

















J. Cell Sci.: doi:10.1242/jcs.219550: Supplementary information

© O O O
O O O 0O
<3

© ©

I"#$%8&' ()* +&,"-$&," .J018%6%"0# 2"0-"0#'
3&."1"."45' 4]' 6789' I"#$% ' &'() *+,$%-./)
0+'%1)+%2+)$73 6 UHG PLFURWXEXOH DV LQ
JLIXUH % $PLQR DFLGV WKDW VXEVWLWXMH%:>
LQ (% DUH VKRZQ DV VWI3FNV Z WKH IROORZ
LQJ FRORXU FRGH 7KRVH DPLQR DFLGV RI (%
WKDW DUH SUHVHQW LQ WKH (% wb(%§
FKLPHUD DUH LQ GDUN JUHHQ LI ZLWKLQ ¢ RI D
WXEXOLQ UHVLGXH DQG KRW SLQN LI IXUWKHU DZD\
IURP WXEXOLQ 7KRVH DPLQR DFLGV WKDW ZHUH
QRW LQ WKH FKLPHUD DUH VKRZQ LQ UR’ 1 RU LQ
OLPH JUHHQ LI LQ SUR[LPLW\ RI WXEXOLQ ‘7KH WZR
UHVLGXHV WKDW PLJKW PDNH FRQWDFW ZLM¥
& WHUPLQXV LQ WKH OHIW SURWRILODPHQW + DQG’
5 DQG DUH QRW FRQVHUYHG EHWZHHQ (%
DQG (% DUH VKRZQ LQ PDJHQWD $00 JU
UHVLGXHV PDNH FRQWDFW ZLWK . DQG /é
ULJKW SURWRILODPHQW DUH FRQVHUYH"
(% DQG (% DQG DUH WKXV XQLTXH LQ (%

)

WZHHQ

=
je
©
=
b
o
y—
=
P
S
@©
-
c
)
=
o
o
Q.
>
1))
o
]
(&)
=
Q
O
)]
©
o
Y—
o
'©
c
S
>
o
-




J. Cell Sci.: doi:10.1242/jcs.219550: Supplementary information

75nM EB3-mCherry 200nM EB2-GFP 75nM EB3-mCherry 200nM EB232-GFP

0.21 0.2
> Mean = 49.31 > Mean = 32.52
c Std = 48.87 c Std = 31.07
8 0.151 Median = 48.00 @ 0.151 Median = 32.00
T n =482.00 T n =636.00
& 0.1 = 041
()] o
= =
© 0.051 i. I © 0.051
o o
0 0
-144 96 -48 0 48 96 144 -144 96 -48 0 48 96 144
distance (nm) distance (nm)
B
75nM EB3-mCherry 800nM EB2-GFP 75nM EB3-mCherry 100nM EB232-GFP
0.2 0.2
& Mean = 49.86 oy Mean = 34.68
o Std = 40.08 c | Std =37.41
2 0.151 Median = 48.00 8 0.151 Median = 32.00
5 n = 305.00 53 n=177.00
<= 041 = 0.1
[} [}
= =
© 0.051 © 0.051
o e
0- 0-
-144 -96 -48 0 48 96 144 -144 -96 -48 0 48 96 144
distance (nm) distance (nm)
Cc
EB3-mCherry+ 200nM EB2-G =~ 800nM EB2-G ~ 200nM EB232-G 100nM EB232-G
200nM EB2-GFP 1 0.68 6.5e-14 9.6e-06
800nM EB2-GFP 0.68 1 3.5e-12 2.3e-05
200nM EB232-GFP 6.5e-14 3.5e-12 1 0.44
100nM EB232-GFP 9.6e-06 2.3e-05 0.44 1

Figure S6: Peak difference between EB2 and EB3 is independent of EB2
concentration. Intensity profiles were analysed from dual-colour experiments
with 75nM EB3-mCherry and different concentrations of EB2-GFP and chimeric
EB232-GFP. (A) Peak differences are shown for each growth phase analysed for
75nM EB3-mCherry and both EB2 constructs at 200nM - same data as shown in
Fig. 8F. (B) The experiment was repeated with 100nM EB232-GFP and 800nM
EB2-GFP respectively, as at these concentrations tip intensity is comparable of
the two proteins (see green curves in Fig. 8 G,H for binding in the presence of
EB3-mCherry). (C) Table shows p-Values from Mann-Whitney U-tests, significant
different results are in green, not different in red. The tests show that there is no
difference between the medians of the distributions of the same protein,
suggesting that peak differences are independent of EB concentration. However,
peak distances of EB232 to EB3 are significantly shorter than for EB2.
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Figure S7: Peak difference between EB2 and EB3 varies with EB3 concentration. (A-C)
Intensity profiles were analysed from dual-colour experiments with 400nM EB2-GFP and
different concentrations of EB3-mCherry and super-averaged curves are shown in A with grey
numbers indicating peak distance. Peak differences are shown for each analysed growth
phase in B. Table in C shows p-Values from Mann-Whitney U-tests, significant different results
are in green, not different in red. (D-E) Position of EB3 comet relative to microtubule tip at two
different concentrations of EB3-mCherry. Super-averaged curves are shown in D with peak to
microtubule tip distance indicated in grey. Histogram of peak to tip distances shown in E with
median indicated with arrowheads. The distributions are significantly different (p<0.0001,
Kolmogorov-Smirnov test).
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