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Figure S1. Related to Figure 1 and STAR methods. Source of errors from eHi-C protocol
and systematical biases in eHi-C experiments.

A, The scheme shows the different types of unwanted non-ligation reads (in dashed box) when
the exonuclease cleanup step is omitted from eHi-C protocol (which is equivalent to the previously
published ELP method (Tanizawa et al., 2010)). All these non-ligation reads can be effectively
removed by exonuclease cleanup. B, For reproducible ligation DNA products between the same
Hindlll ends, (Left) Hi-C will generate different paired-end reads due to random DNA shearing.
(Right) In eHi-C, these ligation events will form the same DNA circles, resulting in identical paired-
end reads. C, We used a custom adapter with 6 random bases as a unique molecule index (UMI)
to distinguish PCR duplicates. D, Test the efficiency of self-ligation. Naked genomic DNA were
first digested with Dpnll. Self-ligation reactions (2.5ug DNA in 1mL to mimic the eHi-C condition)
were then performed before A-exonuclease treatment. The efficiency of self-ligation was
measured by the percentage of remaining DNA after exonuclease digestion (orange). No
exonuclease controls are set at 100% (blue). DNA with no self-ligation step are completely
digested (red). Results from 3 independent assays are shown. E, Valid Hi-C or eHi-C reads
involve two Hindlll fragments can be further classified based on strand orientation. The invalid Hi-
C reads include “dangling end”, “self-circle” and “others” based on strand orientation, while the
only type of invalid eHi-C reads is self-circles (right). F, Undigested Hindlll sites are one major
source of errors in eHi-C, which are read pairs mapped back-to-back at the same Hindlll site. G,
Data filtering results of one exemplary eHi-C library generated from 0.1M cells. H, Compare the
yield of cis-contact reads between 57 published Hi-C libraries and 10 eHi-C libraries. The 4 red
spots are eHi-C libraries prepared under in situ ligation condition. |, Left: comparison of
Directionality Index (DI) of the full hiPSC data (6 replicates, 460M cis-contacts) and data from one
replicate 70M (cis-Contacts). Right: comparison of DI from data of two hiPSC biological replicates.
J, Left: comparison of PC1 values (equivalent to eigenvector) of the full hiPSC data and one
replicate. Right: comparison of PC1 values of two hiPSC biological replicates. K, Curves showing
the decay of cis-contact with an increasing distance between two Hindlll restrictive fragments.
Only “same-strand” reads (see STAR Methods) were used to plot the curves. L, Compare the
bias from Hindlll fragment length in Hi-C (left) and eHi-C (right) libraries. All the fragments are
binned into 40 equal-sized groups, and the enrichment of trans reads between any two groups
are plotted as heatmaps. The enrichment value is the ratio between actual read counts and the
global average for any two groups. M, Curves plot how the distance decay profile changes when
the length of Hindlll fragments are different in HL hESC Hi-C data. N, Hindlll ends are binned into
20 groups based on GC content, and the enrichment of trans- reads are also plotted as heatmaps.
For Hi-C (left) we used the GC content in the 200bp region upstream the Hindlll site, and for eHi-
C, we used the GC content of the region between the Hindlll and its nearest Dpnll site. O, Curve
shows the average contact frequency from eHi-C against the length of ligation junction products
forming DNA circles. P, The same analyses as M are performed with iPSC eHi-C data.
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Figure S2. Related to Figure 1 and STAR Methods. Characterization of forebrain-specific
neural differentiation and Hi-C analysis at compartment level.

A, Confocal images of pluripotency marker immunostaining of hiPSCs. B, Confocal images of
neural progenitor marker immunostaining of hNPCs. C, Confocal images of immunostaining of
MAP2AB, CAMKII, VGLUT1 and VGAT. Scale bars, 20 ym. D, Quantification of cells with
pluripotency, NPC and neuronal markers from fluorescent images. Values represent mean+/-
SEM. E, H3K4me3 ChlPmentation results at representative marker genes. F, Compartment level
comparison of Hi-C or eHi-C data at 250kb resolution. Correlation matrices were created after two
steps of data transformations showing the 3D genome neighborhood; PC1 from principal
component analysis (PCA) were used to call compartment A/B.



