UCLA
UCLA Previously Published Works

Title
The Pol Il preinitiation complex (PIC) influences Mediator binding but not
promoter—enhancer looping

Permalink
https://escholarship.org/uc/item/9g16m5gmn]

Journal
Genes & Development, 35(15-16)

ISSN
0890-9369

Authors

Sun, Fei
Sun, Terrence
Kronenberg, Michael

Publication Date
2021-08-01

DOI
10.1101/gad.348471.121

Copyright Information
This work is made available under the terms of a Creative Commons Attribution-
NonCommercial License, available at https://creativecommons.org/licenses/by-nc/4.0

Peer reviewed

eScholarship.org Powered by the California Diqital Library

University of California


https://escholarship.org/uc/item/9q16m5gm
https://escholarship.org/uc/item/9q16m5gm#author
https://creativecommons.org/licenses/by-nc/4.0/
https://escholarship.org
http://www.cdlib.org/

The Pol II preinitiation complex (PIC)
influences Mediator binding but not
promoter—enhancer looping

Fei Sun,! Terrence Sun,' Michael Kronenberg,! Xianglong Tan,' Chengyang Huang,?

and Michael F. Carey’

'Department of Biological Chemistry, David Geffen School of Medicine at University of California at Los Angeles, Los Angeles,
California 90095, USA; *Center for Neurobiology, Shantou University Medical College, Shantou 515041, China

Knowledge of how Mediator and TFIID cross-talk contributes to promoter—enhancer (P-E) communication is im-
portant for elucidating the mechanism of enhancer function. We conducted an shRNA knockdown screen in murine
embryonic stem cells to identify the functional overlap between Mediator and TFIID subunits on gene expression.
Auxin-inducible degrons were constructed for TAF12 and MED4, the subunits eliciting the greatest overlap. Deg-
radation of TAF12 led to a dramatic genome-wide decrease in gene expression accompanied by destruction of TFIID,
loss of Pol II preinitiation complex (PIC) at promoters, and significantly decreased Mediator binding to promoters
and enhancers. Interestingly, loss of the PIC elicited only a mild effect on P-E looping by promoter capture Hi-C
(PCHI-C). Degradation of MED4 had a minor effect on Mediator integrity but led to a consistent twofold loss in gene
expression, decreased binding of Pol II to Mediator, and decreased recruitment of Pol II to the promoters, but had no
effect on the other PIC components. PCHi-C revealed no consistent effect of MED4 degradation on P-E looping.
Collectively, our data show that TAF12 and MED4 contribute mechanistically in different ways to P-E communi-
cation but neither factor appears to directly control P-E looping, thereby dissociating P-E communication from

physical looping.
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Eukaryotic transcription initiation is well understood bio-
chemically and structurally, but many questions remain
as to how sequence-specific activators at enhancers and
promoters communicate with the machinery that guides
RNA polymerase II (Pol II) to the transcription start site
(TSS). Although the two major coactivator complexes,
transcription factor IID (TFIID) and Mediator, enable Pol
II preinitiation complex (PIC) assembly and function at
the promoter, it is unclear how Mediator mechanistically
stimulates transcription or how the PIC at a promoter
communicates with Mediator bound at enhancers. It is
evident that enhancers and promoters directly and
dynamically interact, but it is unknown whether this in-
teraction is driven by TFIID, Mediator, the PIC, or other
factors. Knowledge of how the major coactivators func-
tion in cells is crucial to determine the precise mecha-
nisms of gene activation.

TFIID is a general transcription factor (GTF) composed
of TATA binding protein (TBP) and 13 TBP-associated
factors (TAFs). It recognizes DNA elements constituting
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the core promoter encompassing the TSS (Bhuiyan and
Timmers 2019). TFIID binding, which is enhanced by
TFIIA, leads to recruitment of other GTFs including TFIIB,
which in turn recruits Pol II associated with TFIIF (Bura-
towski et al. 1989). The presence of TFIIB is critical
because it directly interacts with both the wall and cleft
of Pol II (Kostrewa et al. 2009). Subsequently, TFIIE and
TFIIH are recruited to enable formation and stabilization
of the open complex (Holstege et al. 1996). Activators in-
teract with TFIID to stabilize its binding to the core pro-
moter and stimulate PIC assembly (Chi et al. 1995;
Kuras and Struhl 1999). A small amount of TFIID is found
at enhancers associated with noncoding transcription, but
the bulk of it binds promoters (Koch et al. 2011). Although
the assembly of the GTFs and Pol II has historically been
considered the PIC, biochemical, structural, and genomic
studies have shown that Mediator is a key PIC component
(Soutourina 2018).

© 2021 Sun et al. This article is distributed exclusively by Cold Spring
Harbor Laboratory Press for the first six months after the full-issue publi-
cation date (see http://genesdev.cshlp.org/site/misc/terms.xhtml). After
six months, it is available under a Creative Commons License (Attribu-
tion-NonCommercial 4.0 International), as described at http://creative-
commons.org/licenses/by-nc/4.0/.
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Mediator is a transcriptional coactivator found in all eu-
karyotes (Bourbon 2008). It is bound at both promoters and
enhancers (Kagey et al. 2010). In yeast, Mediator was orig-
inally discovered in a holoenzyme with Pol II (Kim et al.
1994). In mammals, Mediator is composed of 30 subunits,
which are structurally organized into four modules termed
the head, middle, and tail (HMT), and the CDKS8 kinase
module (CKM). Mammalian Mediator exists in two major
forms in nuclear extracts: one with HMT bound to CKM
and the other with HMT bound to MED26 and Pol II
(Sato et al. 2004). In biochemical studies, Mediator stimu-
lates PIC assembly in an activator-dependent manner
(Johnson and Carey 2003). Indeed, many activators inter-
act directly with Mediator, often through subunits in the
middle and tail modules. Mediator in turn promotes PIC
assembly through direct interactions with Pol II and
GTFs (Soutourina 2018). Pol II also makes major contacts
with TFIIB (Kostrewa et al. 2009). Understanding the role
of Mediator and TFIIB in Pol II recruitment is important
for determining what drive the final levels of Pol Il at a pro-
moter, and the overall rate of transcription.

TFIID and Mediator interact physically in biochemical
experiments and are thought to act coordinately to turn
on genes. In humans, the Mediator subunit MED26 inter-
acts with TFIID but also with elongation factors ELL/EAF
and P-TEFDb (Takahashi et al. 2011). Human TFIID and
Mediator assemble cooperatively on promoters in reac-
tions reconstituted with purified proteins (Johnson et al.
2002). In yeast, Mediator anchor-away leads to a modest
decrease of TFIID binding at promoters, but loss of TFIID
impairs Mediator recruitment at upstream activating se-
quences (UASs) (Grunberg et al. 2016).

