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Figure S1. Motif analysis of classical AGPs and Lys-rich AGPs from Brassica rapa and Arabidopsis. Motif discovery and

searching was performed by Multiple Em for Motif Elicitation (MEME) software.

Int. . Mol. Sci. 2021, 22, 13142. https://doi.org/10.3390/ijms222313142

www.mdpi.com/journal/ijms



Int. J. Mol. Sci. 2021, 22, 13142

30f9

Name
AAGP16
AtAGP20
AtAGP22
AtAGP41
BrAGP16.1
BrAGP16.2
BrAGP20
BrAGP22.1
BrAGP22.2
BrAaGP22.3

AtAGP15
BrAGP15.1

BrAGP15.2
BrAGP15.3
AAGP12
AAGP13
AAGP14
AAGP21
BrAGP12.1
BrAGP12.2
BrAGP13.1
BrAGP13.2
BrAGP14
BrAGP21.1
BrAGP21.2
BrAGP21.3
AAGP24
BrAGP24
AtAGP23
AtAGP40
AtAGP43
BrAGP23.1
BrAGP23.2
BrAGP23.3
BrAGP40.1
BrAGP40.2
BrAGP43.1
BrAGP43.2
BrAGP10.1
BrAGP44
BrAGP46
BrAGP47
AAGP44
AtAGP42
AAGP45
BrAGP45
Mogf Tbo\
[
§' [ —

1 ]

p-value Motif Locations

1.38e-29 T I [

467ey Do 2 NS
1.04e-23 W=
308604 m— 2 N

725000 s NS |
167e-28 Mm— | |
5.3dp-20 me— I
3.73e-25 mm— I
1600 oomees NS
373cos oommmn  ENNSNNNS
45805 e
1y === [
4.71-27 — | |
6.256.27 T— [ D
070e0p e NSNS
21721 T I S
2042 |

02epy mmemms 2 IS

2 36e-26 [—— | |
800c1 s 2 IS T
112¢19  mmees NS
7.04e-20 [ | 1
521e20 |mmmm—— [ —
1.56e-24 Imm—— [ —
7.56e-23 _—_—
161cps s NSNS
28313 Domees = NS 00000000
1.37e-13 mm—— |

2.18¢-2¢ [ I
1.16e-10 (I |

Gooeo3 NN 2 NS
1.68¢-22 I
1.63e-24 N [ E |
g4lens N 2 DN
517cg IImmmm 2 000
1.05e-10 [N —

1.13g-23 N I (T
195¢-p3 NN (NN [
3.62¢-0 Iy I

9.77e-20 T —

6.790-19 memmmm [T oo—
1.74e-14 e

5.048-33 |
154e-13 T eess—
1.720-50 e IE——
1.25¢-55 e I—

Motif Consensus

N

IVANKE] VWAL

MLTWI T AVAYGYSSVSSSDHKF PHYKYKAPSPPTTYSPYRYF SPPP
SI VSAGVAAVAAL VFGSAL RI

5. %gf}é’;%?.&.-

Loge

ﬁh 5 Rmsnse

- usparlalocsite

‘;H%Wém“:f!:!

Clade Il

Clade V

Clade |

Clade I

Clade IV

Figure S2. Motif analysis of AG-peptides from Brassica rapa and Arabidopsis. Motif discovery and searching was per-
formed by Multiple Em for Motif Elicitation (MEME) software.
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Figure S3. Motif analysis of fasciclin-like AGPs (FLAs) from Brassica rapa and Arabidopsis. Motif discovery and searching
was performed by Multiple Em for Motif Elicitation (MEME) software.
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Figure S4. Motif analysis of phytocyanin-like AGPs (PLAs) from Brassica rapa and Arabidopsis. Motif discovery and

searching was performed by Multiple Em for Motif Elicitation (MEME) software.
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Figure S5. Motif analysis of xylogen-like proteins (XYLPs) from Brassica rapa and Arabidopsis. Motif discovery and search-
ing was performed by Multiple Em for Motif Elicitation (MEME) software.
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Figure S6. Phylogenetic tree representation of chimeric AGPs (CAGPs) and AGP/extensins hybrids (HAE) from Brassica
rapa (BrAGPs) and Arabidopsis (AtAGPs). (A,B) BrCAGPs with conservative domains. (C) Chimeric HAEs (CHAEs) and
HAESs. The Neighbor-Joining tree was constructed using MEGA X software with 1,000 bootstrap. The OmicStudio tools
was used to display and manipulate trees.
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Figure S7. PCR amplification the full-length DNA and cDNA sequences of BrFLA2, BrFLA28 and BrFLA32. (A,C,E) Full-
length DNA amplification of BrFLA2 (A), BrFLA28 (C) and BrFLA32 (E). (B,D,F) cDNA amplification of BrFLA2 (B),
BrFLA28 (D) and BrFLA32 (F). Lane M indicates the molecular marker. (G) Multiple alignments of BrFLA2, BrFLA2S,
BrFLA32 and AtFLA14 protein sequences. Red squares indicate the conserved motifs H1 and H2 of fasciclin domains.
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Figure S8. Genomic DNA PCR analysis of BrFLA2/28/32-RNAi transgenic plants in Brassica rapa. A 740-bp expected band
was amplified in three BrFLA2/28/32-RNAi transgenic lines and the binary vector pBI121. Lane M indicates the molecular

marker.

Figure S9. Morphological features of flowers from BrFLA2/28/32-RNAi transgenic plants in Brassica rapa. (A-E) A floret
(A), asepal (B), a petal (C), a stamen (D) and a pistil (E) at anthesis stage in a BrFLA2/28/32-RNAi plant. (F-J) A floret (F),
a sepal (G), a petal (H), a stamen (I) and a pistil (J) at anthesis stage in a control plant. Scale bars =2 mm.
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Figure S10. Mature pollen analysis in BrFLA2/28/32-RNAi transgenic plants in Brassica rapa. (A,B,E,F) Scanning electron
microscopy observation of dehiscent anthers (A,E) and mature pollens (B,F) in BrFLA2/28/32-RNAi (A,B) and control
plants (EF). (C,G) Alexander staining of mature pollens in BrFLA2/28/32-RNAi (C) and control plants (G). (D,H)
BrFLA2/28/32-RNAi (D) and control (H) pollen grains germinated in vitro for 4 h. (I, M) DAPI staining of mature pollens
in BrFLA2/28/32-RNAI (I) and control plants (M). (J,N) The corresponding bright field images of (I, M). (K,O) Calcofluor
fluorescent white staining of mature pollens in BrFLA2/28/32-RNAi (K) and control plants (O). (L,P) The corresponding
bright field images of (K,O). Scale bars =200 um (A,E); 50 um (D,H); 20 um (B,C,F,G,I-P).



