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Supporting Text

This supporting text is split into the following three sections

1. Description of simplified models.
2. Justification of parameter constraints.

3. Supplementary results and proofs (Results S1-S13).

The first section describes the derivation of a set of simplified models (A—C), which are used to
generate analytic expressions concerning robustness (Equations (9)—(17), main text). The second
section describes and justifies a number of constraints (C1-C10) that were used in estimating
parameter from existing experimental data. The final section provides mathematical proofs that
complement the results in the first two sections and in the main text.

1 Description of simplified models

In order to analyse specific aspects of the full model, and to facilitate parameter estimation, we
introduce three simplified models that focus on different aspects of gradient formation. Model
A is a simple free diffusion model for Hedgehog movement, neglecting any effects of HSPGs.
Model B simplifies the anterior compartment equations, so that the anterior gradient can be
approximated as an exponential. To focus on feedbacks and regulation within the signalling
pathway, Model C is a simplified model of the Hedgehog gradient in the anterior compartment.
As can be seen in the figure below (Fig. ST1), Models B and C provide reasonable approximations
to the full model.

Using these models, we can obtain approximations for the steady-state Hedgehog gradient in
the full model, and for a number of quantities of relevance for our investigation of robustness,
including o (Eqns. (9) and (10)), zp (Eqn. (11)), aa (Eqn. (13)), x4 (Eqn. (14)), g (Eqn. (15))
and § (Eqns. (16) and (17)).
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Figure ST1: Steady state HH gradients in Models B and C (dashed line) compared to that
in the full model (red line). y(A) = 0.75k, and 0ky, = 0.6k,y,, respectively. The remaining
parameters are listed in Table 1 of main text.

Model A: Simplified free diffusion model

To address the role of regulated diffusion in the full model, we introduce a free diffusion model
for Hedgehog gradient formation (for comparison with regulated diffusion models). As in the
full model we represent the disc as a one dimensional cross section —L 4 < z < Lp, with distinct
equations for the posterior and anterior compartments:

O?[H Hy) _
~a.2 <zx<
O[H Hy) B pr+ Do (P) Hx2 v(P)[HHy], 0<z< Lp (posterior),
ot 9
Db(A)agifm — V(A [HHy), —La < x <0 (anterior).

In this model, we assume that Hedgehog is produced only in the posterior compartment, but
that it can diffuse and is degraded in both compartments. There are no effects of HSPGs on
Hedgehog movement or stability. However, for generality, we allow diffusion and degradation
rates (D and ~y respectively) to vary between the posterior and anterior compartments.

O[HHy)

The steady state solutions (setting 5

= 0) are given by
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for arbitrary constants a, b, ¢ and d, where \; = Assuming zero flux boundary

conditions at x = —L 4 and x = Lp, we obtain
L
(i) b= —atanh <P),
Ap

—2L
(ii) d-cexp( A).
A

Assuming L4 > Ay, then (ii) implies that d < ¢, and so we can approximate d = 0 and treat
the anterior compartment gradient as a pure exponential decay.

By matching [H Hy|] at = = 0, we obtain

Ph
Y (P)

(iii) a =c—

Although unequal diffusion rates (Dy(P) # Dy(A)) can lead to discontinuity at the AP boundary,
the magnitudes of the posterior gradient (gp) and anterior gradient (g4) at the AP boundary
are still related by Dy(P)gp = Dy(A)ga (Result S1 in Section 3 of this Supporting Text). This
then leads to

: _ Dy(A4) Ap
(iv) b= cDb(P) N

Solving in terms of ¢ = ag ([HHp) at = = 0), then gives

p tanh <§P>

h P ..

ap = . Giving Eqn 9

T D (22 (Giving Ean 9)
Dy(P) Aa Ap

Solutions for a, b and d then follow. Moreover, as proved in Result S2 (in Section 3 of this
Supporting Text), the ratio between Hedgehog levels at the posterior margin (x = Lp) and the
AP border (x = 0) is given by

Dy(A 1 1
o(A) Ap 1-——— | |. (Giving Eqn 16)
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tanh — cosh —
Ap Ap
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Model B: Simplified regulated transport model

To approximate the steady-state HH gradient for the full model, and to analyse further the role
of regulated transport, we focus on [H Hp) and split the posterior compartment into two distinct
regions. We assume that HSPGs become saturated with HH in the posterior-most region of the
disc (i.e. for zp < & < Lp). In this region, [HHp] = p, where p is the carrying capacity of
HSPGs. In the remainder of the disc, Hedgehog gradient formation is described by the following
equations:

0?[H Hy)
Dy(P)——5— 0<z< teri
OHHy] prt Dy(P) or2 <z < xp (posterior),
ot )
Db(A)ag{fb] —v(A)[HH), —La <z <0 (anterior).
i

The regulation of HH transport and stability are incorporated via the parameters u, Dy and 7,
in the full model. HSPGs can modulate HH transport through the parameter Dy. For simplicity,
we assume that this rate is constant within each compartment but may differ between posterior
and anterior compartments (Dy(P) vs Dy(A)). Stabilisation of HH by HSPGs is incorporated
in the parameter «, (by assuming that 7, is small).

We derive an approximate equation for HH for = € [0, zp] as follows. In the full model (Eqns.
(1) and (2), main text), assume that Dy, ki, and -, are relatively small. Setting [HH/] to

O|HH
steady state (u = 0) then gives

ot
O[H Hy] prkout (1 — [H Hy)) 0°[H Hy]
~ Dy(P)———.
T P 257 R

By assuming that k. is sufficiently large, we arrive at the approximate equation for [H Hy] for
x € [0,zp]. As for model A, we approximate the dynamics of HH in the anterior compartment
as a simple diffusion-degradation system, giving an approximately exponential gradient.

