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Mo serum
% of % of % of cells with % of cells with % of non- % of
Cell line Ki6T -ve cells Ki67 +ve cells 1 CP110 dot 2/4 CP110 dots ciliated cells ciliated cells
RPE-1 T8x4 22+4 TT+3 2313 272 T3z2
ARPE-19 80+4 20+ 4 TB+6 2216 27+2 732
HK-2 43+ 2 5T+2 41 +1 5841 63+4 37+4
Hela 3BLS 64£5 N2 6912 6213 3Nz3
u20s 00 1000 4+1 951 1000 00
PC-3 612 9442 61 9441 9912 122
MCF-7 Tx3 933 10%1 9021 951 521
DU-145 201 801 41 961 10020 0z0
SA0S-2 182 82+2 41 961 100+0 0z0
B.
Serum
% of % of % of cells with % of cells with % of non- % of
Cell line KigT -ve cells KiG7 +ve cells 1 CP110 dot 2/4 CP110 dots ciliated cells ciliated cells
RPE-1 27+3 7323 22+3 T8+3 811 191
ARPE-19 27x2 T3z2 231 Tl 811 191
HK-2 182 82+2 131 87T +1 B2 1 111
Hela 91 91x1 821 921 942 62
Uz0s 00 10020 4z2 96+ 2 1000 0x0
PC-3 0+0 1000 2:2 98+2 100+0 00
MCF-7 341 a7 +1 441 95 +1 95 +1 1+1
DU-145 21 98 £1 31 ar+1 1000 0x0
SA05-2 21 98 £1 421 96+1 1000 0z0

Figure S1: Cell lines vary in their ability to enter quiescence, form basal bodies, and

ciliate

RPE-1, ARPE-19, HK-2, HelLa, U20S, PC-3, MCF-7, DU-145, and SAQOS-2 cells grown
in the absence or presence of serum were stained with antibodies against CP110, Ki67 or
glutamylated tubulin (GT335). The percentage of Ki67 negative versus positive cells, the
percentage of cells with 1 versus 2/4 CP110 dots, and the percentage of non-ciliated

versus ciliated cells are presented. At least 100 cells for each condition were scored, and

the mean and standard error of three independent experiments are presented.
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Figure S2: Ablation of BF components inhibits ciliogenesis without affecting
recruitment of IFT88

Quiescent RPE-1 cells transfected with NS (non-specific) or the indicated siRNAs
targeting SDA/BF components (NPHP5, Kif3a, TCHP, ninein, Cep170, ODF2) or a

DAJ/TF component (Cepl164) were stained with the indicated antibodies. Scale bar, 1 um.
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Figure S3: Knockdown efficiency of NPHPS5 in cycling versus quiescent RPE-1 cells

A) Quiescent or B) cycling RPE-1 cells transfected with NS (non-specific) or NPHP5
siRNAs were stained with antibodies against NPHP5 and centrin. Fluorescence
intensities of NPHP5 and centrin at the centrosome were quantitated and set to 100% in
NS siRNA-transfected cells. For quantitation, at least 20 cells for each condition were
analyzed, and the mean and standard error of three independent experiments are

presented.
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Figure S4: NPHP5 destabilizes TCHP in quiescent RPE-1 cells

A) Lysates from cycling or quiescent RPE-1 cells transfected with NS (non-specific) or
NPHP5 siRNAs were analyzed by immunoblotting with the indicated antibodies. a-
tubulin was used as a loading control. B) Normalized protein levels of Kif3a, ninein,
Cepl70 and TCHP in cycling RPE-1 cells based on three independent experiments. C)
Normalized protein levels of Kif3a, ninein, Cep170 and TCHP in quiescent RPE-1 cells

based on three independent experiments.



= _ < =
T (X ol X -

& £ a o o h 2 :n]
T T o o I & o B

o £ = &= o Q o o o

< < = < £ o L o &)

W 3 ] o - H Q e o

™ o Q ] P P Q P ™

} @ = b b k = b

(] w (=] (L] ] [l [a] ) &

o B B T T T T B ‘o

=g =4 =4 =g 2 = e = &

o o 0 7] 7] [ L7 i) O

= = = = = = = = =

<
F4
4
@
0

NS siRNA

MPHPS siRMNA

NPHPS siRNA

B. D.
W NS siRNA
140 - .
M NPHPS siRNA
120 )
& B NS siRNA
z 1001 120 M NPHPS siRNA
g £ -
=
£ w0 < 100 -
£ 2
g g 5 807
% = &0 |
k)
[T 2
5 5 a1
[
20 8 .
3
0 - w 0 -
uy [ = w
s} = o o w Ll =
¢ § &8 ¢ 3 5§ g% & 8 § £ 3
z Z g = - 8§ ° & g 3 z & =
o S o

Figure S5: NPHP5 does not affect SDA assembly in cycling RPE-1 cells

A, C) Cycling RPE-1 cells transfected with NS (non-specific) or NPHP5 siRNAs were
stained with the indicated antibodies. Scale bar, 1 um. B, D) Fluorescence intensities of
various proteins at the centrosome were quantitated and set to 100% in NS SiRNA-
transfected cells. For quantitation, at least 20 cells for each condition were analyzed, and

the mean and standard error of three independent experiments are presented.
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Figure S6: Cep290 specifically recruits ninein to BF but not SDAs

A) Quiescent or C) cycling RPE-1 cells transfected with NS (non-specific) or Cep290
siRNAs were stained with the indicated antibodies. Scale bar, 1 um. B, D) Fluorescence
intensities of various proteins at the centrosome were quantitated and set to 100% in NS
siRNA-transfected cells. For quantitation, at least 20 cells for each condition were
analyzed, and the mean and standard error of three independent experiments are

presented.
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Figure S7: Ablation of NPHP5 does not affect entry into quiescence or basal body
formation in RPE-1, ARPE-19, HK-2, and HelL a cells

RPE-1, ARPE-19, HK-2, HeLa, U20S, PC-3, MCF-7, DU-145, and SAOS-2 cells
transfected with NS (non-specific) or NPHP5 siRNAs and grown in the absence or
presence of serum were stained with antibodies against CP110 and Ki67, and with DAPI

(blue). Scale bar, 2 pum.
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Figure S8: Hierarchical assembly of SDAs

A) Cycling RPE-1 cells transfected with NS (non-specific) or the indicated SiRNAs
targeting SDA components (Kif3a, TCHP, ninein, Cep170, ODF2) were stained with the
indicated antibodies. Scale bar, 1 um. B) Fluorescence intensities of various proteins at
the centrosome were quantitated and set to 100% in NS siRNA-transfected cells. For
quantitation, at least 20 cells for each condition were analyzed, and the mean and
standard error of three independent experiments are presented. C) Schematic model of

SDAs assembly.
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