Promoter—enhancer (P-E) interactions are believed to
have a key role in stimulating transcription, but what
drives the establishment of P-E loops has yet to be estab-
lished. Cohesin, which binds CCCTC-binding factor
(CTCEF) at topologically associating domain (TAD) bound-
aries and also binds a subset of promoters/enhancers, was
shown to be required for P-E looping (Kagey et al. 2010; E1
Khattabi et al. 2019), although acute depletion of cohesin
has only limited effects on transcription (Rao et al. 2017).
Weakened P-E communication was observed in several in-
dividual genes after knocking down the Mediator subunit
MED12 (Kagey et al. 2010; Phillips-Cremins et al. 2013) or
stripping away the Mediator complex from enhancers by
knockdown of the activator ESRRB (Sun et al. 2019). How-
ever, P-E looping is only marginally affected after degrada-
tion of MED14, a subunit of Mediator that connects the
HMT modules (El Khattabi et al. 2019; Jaeger et al.
2020). However, as Mediator has multiple subunits, it re-
mains to be elucidated which subunit(s), if any, play crit-
ical roles in chromatin looping. In addition, a promoter
may also interact with other cis-regulatory element such
as enhancer-like promoters (Dao et al. 2017; Jung et al.
2019) and insulated neighborhood boundaries (Sun et al.
2019). The function of these interactions and how they
are established are not understood.

It is largely unknown whether other components of
transcriptional machinery such as TFIID participate in
P-E interactions and other types of promoter-interacting
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chromatin looping. The TFIID subunit TAF3 binds both
promoters and enhancers in mouse embryonic stem cells
(mESCs) and displays functions similar to Mediator in
maintaining pluripotency and mediating looping between
promoters and enhancers (Liu et al. 2011). This suggests
TFIID may be necessary for P-E contact. For a subset of
genes, Pol I and other GTFs are found at enhancers in
low amounts and at promoters in abundance (Koch et al.
2011), suggesting the PIC as a potential bridge for P-E con-
tacts. Additionally, PICs at enhancers produce enhancer
RNAs, which may stabilize P-E looping (Li et al. 2013;
Hsieh et al. 2014). These facts suggest PICs may have a di-
rect function in mediating P-E interactions. Genome-wide
and loss-of-function studies using assays like promoter
capture Hi-C and acute protein degradation are needed
to determine whether the PIC plays a major role in estab-
lishing P-E or other chromatin loops.

Mediator and TFID both contain multiple subunits.
The minimal set of core Mediator subunits necessary
for function within the PIC has been defined in yeast
(Plaschka et al. 2015) and humans (Cevher et al. 2014). Ad-
ditional activator-interacting subunits are required for P-E
interactions and, for a given gene, could vary depending
on the specific enhancer-bound activator(s). Previous stud-
ies indicate not all subunits are of equal importance in
maintaining the functions of the complex (Kagey et al.
2010; Xu et al. 2018). Which subunits are essential for tran-
scription and, perhaps, P-E interaction? What are the sub-
units that contribute to the possible collaboration
between TFIID and Mediator? To answer these questions,
we screened all TFIID/Mediator subunits by coupling
RNA interference (RNAi) with messenger RNA sequencing
(mRNA-seq). We identified TFIID and Mediator subunits
whose depletion had substantial overlapping effects on
the transcriptome. This analysis led to the identification
of TAF12 and MED4 as key candidates to pursue further.
Acute degradation using the auxin-inducible degron system
(Natsume et al. 2016) revealed TAF12’s important role in
TFID integrity and PIC assembly at promoters, and its
role in Mediator binding at both promoters and enhancers.
MED4 helps Pol II delivery to promoters but does not con-
tribute to assembly of other PIC components. Through
the use of promoter capture Hi-C, TAF12 was found to mild-
ly contribute to promoter-interacting chromatin looping
except for promoter-promoter interactions. In contrast,
loss of MED4 globally decreases Pol IT at enhancers and pro-
moters but disrupts P-E looping for only a few genes.

Results

shRNA screen of TFIID and Mediator subunits

It is well documented that TFIID and Mediator are essen-
tial for gene expression, but a systematic investigation of
the function of each individual subunit is rare. Studies
have screened TFIID and Mediator subunits using RNAi
for key factors in mESC state maintenance and acute
myeloid leukemia (AML) progression (Kagey et al. 2010;
Pijnappel et al. 2013; Xu et al. 2018). However, these
screens relied mainly on morphology changes to identify



subunits of interest. It was unknown to what extent the
transcriptome was affected in each knockdown (KD).

In our screen design, each TFIID/Mediator subunit was
individually knocked down using an shRNA in mESCs
(V6.5). Two or more shRNAs were designed and tested
(Supplemental Fig. S1A), and the one with the strongest-
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fold KD was used in the screen. The KD was followed by
mRNA-seq and a list of up-regulated or down-regulated
(twofold cutoff) genes was identified by comparison
with the control sample (Fig. 1A). mRNA-seq data reveal
high specificity of each shRNA for its target gene (Supple-
mental Fig. S1B). Figure 1B summarizes the numbers of
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Figure 1. An shRNA screen identifies TAF12 and MED4 as key subunits of TFIID and Mediator. (A) Workflow of the shRNA screen. (B)
Bar plots summarizing numbers of down-regulated and up-regulated genes in each KD. (C) Pie charts showing percentages of down-reg-
ulated and up-regulated genes. (D) Heat map showing the significance of all pairwise overlaps based on the down-regulated genes. (E) En-
largement of the row in the heat map in D showing overlap significance (numbers in grid) between down-regulated mRNAs in TAF1 KD
and KDs of all Mediator subunits. The index of TAFI overlapping Mediator complex is defined as the sum of these values. (F) Scatter plots
showing each TFIID subunit’s overlap index with the Mediator complex versus the number of down-regulated genes upon its KD. The X-
axis indicates the number of down-regulated genes as in B. The Y-axis is the index of subunit overlap as in E. The subunit with the highest
index is highlighted in red. (G) Same as F but plotting Mediator subunits.
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genes down-regulated or up-regulated by each of the KDs.
Two observations emerged from this analysis. First, differ-
ent KDs impact the mESC transcriptome differently even
for subunits in the same complex. For example, loss
of MED10 down-regulates ~500 genes and up-regulates
>600 while MED9 KD has a minimal effect despite similar
KD levels (Supplemental Fig. S1A). This result suggests
not all subunits contribute equally to transcription. Sec-
ond, KDs lead to both down-regulation and up-regulation,
although in the case of TFIID more genes are down-regu-
lated, while in the case of Mediator similar numbers of
genes are down-regulated or up-regulated (Fig. 1B,C; Sup-
plemental Table S1). We believe the up-regulated genes
are not due to some repressive function of Mediator or
TFIID but are an indirect effect of differentiation caused
by the KD, as we address later.

Although the KDs of some subunits dysregulate many
genes, it is unclear whether distinct subunit KDs have a
tendency to affect the same or distinct genes. We hypoth-
esize that if two factors possess similar functions in tran-
scription, genes impacted by KD of either factor will
overlap in a statistically significant manner. To test this
idea, we identified the intersection of all pairs of KDs for
TFIID and Mediator and estimated their overlap signifi-
cance based on a hypergeometric distribution (Fig. 1A).
Figure 1D shows the significance of all pairwise overlaps
calculated after intersecting the down-regulated genes
(KD/control <0.5). Several observations emerged from
this analysis that agree well with previous structural or
mass spectrometry studies. For example, cryo-EM analy-
sis revealed that TAF1 and TAF2 recognize and bind
DNA downstream from the TSS (Louder et al. 2016), in
agreement with the strong transcriptomic overlap be-
tween their KDs (P < 107%%7|. Cross-links are observed be-
tween MED10 and MED4 in Mediator (Plaschka et al.
2015). The KD of MEDIO overlaps significantly with
that of MED4 (P < 10734®). These data support our hypoth-
esis that the comparison of overlap indices can be used to
identify subunits of TFIID and Mediator that affect similar
genes by the same or complementary processes.