Assuming L4 and (A) are sufficiently large to ensure that an exponential approximation for
the anterior gradient is appropriate, we obtain the following steady state solutions for [H Hy):

78 xp <z < Lp (posterior),
__Ph 2 +br+ec, 0<z<uxp (posterior),
[H Hy) = 2Dy(P)

x .

dexp <> , —Ly <z <0 (anterior),
Aa

) | Dy(A) ) o )
for arbitrary constants b, ¢ and d and A4 = W Imposing continuity of the gradient and
Y

flux within the posterior compartment (and assuming xp < Lp) gives



Moreover, ensuring [H Hp] is equal at x = 0, in both the anterior and posterior equations, we
obtain

(iii) ¢ =d.

Although unequal diffusion rates (Dy(P) # Dy(A)) can lead to discontinuity at the AP boundary
(z = 0), the magnitude of the posterior gradient (gp) and anterior gradient (g4) at the AP
boundary are related by Dy(P)gp = Dy(A)ga (analogous to model A; Result S1). This then
leads to

Dy(P)
Dy(A)

(iv) d=bry

Substituting from conditions (ii)—(iv) into (i), and solving the quadratic, yields the following
expression for ¢ = o ([HHp] at x = 0):

prA4 Dy (P) 21Dy (A)? s
=— "1 -1 14 ——"7— |. G Eqn 10: <L
oo Dy(A)? + + ,Oh)\%Db(P) (Giving Eqn Tp P)

The corresponding expression for xp can then be calculated as

Dy(P) 2uDy(A)? .
Tp = A\ —1+4/14+ ——— . Giving Eqn 11

Moreover, as proved in Result S3 (in Section 3 of this Supporting Text), the ratio between HH
levels at the posterior margin (1) and the AP boundary (ay) is given by

i 1 puDy(A)? .
=2 _Z S A s/ Egn 1
3 + \/4 + 202 Dy (P (Giving Eqn 17)

If zp > Lp, then HSPGs do not become saturated with HH within the disc and model B is
equivalent to model A with v(P) = 0. As proved in Results S4 an S5 (in Section 3 of this
Supporting Text), letting v(P) — 0 in model A results gives

LpDy(A)
224Dy (P)

AalL
aO:M 5214_

iving Eqn 10: L
Da(A) " (Giving Eqn 10: zp > Lp)



Model C: Simplified anterior model

Since the Hedgehog signalling pathway is operative only in anterior compartment cells, we also
introduce an approximate model that focuses on the Hedgehog gradient in anterior cells. Here,
we consider the anterior compartment to be a one dimensional cross section = € [0, La] (for
convenience, we take x to be positive here, as opposed to negative in the full model, when
describing anterior distances).

We fix the level of [H Hp| at the AP boundary to a and then split the anterior compartment into
two distinct regions by assuming that when HH levels are above a certain threshold ([H Hp| > a4;
x < x4), Patched is up-regulated at the highest rate pp1 + pp2 (i-e. fp([S]) = 1). The model
equations for the two regions of the anterior compartment are then

02 H H,)
Dy—— — <
a[HHb] - b o2 (ppl + pp2)v 0<z<umy,
ot 9
Dbaglﬁ—koné[ﬂfﬂ,], zA<x<Ly.

To obtain the above approximation for z € [0,24) from the full model, we set [PH]| to steady

state (8[1;5[{] =0 in Eqn. (6)) to give

kon[H Hy)[PTC] — kog s [PH] = ypn[PH]
Then, assuming that [HHy], k;;, and +, are relatively small, Eqn. (4) becomes

O[HH,] D 02 H Hy)
ot b og2

—’yph[PH].

Then, using Result S8(c) (in Section 3 of this Supporting Text) and letting f,([S]) = 1, this
approximates to

O[H Hy) 0?[H Hy) korr + Ypn
=D —
ot b 912 (ppl + PpZ) N 'thkon [HH{,]
P Eogfr + Yph

Assuming v, < kon[H Hp) (which is necessary for a realistic gradient) and that kyss is relatively
small yields the above approximation for z € [0,z 4).

As with models A and B, we approximate HH dynamics in the remainder of the anterior compart-
ment (z > z4) as a simple diffusion-degradation system, giving an approximately exponential
gradient. Since the dominant process for removal of HH is binding to PTC at rate k,,, we repre-
sent degradation by the single term ko, [H Hp|[PTC] from the full model, approximating [PTC]



levels by a constant 0. As can be seen in Results S9 and S10 (in Section 3 of this Supporting
Text), § = [PTC] levels in this region can be bound as follows (assuming &, is relatively small)

2A(Yph + 7pp1) 2A(Ypn + 7(pp1 + pp2))

<6< (Eqn 18)
Yph + TYpZA Yoh + TVp2A + Koy
. [PTC]| . .
where z4 is value of [Z] = m corresponding to the Patched production threshold (note
r

that this value of z4 also corresponds to a unique value (s4) of [9]).

Using this model, we can determine the position of the boundary of the region of Patched
up-regulation (x4), and the level of [HHj| at that position (a4). Considering just the high
Patched-producing region, Result S8(a) (with f,([S]) = 1) gives the following approximation for
QA

_ (Pp1 + pp2 — Yp2a) (Vph + Kogy)
(Vph + T(ppl + ppZ))konZA

(Giving Eqn 13)

We can then use this result to solve the steady-state equations and obtain an expression for x 4.

