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hvu-MIR399-1

P sufficient
TCAGAAGAACTAGGTAGATTTGCCAAAGGAGATTTGCCGAACTATAGGTACTGTAGGTAGGTTTTGCCAAAAGGAGATTTGCCCCGAACTATCGGTAGGTTTGCCAAAGGAGATTTGCCCCGAAGAACTTA
............ COCCCOOOEa e e COCCOCCle e e (e e e (OO e e a e e ))))DID))) ) e e D)D) ) ) ) e e D)) ) )) ) e e
TGCCAAAGGAGATTTGCCCCG
TGCCAAAGGAGAGTTGCCCC
GGAGATTTGCCGAACTATAGGT

P deficient

TCAGAAGAACTAGGTAGATTTGCCAAAGGAGATTTGCCGAACTATAGGTACTGTAGGTAGGTTTTGCCAAAAGGAGATTTGCCCCGAACTATCGGTAGGTTTGCCAAAGGAGATTTGCCCCGAAGAACTTA

............ L O O G G G G G O O A O G O O G G (P e A A N A N G e D R DR R DR DR D IS DR R DR DR DR IS R RS D DR DI I I 1 1 1 IS
TGCCAAAGGAGATTTGCCCCG

AAGGAGATTTGCCCCG
TGCCAAAGGAGATTTGC
AAGGAGATTTGCCCCG
TGCCAAAGGAGATTTGC
TATAGGTACTGTAGGTAGGTTT
ACTATAGGTACTGTAGGTAGGTT

TGCCAAAGGAGATTTGCCC
TGCCAAAGGAGATTTGCC

TGCCAAAGGAGATTTGCC

AGAAGAACTAGGTAGATTTGC
TCAGAAGAACTAGGTAGATTTG
TGCCAAAGGAGATTTGCCCAA
TGCCAAAGGAGATTTGCCCCGAA
TGCCAAAGGAGATTTGCCCCGA
TGCCCAAGGAGATTTGCCCCG
GCCAAAGGAGATTTGCCCCG
TGCCAAAGGAGATTTTCCCCG
TGCCAAAGGAGACTTGCCCCG
TGCCAAAGGAGAGTTGCCCC
TGCCAAAGGAGATTTGCCCC
AGGAGATTTGCCCCGAACTAT

GTACTGTAGGTAGGTTTTGCCAAA

GTACTGTAGGTAGGTTTTGCCAA

GTACTGTAGGTAGGTTTTGCC

AACTATAGGTACTGTAGGTAGG

Supplemental Figure 2

read count
6

—

168 (total count)

N
w

FRRPRPRRREREREREREREREDDODDNDNODNDWWS DS S



miRs27

Read count
TTTTGTTGGTTGTCATCTAACC (169)

5/
-——= T T T TT A -

C TGTTT GTTGGT GTCATCTAACCATCATCG CC TCTG

Lt teerer ceerreeererrre ettt et

G ACAAA CGACTA CAGTAGATTGGTAGTAGT GG AGAC
CTT T - C -- C A
3/

ACAAA-CGACTACCAGTAGATT (8935)
miRs27 (alh)
TTGTCATCTAACCATCATCG (2)

5/
-——= T T T TT A -

C TGTTT GTTGGT GTCATCTAACCATCATCG CC TCTG

N T T O O e 6 I R R

G ACAAA CGACTA CAGTAGATTGGTAGTAGT GG AGAC
CTT T - C -- C A
3/

CTACCAGTAGATTGGTAGTA (10)
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hvu-MIR399b loop
A4

AGAATCACAGTGCAGTTCTCCTCTGGCATGGATGCCAATGTAGCAGGTCCTAGACAAGGGACTATGGTATCGCCGTCCCTGCCAAAGGAGAATTGCCCTGCCATTCA 324 (53.4/30,325.7) adj:324+
P G G G G G G G G G G G G G O G G G G G O G (e O G O O O (O (X (S ))))))))))) ) )))))))))))))))))))))))) ) ) ) ).