By summing the significance values of overlap between
a specific TFIID subunit and all Mediator subunits, we de-
fined the overlap index of this TFIID subunit with Media-
tor (example shown in Fig. 1E), or vice versa for a Mediator
subunit overlapping the TFIID complex. Based on this in-
dex, TAF12 emerged as the strongest Mediator-overlap-
ping TFIID subunit (Fig. 1F). Similarly, MED4 emerged
as the strongest TFIID-overlapping Mediator subunit
(Fig. 1G). We also estimated the significance of each pair-
wise overlap based on the intersection of up-regulated
genes (KD/control>2) (Supplemental Fig. S1C). Only
weak overlaps were observed between TFIID and Media-
tor subunits, suggesting the two complexes collaborate
mainly on gene up-regulation.

Acute degradation of TAF12 or MED4 down-regulates
transcription

To better understand TAF12 and MED4 function, we used
an auxin-inducible degron (AID) system (Fig. 2A,B) to cre-
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ate separate degron cell lines of both proteins (Natsume
et al. 2016). Western blotting indicated successful knock-
in of the OsTirl gene and fusion of mini-AID (mAID)
tags to target proteins. Only a mild decrease of TAF12
and MED4 levels was observed after 30 min of auxin treat-
ment, while substantial protein depletion was achieved af-
ter 6 h (Fig. 2C,D). We therefore chose a 6-h endpoint for all
subsequent experiments because it is well within the 11.3-
h doubling time of V6.5, and less likely to have indirect ef-
fects. The mAID does not alter the genome-wide binding
profiles of either TAF12 or MED4 or the transcriptomes
when comparing degron cell lines without auxin treat-
ment with their parental wild-type (WT) mESCs (Supple-
mental Fig. S2A-F). These data suggest that mAID has
little to no observable effect on the functions of TAF12
or MED4.

Because auxin-induced protein degradation occurs rap-
idly, we applied nascent or chromatin RNA-seq to more
accurately quantify gene expression. Spike-in of human
RNA was used for normalization between samples (see
the Materials and Methods). TAF12 and MED4 depletion
led to transcription down-regulation, although TAF12
degradation has a more dominant impact on the nascent
transcriptome (Fig. 2E,F). The genes that decrease in the
degron experiments cover most of the down-regulated
genes from the shRNA screen (Supplemental Fig. S2G),
demonstrating the reproducibility between direct protein
depletion and KD in impairing transcription. Further-
more, a significant overlap is observed between the top
2000 impaired genes from the TAF12 and MED4 degrons
(Fig. 2G), consistent with the shRNA screen. Gene ontol-
ogy (GO) analysis indicates these overlapping genes are re-
lated to translation and gene expression (Fig. 2H).

Interestingly, after protein depletion using the AID sys-
tem, only a small portion of the dysregulated genes (0.9%
in TAF12 degron and 3.4% in MED4 degron) are up-regu-
lated compared with those in the sShRNA screen (31.9% in
TAF12 KD and 60.4% in MED4 KD) (Supplemental Fig.
S2H). This inconsistency suggests the up-regulated genes
in the KD may be an indirect effect due to the long 72-h
period of the shRNA experiments. Indeed, genes encoding
master transcription factors (Nanog, Oct4, Esrrb, Klf4,
Sall4, and Tbx3) are down-regulated upon TAF12 or
MED4 loss (Fig. 2E), which previous studies suggest lead
to cell differentiation (Kagey et al. 2010). GO analyses
show that up-regulated genes in the sShRNA screen are re-
lated to cell differentiation (Supplemental Fig. S2I). In
sum, the data suggest that gene up-regulation in the
TAF12 and MED4 KDs is likely caused by differentiation.

Acute degradation of TAF12 destroys TFIID and leads
to loss of the PIC

TFIID contains two copies of TAF12, which lie in lobe A
and lobe B, respectively (Fig. 3A; Patel et al. 2018). Coim-
munoprecipitation (co-IP) experiments indicate that after
TAF12 degradation, all tested TFIID subunits fail to copre-
cipitate with TAF1 as efficiently as in the control (Fig. 3B;
Supplemental Fig. S3A). Strikingly, we also observed de-
creased levels of some TFIID subunits in the input
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Figure 2. Acute degradation of TAF12 or MED4 down-regulates transcription genome-wide. (A) Schematic of genetic manipulation for
the degron cell line. (GOI) Gene of interest, (Hyg) hygromycin-resistant gene. (B) Schematic of auxin-inducible protein degradation.
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samples. We did not expect this result because TAF12 is of
low molecular weight (~20 kDa) and TAF12 locates to the
surface and not to the cores of lobes A and B (Fig. 3A).
Chromatin immunoprecipitation followed by sequencing
(ChIP-seq) confirmed the loss of TFIID binding at promot-
ersinvivo (Fig. 3C,D). Interestingly, recruitment of TBP to
promoters is only mildly affected. Nevertheless, these
data indicate TAF12 is a cornerstone of TFIID integrity.
TAF12 is shared by TFIID and another protein complex
termed SAGA (Spt-Ada-Gcen5-acetyltransferase). SAGA is
a coactivator that regulates transcription by modifying
histones through its GCN5 and USP22 subunits. We
were unable to chromatin-immunoprecipitate GCN5
similar to what others have reported (Hirsch et al. 2015).
However, ChIP-seq of H3K9ac, catalyzed by GCNS5, re-
veals only small changes at promoters (Fig. 3C,D), sug-

gesting that depletion of TAF12 has little effect on
SAGA’s HAT activity. We also knocked down Gcn5 and
Usp22 by shRNA in mESCs followed by mRNA-seq and
integrated these data with those of the shRNA screen
(Supplemental Fig. S3C,D). GCN5 or USP22 KD has
much weaker effects on the transcriptome compared
with TAF12 or MED4 KD (Supplemental Fig. S3E). Impor-
tantly, no dominant overlap is observed between SAGA
and TAF12 or MED4 KDs when comparing down-regulat-
ed genes (Supplemental Fig. S3F). SAGA is also capable of
delivering TBP to promoters (Papai et al. 2020). However,
TBP binding is barely affected upon TAF12 degradation
(Fig. 3C,D), suggesting this function of SAGA is not im-
pacted. These observations support the idea that tran-
scription down-regulation after TAF12 degradation is
caused mainly by loss of TFIID and not defects in SAGA’s

GENES & DEVELOPMENT 1179


http://genesdev.cshlp.org/lookup/suppl/doi:10.1101/gad.348471.121/-/DC1
http://genesdev.cshlp.org/lookup/suppl/doi:10.1101/gad.348471.121/-/DC1
http://genesdev.cshlp.org/lookup/suppl/doi:10.1101/gad.348471.121/-/DC1

Sun et al.