Figure S3
A B

Raw matrix Expected matrix Raw / Expected chr22:18M-23M
CTCF
K27ac i T d Mo | Ui bl :5 :'5
[ T I LK | [ LI X | [ T T Tk} « 5 O-> « 50>
i N ; i i o N O N O
[] H o N © N ©
© = = = ®
=8 : :
S F = g = A
3= z s 5 z H 22q11.2
! l ! o 4 o - deletion
. 5 = & *
= = - @
i i 1 8
CTCF L L
K27ac dul iy
I Y —P— [ | —F—
N
5
2 2 . A
& ~ B 22q11.2
— 5] i
s < @ . deletion
o 1° =3 i ¥
© i
N
(32]
CTCF
K27ac b ik it a
) R 3 Iy
o 1 gl | B 15 k-] 22q11.2
©® §= oI -4 S deletion
© - ~
d = 1o i A
=
5 ; 2 e
P S Wildtype 22q11DS
C LCLs LCLs
CTCF _L | | | | | I | |
H3K4me3 _i Ll i I | A Ll i [ ik i I i
H3K27ac | | | L, | Ll | ful b L

-

-—
c
c|2s
s|°=s
Tl Lo
L R
o | ©
mU
£
o
c
¢
; ©
mlzg
(OF Il
St
< 8|
(5]

c
S |&
s = ;
o |5 9 i
glast -
£ |2 !
B ERe] :
8loo i
é\ z Gl ;
a o ki
I > T
2L E
Z 8-_5 -3 & 3
=23 f i i i i
5 (3%
= |O0 H
© =] ‘
N : @ i
ol . 13
S ¥
c 2 3 : : -
= 154 B - ) : i 3 i
L | [ : e : 4 i1 .n'".‘\
3|6k - g joine P ; et
x 1O 9 T 2 3 5 z S i et i
w|= o i o TN S ¢ AN o it ¢ H - 1
Ty A o i i d & *
< L a : H ¥ o’ Ny - Pl

o5 & i 3 . 5 2 il 2 B
chr2: 10M-12M chr20: 4.5M-5.2M chr20: 20M-22M  chr20: 37.0M-37.8M chr18: 32.4M-34.0M chr11: 16.6M-18.0M  chr11:19M-20M chr9: 4M-6M chr7: 30.0M-31.2M  chr6: 52.0M-52.7M



Figure S3. Related to Figure 2 and STAR methods. Hi-C analysis at loop levels, and
more examples of HiCorr-correction.

A, Hi-C analysis at chromatin loop level. Raw, expected and ratio heatmaps in GM12878 cells
at different zooming scales. Note that chromatin loop is only obvious in the ratio heatmaps. B,
HiCorr can properly normalize copy number changes. Published Hi-C data (Zhang et al.,
2018) in 6 wildtype LCLs (left column heatmaps) and 5 LCLs from 22q11 deletion
syndrome patients (22g11DS, right column heatmaps) were pooled together for HiCorr-
correction. All 22q11DS LCLs have heterozygous 22g11.2 deletion at the indicated location of
the heatmap. As expected, raw heatmap from 22q11DS LCLs is weaker in the deletion region
than outside the deletion region (because there is only one copy of genome). It should be noted
that Zhang et al. compared the “normalized” heatmaps generated by a few Hi-C analysis
pipelines, expecting weaker signal at the deletion region. Since HiCorr does not output
‘normalized” heatmaps, the copy number difference will be recognized as a bias in the
“expected” heatmaps. The final ratio heatmaps will show no differences within the CNVs. This
is an advantage because if there is a loop within the large CNV region, calling the loop from
ratio heatmaps will not be affected. C, Examples comparing the heatmaps generated by
various bias-correction strategies in GM12878 cells. Row 1: raw heatmaps at 10 loci. Comparing
HiCorr (row 6) to other methods, we can tell that: (i) ICE/KR does not correct distance bias (row
2); (ii) HiCorr results are sharper and cleaner than ICE/KR + distance correction (row 3); (iii)
explicit methods without visibility correction (row 4) has higher background; (iv) correcting cis-
visibility (row 5) tends to cause over-correction.
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Figure S4. Related to STAR Methods. Reproducibility of chromatin loop calls.

