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S1 Derivation of the analytical model

Here, we derive an analytical solution for the statistical thermodynamics model, which makes it feasible
to investigate genome-wide binding profiles of TFs, rather than being restricted to much shorter loci.

S1.1 Binding energy between the TF and the DNA

The amount of time a TF is bound to a specific site can be computed using the binding energy as [1]:

Tj = To €XP (—Ej) = Tp €Xp <§\’w]‘) (Sl)
where j is the genomic coordinate of the site, 7y is a scaling factor associated with each TF species (which
takes into account an absolute strength between the TF and the DNA) and E; is the binding energy of
site 7. Note that the binding energy can be approximated by the PWM score E; = %wj, where 1/ is a
scaling factor which quantifies the penalty for differences from the preferred site 2, 3] and w; the PWM
score at position j.

We want to investigate the accuracy of our analytical model and, thus, we compare its results with
the results from a detailed statistical thermodynamics model, as computed with GRiP [4-7]; see section
S2. As previously shown in [8], for highly abundant TF's, the estimation of the occupancy based on the
PWM alone is not sufficient to accurately predict the profile found in simulations (and also by a simple
statistical thermodynamics framework); see Figure S2. Note that in Figure S2 we do not simulate the 1D
random walk on the DNA, while in Figure 3 in [8] the 1D random walk on the DNA is considered.

S1.2 The number of bound molecules to the DNA

We used our analytical solution for the statistical thermodynamics framework to include TF abundance
in the model. Given that a TF has N molecules bound to the DNA, the statistical weight that a site is
unoccupied by a molecule can be written as [9-12]
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where ET? is the binding free energy when the TF is non-specifically bound to the DNA (i.e. not to the
target site), L represents the total number of available sites (which can be approximated by the length
of the DNA segment) and n is the ploidy level (the number of copies of the genome, e.g. for diploid
genomes n = 2). The total statistical weight is given by the sum of the statistical weight when the site is
unoccupied and the statistical weight when the site is occupied.

the site is empty the site is occupied
% s
Ziotal (N) = Z(N) +Z (N —1)exp (—FE®) (S3)

where E* binding free energy at the target site (where the TF is bound specific). Altogether the probability
that the target site is occupied is given by the ratio between the statistical weight of the site being occupied
over the total statistical weight.
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Given the size of the genome and the range of TF abundances reported in the literature, we can
assume that the number of available sites is much larger than the number of bound molecules (L-n > N)
and, thus, (L-n— N +1) = L-n [10]. In our model, we do not want to be constrained to only two
binding energy levels (the binding energy for non-specific sites and for specific sites), but rather consider
the full binding energy spectrum. If E™ represents the binding energy at other sites (not the current
one), then L-n-exp (—E™) represents the average waiting time on the genome and can be approximated
by L-n-(exp(—E;)); = L-n- (exp (%wz)>z [13]. This leads to the following probability of site j being
occupied by a TF molecule:
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Figure S3 shows that, by including the TF abundance in our model, the estimate of the occupancy
obtained in the simulations improves significantly; compare Figure S2 to Figure S3.

One approximation of our model is that we assume the mean value instead of the full distribution
of PWM scores [14]. However, we found that, by using this approximation (the mean value of the PWM
scores) [13], the difference between the analytical and numerical results are negligible; see Figure S3. This
approximation also holds in the case of TFs with lower specificity as we show in the Results section of
the main manuscript.

S1.3 Including DNA accessibility data

To apply our model to eukaryotic systems we need to include DNA accessibility as a parameter. The
probability that a site j is bound, in the case of N bound molecules to the DNA and in presence of DNA
accessibility data, can be rewritten as

N -aj;-exp (%wj)
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where a; the probability that site j on the genome is in accessible chromatin.



