE.LELCEQAE. B .o C b b0, ... .Clg.a.tg.clla. . g...TL 2. . c0ck.. .t

:.Gil. 1660 1670 1680 1690 1700 1710 1720 1730 1740 1750 1760 7m0 1780 17%0 l”

nSHL I“llml“"mllmlmml“llclmﬂlmmlﬁ-umlﬁlwﬁllill‘!lmlIHIIC-‘IGCI—QIlil’““l\—(l’ﬂliﬁﬂl[tlﬁll“l“
HSH3  GACTCATCCATTACRGGATAGARACATGATAG=GTRLT-CRTCTTGATGCAGT TTCAGAGAT ===TGCAGAATCTATGCARAC=TCATCGAACTTCTCATACTTCTGRT=CTTRGAGAT GGAAGE 1 G=~C THATGTCACCAGTT
NSHZ  TGCTCTGARRGT TTGGLT1GGTTCCHTCGRGG-A TGATGCATCT T16-16CHGC T TTGGLAR=--=—-=6CT T IGCTGATGCHAG I GTCACCGARGGRAAG T TRTAT T CHATGCARGGGE T "'Elm—ﬂ G--CUCRGAARRGLICTG
HSHE rmm!mlnlmu:m:mn—nﬂnmmnmnclmmcrmmmrmﬂmrmlmrmntﬂ:mnwmrﬁs—um—f GA-GRAGARCAATTTGTGAGG
HSH2 AGCCGTTACTAGATGTAGATGAGAT TRAC T6T--AGATT TTHGT TCARGCATT T-G16GAG-GRTGLTGCACT TCGLCARGHT T TGAGGCAGUATCTGARRAGAAT T TCAGATAT IGAGLGGL | GRCACACAATC T 1GAGA
MSHa rtw‘ﬂ:ﬁ!ﬁ“‘m TGATGA-GCARTGARL ﬂTmTETT'EBTTTGT:TCWC"B'“TITﬁmmnﬁrw"CT“T'm"HTMI’mtII“']-ﬂ"
HSHS  CITTCTICCTGTCC==GCTGRRGRAGT TTCGETCTCT T==TRCGTGARACH=C TGARGTCTGTRARRGATHT TCCCCGCH=T TCTCARGARAT TCARC TCTCCAR=GT TCTRTATC IRCARGTGCAGAL 166 | ~===<CRGCTTTICTGR

Consensus  L,..[L.celgla, ol Tgaaga. 6, a.ga.clgtl, . LLLGat, .8, ct aafic LEL, Ly oL, c.c gofl Liege, aggaatl .o, L, chlclgtl, a.0,. b, g, .gt...ClgaTga,. . c... L LL, .gx

1801 1810 1820 1830 1840 1850 1860 18720 1880 1890 1900 1910 1920 1330 1940 1350
HSH1  CARCTGGGTT--GARAGT TGATTTTGATACACTAGTAAATGAATG-TGGARAGATT TCTTGTAGRATCAGTGAARTAATATCCGTACATGGTGARRATGATCARRAGAT TAGT TCCTATCCTATCATCCCARATGATT —TCTTTGAAGA
NMSH3 GGAGATACATCATATARTIGTTTCAGTICTGTCCACTATAGGRRG——GCCRCCAGAT-ATCCAGCGGE6GL T TRCAAGAATCTTTCATAGARARGC TRCTGCTGCTGAGT TTATTGCAGTCAT ICRAGCTRTCT TGAT I-6C TGLGRARAC
HSH7  AAARAGTATTCATCAR-=———-CAGGTCCTGCAGCACCACTTCT--ATCTCCAGT TCAGCCAGETGCAGATTTTGT TGATCCTGCAGARGTGARARATTTCCTC-GACTTGAARGGTTACTTTARAR-GATC TTGTAA-TRAGTGGGAT
HSHE  TGARGGGAT T-ATATAG--GARCATGAGLTTGTCACTGCTGTCAT-CATCTCCARATGATATGEGARCACATGARRGCACTGCC TCTGAGGARGATGGCGARAGGAACT TTCTACCAGATGTTTTRTGTGRARCTTRTTAATCTTGETGE6
HSH2 GGARAAGRGCCAGTTTATTGCACGTTGTRARRCTCTATCAGTCAGGCATCAGRATACCATATATCARRAGTGT T TTGGAACGT TATGATGGGCART TTGCACCGL TAATCAGGGRARGGTATAT
HSH4 TGGAAGARGGRGCCAGATARTGATA-TCCRGORTT
HSHS

