TNFa reverse signaling promotes sympathetic axon growth and
target innervation
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Supplementary Figure 1: Deletion of either fnfa or tnfrl does not affect the
levels of tyrosine hydroxylase and the number of neurons in the SCG.

a b c
= 107 = 127
2 = A S i —
+/+ +/— —- 3 0.81 x {_
tnfo tnfou tnfou S o - J
2 g g 8
12 31 231 2 3 o 9o . .g
TYrosine hydroxylase gkl et bbb Sttt 22 o4 3
= -1
B-1Tubulin s e e e e @ e w— = 0 3 T 4]
% 2 0.2 S
¢ 3
e 0 z
X X o X
&
& ¢ & ¢
d e f
= 12 7 s 167
= =4 1
Sample 1 Sample 2 Sample 3 g 1.0 = 12 — —I—
8 c X 127
fELEEL ELd =5 o8] ;|
~ Y - - Y- - ™ . [<e} o
L = c p
Tyrosine hydroxylase eI S50 5 S50 S0 S s o 3 04 1 =
£ c 4
R-111 tubulin | —————————— 2 2 02 s
gl g .
N N
\
& & ¢

(a) Western blots of lysates of SCG from three separate P10 tnfo’”*, tnfo’” and tnfo” mice
probed for tyrosine hydroxylase and B-III tubulin.
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(b) Levels of tyrosine hydroxylase protein relative to B-III tubulin in the SCG of P10 tnfa
and tnfo" littermates.
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(¢) Estimates of the number of neurons in the SCG of P10 nfa
+ s.e.m of data from three animals of each genotype are shown.

and tnfa*/ " littermates. Mean

(d) Western blots of lysates of SCG from three separate P10 tnfi-I™"*, mfir1"™ and tnfi-1” mice
probed for tyrosine hydroxylase and B-III tubulin.

(e) Levels of tyrosine hydroxylase protein relative to B-III tubulin in the SCG of P10
mfirI" and tnfi-1”" littermates.

(f) Estimates of the number of neurons in the SCG of P10 tnfi-/ " and mfi-1”" littermates.
Mean + s.e.m of data from three animals of each genotype are shown.



Supplementary Figure 2: Reduced sympathetic innervation density in
tnfa”" and tnfrI”” mice quantified by DBH immunohistochemistry.
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(a) Relative levels of DBH immunofluorescence in the iris, nasal turbinate tissue and

submandibular gland of P10 tmfa”", tnfo” and tmfor’”™ mice expressed as a percentage of the

mean level in mfo”" mice. Mean + s.e.m of data from three animals of each genotype (**
indicates P<0.01 and *** indicates P<0.001, statistical comparison with control).

(b) Relative levels of DBH immunofluorescence in the iris, nasal turbinate tissue and

submandibular gland of P10 mfi-I™", tmfirI"~ and tnfr1”~ mice expressed as a percentage of

the mean level in P10 tnfrl

control).
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mice. Mean + s.e.m of data from three animals of each
genotype (** indicates P<0.01 and *** indicates P<0.001, statistical comparison with



Full-length Western blots.
b

Supplementary Figure 3
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(a) Full-length Western blots of Fig. 6a. Top panel shows blot of membrane probed for
phospho ERK1/2, middle blots is the blot probed with antibody against total ERK1/2 and the
bottom blots was probed with antibody against $-I1I tubulin (top band) without total ERK1/2
(bottom two bands) being stripped off. All three antibodies were stained using the same
membrane after stripping off previous antibody.

(b) Full-length Western blots of Fig. 6b. Top panel shows the blot of membrane probed for
phospho ERK1/2, middle blots is the blot probed with antibody against total ERK1/2 and the
bottom blots was probed with antibody against $-I1I tubulin (top band) without total ERK1/2
(bottom two bands) being stripped off. All three antibodies were stained using the same
membrane after stripping off previous antibody.

(¢) Full-length Western blots of Fig. 6¢. Top panel shows the blot of membrane probed for
phospho ERK1/2,middle blots is the blot probed with antibody against total ERK1/2 and the
bottom blots was probed with antibody against $-III tubulin (top band) without phospho
ERK1/2 (bottom two bands) being stripped off. All three antibodies were stained using the
same membrane after stripping off previous antibody.

(d) Full-length Western blots of Fig. 6d. Top blot if of membrane probed with antibody
against B-1II tubulin (top band) without phospho ERK1/2 (bottom two bands) being stripped
off. The bottom blot shows total ERK1/2. All three antibodies were stained using the same
membrane after stripping off previous antibody.

(e) Full-length Western blots of Fig. 61. The first three panels shows blots of membrane
probed with antibodies against phospho ERK1/2 (top panel), total ERK 1/2 (second panel)
and B-11I tubulin (third panel) of figure 61 top western blot. The bottom three blots are of
membrane probed with antibodies against phospho ERK1/2 (forth panel), total ERK1/2 (fifth
panel) and B-11II tubulin (last panel) of figure 61 bottom western blot.

(f) Full-length Western blots of Suppl. Fig.1a. Blot of membrane probed with antibody
against tyrosine hydroxylase (top panel). The membrane was then stripped off and re-probed
with antibody against B-III tubulin (bottom panel)

(g) Full-length Western blots of Suppl. Fig.1d. Top panel show blot of membrane probed
with antibody against tyrosine hydroxylase. The membrane was then stripped off and re-
probed with antibody against 3-III tubulin (bottom panel)