TGCCAAAGGAGAATTGCCCTG 140(23.1/13,103.7) adj:140+ hvu-miR399b-3p exact-
GTGCAGTTCTCCTCTGGCATG 133(21.9/12,448.5) adj:133+ hvu-miR399b-5p exact-
TGCCAAAGGAGAATTGCCC 7(1.2/655.2) adj:7+.1v3p|1lv3pT|lv3ph-2-
GTGCAGTTCTCCTCTGGCA 4(0.7/374.4) adj:4+.1v3p|1lv3pT|lvip#-2-
GTGCAGTTCTCCTCTGGCATGA 4(0.7/374.4) adj:4+.nta#A|ntafA#l-
CCAAAGGAGAATTGCCCTGCG 4(0.7/374.4) adj:4+.nta#G|nta#GHl-
TGCCAAAGGAGAATTGCC 3(0.5/280.8) adj:3+.1v3p|1lv3pT|lvip#-3-
TGCCAAAGGAGAATTGCCCTGA 3(0.5/280.8)adj:3+.nta#A|nta#A#l-
CAAAGGAGAATTGCCCTG 2(0.3/187.2) adj:2+.1v5p|1lv5SpT|lv5pH-3-
TGCCAAAGGAGAATTGCCCT 2(0.3/187.2) adj:2+.1v3p|1lv3pT|lv3ph-1-
TGCCAAAGGAGAATTGCCCTGAA 2(0.3/187.2) adj:2+.nta#A|nta#r#2-
TGCAGTTCTCCTCTGGCATG 2(0.3/187.2) adj:2+.1v5p|1v5pT|lv5p#-1-
GCCAAAGGAGAATTGCCCTG 2(0.3/187.2) adj:2+.1v5p|1lv5SpT|lv5ph-1-
TAGACAAGGGACTATGGTA 2(0.3/187.2) adj:2+..
GTGCAGTTCTCCTCTGGCAT 1(0.2/93.6) adj:1+.1v3p|1lv3pT|lv3p#-1-
TAGACAAGGGACTATGGTATCG 1(0.2/93.6) adj:1l+...
GTGCAGTTCTCCTCTGGCATC 1(0.2/93.6) adj:1l+.nta#C|nta#C#l-
CCAAAGGAGAATTGCCCT 1(0.2/93.6) adj:l+.mv-
CCAAAGGAGAATTGCCCTG 1(0.2/93.6) adj:1+.1v5p|1lv5pT|lvop#-2-
CCAAAGGAGAATTGC 1(0.2/93.6) adj:l+.mv-
AAGGAGAATTGCCCTG 1(0.2/93.6) adj:1+.1v5p|1lv5pT|lv5p#-5-
TGCCAAAGGAGAATTGCCCTGT 1(0.2/93.6) adj:l+.nta#T|nta#T#l-
TAGACAAGGGACTATGGTAT 1(0.2/93.6) adj:l+...
CTGCCAAAGGAGAATTGCCCTG 1(0.2/93.6) adj:1+.1v5p|1v5pE|lv5Sp#l-
TAGACAAGGGACTATGGTATC 1(0.2/93.6) adj:l+...
AGTTCTCCTCTGGCATG 1(0.2/93.6) adj:1+.1v5p|1lv5pT|lvSpH-4-
GCCAAAGGAGAATTGCCCTGA 1(0.2/93.6) adj:l+.nta#fA|nta#r#l-
TGCCAAAGGAGAATTGC 1(0.2/93.6) adj:1+.1v3p|lv3pT|lv3p#-4-
hvu-MIR399%e-1 loop

GTAGATTACCGGGCCATTTCTCCTTGGGCAGACCGTGATTTGGCTTCGCTTCGTTCTAGCTGGCTTATTTCGTTCTGCCAAAGGAGATTTGCCCAGCAATCCAC 296(48.8/27,705) adj:169.4+
P O G G G O G G e O G G O G O O G O O O P O O P O G (Y (P (Y (PP 1)) ))))))))) ) )))))))))))) ) )))) ) ) ) ) ) ...

