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Figure 6: RNA-seq of the female gametophyte cells. The biological replicates were sequenced for the two SY, two CC,
three EC, and four mSY cells. (A) Hierarchical clustering of samples for the RNA-seq. (B) The PCA analysis of all
transcriptome data, the female gametophyte cells, ovules and seedlings. C Venn diagram of the expressed genes (> 10
reads) in each cell type. D Heatmap of the differentially expressed genes between the synergid cells in the wild type
and the myb98 mutant. OV, ovule; SL, seedling.
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Figure 7: (A) Phylogenetic tree of the aspartyl proteases in the Arabidopsis thaliana. (B) The expression patterns of the
CDR1L2–mClover and CDR1L1–mClover were detected in the egg cell. The fluorescent signal of the CDR1–mClover
was detected in the central cell and the antipodal cells. (C) The expression of the CDR1L2–mClover in the myb98
mutant ovules. The numbers indicate the time (hr:min) from the onset of the observations. The arrow indicates the
CDR1L2–mClover signals in the synergid cell of the myb98. Scale bars, 20 µm.
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Figure 8: (A,B) The expression patterns of the SBT4.13pro::SBT4.13–mClover in the wild type (A) and myb98
(B) mutant ovules. The numbers indicate the time (hr:min) from the first detection of the SBT4.13–mClover. The
fluorescent signals of the SBT4.13–mClover were only detected in the egg cells of the wild type. (A). However, in the
case of the myb98, the fluorescent signals of the SBT4.13–mClover were also detected in the synergid cells (B; upper)
and the antipodal cells (B; lower). (C) The expression patterns of the female gametophyte-specific markers in the
myb98. The numbers indicate the time (hr:min) from the onset of the observations. At first, the MYB98pro::mRuby3–
LTI6b were detected in the two synergid cells (0:00). The arrows indicate the EC1.1pro::SP–mTurquoise2–CTPP
expression in one of the synergid cells (3 hr 00 min, 5 hr 00 min). The arrowhead indicate no expression of the
EC1.1pro::SP–mTurquoise2–CTPP (3 hr 00 min). The upper and lower panels are different z planes. Scale bars, 20 µm.
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Figure 9: Schematic illustration of dynamics of the female gametophyte development in Arabidopsis. Yellow arrows
show the direction of nuclear divisions. Blue arrows show the direction of cell elongation of the female gametophyte.
Magenta arrows show polar nuclear migration at FG5. The time (mean ± standard deviation) calculated from the
movies.
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Construct MYB98
genotype

Expression

EC EC, SY EC, SY, AC

CDR1–LIKE2pro::
CDR1–LIKE2–mClover

+/+ 6/6 (100 %) 0 0
-/- 0 9/9 (100%) 0

SBT4.13pro::
SBT4.13–mClover

+/+ 10/10 (100%) 0 0
-/- 1/23 (4%) 15/23 (65%) 7/23 (30%)

Table 1: Expression of EC-specific genes in the female gametophyte cells

Construct MYB98
genotype

Expression

EC EC, SY EC, SY, AC

CDR1–LIKE2pro::
CDR1–LIKE2–mClover

+/+ 6/6 (100 %) 0 0
-/- 0 8/9 (89%) 1/9 (1%)

SBT4.13pro::
SBT4.13–mClover

+/+ 10/10 (100%) 0 0
-/- 1/23 (4%) 17/23 (74%) 5/23 (22%)

Table 2: Number of mutated synergid cells with EC-specific gene expressions
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