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1064  Figure 4. Insertional polymorphisms of IRs near *+,- and -./ cause

1065 changes in the loci topology, expression and associated phenotypes.

1066  A. PHYC locus diagram showing the position of the IR, restriction sites for EcoRI
1067 used for 3C experiments (yellow pins), the sgRNAs used for CRISPR/Cas9
1068  deletion (sgRNA1 and sgRNAZ2), and primer positions. Predicted secondary RNA
1069  structures for the IR transcript in Col-0 plants or in the CRISPR-edited plants are
1070  shown using a color scale corresponding to base pairing probability O (purple) to
1071 1 (red).

1072  B. PCR using F1-R1 primers on genomic DNA, confirming partial deletion of the
1073 IR inthe CRISPR lines and complete absence of the IR in Ey15-2 accession. Red
1074 arrowhead indicates the band sequenced to confirm the absence of the
1075  polymorphic IR in the Ey15-2 accession.

1076  C. PHYC relative expression as measured by RT-gPCR and normalized against
1077  ACT2 (left panel). Quantification of the formation of a short-range chromatin loop
1078 by 3C-qPCR analysis using EcoRI and F2-R2 primers (right panel). Data
1079  represents individual values + SEM of five independent biological replicates.
1080 D. Hypocotyl length under Continuous Red light (Rc) regimen. Seedlings were
1081  grown under Rc light 20 umol m-? s for four days before measurement.

1082 E. Flowering time for the different genotypes expressed as days after sowing
1083 (DAS). Data represents individual values + SD, significant differences are
1084 indicated as *, for P<0.05 in a one-way ANOVA.
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1085 F. CRY1 locus diagram showing the position of the IRs, restriction sites for Xbal
1086 (yellow pins), the sgRNAs used for CRISPR/Cas9 deletion (sgRNA3 and
1087 sgRNA4), and primer positions. On the bottom are the secondary RNA structures
1088 as predicted by RNAfold for the Col-0 wildtype IR transcript and the CRISPR-
1089  edited outcome of the same IR. Color scale shows base pair probability O (purple)
1090 to 1 (red).

1091 G and H. PCR using F3-R3 primers upon genomic DNA showing successful
1092  partial deletion of the IR in CRISPR heterozygous lines and complete absence in
1093  Hod plants. Red arrowhead indicates the band sequenced to confirm the absence
1094  of the polymorphic IR in the Hod accession.

1095 I. CRY1 expression analysis measured by RT-qPCR normalized against ACT2
1096  on the left. Quantification of a chromatin loop by 3C-gPCR using Xbal and F4-R4
1097 primers (right panel). Data represents average values of three independent
1098  biological replicates with SEM.

1099 J. Hypocotyl length in continuous blue light. Seedlings were grown under blue
1100  light 5 umol m= s for four days before measured.

1101  In all cases data represent individual values + SD, significant differences are
1102 indicated as *, for P<0.05 in a one-way ANOVA.

1103

29


https://doi.org/10.1101/2022.07.05.498814
http://creativecommons.org/licenses/by-nc-nd/4.0/