TGCCARAGGAGATTTGCCCAG 226(37.2/21,153.1)adj:113+hvu-miR399%e-3pexact-
GGGCCATTTCTCCTTGGGCAGA 34(5.6/3,182.3) adj:34+hvu-miR399e-5p exact-
CAAAGGAGATTTGCCCAGCAA 4(0.7/374.4)adj:4+.mv-
TGCCARAGGAGATTTGC 4(0.7/374.4)adj:0.6+.1v3p|1v3pT|1lv3ph-4-
GCCARAGGAGATTTGCCCAG 3(0.5/280.8)adj:1.5+.1v5p|1v5pT|1v5ph-1-
TCTGCCAAAGGAGATTTGCCC 3(0.5/280.8)adj:0.8+.mv-
AAGGAGATTTGCCCAGCAATC 3(0.5/280.8)adj:3+.mv-
TGCCAAAGGAGATTTGCCCAGT 2(0.3/187.2)adj:1+.ntafT ntafT#l-
TGCCAAAGGAGATTTGCC 2(0.3/187.2)adj:0.3+.1v3p|1v3pT|1lv3p$-3-
CTTCGTTCTAGCTGGC 2(0.3/187.2)adj:2+...
TGCCAAAGGAGATTTGCCC 2(0.3/187.2)adj:0.3+.1v3p|1v3pT|1lv3p$-2-
TGCCAAAGGAGATTTGCCCAA 2(0.3/187.2)adj:1+.ntafA|ntafrtl-
TGCCAAAGGAGATTTGCCCAGA 1(0.2/93.6) adj:0.5+.nta#A|ntakdsl-
CAAAGGAGATTTGCCCAGCAAT 1(0.2/93.6) adj:l+.mv-
AAGGAGATTTGCCCAGCAAT 1(0.2/93.6) adj:l+.mv-
AAAGGAGATTTGCCCAGCAATC 1(0.2/93.6) adj:l+.mv-
GGGCCATTTCTCCTTGGGCAGAA 1(0.2/93.6) adj:1l+.nta#A|ntafAsl-
TGCCAAAGGAGATTTGCCCAT 1(0.2/93.6) adj:0.5+.nta#T | ntafT#l-
ATTACCGGGCCATTTCTCCTTGGGC 1(0.2/93.6) adj:l+...
ATTACCGGGCCATTTCTCCTTGCGC 1(0.2/93.6) adj:l+...
AAGGAGATTTGCCCAGCAATT 1(0.2/93.6) adj:1l+.nta#TIntahTHl-
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?

+P read count
HVPHO2 5’ ---TTCTGTAAGTTCTT TCTCCTTT ---ATAGTTCGGGGC ICTCCTTTTGGCARAACCTACCTACAGTACCTATAGTTCGGCAAATCTCCTTTGGCARRTCTACCTAGTTCTTCTGATCTCCTTCCT TACAT ATG- -~ TTGCTCCCTGGACAAATCTCCT - -~ TAGGT T TAGCGTCAGTCCTGTCT! CCTCCTTTGACACTAAATCT--~CTGGGCARATCTCCTTTGGCG-—-3"
-p TTCTGTAAGTTCTTCGGGGCA ?
1

GTACCTATAGTTCGGCARATCTCC
* TAGGTTTAGCGTCAGTCCTG 1

AACC

?

+P
HvIPS1 5 ==-TCGGAGTGTGCCCTCGG GCTCTGGGCC GGCCA- -~ GGCC 'TTCTCA---GGGC: TTCTATCCTTTGGCA---ATGTGTATTGTATCCTARA---ATGGGTGTATGTGTGATCCTGTT---3"
-p TCGGAGTGTGCCCTCGGCCA 1
AGGAAGCTCTGGGCGAAACGGCCA 1
GGCGGCGGCGACTTCTCA 1
ATGTGTATTGTATCCTARA 1
f AGCTAGCTAGCTAGGCGGGTG 1
+P CGTGTACGTAGCTCCTGTCGEC 1
HvVIPS2 57 -=-ACGCCAGCCACTGCTAGCTAGCTGGCGTGT: CG:; GG —~--AGCTAGCTAGCTAGGCGGGTG--~GGGCAACTATACATCTTTGGCAATGTCTTCTTCTTCTT TCCT TCCGAT TTATT AGATTGTA---GTAAACTGTGTCCGCATCCTT---3"
_P GCTAGCTGGCGTGTACGTAGCTCCT 1
CGTGTACGTAGCTCCTGTCGGC 1
CGTAGCTCCTGTCGGCGA 1
AGCTAGCTAGCTAGGCGGGTG 1
GGGCAACTATACATCTTTGGCA 1
TGGATTATTGGAAGATTGTA 1

Note:

1. Sequencing reads in black are identical to the gene sequence.

2. Sequencing reads in blue are reverse complementary to the gene sequence.

3. miR399 target sites and target mimicking sequences are underlined.

4. Sequencing reads above the gene sequence were from P deficient (-P) barley shoots, while sequencing reads below the gene sequence were from P sufficient (+P) barley shoots.
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