A, Venn diagram show the overlap of loop calls (ratio > 2 and p < 0.001, STAR Method) between
two subsets of GM12878 data (involving different biological replicates from different labs, Table
S$1), and the pooled datasets. B, Left: For all 56,564 loop pixels called from subset 2 but not
subset 1 GM12878 Hi-C data, the scatter plot show their ratios and p values in subset 1. The
numbers in the plot show that a majority of these non-reproducible pixels might be called
significant when more relaxed cutoffs (ratio > 1.5 or p < 0.05) were used; only 692 pixels (< 1%)
completely lack signal enrichment (ratio < 1). Right: Scatter plot similar to left showing the results
of nonreproducible loops in subset 1. C-D, Same analysis as in A-B except that the analysis was
done in hiPSC eHi-C data. The hiPSC biological replicates used in subset analysis is listed in
Table S1. E, The overlap between cortex CP and GZ loops, and the loops after pooling CP and
GZ data together. Note CP and GZ are two very close cortex regions and the data are generated
by the same lab (Won et al., 2016). F, Left: The overlap of loop calls after split the CP and GZ
data into 3 subsets, each with 1 CP and 1 GZ replicate (Table S1). Right: The overlap between
loops in the three-way subset analysis and loops called after pooling the CP and GZ data together.
Note that the pooled datasets capture nearly all the reproducible loops from subset analyses. G,
The performance of our loop calls (6-cutter Hi-C) in recovering the loops called by Rao et al. (4-
cutter in situ Hi-C) in GM12878 cells. H, Compare the loop distance distribution of the loop calls
by our method and Rao et al. in GM12878 cells. I, The overlap of our loop calls and Rao et al. in
GM12878 cells on cis-regulatory elements. Note that we call loops in the format of pixels, while
Rao et al. loops in the format of a circle area with center and radius. To reconcile this, we
compared our loop pixels with all the pixels covered by the Rao et al. loop circle area. Blue boxes:
all pixels from Rao et al. loop circle areas; green: shared pixels between our method and Rao et
al.; orange: new pixels called only in this study. Comparing the orange and green boxes, the fold
increases at H3K4me3 and H3K27ac marked regions (>5 fold) are much higher than at CTCF
sites, suggesting that our method called more enhancer and promoter looping. J, Compare the
strength of loop pixels in GM12878 cells occupied by CTCF or H3K27Ac. K, The overlap between
loops from the 6 neural (e)Hi-C datasets. ~60% of loops from any neural dataset are reproduced
by at least two samples. These are regarded as high confident neural loops in our analysis.
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Figure S5. Related to Figure 4. Genome compartment changes in neuronal
differentiation. A, We called DCRs (p < 0.05, STAR Methods) in both hNPC and hNeuron
comparing to hiPSCs, and only the DCRs switching their compartment were used in follow-up
analyses. Upper: Venn diagram showing the overlap between DCRs in hNPC and
hNeuron. Middle: Scatter plot comparing the PC1 values in hNPC and hiPSC cells. All bins
in the genome were shown in the background as scatter cloud; red dots are the DCRs
switching their compartment during the differentiation from hiPSC to hNPC cells. Lower: same
as middle panel but comparing hNeuron to hiPSC. B, The 877 DCRs are classified into 4
clusters based on PC1 values representing different patterns of compartment switching. C, Box
plots summarize the PC1 values of each DCR cluster. D, Box plots showing normalized
numbers of histone mark peaks from DCRs in each cluster. E, Expression of corresponding
genes in each cluster. F, GO analysis of genes in each DCR clusters. G-H, Gene ontology
analysis of genes at hNPC-specific (G) and hNeuron-specific (H) loops but without compartment
switching.
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Figure S6. Related to Figure 5 and 6F-H. Enhancer aggregates in neural differentiation, and
CTCF sites are responsible for the DNA loop at CACNALC locus in hESC.