S1.4 Analysing ChIP-seq data with the analytical model

To test the accuracy of our analytical model, we compare its estimated profile to ChIP-seq data and, thus,
we need to convert the prediction of the analytical model to a profile of genomic occupancy. Given, C}
as the experimentally determined ChIP-seq signal at position j on the genome, the equivalent occupancy
based on the analytical estimate is [13]

A(j7)\’w’N):B+(M_B)XPJbound (88)

where B = (C) is the background and M = max(C) is the maximum of the ChIP-seq signal.

S1.5 Modelling DNA accessibility data

Following the approach in [15], we modelled the probability of a site being accessible as

1
4= 1+exp (=B -DDj+ «)
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where DD is the DNase I read density and o and 3 are scaling parameters, which were estimated to be
a = 6.008 and § = 0.207 in [15].

S2 Computing the equilibrium binding profile with GRiP

To obtain the profile generated with a statistical thermodynamics approach, we performed stochastic
simulations with our previously published computational tool GRiP [4-6] that simulates the facilitated
diffusion of TFs [16]. In GRiP, all the molecules in the system are represented explicitly, along with steric
hindrance effects. Three-dimensional diffusion is simulated using the Master Equation, an approximation
which was previously proven to provide accurate results [17]. The simulations were restricted to binding
and unbinding to/from the DNA (we removed the one-dimensional random walk on the DNA from the
simulations), which means that the results are equivalent to the ones predicted by the classical statistical
thermodynamics framework. To compare the profiles generated by simulations (S) and the ones generated
by the analytical approximation (A), we normalise all profiles to the highest values.

When comparing the analytical model to the results computed by GRiP, we considered the case of
lac repressor (lacl), a well studied bacterial TF and 20 Kbp of E.coli DNA ( 355000..375000 locus in the
E.coli K-12 genome). For lacl, we considered a motif constructed based on the three high-affinity sites of
lacI in [6]; see Figure S1. The default parameters for the simulations with GRiP are listed in Table S1.
Furthermore, we considered four cases with respect to lacl abundance and the set of parameters selected
for each case ensured that each site is visited on average approximately 2000 times; see Table S2. We
performed 50 independent simulations for each set of parameters and computed the occupancy as time
average in each simulation. Overall, this resulted in each site being visited on average 10° times.

Finally, to generate the ChIP profiles we used the method described by [15], where a mean segment
length of 150 bp, a standard deviation of 150 bp and no smoothing was used; the R implementation of
this method is described in [8]. The difference between the simulations and our analytical formula was
quantified by: (i) the Pearson coefficient of correlation and (ii) the mean squared error.



parameter lacI | notation
copy number see Table S2 | n,
motif sequence see Figure S1

energetic penalty for mismatch 1KpT |
nucleotides covered on left 0 bp | ot
nucleotides covered on right 0 bp 5;ight
association rate to the DNA see Table 52 | k2
unbinding probability 1.0 | punbind
probability to slide left 0 Pglfft
probability to slide right 0 | prieht
probability to dissociate completely when unbinding 1.0 | PSP
time bound at the target site 1.1I8E—6s | 70

the size of a step to left 1 bp

the size of a step to right 1 bp

variance of repositioning distance after a hop 1 bp aﬁop
the distance over which a hop becomes a jump 100 bp | djump

Table S1: TF species default parameters

lacl copy number | association rate to the DNA | simulation time | bound molecules
100 2700 150 s 92

1000 3100 15 s 930

10000 4000 1.2s 8852

100000 20000 0.075 s 91784

Table S2: The parameters for the siz cases of lacl abundance. The association rate was selected so that
on average 90% of the time the TF molecules are bound to the DNA.

lacl

c

r T T T T T T T T T T T T T T T T T T T 1
1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21