Assuming L4 and k,,0 are sufficiently large that an exponential approximation to the anterior
tail gradient is appropriate, the steady state solutions are

%12"“1)5132372_’_bx+c7 0<z<xy,
[HHy| =
aAGXpwy xA <x < Ly,
Aa
: Dy
for arbitrary constants b and ¢ and where A4 = -
on

Enforcing continuity of the gradient and flux when moving between regions and setting [H Hp| =
ap at the AP boundary (x = 0) gives the following conditions:

(i) ¢= ap,

(ii) Mwi +bra+c=ay,

2D,
(iii) b= _%‘ _ ppl;bpﬂ 2.

Substituting (i) and (iii) into (ii), and solving the quadratic, gives

Dy, 2(pp1 + pp2) (OéA>2 Qs iy
TA = ag—ag)+ | —) ——1. Giving Eqn 14
Rl \/ D (g — aa) W " ( g Eqn 14)



This expression can then be used to give an expression for b. Using this model, we can calculate
the magnitude g of the Hedgehog gradient at the AP boundary (x = 0). We consider two cases,
depending on whether or not the level of HH at the AP boundary is above the level required for
maximal Patched up-regulation. If ag > a4, the gradient at the AP boundary (z = 0) is equal
to b. Therefore, the magnitude of the gradient is

6kona?4 '

(Oé[) —OéA) + Db

(Giving Eqn 15)

o + 2 +
g:A+pmﬂp2mA:\/<ﬂplpp2>

)\A Db Db

If ap < g, we ignore the first region (x € [0,24)) and assume z4 = 0 and let ay = «ap in
the equation for the second region (z € [xa, L4]) to give an exponential gradient. Then, the
gradient at the AP boundary is

(7)) (W{Zon
= — =« .
g W 0 Dy

(Giving Eqn 15)

2 Justification of parameter constraints

Table 1 lists a number of parameter constraints and assumptions for the non-dimensionalised
model, based on a number of published experimental results and model approximations (de-
scribed above). Here, we justify each of the constraints C1-C10.

C1,C2: Reversible binding

The binding of HH to HSPGs and PTC is reversible, but the forward reaction is assumed to be
dominant—i.e. ki < Koyt (C1) and kofp < kop (C2). This is in line with the approach taken
by previous models (e.g. Eldar et al. (2003), Hufnagel et al. (2006)).

C3,C4,C5: Degradation rates

Since HSPGs stabilise HH (Lin (2004), Bornemann et al. (2004)), we also assume that the
degradation rate for the HH-HSPG complex is lower than those associated with other forms of
PTC or HH. i.e. 1, < v¢,7p and vy, (C3).

Experimental evidence has shown that the degradation rate of HH-PTC is faster than that of
unbound PTC (Incardona et al. (2002)). Therefore, in the model ~,5, > ,, and in simulations
we assume that y,, = 6, (C4).

Dally and Dally-like protect HH from degradation (Lin (2004), Bornemann et al. (2004)). There-
fore, in the model, we assume that free HH is (relatively) unstable. In simulations we assume
that vy = 67, > v (C5).

C6: Free HH Diffusion

Dally and Dally-like are necessary for transporting HH across the disc tissue (Han et al. (2004)).
Therefore, in the model, we assume that free HH diffuses slowly. i.e. Dy < D,



C7: PTC antagonism by HH-PTC

Experimental evidence has shown that both PTC and HH-PTC (PH) levels play important
roles in Hedgehog signalling and in regulating the level of expression of target genes col and dpp
(Casali and Struhl (2004)). In particular

(a) 220% HH-PTC and 80% PTC leads to target gene expression,
(b) 50% HH-PTC and 80% PTC does not lead to target gene expression,

(c) 220% HH-PTC and 140% PTC does not lead to target gene expression,

where the levels are a percentage of PTC levels at the margin (@ in our model). In our
[PTC)|

m, which can be rearranged to give

model, signalling activity is regulated by [Z] =

PTC| - [Z
r = [[Pf;][Zg] For different threshold values Zr (scaled between 0 and 1 after non-
dimensionalisation), the above data can then be substituted in to estimate reasonable values

for r .

Zr "min 7Tmax
0.1 3.18 5.91
0.2 136 2.72
0.3 0.76 1.67
0.4 0.45 1.14
0.5 0.27 0.82
0.6 0.15 0.61

From Glise et al. (2002), col and dpp are expressed in stripes of width 7 and 12 cells from the AP
boundary, respectively (in 3rd instar wing discs), and so we need r to be consistent with a range
of values for Zr. A value of » = 0.8 is chosen to be consistent with Z-thresholds between 0.3
and 0.5 (moderate levels of signalling), where lower values of [Z] correspond to high signalling.

C8: Patched up-regulation near the AP-boundary

Patched is up-regulated at the AP boundary, with total protein levels ([PTC] + [PH]) ap-

proximately seven times higher than at the the anterior margin, where there is virtually no

signalling (Casali and Struhl (2004)). Using Result S8 (in Section 3 of this Supporting Text),

[PTC| + [PH] — 2% o5 [HH, — 00 and £,([S]) — 1. However, [PTC] + [PH] levels
7,

ph
can be higher in other sections of the high Patched producing region (see e.g. Fig. 4A of main

text). Therefore, to ensure [PTC| + [PH]| > 6222 in the high Patched producing region, we let
p

M. Simulations show that this approximation is reasonable for this model (red line

Pp2 = 6
2
in Fig. 4A of main text).