A, Left: Summary of chromatin loop numbers overlapping different types of cis-regulatory
elements in neural differentiation. Right: Summary of components in our enhancer-promoter
looping network analyses. B, Genomic features of CACNALC locus. Hindlll site track is shown as
reference for 3C assays. C1, C2 and C3 are the CTCEF sites with the motif direction shown above.
C, 3C assays in H9 hESC cells. C1 and C2 sites were deleted respectively in H9 cells, and a
nucleofection with no sgRNA was used as control. Deletion efficiency was shown as in the gel
figures. 3C assay was done in three biological replicates. The relative PCR abundance was
calculated to a nearby region which shows no interaction with C3 region from Hi-C. The anchor
fragment is highlighted in yellow. Error bars: s.d. from the three replicates.



SUPPLEMENTAL DATA

Data S1: Additional Examples Relevant to Main Findings, Related to Figure 5 and 6.

Data S1, I. Related to Figure 5. Enhancer aggregates in neural differentiation.

A-l, Examples that gain chromatin loops during neural differentiation; heatmaps in hiPSC, hNPC,
hNeuron and fetal CP are shown. J, RNA-seq expression data of key neural genes in these
regions, including FOXG1 gene shown in Figure 5B. Genes in red are upregulated and in green
are downregulated.

Data S1, Il. Related to Figure 5D-F. Genes in neural enhancer aggregates can be both up-
and downregulated in neural differentiation.

A-C, Example enhancer aggregate regions that involve many promoters and enhancers. Gene
names in the aggregated region are listed on the left. D, RNA-seq data of the genes in these
enhancer aggregations demonstrated the coordinated gene downregulation in example A and B,
and coordinated gene upregulation in example C.

Data S1, lll. Related to Figure 6C. Neural loops does not predict brain-specific genes for
randomly chosen GWAS SNPs.

A, Results from two iterations of the same analysis as in Fig. 6C, except that we use randomly
selected GWAS SNPs (after excluding brain GWAS SNPs). Briefly, for a random set of GWAS
SNPs, we used neural loops to predict ~1,000 target genes, and compare their expression to
eQTL predicted genes in 48 GTeX tissues. Tissue with red stars: neural loop predicted genes
have higher expression levels than eQTL predicted genes. *p<le-2,**p<le-3,***p<le-4,****p<le-
5; Highlighted in yellow: 13 brain tissues. B, Upper panel: a table shows how we compute a
significance score (the -log10(pval) in fisher's exact test) indicating if brain tissues tend to get
more significance stars (shown in A) than non-brain tissues. First row in red shows the score
when using brain GWAS SNPs; the other rows are the scores from random iterations. Lower
panel: the bias scores from 200 random iterations were summarized in a histogram and compared
to the score from the analysis of brain GWAS SNPs (red arrow).

Data S1, IV. Related to Figure 6. Examples of several known neural disease risk loci.

For these examples, heatmaps of hiPSC, hNPC, hNeuron, fetal CP, fetal and adult cortex are
shown to demonstrate the overall agreements between differentiated neurons and primary tissues.
Note some examples gain new DNA contacts in differentiation, while some examples have
preexisting DNA contacts.
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Data S1, lli

Iteration 1: Brain tissue specificity analysis of random GWAS SNPs.
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Data S1, IV
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