B co-IP in TAF12 degron
fsl -Auxin (= +Auxin
125 Input 108%
Q 1.00{ p= = = = po) . poa
- 075 60% 65% | | 62%
% 0.50 42% 31% 31%
T 025 13%
0001 — = L L L L
TBP TAF3 TAF4 TAF4B TAF12 TAF5 TAF1 Polll
_ 125 TAF1 IP
g 1 M M M M M M ™ 75%
. 075
g 080 19% | | 28% | | 28%
B 025 7% | | 0% | [47%
0.001_— =, = U U U L
TBP TAF3 TAF4 TAF4B TAF12 TAF5 TAF1
D
C L P P
0,50) L (0,401 (0,40] i
TAF12 TBP TAF1 TAF3 H3K9ac iz | " e SN ¥
Auxin -+ +Auxin re ___lal 1i
(0,80 10,60] 10,60]
Auxin i A .
TBP 0,80) 0,601 6ol |
5 Audn | AL A T -
S 0,401 1 o0 oo |
g S -Auxin
g TAF1 0,40) j 0,120] 1 10,80] ‘
+Auxin r A N
[0,70) 10,501 10, 50]
3 0 Auxi ‘
TAF3 [0l 10,50 10,501
FC=4.1 FC=13 FC=55 FC=43 FC=12 +Auxin - A i
10,60) 10,80] 10,90]
E -Auxin
Pol Il TFIIA TFIIB MED1 i W o
Auxin -+ - -+ -+ - - -
refGene
| spnst Fbxi5 Apdst
44
o
g 5 5 5 3 G
g H H H H SE P P TE
(0,50] ] .60 [ ] ]
-Auxin | - ~ | I
0 0 0 0 Pol Il 0,50 0,60)
+Auxin S i i
FC=55 FC=6.1 FC=33 FC=55 oo ot |
-Auxin - 1 ] i 1
TFIA 0,100] (0,80]
F +Auxin | L " N
10,60] [0, 50)
_MED!  ESRRB YN 0 UV D " O O il | I
Auxin - + - + TFIIB 0,60 10,501
T +Auxin [ Y R P
i 10,100) 0,120)
% { -Auxin _ 1
e 3 5 MED1 0,100] 10,1201
s g +Auxin || by o i ”
[= [0,50] [0, 80)
K ! H H ESRRB -Auxin AL 1 1
[0,50] [0,80)
3K 0 73K o . +Auxin Ll UL |
FC=28 FC=11 - >
refGene Kif4 Specc1

Figure 3. TAFI2 degradation destroys TFIID and leads to loss of the PIC. (A) Cryo-EM structure of the TFIID complex (PDB: 6MZL)
(Patel et al. 2018). The two copies of TAF12 are highlighted in the red boxes. (B) Relative protein levels in the input and TAF1 IP samples
of the co-IP experiments in TAF12 degron cells comparing auxin-treated (+Auxin) with untreated (—Auxin). Protein levels in the untreated
samples were normalized to 1. Relative levels of the treated samples are shown as percentages. Bar graphs and the percentages show the
average of three replicates. (C) Heat maps showing binding of TFIID subunits TAF12, TBP, TAF1, and TAF3 along with H3K9ac at
promoters in untreated and auxin-treated TAF12 degron cells. Color scales indicate significance (—log;oP). (FC) Fold change decrease of
—Auxin/+Auxin. (D) Browser tracks of examples showing TAF12, TBP, TAF1, TAF3, and H3K9ac binding at promoters (highlighted in
the red boxes) in untreated and auxin-treated TAF12 degron cells. The Y-axis indicates normalized counts. (P) Promoter. (E) Heat maps
showing binding of other PIC components including Pol II, TFIIA, TFIIB, and MEDI at promoters in untreated and auxin-treated
TAF12 degron cells. (F) Heat maps showing binding of MED1 and ESRRB at enhancers in untreated and auxin-treated TAF12 degron cells.
(G) Browser tracks of examples showing Pol II, TFIIA, TFIIB, MED1, and ESRRB binding at promoters (red boxes) and enhancers (blue box-
es). (P) Promoter, (SE) superenhancer, (TE) typical enhancer.

histone acetylation/deubiquitylation or TBP loading ac- Pol II, TFIIA, and TFIB (Fig. 3E,G), confirming the funda-
tivities. However, we cannot completely rule out the pos- mental role of TFID in PIC assembly. Mediator regulates
sibility that SAGA may be impacted by TAF12 depletion transcription in collaboration with the PIC, but it is un-
in an unknown manner, which may affect some observa- known whether recruitment of Mediator complex at pro-
tions in our study. moters is PIC-dependent in vivo. ChIP-seq reveals

The loss of TFIID dramatically impacts the genome-wide Mediator is lost at promoters in parallel with the loss of

binding of other PIC components at promoters including the PIC (Fig. 3E,G). Unlike TFIID, Mediator binds both
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promoters and enhancers. Surprisingly, although there is
little TAF12 enrichment at enhancers (Supplemental Fig.
S3B), Mediator binding there is weakened by TAF12 degra-
dation (Fig. 3F,G). Mediator is recruited to enhancers by
transcription factors such as ESRRB (Sun et al. 2019). One
possible explanation is that TAF12 degradation affects bind-
ing patterns of ESRRB, which in turn removes Mediator
from enhancers. However, ESRRB binding is not altered
(Fig. 3F,G), suggesting lessened Mediator binding at enhanc-
ers is not caused by loss of this transcription factor. These
effects are similar for superenhancers (SEs) and typical en-
hancers (TEs) (Supplemental Fig. S3G,H). In sum, these re-
sults suggest that TFIID is fundamental to PIC assembly
at promoters. Moreover, the intact PIC supports Mediator
recruitment to promoters and enhancers. In turn, the result
implies that the amount of Mediator at enhancers is not
solely a function of activators but is dependent on the pres-
ence of a PIC. Because Pol Il binds the Mediator, it raises the
question of what drives Pol I levels at the PIC.

MED4 depletion impairs Pol II binding at promoters but
has no effects on other PIC components

MEDA4 is a subunit within the middle module of Mediator
(Fig. 4A). Co-IP experiments show that MED4 degradation
leads to >50% decreases of MED1 and MED9, while the
rest of the tested Mediator subunits are largely retained
in the complex (Fig. 4B; Supplemental Fig. S4). The de-
creased abundance of MED1 and MED9 is consistent
with cryo-EM structural studies, where MED1 and MED9
interact with MED4 (Abdella et al. 2021; Zhao et al.
2021). Similarly, in vivo, MED4 loss results in decreased
binding of MEDI, but not MEDG, at promoters and enhanc-
ers (Fig. 4C,D). MEDG lies within the head module of Medi-
ator (Fig. 4A) and would be predicted to bind only if this
module is largely intact after MED4 depletion.

