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Figure S1

Effect of miPEP165a and importance of its stability. (A) Expression by RT-qgPCR of pri-miR165a in Arabidopsis seedlings treated for
24h either with water or synthetic scrambled miPEP165a or miPEP165a at 100 uM. The error bars represent SEM of three biological
experiments (n = 10 seedlings). Statistical analysis was performed using a Kruskal-Wallis test (*, P < 0.05). (B) Effects of the different
controls on primary root length compared to the miPEP165a. Arabidopsis seedlings were treated daily for 4 days with water, 2.5%
acetonitrile, scrambled miPEP165a, irrelevant peptide (PEP1, PEP2, PEP3) and miPEP165a at 100 uM. Root lengths were normalized
compared to water condition. Three biological experiments have been performed. Error bars indicate SEM and statistical analyses were
performed using a t-test (n = 80; *, P < 0.05). (C) Effect of freeze/thaw cycles on degradation of miPEP165a. Five nanomoles of
peptides were frozen/thawed several times and blotted with an antibody recognizing miPEP165a. Histograms show the mean of the
guantification of 6 independent western blots. Quantification was performed using ImageJ. Error bars represent SEM and asterisk
indicates a significant difference between the treatment condition and the control according to the Kruskal-Wallis test (P < 0.05).
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Figure S2

A Sequence interpretation
Single letter code: MNHZ- MRVELFQOLRG MLSGSRIL -CO0OH
Triple letter code; MNH2- Met - Arg - Val - Lys - Leu - Phe - Gin - Leu - Arg - Gly - Met - Leu - Ser - Gly - Ser
=Arg - lle - Leu -=COOH

Physiochemical properties Net charge vs pH

Mumber of residues:; 18 o

Molecular weight: 2105882 gfmol nofes on MW

Extinclion coefficient: o e nofes on Ext. Cosfficient

Isc-electric point: pH 12.41 nofes on pl [

Met charge at pH 7: 4 nofes on nef charge 4.'

Estimated solubility; Good water solubility. nofes on solubility +
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[ Sequence interpretation
B Single letter code: 5-FAM- MREVELFOLRG MLSGSRIL -COOH

Triple latter coda: 5-FAM- Mat - Arg - Val - Lys - Leu - Phe - Gin - Leu - Ang - Gly - Mat - Leu - Sar - Gly -

Ser - Arg - lle - Leu -CO0OH

Physiochemical properties

Estimated solubility:

Poor water solubility,

nolas on Sodubaity

Net charge vs pH
z

Mumber of residuas: 18 l

Molecular weight: 2463.92 g/mol nofes on MW |

Extinction coefficient: oM em™ notes on Ext. Coefficient ! \
Iso-alectric point pH 12.41 noles on pl ? I
Met charge at pH 7: 3 notes on net charge 4l

Hydropathy Hopp & Woods
- Bl | e if =3 i = =3 =1 =ho| =3 L = L E=t i =3
[ L i oo L — W Lo - [T ] U — wu il — (T
= T = -l —l [ B 5 - s 5 = — L 5 o i =i -

Top is hydrophilic

Bottom is hydrophobic

Color codes. Basic Paolar

Figure S2

Physiochemical properties of miPEP165a (A) and miPEP165a-FAM (B).
Physiochemical properties were calculated using the software peptide calculator (PepCal, https://pepcalc.com/).
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miPEP165a-FAM fluorescence intensity /
surface unit in the root cap/meristematic zone

miPEP165a-FAM fluorescence intensity /
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surface unit in the differentiation zone

surface unit in the mature zone
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Quantification of miPEP165a-FAM uptake in Arabidopsis roots. Fluorescence intensity in Figure 4 was quantified per surface unit
for wild-type and mutant plants in the root cap/meristematic zone (A), differentiation zone (B) and mature zone (C) using ImageJ
software. Experiments were performed at least twice with similar results (n > 15 seedlings). Error bars represent SEM. Significant

differences between wild-type and mutant plants were indicated by *, P < 0.01 (t-test).
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miPEP16a-FAM miPEP16a-FAM + MBCD

Figure S4

MBCD impairs the miPEP165a-FAM entry in the Arabidopsis root cap/meristematic zone (A) and in the mature zone (B).
Confocal images are representative of three independent experiments. Scale bar = 50 um (root cap/meristematic zone) or 25 pm

(mature zone).