TT—-CTCTTGAGA

ATAA TCRARACAGCTCTTGRTGCTTTACCGTTACTCTCCARGGTTCTTARAGARGCCARGAGT TGTCTGCTTRGARATGTGT- ITGTGRGAA
mlﬁI'EIEEIETDZINJ“'HImlllll“llﬂiﬂ“"ﬂﬂlt—ICIIIMHMTEIHmmﬁmmlm!ﬁllinﬁ—wﬁmlli:m""m“mlm"nlc

C BLEALI. 3.0, . LA A LELE.CAL .2,  AALC. T L. 0.2, AE.ELl. .. Lt . 0. . LEEA. AL L. 3,30, . 8.0t 8. 0.3 k. Tolounsiaaaatian  letghg. 2.2
1951 1860 1970 1380 1990 2000 2010 2020 2030 2040 2050 2060 2070 2080 2090 2100

HSH1  TAT-——GGAGT TGTTGTGGARAGGLC——6T6 1 CARGAGGATCCAT T THGAGGARGCAT ———-ATGCAGARG TAGARRAGGC TGCGGATGC TTTRTCT TTAGCCATAACAGAAGAT T——TCCTACCTATTATT TCARGARTA—A
HSH3 mlltmﬁ:nm:!nmm—-ﬂnr-cmn-—-wm||:u;n;|:u;rlmimmlm:mcclcmcm:ntrsnmm-nlssln:m:rmunsl:mcn
MSH7  CAC======-GCCTTT TGATGTTGC TITAT-GTGC TCTTGGGAGTC TT=-==G~TTRATCATT TAGAGCGAT TGATGTTARATGAGGTCTTACATAATGGTGATAT TCTRTCATACGARGTATATRAGEST TGCCT
HSHE lm-—-msrmrmtmrmrmclrnm:mnmnncmﬂmnccmcrmnﬁmmmmmnmnrcrmnnr-ﬂmnﬁmmmm—l
NSH2  ART=--——GGAG I GATGAT~ARTCATCT-———GARTRAGT ICAT IGCTCT 16~ 1G6ARACT6==-——~C 161 IGACCT TGATCARC T 1GAGRATGGAGRATACATGAT I TCTTCTGCATAT--—-~GRCCCARAT TTATCTGCTCTGARG
HSHA  T6R--——AARATATACTTCARTARGCARRRGAAT T| TTGATGATGATGTCCT. TORTACGCGAGTTCCTTTTGTGECACGGRCACAGCAGTGT TTTGCTGT TAR===m—=—G6L TRGAGCAGATGEGCTTCTT
TAG-——CCTATGTCTGIGAAT TGETR-———-AT IGGTGICAT IGATGT 1 GATCGARG————-————T ARAGAGAAGGG T -—-TATGAGACARTAGTARARGAGGGT T TCTGTGATGA--————GLTGGATGARCTGAGGCAGATA

sencus ta.  ...a.T.tt,.T.aat.agea,....a.T.g.gt 3k, .t tegatggaa.c.t  ...T.atga.ct.g.t,, tetg,6a,3,,,8.3,3, . .§. LLELLCEG, L 3L, .,...0CC... L. 3. tEgECLE.L,

2101 2110 2120 2130 2140 2150 2160 2170 2180 2190 2200 2210 2220 2230 2 25'