A key function of Mediator in regulating transcription is
to promote PIC assembly through specific interactions be-
tween Mediator subunits and different PIC components
(Soutourina 2018). In yeast, the MED4-MED9 interaction
with the Pol II foot domain in the RPB1 subunit is one of
four points of contact observed between Mediator and
Pol II (Tsai et al. 2017). In humans, the Mediator plank
domain contacts RPB8 instead of RPB1 (Abdella et al.
2021). Co-IP of Mediator indicates a consistent 50% reduc-
tion in the amount of bound Pol Il upon MED4 degradation
(Fig. 4B; Supplemental Fig. S4). In agreement with this re-
sult, ChIP-seq data reveal Pol II binding at promoters de-
creases by twofold upon MED4 depletion. In contrast,
TFIIA, TFIB, TFID (TAF1), and TFIIH (XPB) are mainly
unaffected (Fig. 4E,F). These data indicate that MED4
functions in recruiting Pol I to promoters but does not in-
fluence the overall genome-wide level of other PIC
components.

PIC and MED4 have minimal effects on promoter-
interacting chromatin looping

Promoters interact with different cis-regulatory elements
through chromatin looping. To obtain a global view of

PIC supports Mediator binding but not P-E looping

how promoters interact with different types of genomic
loci (e.g. promoters or enhancers) across the genome, we
applied promoter capture Hi-C (PCHi-C), which uses bio-
tinylated RNA probes to capture chromatin interactions
associated with promoters from a Hi-C library (Fig. 5A).
Histone modifications can be used to identify distinct ge-
nomic regions including promoters, enhancers, tran-
scribed regions, and repressed regions. Based on the
histone modification status, a ChromHMM (chromatin
state analysis) model (Chronis et al. 2017) was used to di-
vide the mESC genome into 18 different types of regions
or “chromatin states” (Fig. 5B, see the legend for the
full name of each state). We investigated how likely it
was that a particular chromatin state interacts with pro-
moters genome-wide by combining PCHi-C data and the
ChromHMM model. Using the CHiCAGO (capture Hi-
C analysis of genomic organization) analysis platform
(Cairns et al. 2016), significant loops (P-value <107°)
were identified from PCHi-C. Each significant loop brid-
ges the interaction between a probed promoter and a pro-
moter-interacting region (PIR), which may be located in
any of the 18 different chromatin states. We calculated
the percentages of PIRs located in different chromatin
states (Supplemental Fig. S5A) and the percentage of
each chromatin state’s size occupancy in the genome
(Supplemental Fig. S5B). Based on these percentages, the
fold enrichment of PIRs in each chromatin state was cal-
culated (Supplemental Fig. S5C). Consistent with the
fact that promoters frequently interact with enhancers
and other promoters (Dao et al. 2017; Jung et al. 2019),
PIRs are most enriched in active promoters (1_PromaA;
10.8-fold), followed by poised promoters (2_PromP; 6.2-
fold) and acetylated enhancers (3_EnhA,; fivefold). Inter-
estingly, enrichment is also observed for other chromatin
states such as transcribed and polycomb regions, suggest-
ing these regions may also possess regulatory activities.
We next investigated the effects of TAF12 or MED4 deg-
radation on promoter-interacting chromatin looping.
Because PCHi-C data are typically not saturating, we ap-
plied stringent cutoffs to filter out genes and interactions
that had fewer PCHi-C counts or lower significance (see
the Materials and Methods). Although this approach low-
ers the sample sizes, it generates more reliable analyses.
Based on the 18 chromatin states, all promoter-interacting
chromatin loops are classified into six groups comprising
loops of promoter-promoter (P-P), promoter—enhancer (P-
E), promoter-transcribed region (P-T), promoter—poly-
comb region (P-PC), promoter-heterochromatin (P-Het),
and promoter-low signal region (P-L). Figure 5C shows
how different types of promoter-interacting loops change
after TAF12 degradation. As indicated in Figure 3,
TAFI12 degradation leads to a large decrease in PICs and
a dominant decrease in Mediator bound to enhancers.
Thus, the effects on looping could be a consequence of
any of these effects. The box plots illustrate the log, ratio
of normalized PCHi-C counts in the presence versus the
absence of a 6-h auxin treatment. Analysis of group 1 in
Figure 5C indicates interaction between a promoter and
another active promoter is largely unaffected, according
to the median value. However, a subtle decrease is
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Figure 4. MED4 degradation impairs Pol II binding but has little effect on assembly of other PIC components measured. (A) Cryo-EM
structure of the Mediator complex (PDB: 6W1S) (Zhao et al. 2021). MED4 is highlighted in the red box. (B) Relative protein levels in

the input and IP samples of the co-IP experiments in MED4 de

gron cells comparing auxin-treated (+Auxin) with untreated (—Auxin).

The protein level in the untreated sample was normalized to 1. Relative levels of the treated samples are shown as percentages. Bar graphs
and the percentages show the average of three replicates. (C) Heat maps showing binding of Mediator subunits MED4, MED1, and MED6
at both promoters and enhancers in untreated and treated MED4 degron cells. Color scales indicate significance (—log;oP). (FC) Fold change
of —Auxin/+Auxin. (D) Browser tracks of examples showing MED4, MED1, and MED6 binding at promoters and enhancers. The Y-axis
indicates normalized counts. (P) Promoter, (SE) superenhancer, (TE) typical enhancer. (E) Heat maps showing binding of other PIC com-

ponents Pol II, TFITIA, TFIIB, TAF1, and XPB (TFIIH) at promoters

in untreated and auxin-treated MED4 degron cells. (F) Browser tracks of

examples showing Pol II, TFIIA, TFIIB, TAF1, and XPB binding at promoters. (P) Promoter.

observed for other chromatin states, although the change
is much less than twofold, and far less than the approxi-
mately fivefold depletion of PICs. These data suggest
that in the absence of PICs after TAF12 depletion, pro-
moters associate slightly less well with many chromatin
states but still fully associate with other active promoters.

Next we performed the same analysis on PCHi-C data
from the MED4 degron. The box plots reveal no dominant
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effects of MED4 depletion on most types of promoter-
interacting chromatin loops (Fig. 5D). This reveals that
although MED4 plays a key role in recruiting Pol II to pro-
moters (Fig. 4), it does not broadly influence promoter-
associated chromatin looping including P-E interactions.
We also performed this analysis using a different enhancer
annotation file from Whyte et al. (2013) in which superen-
hancers (SEs) and typical enhancers (TE) are distinguished.