C9: Diffusion and binding rates



Patched up-regulation is evident in a band approximately five cells wide on the anterior side of
the AP boundary (in 3rd instar wing discs, Glise et al. (2002)). In Model C, this corresponds
to a Patched up-regulation boundary x4 ~ 5 cell widths. From Eqn 13 and 14

Dy 2(pp1 + pp2) <aA > > an
TA = ag—aa)+ (| — v |>
Pp1 + Pp2 \/ Dy (a0 ) AA A
D — k
where A4 = b , = (Po1 + P2 = p2a) (Vph + Koy ) and ¢§ is an approximation of [PT'C]
0kon ('th + T(ppl + pp2))konZA

and constrained by Eqn 18 (see Model C). Re-arranging the above (as shown in Result S13 in
Section 3 of this Supporting Text) then gives

2
zA(pp1 + Pp2)

—QAvY 6kon + \/2(Pp1 + pr)(CVO - aA) + aiékon

Dy =

From available data, we cannot yet constrain either ag (the level of [H Hp] at the AP boundary)
or z4 (the [Z] threshold for Patched production). If we assume ap = 10 and z4 = 0.3, then
the non-dimensionalised model and constraints C1-C8 can be used to give Dy, in terms of k.
Fig. ST2 (below) shows D; as a function of ko, (when § = 0.6), together with the maximum
signalling range for those values of Dy and k,,. For large k,,, the maximum range is less than
the range of dpp (12-15 cells). Meanwhile, for small ko, Dy and a4 become very large, implying
a very shallow Hh gradient close to the source (which is not evident from experimental data
such as Su et al. (2007)). For the purposes of this paper we select non-dimensionalised ko, =
8 and Dj = 60 in the moderate region. From Supporting Figure S16, we see that 6 = 0.6 is an
appropriate value to use.
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Figure ST2: Dashed line: Diffusion rate Dy in terms of k,, in Constraint C9 (for Model C).
Dotted line: Signalling range when the model has those values Dy and k,y,. This is defined as
the position (number of cells from AP boundary) at which [S] = 0.1.

C10: HH levels at the AP boundary

10



Quantitative experimental data on the Hedgehog gradient show that the level of HH at the AP
boundary is lower than that at the margin, but not by a large factor (Tabata and Takei (2004),
Eugster et al. (2007)). Denoting the ratio between [H Hp] at the posterior margin and the AP
boundary by 3, Eqn. (17) provides an approximation

1 1 pDy(A)v(A)
2" \/4 " 2thDb(P) ,

where y(A) is a generic degradation rate for HH in the anterior compartment. As with Model
C, we can estimate this to be v(A) = dpkon, although we note that dp may differ from ¢ in
Model C.

If we further assume that Dy is uniform across the whole disc (Dy(P) = Dy(A)), we get

. /«L(sBkon
a1y

For the purposes of the parameter estimation, we assume ag = 10 and this ratio to be approx-
imately § = 2 (giving u = a9 = 20). Moreover, we have k., = 8 (from C9) and assume
0p = 0.75 from numerical simulations. This then gives p, = 30. From Supporting Figure S16,
we can see that § = 0.75 is a suitable value to use.

3 Supplementary results and proofs

For the purposes of completeness, we provide proofs for a number of results stated in the text.
These results relate to the three model approximations (A, B and C) introduced in the main
text and we deal with each of these models in turn

Model A results

Result S1. In Model A, suppose g4 and gp are the steady state anterior and posterior gradients
d[HH
at the AP border. i.e. ¢g; = [ H],

i dx
equations.

as x — 0 and t — oo, for the anterior and posterior

Then,

If Dy(P) # Dyp(A), then we have a discontinuity in the gradient at the AP boundary. In this
case the (transitional) diffusion term can be written as

11



D O’[HH,) I Dy(P)([H Hp|(A) — [HH|(0)) — Dp(A)([HH)(0) — [HHp|(=4))
L A2
Then, at steady state (mgflb] =0),

Dy(P)([H Hy|(A) — [HH)(0)) — Dy(A)([H Hy|(0) — [H Hy|(=A))
N2 ’

p+7[HHp = lima—o

Dy(P)([H Hy|(A) — [HH)(0)) — Dy(A)([H Hy|(0) — [HHy](=A))
A A ’

lima_0A(p +y[HHp]) =lima_g

0 = Dy(P)gp — Dy(A)ga,

O

Result S2. In Model A, the ratio between Hedgehog levels at the Posterior margin (v = Lp)
and AP border (x =0) is

L1 -—1|. (Eqn 16)

Proof:

From Model A, we can calculate the the level of HH at the Posterior margin (x = Lp) as

— _ _Pn_ ao — -2 cos Le e’ Do) A sin e
[HHy)(x = Lp) _V(P)+( 0 ’Y(P)> h)\P+( ODb(P))\A) h)\P

Ph Lp Lp Db(A> Ap . Lp
= 1 — cosh — h— —sinh — | .
< COS )\P> + g <cos p + Db(P) WA sin p

Therefore

L L Dy(A L
l—coshp)+coshp+ bl ))\—Psinh—P

8= — il

o7y} W(P) o7y}

[HHy)(x=Lp)  pp 1 (
Ap Ap  Dy(P) Ay Ap’

and after substituting ag (from Eqn. (9) in main text) back in, we get

12



Db(A) Ap 1 ( Lp . Lp Lp)
=1+ — 1 — cosh — + sinh — tanh —
ﬂ Db(P) )\A tanhL—P )\p >\P )\p
Ap
L L
2P . 125P
:1+Db(A)Ai 1 1_cosh E sinh Y
Dy(P) Aa tanh Lp (3osh2
Ap Ap
Dy(A) A\p 1 1
=1+ — 1-—
Dy(P) Aa t h2 coshL—
)\P AP