Information content
o I
cur unN
S |

Position

Figure S1: Sequence logo for lacl. [6]
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Figure S2: Estimating the occupancy in the simulations (or statistical thermodynamic model) based on the
PWM score alone. We considered the case of the lac repressor and 20 Kbp of DNA, which contain the
O site. In each chart, the filled region is the occupancy predicted base on the simulations (S), and the
solid line is the occupancy estimated by the analytical solution; see equation S1. We considered various
lacl abundances: (A) 100 lacl molecules (leading to 92 lacl molecules being bound to the DNA), (B)
1000 lacI molecules (i.e. 930 lacl molecules), (C) 10000 lacI molecules (i.e. 8852 lacI molecules) and
(D) 100000 lacI molecules (i.e. 91784 lacl molecules). For each set of parameters, we consider X = 50
independent simulations. We considered only the sites that have the binding energy of at least 70% of
the highest value (the strongest 81 sites). We converted the single nucleotide resolution into expected
occupancy profiles as proposed in [15], with a mean of 150 bp and a standard deviation of 150 bp; see
also [8]. The inset in each panel indicates the Pearson coefficient of correlation and the mean squared
error between the occupancy computed by the analytical model and the occupancy computed from the
simulations, which is equivalent to the occupancy generated by the full statistical thermodynamics model.
The x-axis represents the genomic location.
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Figure S3: Estimating the occupancy in the simulations (or statistical thermodynamic model) based on the
PWM and TF abundance. This is the same as Figure S2, except that equation (S6) was used to compute
the occupancy, solid line.



S3 Data sets

Table S3:

Symbol | Gene name | Locus coordinates Length
croc crocodile chr3L:21,461,001-21,477,000 | 16 Kb
cne cap-n-collar chr3R:19,011,001-19,024,000 | 13 Kb
slp sloppy paired | chr21.:3,820,001-3,840,000 20 Kb
kni knirps chr3L:20,683,260-20,695,259 | 12 Kb
hkb huckebein chr3R:169,001-181,000 12 Kb
D Dichaete chr3L:14,165,001-14,179,000 | 24 Kb
prd paired chr2L.:120,77,501-12,095,500 | 18 Kb
H hairy chr3L:8,656,154-8,682,153 26 Kb
eve even skipped | chr2R:5,860,693-5,876,692 16 Kb
cad caudal chr21.:20,767,501-20,786,500 | 19 Kb
oc ocelliless chrX:8,518,001-8,550,000 32 Kb
opa odd paired chr3R:670,001-696,000 26 Kb
ftz fushi tarazu | chr3R:2,682,501-2,696,500 14 Kb
gt giant chrX:2,317,878-2,330,877 13 Kb
hb hunchback chr3R:4,513,501-4,531,500 18 Kb
Kr Kruppel chr2R:21,103,924-21,118,923 | 15 Kb
odd odd skipped | chr2L:3,603,001-3,613,000 10 Kb
run runt chrX:20,548,001-20,570,000 | 22 Kb
fkh forkhead chr3R:24,396,001-24,420,000 | 24 Kb
tll tailless chr3R:26,672,001-26,684,000 | 12 Kb
0s outstretched | chrX:18,193,001-18,208,000 | 15 Kb
Genes and coordinates for analysed sets loci. These are the same loci as considered in [15].