HSH1  GGGCCACGATGGCC——CCACTTGR6-AGGARCTARAGE—————GGAGATTTTGRTATGCCCGTGAGCATGGAGC TETATGGTTTARGGGRARGA-GAT TTGTACCAACTGTTTHGGC TGGARCCHL TEGAGRRGARCAAAT TRAGCAACT
HSH3 lm—c GC TGACAGRCAGGHTC T TCRCAACT TATTTATCAT 1 TCTGATGEGARGT TCCCAGAGG- 1 T6CTGAAGG TACRAGGAGH-G1 | GAGT T GGCAAR-- T GAGARG-———-TTAGACTCAT 1GAT IGT TATGCATCG
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CAGG——GAARACT GCCCAGCARGT TCATCCAGET CGTGARRCATGEARACA——————-RTGTCCETT 6L TCG=———-AGTCTTGRAACTTGCTTCATTGRATGTGAGGARCAAGTCT! TGETTGAGGACTGL
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CTTCTGAATTACT-—ATCTARGATCARTATCCTTATCTTTGCATCTGTCTTGRAATGT GATAGCAAA-ATCATTATTTTCTCATGT GAGTGARGGARGAAGRRGARAT TGGATT T--TCCCAACAATCACACAATT TRACARATGTCAGEA
ATTCACCAGAAGTAT TRGTGGCTTTAGATGAGT TAGCET T G——GCRAATGAGCAGC T CACTGTCGT-T TGCCARGCTGCATGGAGTAAT TTTTTGACGGGT 1T TGGTGGATACT -~ I TGCCGAGT TCCARGC T6T TGTGCARGCCCTRRE
CTTCTGRAGCACTCCTTCTGLCLT T6AT TEETGLCARGH TA——1 TGRARGLRGLGGATCARAG T-6T-1T6G6TTGLTCET TARRGEGC I -———-ACGG6TTGEECTGGACT T6——1 TRRGAT 16T TGLRGARGGARTGTCTGRCL—6L
CAATGGAAGARATGCRAATARAGTGACTTTATACGAGEATCCAGCARRGARRCART TGCARGAGT T=CATATCAGCTTTACGTGGATGTGAATCARTGGTGCAGGCATGCTCT T==CACTTGG66TGATCT TGEGARRCACAGACTCAAR