Model B results

Result S3. When xp < Lp, in Model B, the ratio between HH levels at the Posterior margin
(x = Lp) and AP border (x =10) is

1 1 pDy(A)?
T S e\l Eqn 1
f=3+ \/4 T 2N Dy (P) (Eqn 17)

Proof:

First, we note that § = . Substituting p = Bap into Eqn. (10) of main text (case: xp < Lp)
ap
and re-arranging, gives

oo + = :
O Dy(A)2 Dy(A)? prA4 Dy(P)

pAZD(P)  ppA3Dy(P) ¢ 2008D,(A)?
Squaring both sides then gives

o2 200pp A4 Db(P) _ 200Bpp N5 Dy(P)
‘ Dy(A)? Dy(A)?

and re-arranging gives

apDy(A)?

— 14 )
b 2pp %4 Dy (P)

Substituting Eqn. (10) back into the above then gives

13



1 21Dy(A)?
ﬁ _1+2(_1+\/1+M1)\2AZ)I;(P)>

1 1 Dy(A)?
2 4 Qph)\ADb(P)

O
Result S4. When xzp > Lp, in Model B, the HH concentration at the AP boundary (x =0) is

prAaLp
= —. Eqn 10: L
ey Dy(A) (Eqn xp > Lp)

Proof

In this case, Model B is equivalent to Model A, with v(P) = 0. From model A and Eqn. (9)

Ph Ap Ap Db(z)
ap = , where \; = -
Dy(A A L
VP | Do(A) | Aa L Lp 7(4)

Db(P) Ap Ap

Lp

1
= , the above can then be rewritten as
Apy(P)  zDy(P)

L
Letting = = )\—P and noting that
P

AaLp tanh z
"= 5,(P) | Do) 3
Dy(P b AT
+ —— tanhx
Dy(P) Lp

Then we get the result since

x— 0asy(P)—0,

1
—tanhz — 1 as x — 0,
x

ztanhx — 0 as ¢ — 0.

O

Result S5. When xp > Lp, in Model B, the ratio between HH levels at the Posterior margin
(x =Lp) and AP border (x =0) is

LpDy(A)

P =t naDu(P)

14



Proof

In this case, Model B is equivalent to Model A, with v(P) = 0. From model A and Result S2

Dy(A) 1 1 Db(.z').

1——-1, where \; =
Dy(P) A4 tanh Lr cosh i (@)

Ap . Ap Ap

B=1+

L
Letting z = )\—P, the above can be rewritten as
P

B=14 Dy(A) Lp (coshx - 1>

Dy(P) Aa \| zsinhz
Then we get the result since

x— 0asy(P)—0,

2
coshzx — 1~ 5 for small z,

zsinhz ~ 22 for small z.

O]

Result S6. In Model B, consider the the value of [HHp| at the AP boundary (o, Eqn 10 in
main text) and the position of the target gene expression boundary (xp, Eqn 12 in main text).

The sensitivity coefficients (in response to pp) are

Case: zp > Lp

Bao (&7} BxT A A
_— = — and —_— =
Opn Ph Ph Ph

Case: zp < Lp

a0 _ a0 _ HDy(P) X o _da $Dy(P)N
Opn prn awDp(A)? + pp A% Dy(P) pr pn ao(aoDp(A)? + pp A3 Dy(P))
Proof

From Eqn. (12) (in the main text), the target gene expression boundary (corresponding to a HH
concentration [H Hp|r) can be approximated as
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T = Agln ([HHb]T>’

and so

(a) dar _ Aadag
Opn g Opp

pnAaLp
Dy(A)

In the case zp > Lp, ap = (from Eqn. (10) in the main text), and so

dag  AaLp Qg

Opn  Dy(A)  pp’

as required. The result for d2r then follows from (a).
Ph

In the case xp < Lp,

_ pNAD(P) [ 21Dy (A)?
“0 T DAy ( 1+\/”phA,azm)(JD))

(from Eqn. (10) in the main text), and so

dag  N4Dy(P) R . 211 Dy(A)? g 1
Ipn Dy(A)? prA% Dy (P) pn [ 2uDy(A)
_i_i
prA4 Dy(P)
ag pon Dyp(P)NY

~pn pr(aoDy(A)? + ppX3 Dy(P))’

as required. The result for dar then follows from (a).
Ph
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Result S7. Consider model B and the case xp < Lp. Let pj = cpp, and consider the resulting
change in o (to of). Then

o ifc>1, then ap < oy < Ve and xp < 2/n < zp + Aaln /e,

o ifc <1, then ag > af, > \Jeap and xp > xlp > xp + Aalny/e.

Proof

From Eqn. (10) in main text (case: xp < Lp)

oy — PPXADIP) (_1 . \/1 . 2qu<A>2) )

Dy(A)? P A4 Dy (P
prA% Dy (P) 2uDy(A)?
oy = e PPATE D et Jer LTS,
0= Ve e (Ve on 38 Dy(P)
and so
211Dy (A)?
v e
o) prA3Dy(P)
(1) — =k ~
N A
prA4 Dy(P)

Now consider y = —y/c + v/c + a where a is a positive constant. Then

dy _ve—veta _
dc 2\/c(c+a) —

Therefore, using (1),

/

oichlthen%<\ﬁ,

&0

/

oifcglthen%>ﬁ.

