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Figure S1. Many enhancers respond to M.tb infection with increased eRNA expression. a Expression of all 8,667 macrophage
enhancer eRNA in non-infected and infected macrophages; each bin includes the left edge. b Expression of 2,999 enhancer eRNA
associated with up-regulated DEGs; expression in TPM was averaged across replicates, (*) indicate paired two-sided Wilcoxon
signed-rank test p-value < 2.2*10-6.
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Figure S2. Higher number of associated enhancers is a concomitant of higher gene expression and immune functions in
infected macrophages. a, b Percentage and expression of genes associated with different number of enhancers in infected
macrophages; expression in TPM was averaged across infected samples, dashed line shows median expression of genes not
associated with any enhancer. ¢ KEGG pathway maps enriched for genes associated with no transcribed enhancers. d KEGG
pathway maps enriched for genes associated with more than two transcribed enhancers. e KEGG pathway maps enriched for top
500 genes with the highest average expression in infected macrophages among genes associated with no transcribed enhancers. f
KEGG pathway maps enriched for top 500 genes with the highest average expression in infected macrophages among genes
associated with more than two transcribed enhancers. In c-f, top 10 maps with the lowest FDR are shown; next to the bars are the
numbers of genes in the map covered by our gene list; dashed lines indicate FDR = 0.05.
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Figure S3. Up-regulated DEGs associated with super enhancers show more infection-specific functions. a KEGG pathway
maps enriched for 403 genes associated with transcribed enhancers that do not overlap super enhancer regions. b KEGG pathway
maps enriched for 477 genes associated with transcribed enhancers overlapping super enhancer regions. In a and b, top 15 maps
with the lowest FDR are shown; next to the bars are the numbers of genes in the map covered by our gene list; dashed lines indicate
FDR = 0.05.
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Figure S4. 257 induced enhancers associated with 263 DEGs up-regulated at 4 h post infection. a Expression of enhancer
eRNA and genes; dashed line shows median gene expression prior to the infection, expression in TPM was averaged across
replicates. b Top 15 KEGG pathway maps with the lowest FDR enriched for the genes; next to the bars are the numbers of genes in
the KEGG term covered by our gene list; dashed line indicates FDR = 0.05.
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Figure S5. Expression of the induced enhancers in mouse tissues. See Table S4 for the list of non-macrophage samples used.
Left panel: expression of each enhancer was averaged across tissue samples. Middle panel: maximum enhancer expression value in
each tissue is used. Right panel: percentage of samples with nonzero expression was calculated for each enhancer in each tissue.
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Figure S6. Regulation of Irg1, CIn5, and FbxI3 genes. a Time course expression of the genes. b Time course eRNA expression of associated
induced enhancers with the highest average expression at 4 h. In a and b, data were averaged over replicates and log-transformed, error bars
are the SEM. ¢ TAD containing the genes and associated enhancers; induced enhancers are shown as longer green blocks. Genes are split into
two tracks based on the strand, wide orange marks denote gene promoters. DEGs up-regulated at 4 h are shown in purple and their associations
with enhancers are shown as thicker black connections. Super enhancers shown as defined by Hah et al. in LPS-treated macrophages. Histone
marks are shown as defined by Ostuni et al. in LPS-treated and untreated macrophages.
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Figure S7. Regulation of Hilpda gene. a Time course expression of the gene. b Time course eRNA expression of associated induced
enhancers with the highest average expression at 4 h. In a and b, data were averaged over replicates and log-transformed, error bars are the
SEM. ¢ TAD containing the gene and associated enhancers; induced enhancers are shown as longer green blocks. Genes are split into two
tracks based on the strand, wide orange marks denote gene promoters. The Hilpda gene up-regulated at 4 h is shown in purple and its
associations with enhancers are shown as thicker black connections. Super enhancers shown as defined by Hah et al. in LPS-treated

macrophages. Histone marks are shown as defined by Ostuni et al. in LPS-treated and untreated macrophages.
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Figure S8. Regulation of /tghb8 gene. a Time course expression of the gene. b Time course eRNA expression of associated induced enhancers
with the highest average expression at 4 h. In a and b, data were averaged over replicates and log-transformed, error bars are the SEM. ¢ TAD
containing the gene and associated enhancers; induced enhancers are shown as longer green blocks. Genes are split into two tracks based on
the strand, wide orange marks denote gene promoters. DEGs up-regulated at 4 h are shown in purple and their associations with enhancers are
shown as thicker black connections. Super enhancers shown as defined by Hah et al. in LPS-treated macrophages. Histone marks are shown as
defined by Ostuni et al. in LPS-treated and untreated macrophages.



