Table S1 Primers used in the study

Primers Sequence(5'-3") objective

qTae-miR397 TCACCGGCGCTGCACACAATG qRT-PCR
qTatubulin-F ATCTCCAACTCCACCAGTGTCG qRT-PCR
qTatubulin-R TCATCGCCCTCATCACCGTC qRT-PCR
TaPR1-F GAGAATGCAGACGCCCAAGC qRT-PCR
TaPRI1-R CTGGAGCTTGCAGTCGTTGATC qRT-PCR
TaPR2-F AGGATGTTGCTTCCATGTTTGCCG qRT-PCR
TaPR2-R AAGTAGATGCGCATGCCGTTGATG qRT-PCR
TaPR4A-F CGTCTTCACCAAGATCGACA qRT-PCR
TaPR4A-R GGCAGTCGACGAACTGGTA qRT-PCR
TaPR4B-F CTTCACCAAGATCGACACCA qRT-PCR
TaPR4B-R AGCAAGCTAGCCTTTGATCG qRT-PCR

OTaemiR397-F

OTaemiR397-R

GGATCCACACCTCATCATACTACTAC

GGTACCAACTGAGCTCCTTCTCTCCG

Make overexpression of miR397

Make overexpression of miR397

Note: The underlined bases are restriction enzyme sites or adaptor sequence.



Table S2 Target genes prediction

miRNA ACC. Target Acc. Expect UPE Alignment
Using tae-miR397-5p as request
miRNA 21 GUAA(ACA((JU( GCGGCCACU 1
UCACCGGCGCUGCACACAAUG TraesCS6A02G 134500.1 0.0 N/A =z H
Target 504 CAUUC UGUGCAGCGCCG GUGA 524
miRNA 21 GU{\/_\(_J}(_,A((JUL OL(J(J(.LA(U 1
UCACCGGCGCUGCACACAAUG TraesCS7002G230400.1 L3 N/A FEEES
Target 287 GCUUCUGCGCCGCGCCGCUGA 307
miRNA 21 GUAACACAC GUCGCGGCCACU 1
UCACCGGCGCUGCACACAAUG TraesCS2B02G406200.1 2.5 N/A =2E222% SESS.E2Z222:%2 .
Targel 1593 GGUUGUGCGCAGUGCCGGUGC 1613
) miRNA 21 (JUAALACA((JUL(JLG(J((A( U 1
UCACCGGCGCUGCACACAAUG TraesCS2A02G299200.1 2.5 N/A .
Target
Using tae-miR397-X as request
miRNA
CAUUGAGUGCAGCGUUGAUGAA  TracsCS6A02G134500.1 0.0 N/A
Target
miRNA
CAUUGAGUGCAGCGUUGAUGAA  TraesCS1D02G283000.1 2.0 N/A
Target
miRNA 22 AAGUAGUUGCGACGUGAGUUAC 1
CAUUGAGUGCAGCGUUGAUGAA  TracsCS4A02G096400.1 2.0 N/A = =s8:=: = === == =
Target 772 CUGAUCAACGCUGCGCUCAACG 793
miRNA 22 AAGUAGUUGCGACGUGAGUUAC 1
CAUUGAGUGCAGCGUUGAUGAA  TracsCS4D02G208900.1 2.0 N/A

Target
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Fig. S1 Phylogenetic relationship analysis of pre-miR397
The phylogenetic tree was built using the Maximum likelihood method with 1,000 bootstrap
replicates by MEGA 7.0.

A B

A ENARRE AR EREER

AAARGEE R Y

/

L

RARRARRAMERA Y

Tevandal by o

Fig S2 Positive transgenic plants selected by GUS staining

(A) GUS staining of the transgenic plants overexpressing tae-miR397. (B-C) Leaves dyed
blue were candidate positive transgenic plants. (D) WT leaves dyed in GUS staining
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Name Accession Description Interval E-value
[+] DUF3774 super family cl13933 Wound-induced pratein; This family of proteins is found in eukaryotes. Proteins in this family 46-121 9.49e-19

Fig S3 Prediction of conserved domain of target gene (WIP) online
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Fig S4 Expression pattern of target gene (WIP) in wheat plants after inoculation of Bgt
Relative expression levels are representative of the mean values of three biological replicates.
Error bars represent one standard deviation (SD). The * and ** represent significant differences at
levels of P<0.05 and P<0.01 between the control and treatment groups using Tukey's multiple
comparisons test.