Qo

This combined with Eqns. (10) and (12), and the fact that % > 0 and g— > 0 gives the
Ph Ph
result. O
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Model C results

Result S8. Letting the anterior equations (Eqns (3)-(8) in the main text) reach steady state,
we get

@ () = e e
© 1O~ et

S
where

k= kff;_‘%h and [Z) = %.
Proof

O[PH]
ot

First, we prove parts (b) and (c). Setting to 0 (in Eqn. (6)) gives

(1) [PH] = k*[HH,[PTC],
(2) kon[HHy)[PTC) ~ kop f[PH] = 7y [ PH] = ypik*[H Hy] [PTC],

kO?’L
korr + Ypn

o[PT
ot

where k* =

Setting ] to 0 (in Eqn. (5)), and using the above (2), then gives

pp1 + pp2fp([S])

O ) = e [HH,]

Substituting back into (1), then gives

k*[H Hp)(ppr + pp2fp([51))

() [PH] = Vp + Vphk* [ H Hy|
Since [Z] = %, (b) and (c) then give

18



B Ppl +,0p2fp([s])
(3) [Z] - Yo i k*[HHb] (')’ph + T(ppl + ,Oprp([S])))

Rearranging then gives part (a).

O]

Result S9. Suppose Patched is up-regulated according to a step function f,, where f, =0 (or
1) if [Z] > za ({Z] < za). Then, at steady state, [PTC] is bounded above and below by

2A(Yph + 7(Pp1 + pp2))

PTC =
[ ]ma:c Yph + rYpza
[PTClpmin = zalph + 70p1) (away from the AP border).
Yph + TYpZA
Proof:
k
First, let k* = % Then, from the steady state equations, we get
Tph of f

(1) [PH] = k*[PTC][H Hp)

[PTC)|

(see proof of Result S8). Then, since [Z] = m

, we can use (1) to get

7]

@) (PTC = T sz

Moreover, substituting in Result S8(a), we get

Z)opn + (001 + py25)

B T = el

Now, since we have a step function f,, we have the following three scenarios

+ .
(a) [Z] < z4 and [PTC] = - +p?y;hkf[pf2[Hb] (from Result S8(b) with f, = 1)
(b) [Z] = z4 and [PTC] = Tk HHy 1 (from (2))
(c) [Z] > z4 and [PTC] = Prl (from Result S8(b) with f, = 0).

Therefore, we have
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o[PTC]
@) P,
o[PTC]
®) B,

A[PTC]
©)

<0,

>0,

< 0.

Therefore, away from the AP border (where PTC may be completely saturated by HH) the
maximum and minimum for Patched occurs as [Z] — z4 in the cases (a) and (c) respectively.
Therefore, we get [PT'Clyaz ([PTClmin) by letting [Z] = z4 and f, = 1(0) in (3) above.

O]

Result S10. Suppose koyr is relatively small, so that we can choose ¢ satisfying

ZA(’th + T(ppl + pp?))
Voh + TYp2A + Kogf

5 S ) 6 S [PTC]mG,I7

where [PTCpmin and [PTClpmaz are as defined in Result S9. Then we get

((Ppl + pp2) — ko) >0,

(Pp1 + pp2 — Ww2a) (Vph + Korr)
(Vph + T(Ppl + pp2))konZA

where a gy = (as defined in Eqn. (13) in the main text).

Proof:

From Eqn. (13) (main text)

(Ppl + Pp2 — ’YpZA)('th + kOff)
(’th + T(ppl + pp2))kon2A

ap\ =

is defined as the level of [H Hp] when [Z] = z4 in the high Patched production region. Therefore,

(p1 + Pp2 — W2a) (Vph + kog ) 2a(Yph + T(Pp1 + pp2))
('th + T(Ppl + PpQ))konZA Yph + TVpFA + koff

apdkon < kon

< ((ppl + Pp2) - ”)/pZA)(’th + koff)
o Yoh + TVpzA + kogy

< (pp1 + Pp2) — Vpza
< (pp1 + pp2)-
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O]

Result S11. In Model C, consider x4 from Eqn 14 (main text). If we assume that ¢ is bounded
by the conditions in Result S10, then

0xa
— >0,
(2) or
o0x 4
b > 0.
(b) D
Proof
. 0x A ) daa Oay
First, we show —— < 0. Then since < 0 and < 0 (from Eqn 13), we get the result.
80(,4 or 8kon
D
Differentiating x4 (Eqn 14) with respect to a4 and noting that A4 = (Sk—b, we get
on
dra Dy <_2(,0p1 + pp2) N 204 D,
day 2 Dy by (pp1 + Pp2)Aa
« 2 + A P p
2+ (32) + 28 0y o
A b
< Dy, < (Ppl + Pp2) + aAékon)
2 D ’
a 2 + b
(pp1 + Ppg)\/(/\A> + (pPleﬂ)(ao —a)
A b

Then, since ((pp1 + pp2) — @a0kon) = 0 from Result 510, we get gm <0.
7
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Result S12. Suppose ¢ is bounded by the conditions in Result S10. Then, the gradient at the
AP border increases (or remains unchanged) in any of the following circumstances:

1. g decreases due to a single parameter change (excluding pp1 or pp2),
2. Dy decreases,

3. «q increases.

Proof

From Eqn. (15) (main text), this absolute gradient can be approximated by

Case A. oy > ay

—[2(pp1 + pp2) ko0
gA = \/ Dy (g — aq) + Dy

Case B. ag < ay

5kon
=«
9B 0 D,
— k
where ay = (Por + Pp2 = W24) Ofph + Koy 1) is the HH concentration threshold, above which

('th + T(ppl + ppZ))konZA
Patched is highly up-regulated.