S4  Analysis of the ChIP-seq profiles

S4.1 Heatmaps for GT, HB and KR
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Figure S4: Quantifying the distances between Giant, Hunchback and Kruppel ChIP-seq profiles and the
profiles derived with the analytical model. We plotted heatmaps for the correlation (A — C') and mean
squared error (D — F') between the analytical model and the ChIP-seq profile of Giant (A, D), Hunchback
(B, E) and Kruppel (C, F). We computed these values for different sets of parameters: N € [1,10°] and
A € [0.25,5]. We considered only the sites that have a PWM score higher than 70% of the difference
between the lowest and the highest score. (A — C) Orange colour indicates high correlation between
the analytical model and the ChIP-seq profile, while white colour low correlation. (D — F') Blue colour
indicates low mean squared error between the analytical model and the ChIP-seq profile, while white
colour high mean squared error. (G — I) We plotted the regions where the mean squared error is in
the lower 12% of the range of values (blue) and the correlation is the higher 12% of the range of values
(orange). With green rectangle we marked the optimal set of parameters in terms of mean squared error
and with a black rectangle the intersection of the parameters for which the two regions intersect.
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Figure S5: Quantifying the distances
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between Giant, Hunchback and Kruppel ChIP-seq profiles and the
profiles derived with the analytical model which includes DNA accessibility data. This is the same as
Figure S4, except that we included binary DNA accessibility data in the analytical model.
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S4.2 Profiles for all 21 loci
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Figure S6: Binding profiles for Bicoid at all 21 loci. The grey shading represents a ChIP-seq profile, the red line represents the prediction of
the analytical model, the yellow shading represents the inaccessible DNA and the vertical blue lines represent the percentage of occupancy of
the site (we only displayed sites with an occupancy higher than 5%). We considered the optimal set of parameters for Bicoid (2000 molecules

and A\ = 1.25).
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Figure S7: Binding profiles for Caudal at all 21 loci. The grey shading represents a ChIP-seq profile, the red line represents the prediction of
the analytical model, the yellow shading represents the inaccessible DNA and the vertical blue lines represent the percentage of occupancy of
the site (we only displayed sites with an occupancy higher than 5%). We considered the optimal set of parameters for Caudal (10000 molecules

and A = 1.25).
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Figure S8:

Binding profiles for Giant at all 21 loci. The grey shading represents a ChIP-seq profile, the red line represents the prediction of
the analytical model, the yellow shading represents the inaccessible DNA and the vertical blue lines represent the percentage of occupancy of
the site (we only displayed sites with an occupancy higher than 5%). We considered the optimal set of parameters for Giant (1000 molecules

and A = 1.00).
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Figure S9: Binding profiles for Hunchback at all 21 loci. The grey shading represents a ChIP-seq profile, the red line represents the prediction of
the analytical model, the yellow shading represents the inaccessible DNA and the vertical blue lines represent the percentage of occupancy of the
site (we only displayed sites with an occupancy higher than 5%). We considered the optimal set of parameters for Hunchback (2000 molecules

and A = 3.00).
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Figure S10: Binding profiles for Kruppel at all 21 loci. The grey shading represents a ChIP-seq profile, the red line represents the prediction of
the analytical model, the yellow shading represents the inaccessible DNA and the vertical blue lines represent the percentage of occupancy of
the site (we only displayed sites with an occupancy higher than 5%). We considered the optimal set of parameters for Kruppel (20000 molecules

and A = 5.00).



S4.3 Including weak binding into the model

N A MSE P)
BCD | 2000 | 1.25 | 4.40 (4.40) | 0.77 (0.77)
CAD | 10000 | 1.25 | 5.03 (5.03) | 0.73 (0.75)
GT | 1000 | 1.00 | 0.85 (0.85) | 0.55 (0.57)
HB 1000 | 2.50 | 2.40 (2.40) | 0.64 (0.66)
KR | 2000 | 3.00 | 5.46 (5.46) | 0.66 (0.69)

Table S4: Set of parameters that minimises the difference between the ChIP-seq profile when including
weak binding. The analytical model includes binary DNA accessibility data (the accessibility of any site
can be either 0 or 1 depending on whether the site is accessible or not). We also listed the values for the
The values in the parentheses represent the minimum

mean squared error (M SE) and correlation (p).

mean squared error and the maximum correlation. We considered only the sites that have a PWM score

higher than 30% of the distance between the lowest and the highest score.
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Figure S11: The influence of weak binding on Bicoid, Caudal and Giant ChIP-seq profiles. We plotted
heatmaps for the correlation (A — C) and mean squared error (D — F') between the analytical model and
the ChIP-seq profile of Bicoid (A, D), Caudal (B, FE) and Giant (C, F'). The analytical model includes
binary DNA accessibility data (the accessibility of any site can be either 0 or 1 depending on whether
the site is accessible or not). We computed these values for different sets of parameters N € [1,10°] and
A € ]0.25,5]. Colour code as above. Here, only considering sites that have a PWM score higher than
30% of the difference between the lowest and the highest score. (G — I) We plotted the regions where
the mean squared error is in the lower 12% of the range of values (blue) and the correlation is the higher
12% of the range of values (orange). With green rectangle we marked the optimal set of parameters in
terms of mean squared error and with a black rectangle the intersection of the parameters for which the
two regions intersect.