A—  biotil RNA probes y to

a
L~ @ streptavidin beads
= o P!
JE— — Q__ — ir-
= - o 2 o O T
Hi-C protocol _ capture - pull-down . PCR —
Hi-C library PCHi-C library
B active repressive c
oo ¥ o TAF12 degron
e o & &&&
FFEEFFCSE, §8S s .
FELEES e ES S L 9
FEIILLLETLES PP PE PT XX P
e o - — —
z § s 8552 228 8% 835388
Ennt £, JE 2858 8E8cEfEEE] S
l5_EnhM2 | enhancer IE T . H o
6_EnhW. +3 1
|| 7_EnhP %9 o
L] _TXENRA |transcribed 29
) TxEnhM | _enhancer <
Nmo -1 . 1 . 1 ! M : !
™ transcribed 2 21
= chromatinstate 1 2 4 6 9 10 11 12 13 14 15 16 17 18
% ct S O I S P o o0 S S S0 I do 0 00 00 O g O°
| 15_ReprPC| polycomb | avanamin 28 ¥ a8 o8 AT B0 B0 I BT 87 o8I0 B0 0 0 S0 o F
B fi6 Het  [hetroconain |
17 _Low
1o low signal D
emission probability 0 [ I 100 MED4 degron
L 8
E TAF12 degron MED4 degron P-p P-E P-T R pL
—~ EX B o . " P~ — = . . . : =
€39 <3
=9 o ot €8
29 30 ¢
Tz ! Iz
§o ! : - ! T ! i !
D (;)(.) . ¢ H :
2 2 2 kel , .
9% change P-SE P-TE P-SE P-TE chromatinstate 1 2 3 4 5 6 9 10 11 12 13 14 15 16 17 18
9
(+Awxin/-Auxin) ~ “67% -7.7% -4.5% -4.2% dchange g o0 g 0 F° @0 R P N I S P S
(+Auxin/-Auxin) X >0 07 N T N o7 AT AT N 97 8T AT 8T o o
TSS E E4  E3 E2E1TSS
refGene :- Sox2 ‘WR b0 -
ChromHMM - 100 - | 1 -
70 | 50 )
TAF12 ChIP ] i L |
ol i RPNV | | 0 banditeln L Ll LN " i
30 Y 70
TAF12 virtual 4C v ' i
degron (CHi-C counts) 0 . Sy 0 .
50 . 100 . '
-Auxin:| ' }
nascent od ... ~L4*~. RSN I VYV od. . L 4
RNA 50 \ 100 \
+Auxin :' !
0dee L o _ - .
chr3: 34,520,000-34,680,000 chrs: 53,830,000-54,060,000

E TSS

refGene

ChromHMM T -

E
—
35 ' 100
MED4 ChiP J i w J‘
0 Ll s L i ol N
* . 15 — -Auxin v
virtual 4C — -Auxin . —A ‘ \L\X
dMED4 (CHi-C counts) W“ﬂ_‘\\\\% de My\ M ‘
legron 0 ‘ 0 ‘
30 : 307] :
-Auxin , '
nascent 0l . VDR ° N e .

RNA 30:| ' 30

+Auxin

[ .
chr8: 119,050,000-119,340,000 chré: 55,470,000-55,560,000

Figure 5. TAF12 and MED4 have minimal effects on promoter-interacting chromatin loops. (A) Workflow of promoter capture Hi-C. (B)
Frequency of each histone mark, H3.3, and input signal of an 18-state ChromHMM analysis. (PromA) Active promoter, (PromP) poised
promoter, (EnhA) acetylated enhancer, (EnhM1) moderately acetylated enhancer type 1, (EnhM2) moderately acetylated enhancer type
2, (EnhW) weakly acetylated enhancer, (EnhP) poised enhancer, (TXEnhA) transcribed acetylated enhancer, (TXxEnhM) transcribed mod-
erately acetylated enhancer, (Tx) strong transcription, (Tx5’) transcribed 5’ preferential, (Tx3') transcribed 3’ preferential, (TxWk3') weakly
transcribed 3'preferential, (Tx3'reg) transcribed and regulatory 3’ preferential, (ReprPC) polycomb, (Het) heterochromatin, (Low) low state,
(LowL) lower low state. (C) Box plots showing changes of different types of promoter-interacting chromatin loops upon loss of TAF12. The
Y-axis is the log, ratio of the normalized PCHi-C counts in treated versus untreated samples. The X-axis indicates the 18 different chro-
matin states. Each box indicates the median and interquartile range. The percentage change below each box is based on the median. Color
and number codes in the boxes are as in B. Sample size of each chromatin state is indicated by the number in the brackets. (P-P) Promoter—
promoter loop, (P-E) promoter-enhancer loop, (P-T) promoter—transcribed region loop, (P-PC) promoter-polycomb loop, (P-Het) promoter—
heterochromatin loop, (P-L) promoter-low signal region loop. (D) Same as C but plotting data upon loss of MED4. (E) Box plots showing
changes of promoter-superenhancer (P-SE) and promoter-typical enhancer (P-TE) looping upon loss of TAF12 or MED4. (F,G) Browser
tracks of examples showing the impact of TAF12 (F) or MED4 (G) degradation on promoter—enhancer looping. Data of ChromHMM,
TAF12/MED4 ChlIP-seq, virtual 4C, and nascent RNA-seq are shown.
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Again, neither TAF12 nor MED4 depletion disrupts P-SE
or P-TE looping (Fig. 5E).

We focused on individual genes to illustrate both the
major trends and the interesting exceptions. 4C (circular-
ized chromosome conformation capture) is a method for
studying how a genomic locus (e.g., a promoter) interacts
with other loci across the genome. To better visualize
PCHi-C for an individual gene, we extracted data associat-
ed only with this gene and PCHi-C counts were normal-
ized between samples and plotted on the browser tracks
(virtual 4C) (see the Materials and Methods). Figure 5F il-
lustrates the Sox2 gene, which is a good example showing
how a P-E interaction is unaffected upon TAF12 degrada-
tion. In a different example, the Rbpj promoter interacts
with four enhancers. Looping to three of them is un-
changed while the other one is only slightly decreased.
In Figure 5G, MED4 degradation does not impact P-E loop-
ing for Cdyl2 and only weakly down-regulates the P-SE
interaction of KIf4. Additional examples showing interest-
ing exceptions are in Supplemental Figure S5, D and E.
TAFI12 depletion weakens a P-T interaction in PPil4 and
Stn1, indicating the PIC may contribute to promoter in-
teractions with transcribed regions for these genes. P-E in-
teractions are also down-regulated in Stnl as well as
Nanog, which encodes a master transcription factor criti-
cal for mESC pluripotency (Supplemental Fig. S5D). Upon
MED4 degradation, P-E and P-P looping are weakened in
different genes (Supplemental Fig. S5E). Our previous
study shows P-E interaction of Thx3 is weakened after
Mediator depletion from its superenhancer proxied by
ESRRB KD (Sun et al. 2019). Interestingly, the same P-E
contact is also dominantly down-regulated upon loss of
MED4 (Supplemental Fig. S5E). This suggests MED4 reg-
ulates the bridging of some, but not all, P-E contacts.

Discussion

Our shRNA screen identified key TFIID/Mediator subunits
in genome-wide transcription. Based on the overlap index

enhancer

and number of down-regulated genes, we chose to pursue
TAF12 and MED4 to determine whether they had similar
or complementing roles in P-E communication. Auxin-in-
ducible degrons were constructed and found to impair
TFID and Mediator in specific ways for loss-of-function
studies. As shown in the schematic in Figure 6, degradation
of TAF12 led to drastic loss of both intact TFIID and PICs.
Degradation of MED4 led to an ~50% reduction in the
amount of Pol IT associated with Mediator, while other Me-
diator subunit associations were only mildly affected (i.e.,
<25%), except for MED1 and MED?9 at the end of the Medi-
ator Plank subdomain, which decreased by ~60%. Neither
TAF12 nor MED4 degradation drastically disrupts P-E loop-
ing. Here, we first discuss TAF12 and MED4 function in the
coactivator complexes, and then their possible roles in
chromatin looping.

