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Supplementary Figure 1. Alignment of full length Tpz1 among four Schizosaccharomyces species. Identical
residues conserved among all four species are marked black, while amino acid residues that maintain similar
chemical properties among all four species are marked gray. Regions/Residues important for mediating Tpz1-
Stn1, Tpz1-Ccql, and Tpz1-Poz1 interactions are also indicated.
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Supplementary Figure 2. Neither tpz1-K242R nor tpz1-AWAAA mutation interferes with the formation of the
shelterin complex. (a-c) Co-IP analysis for (a) Tpz1-Poz1, (b) Tpz1-Pot1, and (¢) Tpz1-Ccq1 interaction for wild-
type (wt), K242R, AWAAA or K242R-AWAAA mutants of Tpz1. Cdc2 western blot served as loading control for
whole cell extract (WCE). Molecular weight (kDa) of size markers are indicated.



Mennie et al. Supplementary Information

Q

] I wt (tpz1%)

(2]

| toz1-wagsR-1501R
| toz1-wagsR-1501R

| toz1-k242R
| toz1-K242R
| toz1-k242R

I wt (tpz1%)
I wt (fpz1%)

%|| toz1-awasa
35| | toz1-Awasa
|| toz1-Awana

*®
o

| tpz1-W498R-1501R

m
x
©
m
x
©

m
x
4| T

130 | —Tpz1-myc+SUMO
S v T G e . = e W | — Tpz1-myC

55 —|\.--- S ’—Tubulin
Endogeneous SUMO (Pmt3)

SUMO-Tpz1 / Tpz1
(Normalized to wt Endo. SUMO)

=

Endo. SUMO
SUMO OE

AWAAA ||+

| toz1-wagsR-1501R
W498R-1501R |+

| toz1-wagsR-1501R

| tpz1-K242R
| toz1-AWAAA
| wt (o217

| toz1-k242R
| tpz1-AWAAA
I wt (fpz1%)

| toz1-K242R

|| twz1-Awana
| tpz1-W498R-I1501R

[ ] I wt (tpz1%)
W498R-1501R

m
x
©
**
=
m
x
©
*
o
m
X
©

:

— Tpz1-myc+6HisHA-SUMO
130

| w—— — e ——'————-——-——.—-—Tpﬂ-myc

55—|~ — »n-—----}»Tubulin
SUMO (6HisHA-Pmt3-gg) Over-expression
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(n=3). Quantification data is included in Supplementary Data 1.
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on co-IP assays, both Tpz1-Stn1 and Tpz1-Stn1-E132R fusion proteins can interact with the other shelterin
subunits (e) Poz1, (f) Pot1 and (g) Ccq1. Molecular weight (kDa) of size markers are indicated.
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Supplementary Fig 8a Supplementary Fig 8b Supplementary Fig 8c
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Supplementary Figure 9. Uncropped western blot gels for indicated figures. Areas of gels shown in final figures
are marked with dashed boxes. Sizes of protein molecular weight markers (kDa) are also indicated.
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