AGARAGAACTGGTAGCTCGGGTRGT TCARACAGT TGCEA-GTTTCTCTGAGETRTTTGRRGETTTAGCTGGTTCACTTTCTGAGT TGGATGTGCTACTGAGT T TTGCGGATTTGGC T TCCAGT THCCCARCTGCCTRCTCARGRCCARAT
TCITTGICT TGARGCAT TRATGGATGLRATACGAGAGGATGTCTCCETGCTTRCTGI TCTTTCAGAAGTGT TGTGCCTTTTAGATATGATGGTARAT TCATTTGCTCACACTA---TATCRACGRRACCRGT TGATRGATATAC TRGAGL
TRRRATCC TEGATATGGAGAGAGE TATRACARGAGACCTAGTETCTCATATTCTTCAGTTCTOAGTRCATGTGCACARGEC-TRTTAGTTTTGCAGC TGAGCTTGACTGCATTT--TAGCATTAGLCTTGETTECACATCARARTRACTA
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HSHL CAT=====GTATTGCTGGARGTGTC-~~ATAGARACCC TGGACGAART TGGCTGT T TGGGART TGT=ATCAR===CCCACT IGCATGGARTAT T TGAT I===TACCCCTGAARA | CRAGR=====AGRCCGTGTRTA=~-ARGCARTGGG6
HSH3  TATACTTGATGAGCTTGGGAGAGRCACCAGCACACATGATGGC-GTAGCAAT TGCTTATGCARCAC-TTCARTATCTCC-TGGAGCACARAARATGCATGRTTCTATTTGTTACTCATTACCCTGAART TRTCAGTATCARGRATAAGTT
HSH7  RATACAR=ATATCC====GCTATCCTCGARCT TTACTATTGACCGGACCARATATGGGTGEAAAG===TCGA===CTCT=TTITA=CGTGCCTCTTGICTGGCTGTCATAATGEC TCAGT TGGGT TGCTATGTGCCTGGAGA-RACATETG
HSHE  TTTTGTGARCATCATARTARGTGGA--GAGRATTAGT TRETACTACTGCAGAAT TGGATGTTT TAA--TCAGTTTGTCTATTGCARGTGATTACTATGAGGGACCARCATGTCGTCCARACATCARGTCAGTGCCARGTCARGATGA-CG
HSH2  TT1T--=-GGITTRGCTTGGGCTATTTGTGRAGCACAT TGTTGARGAART TARAGCACCAACATTGTT-TGCAA---CTCACT I TCATGAGC TGACTGCAT T6—GCCAATGAGAR 1 GGARACAATGGACA TRRGCARARTTTCCAGTGTGGC
H5Hd  CTC—==-GCARTCGCGTGOAGCTRTTRTRAGCATCTATTGAC-—ACTTRAARGCGTACTCARTATT-THCTA-—-CTCATATGGAARATCTATCAGCGCTA—TCCACARTGTATCCARRTGTARRARTTCTTCATTTTGATGTTGA-TG
HSHS  ATC——-GGICTCCTTGGTGEARCCATAARTCACTTTGTATCATGCTATGACCCTCCARAGGT CTGGTGCTACTTCCCT-TIGTTTAGATAGGAGEGATGAGTGTCCTGGTTTGTACTCATTTGACGGAGATATTTGATAGTGGT-TGTT
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HSH1  AGCTGARTATGTTGACGGETCAACCARTACCAALTTGG--ARACTCATTGATGGGA-TCTGTARAGAGAGTCTAGCATT TGAR-ACAGCTCAGAGA——~-—GARGGART TCCAGARAT-—~—-~ATTARTCCARRGAGCAGRARGARTTGT
HSH3  TCCAGGCTCTGTGGGRACCATACCATGTGTCATATTTGA-CATCCCARAGAGATGTGARTGGGGATTTCAAGT CAARTGAGARGATGGATCACAT TAATGGTGAGGACATCACCTRCCTATACARACT TGCACCAGGTGT TTCTGGGAGRA
HSH7  TOCTTTCACTTRTGGACATCATCTTTACACGTCTTGGAGCCACTGATCGARTCATGACTGRTGARAGTAC-~CTTCTTCATTGARTGCACGGAGACCGCATCAGTTCTTCARRATGCTACGTATARTT-~CCCTTRTTCTTTTGGATGAA
NSH6  TGCCRGTTCTTCTTGCTGARRAT T TRAGGACAT C==-=--CTGTICTTRGARGCGAT TCTCTRGATA——AGGGTRCCTTTGT T TCCARCARTGT TTCCCTTG6CGGTCCTCCARATGLCA-=—=GCTTTATCCT-=TCTCACTGGICCTA
HSH2  RAATTTTCATGTCAGTGCACACATTGACTCTTCTAGTCGCARGCTAACTATGCTTTACAARGGT TCARCCAGGTGCTTGTGATCARAGT TTT==m =~=GGTATTCACGTAGCAG-~—-AGTTTGCCAATTTTCCACARAGTGTT
HSHA }ﬁﬁrmmmémmmamn TCARGTTTCAAC TGARGGATGGEETCACGTCATGTGCCACAT TACGELCTCATGCTAGLAGGAGTAGL | =============GGHT IHCCARGT T CA—-~-—~GTAG | GGAGHC TGCCRARAGAR TCAC
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HSHL  ATAATTCAGLT THCGGGARTCAGA TACCARGGAAGATAGRCCAAATA-AGACCTCTTTGT I’I:!IH“’HI lmcr:rcmrmcmmmmcnul ICIGIICEHRI Immuamcmm:mnmu TTGGAT TCTAGCACAARG======
HSH3 GTTTTGGTTTTARAGTTGCTCAGCTTRCACARCTGCCGOT-CACATRTATTCAGCARGC-CA AGC TGCARAAC TGGARGCAGCAGTCTGTAAC TACACTGARCARCARTTTCGARGGAGCTGTTCTCTARGCCATA-—-GGCA
HSHZ -"BBE'IHEIEWWEICITIIMIWIHIHTHIIIHIMWIEIMI'I:ml:l:"ﬁl’m IGIUIT[ICGCIlﬁcllil"ECIIZ-IHII'IIIEHIEDIIEHEIHM"IEE"!III:HICEHER‘IEIBE:I
HSHE  ACATGRGAGGARRATCTACTCTTTT-GCGCCARGTC TTGGCCCAGGTAGGAGE TGATGTACCAGCATCATC-GTTTGACATATCAC-~-CTGTTGATCGTATATTTGTARGARTGGGCGCCARRGATCATA
HSH2  GI-—- -—-GGCCCIBGBCMECTTCIWII'MEHTII'HEI'EEI'CGIIIlﬂlm—lmiﬂl’ﬁlmﬁmﬁl’tltﬂﬂ- ~-AGLGGAAGAG—~-GGAAT T TGACCCACATG--—A