0 0
In both cases A and B, it is clear that 99 < 0 and 99 > 0. Then, since g4 = gp, when
8Db 8040

aq = ap, 2 and 3 must be true.

Therefore, we just need to prove the first case. We assume that pj14pp2 and 0 remain unchanged,
and consider the following two cases.

la: k,y, increases (leading to a decrease in aq),

1b: a4 decreases independently of kop, pp1 + pp2.

In case 1a,
d 1 da
gA = (50[124 — 2714 ((ppl + pp2) - aA(;kon) .
dkon 9D 2(pp1 —+ ppg)( B ) . (Skona?A dkon
b D g — A D,
. aa dga
Then since, o < 0 and ((pp1 + pp2) — @adkon) > 0 (from Result S10), we get p > 0.

dgg — o \f5
dkon " 2/Dykon

Moreover, > 0 and so we get the desired result.

22



In case 1b,

d 1
A _ (=2 ((pp1 + pp2) — akion)).

daA 2
2Db\/2(pp1 + pp?) (aO _ CYA) T 5konaA

Dy, Dy,

d d
Then since ((pp1 + pp2) — @¥adkon) > 0 (from Result S10), we get d& < 0. Moreover, YB _
aA A
in this case and so we get the desired result.

O
Result S13. In Model C,
2
Dy = T A(pp1 + pp2)
—aay/0kon + \/Q(Ppl + ,Op2)(a0 - aA) + OézA(Skon
Proof
From Eqn. (14) (main text)
rA = D [ oa + 72(/)131 +'OPQ)(ao — o)+ (OZA)Q
pp1 + Pp2 Aa Dy Aa ’
where
Dy,
Ay =
® AA 5kon ’
o qy= (pp1 + pp2 — Ww2a) (Vph + Kogy)
(Yph + 7(pp1 + pp2))konza
Therefore
aavokon 2(,0171 + ppZ) aiakon
-D | - _ XA%Fon
mA(ppl + pPQ) b \/E + \/ Db (ao O[A) + Db
=Dy <_05A VO0kon + \/2(pp1 + ,Opz)(Oéo - OKA) + 061245]{()71,> .
Squaring both sides and rearranging then gives the result. O
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Supplementary figures

Parameter sets

This section presents a number of addition figures to supplement those in the main text. In the
figures below (S1-2;S5-13) we consider 4 different parameter sets. Default parameters are taken
from Table 1 (of main text) but differ as follows

Green: 7 =0, py2 =0
Blue: r =0, pp2 = 36
Red: r = 0.8, ppo = 36

Black Dashed: r = 0, pp2 = 36 and k,,, increases up to 5-fold in response to high Hh signalling
(see Materials and Methods in main text)

FigS1: Anterior concentration profiles

These figures show HH, Total PTC ([PTC| + [PH]), S and Target gene levels across the anterior
compartment, when we fix HH levels at the AP boundary (ap). We have matched the four models
in four different ways (A-D)

(A) Models are matched so that HH levels match at the AP boundary.

(B,C) Models are matched so that HH levels match at both the AP boundary and 12 cells from
the boundary. This is done by changing p,; in the green model and (B) ko, in the blue
model; (C) kop, in the red and black dashed model.

(D) Models are matched so that the magnitude of the HH gradient is equal at the AP boundary.
This is done by changing p,1 in the green model and k,, in the blue model.

The four different parameter sets (green, blue, red and blacked dashed) are described at the
start of this supporting file.
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Figure S1: Anterior concentration profiles for the four models and four cases (A-D) described

above.
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FigS2: Posterior-Anterior concentration profiles
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Figure S2: HH levels across a 1D cross section of disc for the full anterior-posterior model
(posterior right, anterior left).(A) Models are matched so that Hedgehog production is equal
(pn, = 15). (B) Hedgehog production is altered in each model to ensure HH levels are equal at
the AP boundary (o = 10). pp = 30 (red, black dashed), 15 (blue) and 1.5 (green). Otherwise,
the four different parameter sets (green, blue, red and blacked dashed) are as described at the
start of this supporting file.

FigS3 and FigS4: Shift in target gene boundaries for different
parameter sets
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Figure S3: Shift in target gene boundary in response to changes in Hedgehog production (red).
Black dashed lines correspond to theoretical predictions for free diffusion scenario, whilst dotted
line corresponds to outer bound in regulated transport case (y/c case in Fig 5A of main text).
Diamond corresponds to threshold (xp = Lp) separating the two behaviours. In all cases
parameters are taken from Table 1 but differ in the following way (A) kout = 10, vf = 6 and Dy
= 0.6. (B) kowt = 2.5 and vy = 24 and Dy = 0.6. (C) ko = 10, vf = 6 and Dy = 60.
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Figure S4: Shift in (A,B) HH levels at AP boundary and (C,D) target gene boundary in response
to changes in Hedgehog production, for different modes of HH-HSPG interactions (achieved by
varying pu, v, and Dy(P) in the model). In all figures red and black lines differ because of the
saturation parameter u: red g = 20 vs black p = 2000. (A,C) Effect of changing the HH-HSPG
degradation rate ~,: solid line v, = 0.01 vs dotted line v, = 1. (B,D) Effect of changing the
HH-HSPG diffusion rate of D(P): solid line Dy(P) = 60 vs dotted line Dy(P) = 120. All other
parameters are from Table 1 of main text.



