Supplementary Figure S1: PCR results with primer pairs flanking the InDels of Glu-1Bx variant: 180bp (left)
and 12bp (right). PCR was conducted with genomic DNA of wheat cv. Chinese Spring (no insertions) and
triticale cv. L8665 (insertions are present).
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Supplementary Figure S2: Neighbor-joining phylogenetic tree constructed after multiple alignment of unique
parts of CDS region of HP1 and HP2 alleles of Glu-1By gene.



Glu-1Bx

4.06Kbp

DQ537336.1
I ' v ' | ' ' ' | ' ' ' | ' ' ' | ' ' ' | ' ' ' | ' ' ' | ' ' ' | ' ' ' | ' ' ' |
200,000 200,400 200,800 201,200 101,600 202,000 202,400 202800 203,200 203,600 04

j P T T TR 11 1110 0 10010 (0 a1 LA e T e

0

Lot man LI 1 o HLILIL UL AN R TR W B LR i I
[ mr [ T T TR T R TR RR T ST A R Y RN T E N RRAR { R IR TR T AT
o i 1 NEnm e m T R e i TR T T R NG T W T [ a1 T
T T T T LI YN8 B L I L)
T T T T TP AT TR R R e =T o T T
n T T Ll
o T =
Glu-1By
t i
3.94Kbp
DQ537336.1
| ! R T o | ! o T T
30,000 30,400 30,800 31,200 31,600 32,000 32,400 32,300 33200 33,600
10 y o
.,] M sk T IR R [ VA oS I T 1 BT T 1 Y 1T TATHA PRRRT AP PRI T A TR TR odd ik BN A Wl N L
n I 1 1 1 1 I (et 11 LAL BTy “-\ \HI 1 ||||H || ll HI ||\|||\||\ [RU BI R SRR ) ||| |\|||I\ 1 ||\ 1 I\ l ILRUN B R | [TNR ) R
i m worun [T T S 11 TR R LT (TR AT T iy [ TR TR B TR T
il (R THT] [ TR R} LUl e o H I IR R T
i o e Uiommme GG o L TR TR R T
' I T roroa [ T T IR T T (AR T (T
1 R [ R TR I T (T T TR AT [ TR R T T
s 1 i i I I B T R A AT [T [T T IATT TTE TRERT TN
" [ R A B TR (R R AL W (LRI T [ R R TR ]
L [ wo N I T T R AR T TR R i) T T e T T T L T T T R R T (T T S R IR T U
; i i
o A i l (I ll 1 ||| li l. [ TN (A YT S AR I e AL A e W amad BT sl b ik abkes ve U ddlllaak dd s me Dim alens ade b D
1 1 1] o [ nen n o PICEREE 0w e LR IR I IR | Pre er e rrneenomemn
—— N Proomnm 5 orme o
1 1 [T IRN TR TR TR T TR T R TR T T T LT LUt F O VI VI T TN N ITRTY T TR /[T
[T T B [T T T T T TR I B T TR T T T T TR T TR (LN [ (TS
P T T T T T I i TR TR R TRT S
1 L 1 T T LT T T A B ey A R R N R N R R R IR T]

Glu-1Ax

4.54Kbp
DQ537335.1
L T T S T T T T T T T T S S S T S S S S S S R '
266,000 267,000 268,000 269,000 270,000
10
31 e (R ' ol [T P T T T A L T L L DT T R R T e Y RTINS
(K RE A T IR i Ly [ T R T
[ A O T R | (TR o n IR 1R
T [ Lo o [ o [
X T ST 1 N 11 i [T [T (R P
L e i R e 1 L (R [ | ' AN '

Supplementary Figure S3: Per-read methylation distribution of the three glutenin genes obtained after
DeepSignal-plant methylation calling. For visualization the MM tag was added to alignments in the bam file
using DeepS2bam_converter. The visualization was performed in JBrowse2 (https://jbrowse.org/jb2/)

installed on the local server.