Correlation of TAF12 with TFIID and PIC

TAF12 is present within the A and B lobes of TFIID. Deg-
radation of TAF12 led to a reduction of intact TFIID as
measured using co-IP by TAFI in lobes A and C. Loss of
TAF12 also drives degradation of other TFIID subunits,
which is also observed in AML and Drosophila cells
(Wright et al. 2006; Xu et al. 2018). This degradation in
turn led to decreased binding of TFIID at promoters and
a dominant reduction in PIC assembly as measured by
ChIP-seq of key components including TFIIA, TFIIB, Pol
I, and Mediator. The loss of PIC assembly correlated
with a dramatic decrease in nascent transcription ge-
nome-wide. Interestingly, although TFIID is destroyed
upon TAF12 degradation, TBP binding to promoters is
only weakly affected. This observation seems inconsis-
tent with the model in which TBP binding to the promoter
is dependent on TAFs (Patel et al. 2018). SAGA is also ca-
pable of TBP delivery to promoters (Papai et al. 2020).
Thus, TBP binding at promoters may be mediated by
SAGA after TAF12 degradation. Either way, TBP binding
alone does not appear to support PIC assembly.

Figure 6. Schematic showing how TAF12 or MED4
degradation affects PIC binding and promoter-
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Although TAF12 is shared with the SAGA complex, loss
of TAF12 barely affects the level of GCN5-catalyzed H3K9
acetylation. Knockdown of GCN5 and another key sub-
unit, USP22, had limited effects on transcription in mESCs
and revealed little overlap of down-regulated genes with
those of TAF12 KD. This result is consistent with a previ-
ous report showing Gens-null mESCs grow well and result
in no global failure in transcription (Lin et al. 2007). In ad-
dition, our group has shown that SAGA does not contribute
to PIC assembly and stimulates, but is not necessary for,
chromatin transcription in vitro in mammalian nuclear ex-
tracts (Chen et al. 2012). Although SAGA and TFIID appear
to be needed globally for transcription in yeast (Baptista
et al. 2017; Donczew et al. 2020), our studies suggest that
in mESCs, SAGA subunits GCN5 and USP22 are not es-
sential for genome-wide transcription.

Importantly, loss of the PIC leads to a decrease of Medi-
ator binding to enhancers genome-wide. We previously
showed that Mediator binds directly to the transcription
factor ESRRB. Depletion of ESRRB leads to reductions in
Mediator at enhancers, specifically at bound ESRRB sites
(Sun et al. 2019). Importantly, Mediator was lost at ESRRB
sites in the TAF12 degron even though the binding of
ESRRB remained unchanged. This result suggests that de-
spite its direct interaction with a well-studied TF, the PIC
was necessary for efficient Mediator binding to enhancers
and promoters bound by ESRRB. This observation in turn
suggests that the PIC influences Mediator levels likely
through direct interactions. In yeast, loss of TFIID also de-
creases binding of Mediator to the UASs (Griinberg et al.
2016), reinforcing the idea that PIC functions cooperative-
ly with the enhancer as opposed to independent binding
events.

Correlation of MED4 with Mediator and Pol IT

Mediator is known to bind to enhancers and promoters.
Mediator’s association with Pol IT has led to the hypothesis
that it delivers Pol II to promoters, but there has been little
functional evidence to support this hypothesis. Loss of Me-
diator has been shown to influence Pol II levels at promot-
ers, but it has not been clear whether this is due to other
functions conferred by Mediator on the PIC or loss of Pol
II associated with Mediator. Here we found that depletion
of MED4 decreases Pol II binding at promoters by twofold
genome-wide while leaving Mediator binding to enhancers
and promoters largely intact except for MED1 and MEDY,
which are attached to the plank domain along with
MED4 (Fig. 4). This observation strongly implies that Me-
diator delivers Pol II to the PIC. Loss of MED4 has little ef-
fect on TFIIB binding, suggesting that the TFIIB interaction
with Pol IT is dependent on Mediator. As such, the Media-
tor-Pol 1II interactions could be viewed as a rate-limiting
step in the transcription of the gene.

Promoter-associated chromatin looping
and PIC/Mediator

PCHi-C integrated with ChromHMM data reveal promot-
ers interact with different types of loci including promot-
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ers, enhancers, transcribed regions, and even repressed
regions within heterochromatin or bound by polycomb.
P-E looping has been extensively studied, but it is unclear
whether the PIC contributes to the establishment of P-E
communication. A previous study shows the PIC is likely
dispensable for the interaction between the locus control
region and the proximal promoter of p™ globin gene in
mouse erythroid leukemia cells because the loop is main-
tained after deletion of the core promoter (Krivega and
Dean 2017). Our studies indicate the loss of PICs upon
loss of TAF12 leads to only a mild decrease of P-E looping,
inconsistent with the dramatic decrease in transcription.
It is worth noting that Mediator binding is impaired at
both promoters and enhancers upon TAF12 degradation.
Thus, our study supports the idea that Mediator is not
an essential player in maintaining global P-E interactions,
consistent with previous reports (El Khattabi et al. 2019;
Jaeger et al. 2020). Recent studies reveal P-P interactions
are also important for gene activation (Dao et al. 2017;
Jung et al. 2019). However, although the PIC binds all ac-
tive promoters, PIC disassembly has no effect on the com-
munication between two active promoters. The slight
difference between the PIC’s effects on P-P and P-E loops
may suggest P-P and P-E loops are established by different
mechanisms.

We found MED4 degradation impairs Pol II binding and
global transcription but has no effect on any classified
types of promoter-interacting chromatin loops. This re-
sult is consistent with a recent study showing that rapid
degradation of Pol II does not affect genome organization
in mESCs (Jiang et al. 2020). This observation also sup-
ports that Mediator is not essential for global P-E looping.
However, exceptions were found in our studies, such as
Tbx3. The interaction between the Thx3 promoter and
its superenhancer is sensitive to MED4 degradation, as
shown in this study, and loss of Mediator by ESRRB KD
(Sun et al. 2019). On the other hand, TAF12 degradation
does not destroy the Sox2 promoter’s interaction with
its superenhancer. Interestingly, CTCF and cohesin bind
both the Sox2 promoter and the superenhancer (Zhou
et al. 2014). CTCF/cohesin may participate in the Sox2
P-E interaction, thus buffering the gene and its expression
from loss of the PIC and Mediator. These facts also reveal
the complexity of P-E or other chromatin looping events.
Although we observed very clear evidence for P-E looping,
it appeared that only a small subset of enhancers is sensi-
tive to PIC or MED4 degradation. Perhaps there is a bal-
ance of productive looping mediated by the coactivators
and unproductive looping controlled by other factors. Dis-
tinguishing these two types of looping will require further
investigation.