18



A correlation (HB)

om0 own oss o oso [oai |05 ORIERIORRI GER s ose

0503 0506 0512 0526 0542 0865
0521 052 0534 £553 0873

o547 o

0577

number of bound molecules

C mean squared error (HB)

29401 47401 716401 B8e+0L

1136401 340401 50101 7.1e+01 85e+01

230101 37e+01 5.1e+01 6.9e+01 8.1e+01

262401 380401 5.1¢+01 6001 7.50+01

20401 38e+1 486401 6e+01 6 Res0l

correlation (KR)
045t osst oass oass 0463 047 oass 0512 083 o.m-o.rn 555 o
oart 0ar3 oars o4 oss0 csos 052 e
oam o o5

0522

0576

053 0502 0502 0507 0509 0538 0537 Odvo 0483 0433 048 0481 0421 0482 U4SS 0496

10 20 50 100 200 500 1000 2000 5000 10000 20000 50000 1e+05 2e+05 505 l1e+05

number of bound molecules

mean squared error (KR)

428401 676401 11402 140402

46401 71401 110402 13e+02

47e+01 6.9e+01 1e+02 13e+02

(401 636401 9e+01 116402

386101 526401 7.4e+01 926401

262401 35401 4 3401 536401 59e401 25

220101 2.80+01 36401 4.4+01 Ser01 2

~< <
175 2601 25001 36101 398403 4dev0l 175
15 210401 250401 310401 380401 15
125 20101 z5e01 28001 125
1 1
o075 o075
05 05
025 025
110 2 50 100 200 50 1000 2000 5000 10000 20000 50000 1e+05 26405 5e:05 1e+06 110 2 50 100 200 S0 1000 2000 5000 10000 20000 50000 1e+05 26405 5es05 1e+06
number of bound molecules number of bound molecules
E optimal parameters (HB) F optimal parameters (KR)
s -
45
4
35
3
25
2 -
< <

1 10 20 50 100 200 500 1000 2000 5000 10000 20000 50000 1e+05 2e+05 50105 1e+06 1 10 20 50 100 200 500 1000 2000 5000 10000 20000 50000 1e+05 2e+05 505 1e+06

number of bound molecules number of bound molecules

Figure S12: The influence of weak binding on Hunchback and Kruppel ChIP-seq profiles. We plotted
heatmaps for the correlation (A) and (B) and mean squared error (C') and (D) between the analytical
model and the ChIP-seq profile of Hunchback (A, C') and Kruppel (B, D). The analytical model includes
binary DNA accessibility data (the accessibility of any site can be either 0 or 1 depending on whether
the site is accessible or not). We computed these values for different sets of parameters: N € [1,105] and
A € ]0.25,5]. Colour code as above. PWM filtering as in Figure S11. (E, F') We plotted the regions where
the mean squared error is in the lower 12% of the range of values (blue) and the correlation is the higher
12% of the range of values (orange). With green rectangle we marked the optimal set of parameters in
terms of mean squared error and with a black rectangle the intersection of the parameters for which the
two regions intersect.
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S4.4 Continuous DNA accessibility data

N[ X MSE P)
BCD | 500 | 1.25 | 4.47 (4.47) | 0.77 (0.78)
CAD | 2000 | 0.75 | 5.35 (5.35) | 0.72 (0.75)
GT | 200 | 1.00 | 0.83 (0.83) | 0.54 (0.57)
HB | 1000 | 3.50 | 2.38 (2.38) | 0.65 (0.66)
KR | 5000 | 5.00 | 4.81 (4.81) | 0.68 (0.69)