FigS5: Robustness to changes in HH levels at the AP boundary
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Figure S5: Shift in target gene boundary in response to changes in HH levels at the AP boundary
(), for the different parameter sets (green, blue, red and blacked dashed) described at the start
of this supporting file. Top (High): The base levels of o are taken from FigS1 (A-D) (scaled
to 1 on x axis). Bottom (Low): Same but with a base levels of ag halved. In all cases, the
HH concentration at 12 cells (when ag is at its base value) is used to define the target gene
boundary.



FigS6: Robustness to changes in HH production in the full Posterior-
Anterior model
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Figure S6: Shift in target gene boundary, in response to changes in Hedgehog production pp,
for the different parameter sets (green, blue, red and blacked dashed) described at the start of
this supporting file. Top: Production rate is the same in each model (as in Supporting Figure
S2A). Bottom: Base production rate (scaled to 1) varies in each model to ensure they match
at the AP boundary (as in Supporting Figure S2B). These base production rates are as follows.
High: red and black dashed = 30, blue = 15, green = 1.5. Med: red and black dashed = 15,
blue = 7, green = 1.15. Low: red and black dashed = 7.5, blue = 3, green = (0.86. In all cases,
the HH concentration at 12 cells (when py, is at its base value) is used to define the target gene
boundary.

FigS7 and FigS8: Robustness to changes in parameters

Shift in target gene boundary in response to parameter changes. Here, we use the full anterior-
posterior model, along with the parameter sets (green, blue, red and blacked dashed) described
at the start of this supporting file. In addition, the black dotted line corresponds to the case
where r = 0.4 and ko, is increased 3.6-fold in response to signalling (mix of red and black
dashed case). Target gene boundaries correspond to the HH concentration at 12 cells, when the
parameter in question is at its default value (in Table 1) and py, is its base value (from Supporting
Figure S2B). Parameters are varied in the anterior and posterior compartments independently
(Fig S7 and Fig S8 respectively)
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Figure S7: Shift in target gene boundary, in response to anterior parameter changes. Top:
Dy(A), Dy, vp. 2nd roW: Yph, W, V¢ 3rd rowW: ko, Kout, pp1. 4th row: ppa, ¢p, np. 5th row: c,
ns. In all cases, the HH concentration at 12 cells (when parameter is at its base level) is used
to define the target gene boundary.



Posterior parameters
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Figure S8: Shift in target gene boundary, in response to posterior parameter changes. Top:
Dy(P), Dy, p. 2nd row: 7y, v¢, kour- In all cases, the HH concentration at 12 cells (when
parameter is at its base level) is used to define the target gene boundary.

FigS9: Changes in target gene expression to increases in HH
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Figure S9: S and target gene response for changing HH levels. In each figure we use parameters
and thresholds from A-C of Supporting Figure S1.



FigS10-S11: Supplementary figures for the case n, = 4

In the main simulations, Patched is up-regulated according to a non-linear hill function f =
[ST"
[S] o
In the main text and above figures, we used a relatively high n = 8 since it gave a better fit
with experimental data and allowed Patched production to reach a maximum (given that c is
relatively large also). Here, we have repeated some of the simulations for the more conservative

case n = 4.

A

10

where c is signalling threshold, for the response, and n is sharpness of that response.
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Figure S10: Repeat of Fig4 for the case n, = 4
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Figure S11: Repeat of Fig6A,B for the case n, = 4



FigS12-S13: Supplementary figures for linear functions

In the main simulations, PTC and S are up-regulated according non-linear hill functions. How-
ever, for comparison we have also repeated some of the simulations for the case where these

S Z
functions are linear. i.e. f = u andg=1— [2] where c is the threshold corresponding to 50%
c

response and [S] and [Z] are scaled between 0 and 1.
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Figure S12: Repeat of Fig4 for the case of linear functions
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Figure S13: Repeat of FigbA,B for the case of linear functions
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FigS14-S15: Supplementary figures for alternative positive feed-
back

In the main model and simulations, the model considers two cases where a negative and positive
feedback combine to regulate Hedgehog signalling (red and black dashed lines in Fig 4 and 6).
Here, we repeat those simulations, but for an alternative positive feedback (new black dashed
line in the Fig. S14 and S15).

Data suggests that an additional positive feedback loop exists between SMO and FU within
the signalling pathway, which is functional in response to high levels of signalling. We therefore
incorporate this feedback into the model to demonstrate that it has a qualitatively similar
function to those already discussed in the main text. In order to incorporate this in the model,
we altered the signalling input [Z] to

1+ r[PH]
where g,([S]) is a decreasing (Hill) function analogous to those used in the main model. Although
we don’t explicitly add FU and SMO to the model, incorporating the extra interaction in this

way ensures that it functions in line with the available experimental data (Claret et al. (2007),
Liu et al. (2007))

(a) The positive feedback is dependent on signalling. i.e. The positive feedback can’t sustain a
cellular response, following transient Hedgehog exposure

(b) The positive feedback (FU, in particular) disables the ability of Patched to inhibit signalling.

Other ways of incorporating positive feedback still result in qualitatively similar results (results
not shown).
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Figure S14: Repeat of Fig4 for the case when the positive feedback loop between SMO and FU
is included in the model, alongside the negative feedback up-regulating Patched (Black dashed).
Green, Blue, Red are as before.
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Figure S15: Repeat of FigbA,B for the case when the positive feedback loop between SMO
and FU is included in the model, alongside the negative feedback up-regulating Patched (Black
dashed). Green, Blue, Red are as before.
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FigS16: Model Approximations compared to full model
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Figure S16: Model B and C approximations (dashed line) to the full model (red line), with

v(A) = 0.75k,,, and 0ko, = 0.6k, respectively. The remaining parameters are those in Table 1
of main text.
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