I
a Cd38 b chr5:43881862..43882263 C N
10 cl\j
s 3 =3 el ]
E o =2 3
o [=)]
8 4 9(1) 0{:, 7 S
2 z, ,,’
Tapt1 chr5:43885022..43885423 Y7 / \
8 e2 |
p= = 3 | /
3 g1 | ' .
I 0 4 12 24 48 ~ p |-438Mb
Bst1 Time post infection, h - 1
‘ v ~Bstl
_ 10 . Fbxis
~
£ 8 Non-infected A\ Q '
= m . '
2 - Infected A\ el /!
= B G\'\‘\‘\. e2 /
0 4 12 24 48 / C
(74
Time post infection, h B Enhancers N ¢ \?‘9
Genes

Super enhancers, LPS

H3K27ac, LPS

H3K27ac, untreated
B H3K4me1, untreated

440}4}‘_

Fgfbp1

Figure S9. Regulation of Cd38, Bst1, and Tapt1 genes. a Time course expression of the genes. b Time course eRNA expression of
associated induced enhancers with the highest average expression at 4 h. In a and b, data were averaged over replicates and log-transformed,
error bars are the SEM. ¢ TAD containing the genes and associated enhancers; induced enhancers are shown as longer green blocks. Genes
are split into two tracks based on the strand, wide orange marks denote gene promoters. DEGs up-regulated at 4 h are shown in purple and their
associations with enhancers are shown as thicker black connections. Super enhancers shown as defined by Hah et al. in LPS-treated
macrophages. Histone marks are shown as defined by Ostuni et al. in LPS-treated and untreated macrophages.
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Figure S10. Regulation of Ccl9, Ccl3, Ccl4, and Wfdc17 genes. a Time course expression of the genes. b Time course eRNA expression of
associated induced enhancers with the highest average expression at 4 h. In a and b, data were averaged over replicates and log-transformed,
error bars are the SEM. ¢ TAD containing the genes and associated enhancers; induced enhancers are shown as longer green blocks. Genes
are split into two tracks based on the strand, wide orange marks denote gene promoters. DEGs up-regulated at 4 h are shown in purple and their
associations with enhancers are shown as thicker black connections. Super enhancers shown as defined by Hah et al. in LPS-treated
macrophages. Histone marks are shown as defined by Ostuni et al. in LPS-treated and untreated macrophages.
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Figure S11. Expression of the acquired enhancers in mouse tissues. See Table S4 or the list of non-macrophage samples used.
Left panel: expression of each enhancer was averaged across tissue samples. Middle panel: maximum enhancer expression value in
each tissue samples is used. Right panel: percentage of samples with nonzero expression was calculated for each enhancer in each

sample group.
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Figure S12. H3K27ac ChlIP-seq peaks. Data from Ostuni et al. (Latent Enhancers Activated by Stimulation in Differentiated Cells.
Cell. 2013;152:157-171). a All significant H3K27ac peaks detected in untreated and LPS-treated samples. b A subset of peaks
overlapping acquired enhancers.



d Pla2g4a D chrr1s0151212. 150181613 d

<
8 % el
E E 1.0 el S
H 6 E
g g 0.5 -
4 0.0 R
Ptgs2 chr1:150173836..150174237 v
16 1.5 2
. e
= 12 =
’E; 8 |n_; 1.0 “
o (=]
o o 05
4 00 ™ -Pla2g4a
0 4 12 24 48 T 0 4 12 24 48
Time post infection, h Time post infection, h
. c chr1:150203036..150203437 o WD
Non-infected 4 o2
@ |nfected 0,
= 3 63 My
o
R 2 \
3 4 B Enhancers
0 Genes ~

0 4 12 24 48

) . ) Super enhancers, LPS
Time post infection, h

H3K27ac, LPS
H3K27ac, untreated
B H3K4me1, untreated

L]

Ptgs2

Figure S13. Regulation of Pla2g4a and Ptgs2 genes. a Time course expression of the genes. b Time course eRNA expression of associated
acquired enhancers with the highest average expression at 4 h. ¢ Time course eRNA expression of associated induced enhancer. In a, b, and c,
data were averaged over replicates and log-transformed, error bars are the SEM. d TAD containing the genes and associated enhancers;
acquired enhancers are shown as longer green blocks. Genes are split into two tracks based on the strand, wide orange marks denote gene
promoters. DEGs up-regulated at 4 h are shown in purple. Super enhancers shown as defined by Hah et al. in LPS-treated macrophages.
Histone marks are shown as defined by Ostuni et al. in LPS-treated and untreated macrophages.
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Figure S14. Regulation of Edn1 and Hivep1 genes. a Time course expression of the genes. b Time course eRNA expression of associated
acquired enhancers with the highest average expression at 4 h. ¢ Time course eRNA expression of associated induced enhancer with the
highest expression at 4 h. In a, b, and ¢, data were averaged over replicates and log-transformed, error bars are the SEM. d TAD containing the
genes and associated enhancers; acquired enhancers are shown as longer green blocks. Genes are split into two tracks based on the strand,
wide orange marks denote gene promoters. DEGs up-regulated at 4 h are shown in purple. Super enhancers shown as defined by Hah et al. in
LPS-treated macrophages. Histone marks are shown as defined by Ostuni et al. in LPS-treated and untreated macrophages.