Table S5: Set of parameters that minimises the difference between the ChIP-seq profile in the case of
continous accessibility data. The analytical model includes continous DNA accessibility data by using
equation (S9) to compute the probability that a site is accessible. We also listed the values for the mean
squared error (M SE) and correlation (p). The values in the parentheses represent the minimum mean
squared error and the maximum correlation. We considered only the sites that have a PWM score higher

than 70% of the distance between the lowest and the highest score.
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Figure S13: Estimating the Bicoid and Caudal ChIP-seq profiles when assuming non-binary accessibility
data. We plotted heatmaps for the correlation (A) and (B) and mean squared error (C') and (D) between
the analytical model and the ChIP-seq profile of Bicoid (A, C') and Caudal (B, D). The analytical model
includes non-binary DNA accessibility data, by using equation (S9) to compute the probability that a site
is accessible. We computed these values for different sets of parameters: N € [1,10°] and \ € [0.25, 5].
Colour code as above. We considered only the sites that have a PWM score higher than 70% of the
difference between the lowest and the highest score. (E,F) We plotted the regions where the mean
squared error is in the lower 12% of the range of values (blue) and the correlation is the higher 12% of
the range of values (orange). With green rectangle we marked the optimal set of parameters in terms
of mean squared error and with a black rectangle the intersection of the parameters for which the two
regions intersect.
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Figure S14: Estimating the Giant, Hunchback and Kruppel caudal ChIP-seq profiles when assuming non-
binary accessibility data. We plotted heatmaps for the correlation (A — C') and mean squared error
(D — F') between the analytical model and the ChIP-seq profile of Giant (A, D), Hunchback (B, E) and
Kruppel (C, F). The analytical model includes non-binary DNA accessibility data, by using equation
(S9) to compute the probability that a site is accessible. We computed these values for different sets of
parameters: N € [1,10%] and A € [0.25,5]. Colour code as above. PWM filtering as before. (G — I) We
plotted the regions where the mean squared error is in the lower 12% of the range of values (blue) and
the correlation is the higher 12% of the range of values (orange). With green rectangle we marked the
optimal set of parameters in terms of mean squared error and with a black rectangle the intersection of
the parameters for which the two regions intersect.
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S4.5 Using the JASPAR PWDMs
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Figure S15: PWMs for the five TFs from the JASPAR database. The graph plots the sequence logos
for the following TFs: (i) Bicoid, (i7) Caudal, (#ii) Giant, (iv) Hunchback and (v) Kruppel [18]. When
computing the PWMs we used a pseudo count of 1. The information content for the five motifs is: ()
Ipcp = 11.0, (ii) Icap = 8.9, (iii) Igr = 14.0, (iv) Iyp = 10.4 and (v) Ixp = 11.7.

N[ X MSE P
BCD | 5000 | 1.00 | 4.06 (4.06) | 0.74 (0.75)
CAD | 10000 | 1.25 | 6.23 (6.23) | 0.64 (0.67)
GT | 10000 | 4.50 | 0.86 (0.86) | 0.54 (0.56)
(2.56) (0.68)
(4.73) (

HB 2000 | 1.00 | 2.56 (2.56) | 0.68 (0.68
KR 5000 | 2.00 | 4.73 (4.73) | 0.67 (0.69)

