@ OsMIR390-AtL-based
Forward precursors g
oligonucleotide

U u_,.U X U C, A
5 GGUA GGAACAA CC UG ‘X, X3 X, Xs X¢ X; Xg Xg Xyo Xy ,X;5X, XXy Xy X1 gX, 0Xp0Xn A GAU GAUTAC U

3’ CCAU UCUUGUU GG_AC _ X X X X XX X ,X;X XX, X X5 X, X, X, X, X, X, U UUA _CUA_UG U
U U X19181716151413121110X98765432121UU U U c

Reverse < ’
oligonucleotide ~—========== === N ’/
IfX, =G> X,=2A IfX,;=G> X =2 N,: OSMIR390 nt
R SN NS vouy N,: AtMIR390a nt
N aASN-g L N N,:Modified nt of AtMIR390a
Ny D> Y= NoUSD Y= N,: amiRNA nt
N,: amiRNA* nt
AtMIR390a
Forward ; : *
amiRNA i amiRNA
oligonucleotide distal stem loop _
5’ CTTG)I(1)I(2)I(3 }I(A)I(s }I(s)l{7)|(a>l<9)l<10>l{11>l(12)|(13)|(14)|(15)|(16)|(17)|(1s)l(l9)|(20)|(211??':{-‘ﬁT??T???IATT??TT?T??TTTTTT }I(l )|(2)|(1)|(2)|(3)|(4)|(5}|(6 )|(7 )I(s )I(g)I(lo)l(11)|(12}|(13)|(14)|(15)|(1a)|(17x1sVA 3’
3’ YIYZ Y3Y£‘AY5 YSY7Y8Y9Y10Yl1Y12Y13Y14Y15Y16Y17Y18Y19Y20Y21':|'"1'ACTACTAGTGTAAGCAATAGTAAAAAA Yl YZYIYZ Y3Y4Y5Y6Y7 YB YQYIOYIIYIZYIBY14Y15Y16Y17Y18TGTAC 5,
reverse-complement reverse-complement reverse-complement Sltievgzsuecleotide
amiRNA AtMIR390a distal stem loop amiRNA* 9
(0) .. OsMIR390-B/c vector o ()
I I i i i ;
CTTG A GAGACC..ccdB.GGTCTC A|CATG Overlapping oligonucleotides amiRNA
ACAT|T CTCTGG... ..CCAGAG T GTAC oligos
AtMIR390a _
amiRNA distal amiRNA* 1 h [Oligo annealing
) [ stem loop
5 CTTG
e ] i
OsMIlE??eO o |lesg . . OsMIR390-B/c amiRNA
) (Forward Oligonucleotide) YEEar insert
ccdB Da
y
+ 1 Bsal digestion 5 mi
e min
I cs + ligation
R Oli leotid
(Reverse Oligonucleotide) ( E- coli transformation |
o Oligonucleotide Dav [ E. coli
Bsal digestion - Yy . COlf
g 1 Annealing l 2 | liquid culture
OsMIR390-B/c Bsal digested vector amiRNA insert Plasmid purification
(annealed oligonucleotides)
OsMIR390 OsMIR390-AtL
5' region CATG__3'region AtMIR390a Day amiRNA construct
e amiRNA  distal  amiRNA* 3
, 1 stemloop
+ 5CTTG -
[ Agrobacterium
GTAC 5 y
transformation
o Day [ Agrobacterium
1 Ligation 5 liquid culture
Day [ Plant
OsMIR390-AtL-based amiRNA construct 6 [ transformation

AtMIR390a
OsMIR390 amiRNA  distal  amiRNA*
5 region 1 stem loop 1 3’ region

Figure S3. Generation of constructs to express amiRNAs from chimeric OsMIR390-AtL precursors.

(a) Design of the two overlapping oligonucleotides containing OsMIR390aa and AtMIR390a basal stem and distal
stem loop sequences, respectively. Sequences covered by the forward and reverse oligonucleotides are represented
with solid and dotted lines, respectively. Nucleotides of AtMIR390a and OsMIR390 precursors are in black and grey,
respectively. Nucleotides of the amiRNA guide strand, and amiRNA* strand are in blue, and green respectively.
Other OsMIR390 nucleotides that may be modified for preserving authentic OsMIR390 precursor secondary structure
are in red. Rules for assigning identity to positions 1 and 9 of amiRNA* are indicated.



Figure S3 (Cont.) (b) Diagram of the steps for generating constructs for expressing amiRNAs from chimeric
OsMIR390-AtL precursors. The amiRNA insert obtained after annealing the two overlapping oligonucleotides has
5’CTTG and 5’CATG overhangs and is directly inserted in a directional manner into an OsMIR390-B/c vector
previously linearized with Bsal. Nucleotides of the Bsal sites and those arbitrarily chosen and used as spacers
between the Bsal recognition sites and the OsMIR390 sequence are in purple and light brown, respectively. Other
details are as described in (a).

(c) Flow chart of the steps from amiRNA construct generation to plant transformation.