HSH4  ATCT- ~-AGGATCACAGAGARGGAAATHARGAGARTGGAGRTGARC TGCA-~GACAGTACGAGGACGTACAATTGA=-=--TTTACCGTGTAGC TCARC- ==GGCTRATRTGC-TTGARATATTCTGATCAGG--—=A
HSHS
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HSH1  TTARTGCA-TCGARTGGGAATTTCRAGCARGARA-CTTGAAGATGCTATCTGTCTTATCTGTGAGARGAAGT TRATTGAG---CTGTATARAATGARRARTCCGTCAGRARTGCCARTGGTGRATTGCGTTCTTATTGCTGCCAGGGARC
HSH3  RGATGGCTGTARARRTGARCCCACA-GR-GGATGTCCTRGARTCAGATTCCTIGICTGE I'lil.'llllmEl’ TGRAGGCT rmﬁ-—mmmsmm:l IT‘I:HE'--GEI IEI l I—RIMIIICI TARC--TATGCATATCT IGARGARC
HSH7  TTACARCACATGGCCTRCTCTTTCARGT-TGARATCTCAAAGTTCATCTCCARCAGAGCARGARCTGGTGTTC-CTCTACCGCCTAACT AGCCCTTATGGCTRGAATACCGARA
HSHE T TATGGCAGGCCAGA-GTRCATTCTTGACRGARCTCT (ﬁﬁmcl’ﬁcl lmlarutcrnlammrmmmrﬁrcocw mﬂ-lml lsetcecaﬁmc-mcml:l lClGﬂlmelEmlmlﬁC
HSH2  TGTGTCTAGAGGTACTGCCCGAGCTCGTCAATTCTTACAGGATTTCAC | i erp gy, ™ IGGCGTTGCARCAG GACCTTGAGARGARTGCAGTTGAC
HSHA  TGAAGATTCTTTAAGEG—-AGGL TCTGCAGRACCT TlIIiEIIFlN:l’HIBI Tﬁfml nmmmrm——-mmmnmmummm—-m TEIH“EI "ﬂ"l:ﬂml TTGIGARG-TGAGHGRGT 16
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SH1 n—ec:mcrcmmmnmmncmnlstcmmmmcmmrmmnsrmanmnmm:mmmrnrmm-mmn—mm TCATCGETTG ARGGAGGGARTGGARA
HSH3  ATGGTAATGACAGGRGACT l:msl1l-cmnlammlnumcl:rmcmcmmnmtmmm--lsclwrmrmuaccmc-cmcnmmmmnmmmcrmlnmlmmmrmﬂmnmvmc
HSH7 ACTGTGGTTGARTCTGCATTGAGTGLGGCGLARGTAATGAAGAARATGARCAGAGARAGT TTTARGTCTTCTGARCARRGAGC TARCTTTTCARCACTGCATGAGCARTGGTTCACGACTCTTCTGGATATCTCGARGACGGATGGTGGRA
HSHE  TTGARCACTTTGTCCACARGGTGCARTGTCGAGGRRTGTTTTC TMZIIETRTCHTCGG'I TATCTATTGACT-ATCARARAGAC TCCAGGGTGTCGCTG-~~-TECCATATRGCATGCCARATTGGARRAGGT TCCGGAGGTCTTGAGGA
HSH2  A-GICAGIGGCTTCAGCA-——~GTTCTITAGTTCTTCARRT TRG

HSHd  AGATARATRATATCCTARATC
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HSH3 I‘ECII nmll:mtlcwg{giclgwslmmmwzslmntsuium TGGGCATACATCATGG T -~ TCAARCTCT-GATGTAT TAGACRAR-RGCATGATAT TARACT TAAGAG TARAGGGGTGGECTTATTT

