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Figure EV1. In vivo interactome of ROW.

A Western blot for flies expressing endogenous FLAG-tagged ROW (ROW-TAG) with αROW antibody was used to verify that the tagging does not affect ROW protein
levels. αTubulin (TUB) antibody was used as a reference. Het, Heterozygotes; Hom, Homozygotes for tagged ROW.

B Proteins co-purified with ROW in at least two of the three experiments that were also not detected in the control experiments. IBAQ (Accurate Label-Free Protein
Quantitation) reflects the protein abundance in the sample. Peptide number is the number of Razor and unique peptides. The data are the mean of control (W1118,
n = 3) and ROW-FLAG flies (n = 3) samples.

C Protein–protein interactions that are supported by previous studies. The interactions are based on the molecular interaction search tool (MIST; Hu et al, 2018). The
PZG (Z4) protein (circled in green) was not co-purified with ROW in our study but was found previously to interact with ROW (Guruharsha et al, 2011; Kessler et al,
2015) and may connect the two complexes we identified to interact with ROW.

Source data are available online for this figure.
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Figure EV2. In vivo ChIP-seq results of ROW and its interactors.

A Scatter plots of the ChIP-seq signal of ROW in rowRNAi flies compared with Act-GAL4 flies (WT) and the results of the two biological replicates (rep1 and rep2) in WT
flies against each other. The result shows that in rowRNAi flies, the signal is below the straight line with a slope of 1.

B ChIP-seq signals for ROW in a representative genomic region. The data are shown for Act-GAL4 flies, rowRNAi-1 flies, and IgG ChIP-seq signals (n = 2 biological repli-
cates for each).

C Percentage of overlap between the binding sites of ROW, WOC, HP1c, and HP1b.
D Genomic annotation of the shared binding sites between ROW, WOC, HP1c, and HP1b.
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ROW Sequence E-value
TWWWTATTTWTWWTWTWWWTW 1.50E-254
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Figure EV3. ROW and its interactors bind to AT-rich sequences.

A Top five centrally enriched sequences in ROW-, WOC-, HP1b-, and HP1c-binding sites in fly heads based on MEME-ChIP tool.
B Predicted DNA sequences for ROW- Cys2His2 zinc fingers under different models.
C Validation of the expression of ROW-FLAG tagged proteins in S2 cells transfected with WT, or AT-hook mutant ROW-FLAG tagged plasmids (MUT) by western blot.

Control are cells not transfected with ROW-FLAG tagged plasmids. Western blot was performed with αFlag tag and αTubulin (TUB) antibodies.
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BEAF-32 Sequences E-value
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WTAATT 4.1E-83
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Figure EV4. Genomic distribution of ROW and BEAF-32.

A Top five centrally enriched sequences in ROW- and BEAF-32-binding sites in S2 cells based on MEME-ChIP tool.
B Central enrichment of AT-rich sequences and BEAF-32 consensus motifs (logo) in ROW-binding regions (upper figures) and BEAF-32-binding regions (lower figures) in

S2 cells. The plots show the probability of having the motif relative to ROW or BEAF-32 ChIP-seq peak’s summits (calculated with centriMo).
C Overlap between the genes bound by ROW, BEAF-32, and housekeeping genes.
D Heatmap of ROW and BEAF-32 ChIP-Seq signals in S2 cells � 3 kb around TSS (average of n = 3 biological replicates).
E Protein levels of ROW and BEAF-32 in nontreated S2 cells (−) and cells treated with dsRNA against row or BEAF-32. The stain-free gel was used as a loading control.
F Enrichment at TAD boundaries of ROW, WOC, HP1c, and HP1b (bβ) as a function of the correlation of the ChIP-Seq signals in fly heads of the proteins with ROW.
G Heatmap of ROW and BEAF-32 ChIP-Seq signals in S2 cells � 4 kb around TAD boundaries (average of n = 3 biological replicates).
H Overlap of the binding sites of ROW and BEAF-32 with TAD boundaries.

Source data are available online for this figure.

EMBO reports Neta Herman et al

EV4 EMBO reports e54720 | 2022 � 2022 The Authors



BEAF−32

row

row & BEAF−32

−2 0 2

Fold change (log2)

dsRNA
BEAF−32
ROW
ROW & BEAF−32

Percentage(%)

Direct peaks

0 25 50 75 100

Feature
Promoter (<=1kb)
Promoter (1−2kb)
Promoter (2−3kb)
5' UTR
3' UTR
1st Exon
Other Exon
1st Intron
Other Intron
Downstream (<=300)
Distal Intergenic

Feature Distribution

Indirect peaks

row

−2
0

2
4

−6 −2 2 4 6

−5
0

5
10

−2 0 2 4

0.44

BEAF−32

0.55

0.49

row&BEAF-32

−4 0 2 4 6

−5 0 5 10

−6
−2

2
4

6
0.85

0.84

−4
0

2
4

6

0.61

Additive

−2
−4

0

−20−4

A B

dsRNA : - row BEAF-32

row
&

BEAF-32
180 kDa

140 kDa

65 kDa
45 kDa

35 kDa

ROW

TUB

BEAF-32

D

C

Figure EV5. Differential expression analysis in S2 cells.

A Protein levels of ROW and BEAF-32 in nontreated S2 cells (−) and cells treated with dsRNA against row, BEAF-32, or both. αTubulin (TUB) was used as a loading con-
trol.

B Density plot of the gene expression fold changes (log2) in cells treated with rowdsRNA, BEAF-32dsRNA, and rowdsRNA & BEAF-32dsRNA, shown for significantly differentially
expressed genes.

C Pairwise correlation between the gene expression fold changes (log2) in cells treated with rowdsRNA, BEAF-32dsRNA, rowdsRNA and BEAF-32dsRNA, and the additive model
(sum of fold change in the separate knockdowns of row and BEAF-32). Fold changes were calculated relative to control cells (using edgeR). In the boxes of the upper
triangle are the Pearson correlation coefficients. In the diagonal boxes are histograms showing the distributions of the fold changes. On the lower triangle, boxes are
bivariate scatter plots with linear regression lines.

D Genomic annotation of direct and indirect peaks of ROW shows that most are gene promoters.

Source data are available online for this figure.
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