Table S6: Set of parameters that minimises the difference between the ChIP-seq profiles when using the
binding motif from JASPAR database [18]; see Figure S15. Our model assumes binary DNA accessibility
data (the accessibility of any site can be either 0 or 1 depending on whether the site is accessible or
not). We also listed the values for the mean squared error (M SFE) and correlation (p). The values in the
parentheses represent the minimum mean squared error and the maximum correlation. We considered
only the sites that have a PWM score higher than 70% of the distance between the lowest and the highest
score.
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Figure S16: Estimating the Bicoid and Caudal ChIP-seq profiles when using the binding motif from JAS-
PAR database; see Figure S15. We plotted heatmaps for the correlation (A) and (B) and mean squared
error (C') and (D) between the analytical model and the ChIP-seq profile of Bicoid (A, C) and Caudal
(B, D). The analytical model includes binary DNA accessibility data (the accessibility of any site can be
either 0 or 1 depending on whether the site is accessible or not). We computed these values for different
sets of parameters: N € [1,105] and A € [0.25, 5]. Colour code as above. We considered only the sites that
have a PWM score higher than 70% of the difference between the lowest and the highest score. (E, F)
We plotted the regions where the mean squared error is in the lower 12% of the range of values (blue)
and the correlation is the higher 12% of the range of values (orange). With green rectangle we marked
the optimal set of parameters in terms of mean squared error and with a black rectangle the intersection
of the parameters for which the two regions intersect.
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Figure S17: Estimating the Giant, Hunchback, Kruppel and Caudal ChIP-seq profiles when using the
binding motif from JASPAR database; see Figure S15. We plotted heatmaps for the correlation (A — C')
and mean squared error (D — F') between the analytical model and the ChIP-seq profile of Giant (A, D),
Hunchback (B, E) and Kruppel (C,F). The analytical model includes binary DNA accessibility data
(the accessibility of any site can be either 0 or 1 depending on whether the site is accessible or not).
We computed these values for different sets of parameters: N € [1,10°] and A € [0.25,5]. Colour code
as above. PWM filtering as above. (G — I) We plotted the regions where the mean squared error is in
the lower 12% of the range of values (blue) and the correlation is the higher 12% of the range of values
(orange). With green rectangle we marked the optimal set of parameters in terms of mean squared error
and with a black rectangle the intersection of the parameters for which the two regions intersect.
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Figure S18:

Binding profiles for Giant at all 21 loci using the JASPAR database PWM. The grey shading represents a ChIP-seq profile, the red
line represents the prediction of the analytical model, the yellow shading represents the inaccessible DNA and the vertical blue lines represent
the percentage of occupancy of the site (we only displayed sites with an occupancy higher than 5%). We considered the optimal set of parameters

for hunchback (10000 molecules and A = 4.50).
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Figure S19: Binding profiles for Hunchback at all 21 loci using the JASPAR database PWM. The grey shading represents a ChIP-seq profile,
the red line represents the prediction of the analytical model, the yellow shading represents the inaccessible DNA and the vertical blue lines
represent the percentage of occupancy of the site (we only displayed sites with an occupancy higher than 5%). We considered the optimal set

of parameters for hunchback (2000 molecules and A

1.00).
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Figure S20: Binding profiles for Kruppel at all 21 loci using the JASPAR database PWM. The grey shading represents a ChIP-seq profile,
the red line represents the prediction of the analytical model, the yellow shading represents the inaccessible DNA and the vertical blue lines
represent the percentage of occupancy of the site (we only displayed sites with an occupancy higher than 5%). We considered the optimal set

of parameters for Kruppel (5000 molecules and A = 2.00).
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Figure S21: The p-value of the KolmogorovSmirnov test between the two subsets of thresholds. We per-
formed a Kolmogorov-Smirnov test between the case when we selected the regions with a mean ChIP-seq
signal higher than the background (> B) and the case when we selected the regions with a mean ChIP-
seq signal higher than half the background (> 0.5 - B). We considered both the mean squared error and
correlation coefficient for each of the five TFs.

S4.6 Genome-wide analysis

BCD | CAD | GT HB | KR
B 0.03 | 0.03]0.04| 0.04]0.04
M| 1.85| 1.63 | 497 | 16.23 | 5.23

Table S7: Mean and maximum of the ChIP-seq signal for the five TFs.