HSH7 TIGATA==—===CATTGTTTTGTTTGTGGCATGAAC T TRAGGC-TGAT--AGATCCACTTGCTGARRATGTTGGT-CTTTTGARTAGACCATTATGCTGTAARCTGATGATGTTTTT
:gg n-slm:nTn:mmma----rmmmmmmrmmmrmw—mmcmwnummrm:mmcnucrmmnmmcnmmm:mmmcmwmmmmmtmccmmr
HSH4
HSHS
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HSH3  AT===TTTCGGGETTIC—TCCTTTTGGATRATGETGE TGTTTGAGTCAGCT TGGAGCATTGEGECGCATCTTGACTRATCCAGARAGCAGCTTGCTGLAGT TTGCRATCACAGL-TGTTGEGTARRATCTGL TGACCARGGAT T TEGACC
HSH?  AT---TTTGGAAGARAGGGTGTACATGTTTTATGTGGGARAAAGGGTCGARRTGATTTATTGGTTG-GCCTTATC—CTCCGGTATATTATTTGGTCARATTTATCCTTRCTGT-TACARAAT TCARCAGATATACCCCARARTCAGCCC
HSHE  AAGCARTCTGARGARARCCCTTCTGRGART TTGACAGGARAGACAGCARTACTGCTCCARART T TGATAART TTGGTTGARCACARTAAATATGACGACARCGACAACARCGGTGTGATTGATGAGCT GAGTGGACTGCAGAACAGAGCA
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Figure S3. Generation of MSH2-RNAI transgenic tomato lines and Southern blot of T,
transgenic lines. (a) Schematic representation of the construct used for MSH2 silencing. The
construct contains one spliceable intron with the targeted MSH2 sequence forming a hairpin
when the construct undergoes transformation. AttB1 and attB2 represent the two short stretches
of sequences that participate in the recombination reaction of the Gateway system. T35S
indicates 35S terminator. The restriction sites for BamHI and Sall are also indicated. (b-c)
Southern blot of T, transgenic lines. Genomic DNA of T, plants was digested with BamHI and
Sall to release the insert. The Southern blot was probed with radiolabelled NPTII-NOS probe of
2.2 Kb size. Numbers on the top of lanes 1T, to 6T, in panel (b) and lanes 7T, to 1T, 1 in panel
(c) indicate the plant number of respective T, lines. L- 1 Kb DNA Ladder (Fermentas). WT-
Wild type genomic DNA (negative control); Plasmid-, Plasmid DNA bearing MSH2-RNAI
construct. Probe- Radiolabelled NPTII-NOS 2.2 Kb probe. Note: The NPTII-NOS probe was
obtained by digesting MSH2-RNAI plasmid with BamHI and Sall. The asterisk (*) indicates the
presence of NPTII-NOS sequence in the transgenic lines.
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Figure S4. Southern blot of T, MSH2-RNA: lines 1T,1-11, 2T,7-5 and 11T,4-1. (a) Schematic
representation of the construct used for MSH2 silencing. Black arrow represents the site of the
restriction enzyme used for digesting Genomic DNA in Blot (b), (c) and (d). DNA was digested
with EcoRI (b), with Notl (c), and Pacl (d). L-1 Kb DNA Ladder (Fermentas). WT- Wild-type
genomic DNA (negative control); Plasmid-, Plasmid DNA bearing MSH2-RNAI construct. The
blots were probed with radiolabelled NPTII sequence. The asterisk (*) indicates the presence of
NPT/ sequence in the transgenic lines.
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Figure S5. Quantification of thymine dimer levels in genomic DNA of WT and UV-B-treated
MSH2-RNA:I lines, 3T,1-4 and 1T,1-11. (a) Quantification of thymine dimer with different
dilutions of genomic DNA. Numbers on top of the blot indicate the spotted amount of genomic
DNA (ug) and on the left indicate plant number. (b) Quantification of thymine dimer formation
in MSH2-RNA. lines in (a) by ImageJ analysis.
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Figure S6. Male meiosis in MSH2-RNAI tomato lines. Representative meiotic stages
of 3T,1-4 (a—f) and 5T,3-3 (j-q) lines from zygotene to telophase. The 3T,1-4 line
with moderate MSH2 silencing and 5T,3-3 line with no MSH2 silencing displayed
diploid meiotic chromosomes. Scale bar, 10 um.
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Figure S7. Sequence analysis of FPNI-PCR product of Line No. 1T,1-11 and 2T,5-5. The FPNI-
PCR product from Line 1T,1-11 showed 98% homology to tomato chromosome 9 in NCBI gene
database (a) to Tic22 gene of tomato in SGN database (b). The FPNI-PCR product from Line
2T, 5-5 showed 100% homology in chromosome 10 in NCBI database (c) and to TRM32 gene of
tomato in SGN database (d).
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Empty vector 1T,1-11-1