Application of the sShRNA screen

Unlike many multisubunit protein complexes, TFIID and
Mediator HTM have no catalytic activities; thus, there is
no apparent “key subunit.” Although cryo-EM structures
can help find the central core subunit that forms an inter-
face important for assembly of other subunits (e.g.,
MED14 in Mediator), functional studies are still necessary
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to elucidate each subunit’s function. Strikingly, in our
shRNA screen, MED14 KD does not result in significant
gene down-regulation (Fig. 1B), in contrast to two studies
in mouse lymphoma cells and human cancer cells (EL
Khattabi et al. 2019; Jaeger et al. 2020). It has been report-
ed that MEDI14-defective zebrafish embryos do not dis-
play global defects in transcription (Burrows et al. 2015).
This observation is consistent with our MED14 KD data
and may indicate that MED14 is not required for global
transcription in embryos/mESCs, although further stud-
ies are needed to prove it.

Our shRNA screen identified key TFIID/Mediator sub-
units whose KD can be used to abrogate the complex for
loss-of-function studies. Indeed, TAF12 degradation de-
stroys TFIID. These “key subunits” may be potential ther-
apeutic targets in cancer. In agreement with this idea,
knockdown of TAF12 was reported to suppress AML (Xu
et al. 2018). Thus, our shRNA screen not only illustrates
the importance of each TFIID/Mediator subunit but also
provides a resource for finding targets in loss-of-function
studies and cancer therapy. Our shRNA screen also has
limitations. Knockdown of a subunit could have a mini-
mal effect on transcription not because it does not con-
tribute, but because enough of this subunit remains to
support function.

Materials and methods

Cell culture

Wild-type V6.5 and degron cell lines were grown as described (Sun
et al. 2019).

Antibodies

Antibodies used for immunoblotting, co-IP, and ChIP-seq are list-
ed in Supplemental Table S2.

shRNA plasmid construction

Sequences of shRNA targeting different genes were designed with
Invitrogen’s BLOCK-iT RNAi designer (https://rnaidesigner
.thermofisher.com/rnaiexpress) and placed into pSuper.puro (Oli-
goengine). Two to five different sequences were designed for each
gene. These are listed in Supplemental Table S3.

shRNA plasmid transfection

MEF-depleted V6.5 cells were grown to ~50% confluency in
12-well plates before being transfected with 1.8 ng of sShRNA plas-
mids using Lipofectamine 2000 following the manufacturer’s in-
structions. Twenty-four hours after transfection, 1 npg/mL
puromycin was added and cells were selected for 72 h before
downstream analysis.

gPCR

Total RNA was extracted with TRIzol reagent following the man-
ufacturer’s instructions and analyzed by real-time qPCR using
FastStart SYBR Green master mix (Roche) on a Mx3000P multi-
plex quantitative PCR system (Stratagene). Results from three
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replicates were normalized to Gapdh. Primers are in Supplemen-
tal Table S4.

Degron cell line construction

To construct a cell line bearing V5-tagged OsTirl, V6.5 was trans-
fected with pEN396 and pX330-EN1201 plasmids (Nora et al.
2017) using Lipofectamine 2000. After 6 h, cells were passed
into a dish with DR4 MEF feeders. After 2 d, 1 pg /mL puromycin
was added and resistant colonies were picked, expanded, and ver-
ified by PCR. Construction of TAF12 or MED4 degron cell lines
used CRISPR as described (Natsume et al. 2016). Guide RNA se-
quences, primers for amplification, and genotyping are listed in
Supplemental Table S5.

Nuclear extraction

Nuclear extracts were prepared as described (Dignam et al. 1983).

Coimmunoprecipitation

Two milligrams of nuclear extract was incubated overnight at 4°
C in 450 pL of PBS with 2-5 pg of antibody or IgG, captured on
Dynabeads Protein A/G, washed, and eluted with 1x SDS loading
buffer.

RNA-seq

mRNA-seq was done as previously described (Sun et al. 2019).
Nascent RNA-seq was performed as described using 500,000 hu-
man BEAS-2B cells as a spike-in mixed with 10 million mESCs.
Fractionation, RNA extraction, library construction, and se-
quencing were as described (Sun et al. 2019).

ChIP-seq

ChlIP-seq was performed as described (Sun et al. 2019).

Promoter capture Hi-C

In situ Hi-C was as described (Rao et al. 2014). SureSelect adaptor
(Agilent) was added to DNA ends following the manufacturer’s
protocol, and amplified with six to eight PCR cycles. PCR prod-
ucts were purified and concentrated. Seven-hundred-fifty nano-
grams was hybridized to custom biotinylated RNA probes as
described by Agilent, and captured by Dynabeads MyOne Strepta-
vidin T1 beads. The captured DNA was amplified on the beads us-
ing Agilent’s indexing primers. The library was purified and
sequenced on NovaSeq 6000 S4. All RN A-seq, ChIP-seq, and pro-
moter capture Hi-C experiments were performed with two bio-
logical replicates. Pearson’s correlation coefficients between
replicates are listed in Supplemental Table S6.

Sequencing data analysis

mRNA-seq reads were mapped to mm9 and normalized to RPKM
as previously described (Sun et al. 2019). For nascent RNA, se-
quence reads within the entire gene body were counted using a
custom script. An RPK (reads per kilobase) value was calculated
by dividing read counts by gene body size. Reads derived from hu-
man cell spike-ins were counted by mapping reads to hg38. RPK
values were normalized to the spike-ins. ChIP-seq data were ana-
lyzed as described (Sun et al. 2019).

Promoter capture Hi-C sequence reads were processed by
HiCUP (Wingett et al. 2015) with default options for mapping,
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pairing, filtering, and deduplication. The unique and valid read
pairs were further processed by CHiCAGO (Cairns et al. 2016).
A chinput file was generated containing raw counts for each
interaction. Loops were called with settings for four-cutter re-
striction enzyme digestion as suggested (https://bitbucket.org/
chicagoTeam/chicago/src/master). A CHICAGO score >5 was
used as the cutoff for significant loops. For analyses in Figure 5,
C-E, aloop was taken into consideration only when (1) the length
of the loop was >10 kb, (2) the loop was significant in either the
auxin-treated or untreated sample, (3) the bait promoter associat-
ed with this loop had >3000 usable PCHi-C counts identified for
the bait promoter (i.e., cis-pairs interacting >10 kb), and (4)
PCHi-C counts were >50 in either sample. A loop was assigned
to a chromatin state when this chromatin state had a minimum
1-bp overlap with the nonbait anchor fragment. Before calculating
the log, ratio, the raw counts of a loop were normalized to the total
usable counts of the associated bait promoter. To plot PCHi-C
data for a promoter in a 4C-like style (virtual 4C), data associated
only with an individual promoter were extracted from the chinput
file. A bedgraph file was generated using a custom script that in-
corporated the coordinates of each nonbait anchor fragment
and the normalized PCHi-C counts. Virtual 4C data were visual-
ized using the Washington University genome browser (http://
epigenomegateway.wustl.edu/browser).
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The accession number for the sequencing data is GSE178852.
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