BCD | CAD | GT | HB | KR
1.0 35 167 1 2 8
0.5 812 | 1984 | 32 6| 83

Table S8: The number of DNA segments with a ChIP-seq signal higher than the threshold. We considered
two thresholds K = 1.0 and K = 0.5. The mean ChIP-seq signal of the 20 Kbp segment needs to be

higher than K x B.
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TF cell type | % of bound TF | experiment type type of binding | reference
C/EBP HeLa 35.5% | FRAP specific [19]
NF1 HeLa 58.1% | FRAP specific [19]
Jun HeLa 75.2% | FRAP specific [19]
Fos HeLa 54.2% | FRAP specific [19]
Myc HeLa 54.1% | FRAP specific [19]
Max HeLa 34.5% | FRAP specific [19]
Max 3134 16.0% | FRAP specific [20]
Mad HeLa 21.2% | FRAP specific [19]
FBP HeLa 99.7% | FRAP specific [19]
XBP HeLa 18.6% | FRAP specific [19]
BRD4 HeLa 62.4% | FRAP specific [19]
p53 H1299 7.0% | FRAP/FCS/SMT | specific [21]
p53 H1299 2.5% | SMT specific [22]
GR MCF-7 12.0% | RLSM specific [23]
GR* MCF-7 37.0% | RLSM specific [23]
GR 3134 3.5% | SMT specific [22]
STAT1* HeLa 34.0% | SMT specific [24]
HSF1 usr 30.0% | FCS specific [25]
HSF1* usr 45.0% | FCS specific [25]
Sox2 ES 15.1% | 2D SMT specific [26]
Sox2 (with Oct4*) | NIH 3T3 16.3% | 2D SMT specific [26]
Sox2 (with Oct4) | NIH 3T3 16.9% | 2D SMT specific [26]
Oct4 ES 14.4% | 2D SMT specific [26]
Oct4 (with Sox2*) | NIH 3T3 18.4% | 2D SMT specific [26]
Oct4 (with Sox2) | NIH 3T3 10.7% | 2D SMT specific [26]

Table S9: The fraction of bound molecules. This is a (non exhaustive) list of the percentage of bound
molecules of several TFs to the DNA as determined experimentally in previous works. The follow-
ing methods were used: Fluorescence Recovery After Photobleaching (FRAP), Fluorescence Correlation
Spectroscopy (FCS), Single Molecule Tracking (SMT) and Reflected Light-Sheet Microscope (RLSM).
The * superscript indicates the TF in induced state. Note that if the same group published different
measurements for the same TF, we only selected the latest value. In addition, if the data was fitted to a
model assuming two modes of binding, we report only the faction of bound molecules in the slower moving
component, which estimates the fraction of specifically bound TF. The distribution of the percentage of
bound TFs is plotted in Figure S22.
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Figure S22: The distribution of the percentage of specifically bound molecules for different TFs. We plotted
the data from Table S9.

min abundance | max abundance | min specifically bound | max specifically bound
BCD 10000 30000 ™% 20%
CAD 12000 37000 27% 81%
GT 23000 70000 1% 4%
HB 11000 34000 6% 18%
KR 37000 110000 18% 54%

Table S10: The TF abundance in the nucleus and the percentage of specifically bound TF. In the first two
columns, we list the number of molecules that are in the nucleus for the five TFs. For our estimates for
Bicoid nuclear abundance, see the Discussion section in the main text. In [27], the authors reanalysed the
FlyEx data [28] and proposed a lower limit for the nuclear abundance of the five TFs, but the proposed
values are underestimates of the real values. For the last four TFs (Caudal, Giant, Hunchback and
Kruppel), we considered the nuclear abundances of the four TFs relative to Bicoid nuclear abundance, as
estimated in [27] using the Poisson method, and then we multiplied these relative abundances with our
estimates for the Bicoid nuclear abundance. In the last two columns we list the percentage of specifically
bound TFs, based on the estimations of our method (Table 2 in the main text) and the values in the first
two columns.
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