Figure S8. DAPI staining of root tip nuclei of WT and different MSH2-RNA.I lines.
(a) WT, (b) empty vector control, (c-e) progenies of T; MSH2-RNAI lines- 1T,1-11-1
(c), 2T,7-5-1 (d), 3T,-4-2 (e) and LA3255 (f). Tetraploid tomato line LA3255 shows
distinct enlarged tetraploid root tip nuclei in comparison to normal diploid nuclei in
WT, control and MSH2-RNAi lines. Scale Bar, 50 pm.
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Supplementary Table S1: The gene sequences flanking right border of T-DNA obtained
using FPNI-PCR. Bold lowercase letters indicate bacterial right border T-DNA sequence
and uppercase letters indicate flanking genome sequence from transgenic MSH2-RNAI
plants.

Line No. | Right Border FNPI-PCR sequence data
T-DNA
sequence
1T,1-11 RB

gtttattagaataatcggatatttaaaagggcgtgaaaaggtaaatgacaactatacatctgattgatatttatttaca
gtcgaggagcttaattctaagaaGCCAAAACAAGAGATATCGGCCTGTTTTCTTCAGG
AAGGTAAGCTAATTGTCTTGAGTTAGTATCCACTATCCACTAGTGTGATAC
AATGCTATATCTCCCTTCTTGAAATTTCGTCAACTTCTGACTCGCACACCA
CGCGTGCCCTATAGTAGAAAGTCGTATTACAACTTTTGATTCGTACACCAC
GCGTGCCCTATAGTAAGTCGTTTCTCACCTCCTCCGACGTAATAAAGCAAG
ACTCAATCCCAACGACTATAAGAAGAAGCGAACTGAATTGTCCAGACATA
ACCTAGAAACAATTTTAGTTGAGAATGGAGCGCATTCACTACAGTCACGA
TCCAGCCCAGCAGAGAGAGTAGAGGCGGAGCCAGCATACGACATCACAA
TCAATTTAATTGTCTATGGACTCGGTTTGGACGGTTGTAAGAACTCGGAGG
TGGAGGGGGGGAGGCTGACTTAGGACCTATTCACACTGAAAGAAACATTA
CTGTTTCTGTGGTCTTTATTATTCGTCTATCAGCTCTATAGTACTTGAGAGA
AGGGATGACTGGACTGCCTCTGCTATCAGTTTTCGCGTAAGATTTACTTAG
TATCGCTTCACCTGAGGTC GATCATGTGCCAACAGTCGAGGTCGTAAA

2T 2 5-5 RB gtttacccgccaatatatcctgtcaaacactgatagtttaaactgaaggcgggaaacgacaatctgatcTCAGA
AACACTCGATACAGCTGCTTCGACTGCATCTAGCAGCAACTTATATTCAG
GGGCTACCAGGTCCAATGAGCAAAAGTCCCTGGATATTCCTTTAGGTTCA
GAAAAGAAAACTCAACAAGATTCATGTTCAGACTCAAAGATTCTAGAAA
ATTCTCTTGATGTTAGCGAGAATTCCGATGACATTGGTGGCTTAAAGGCA
GAGGAGAACTCTTTTCCAGTTGAATACAATATGGATGACAATTTATCTACT
AACTCCACTTTGG
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Supplementary Table S2 List of genes and the primers used for screening for mutations and SNPs for the regions predicted by CODDLE

based on genome sequence of Solanaceae Genome version 2.5. The MSH2 gene information and location of the primers on genome sequence

is also indicated.

] Start End Amplicon
Gene Primer Sequence (5’-3’) o - GC% Tm )
Position Position size
M13 Fp TGTAAAACGACGGCCAGT 50 53
Rp AGGAAACAGCTATGACCAT 42 53
MSH2 Fp TGTACCAATGTGCATTTTCTTCTT 42994468 | 42994445 33 58
Solyc06g069230 1243 bp
(Set D) Rp TAGCTAAGAAAAGAGGGGATTCAA 42993248 | 42986063 38 60
et
MSH2 Fp CTGACACACAATCTTGAGAGGA 42993225 | 42993378 45 60
Solyc06g069230 914 bp
(Set 1) Rp CAGTAGCACATCCAACTCAGAA 42992510 | 42992489 45 60
et
MSH2 Fp CTTCTTTCCCAGCTCATTCATC 42992585 | 42992563 45 60
Solyc06g069230 972 bp
Rp GGGGTGGACTTTTAAGACATCA 42991635 | 42984452 45 60

(Set 111
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Supplementary Table S3: List of genes and the primers used for transcript analysis of MMR pathway.

Gene Gene sequence id. Primer Sequence (5'->3") St'a.rt End GC% | Tm Am|c.)licon

pOSItIOI’] pOSItIOI’] Slze
Solyc09g090870.2 | Fp | GAGGAACTAAAGGGGAGATTTTGT | 70267311 70267288 42 | 62

MoHL (SGN) Rp | TGAATCTAGAGCAGGTCTGAGTTG | 70267199 70267175 46 | 63.6 1360

VISHD Solyc06g069230 Fp | TTAGCTGGTTCACTTTCTGAGTTG | 42992524 42992501 42 | 62 102 bp
(SGN) Rp | ATCTGGTGGACTGATATTTGGTCT | 42992446 42992425 42 | 62
XM_010319297 Fp | TTCATAGAAAAGCTACTGCTGCTG 1814 1837 42 | 62

VRS (NCBI) Rp | ACTTCTGTCCTCCGTAATGAAAAG 1891 1914 42 | 62 100bp
XM_010326283 Fp | AGAGATGAAGGAGACGGCTTTTAT 1886 1909 42 | 62

Ve (NCBI) Rp | TAAGTGCCAATAGATGCTCACAAC 2002 2025 42 | 62 1390

VISHS XM_010329008 Fp | GTAGACGTCTCTTGAGGAACTGGT 1088 1111 50 |65.2 110 bp
(NCBI) Rp | CACGTAAAGAGACCGAAACTTCTT 1184 1207 42 | 62
Solyc01g079520.2 | Fp | AAGGTTTAACTGGTGGTCAGAGAC | 78582874 78582893 46 |653

VSHD (SGN) Rp | GCATCCATCTCATAAAGCTCATAG | 78583173 78583196 42 | 62 108.bp

VISH? XM_004242880 Fp| GGATTTGCTTTTGTCGATTGTG 1499 1520 41 | 584 116 bp
(NCBI) Rp | TATAACTTCCTTCGGTGACACTTG 1592 1615 42 | 62
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Supplementary Table S4: List of genes and the primers used for FNPI-PCR. The common region is highlighted in bold.

Primer Primer sequence (5'-3") Primer use
FP1 GTAATACGACTCACTATAGGGCACGCGTGGT NTCGASTWTSGWGTT 1st PCR primer
FP2 GTAATACGACTCACTATAGGGCACGCGTGGT NGTCGASWGANAWGAA 1st PCR primer
FP3 GTAATACGACTCACTATAGGGCACGCGTGGT WGTGNAGWANCANAGA 1st PCR primer
FP4 GTAATACGACTCACTATAGGGCACGCGTGGT AGWGNAGWANCAWAGG 1st PCR primer
FP5 GTAATACGACTCACTATAGGGCACGCGTGGT NGTAWAASGTNTSCAA 1st PCR primer
FP6 GTAATACGACTCACTATAGGGCACGCGTGGT NGACGASWGANAWGAC 1st PCR primer
FP7 GTAATACGACTCACTATAGGGCACGCGTGGT NGACGASWGANAWGAA 1st PCR primer
FP8 GTAATACGACTCACTATAGGGCACGCGTGGT GTNCGASWCANAWGTT 1st PCR primer
FP9 GTAATACGACTCACTATAGGGCACGCGTGGT NCAGCTWSCTNTSCTT 1st PCR primer
FSP1 GTAATACGACTCACTATAGGGC 2nd PCR primer
FSP2 ACTATAGGGCACGCGTGGT 3rd PCR primer

PRB1 TTGACAGGATATATTGGCGGGT 1st PCR primer
PRB2 AAGGGCGTGAAAAGGTTTATC 2nd PCR primer
PRB3 CCATTTGTATGTGCATGCCAA 3rd PCR primer
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