A) Myc
¥ v Y2|14 72|1|735 8|46
(1) NH? — | 0 O] )'k)'k -
137186 DH S 953

S1P-B (100.6 kDa) |
S1P-C (95.2 kDa) |
Myc-S1P-NH,-218 (23.4 kDa)
Myc S1P-NH,-725 (79.2 kDa) m
Myc-S1P-NH_-739 (81.2 kDa) mmm
Myc-S1P-NH.-846 (93.0 kDa ) Hmmm

2
2

| B—1COOH (1052)

' 1S1P-219-COOH (91.6 kDa)
S1P-187-846

72.4 kDa

| Signal peptide L ] 5 g
—_eww Catalytic triad (Asp, His, Ser) . ! S1P-219-846 (68.9 kDa
| Transmembrane domain
T Auto-cleavage site
Jy Putative Casp2 cleavage site
[ S1P Ab (Abcam ab140592) Recognition site
1 S1P Ab (Santa Cruz sc271916) Recognition site
| Shedding site
mmm S1P fragment produced by auto-cleavge
mmm  Expected S1P fragment produced by Casp2 cleavage (IB by Myc Ab)
=3 Expected S1P fragment produced by Casp2 cleavage (IB by S1P Ab)
3 Expected S1P fragment produced by Casp2 and auto-cleavage (IB by S1P Ab)
D)
Myc-S1P + E
B ASTI— ; ) sReBPITF 3]s
—37 Casp2C326-HA ¥ Myc-S1P +
Myc- Myc-S1P T Casp2C326-HA| ¥
Casp2-HA[ [*| [+| [+ Myc-S1P il s
Tubulin RS - 50 Empty [+ Casp2-HA + +
‘ B 100 Empty| + 150
* - -
C) S1P-Myc ¢ AV RS S1P - _75 % SREBP1 (P) ..-750
Myc-S1P ' ‘E INSIG1 | ————
Myc-S1PV214AD218E E=== Ponceau S""'
MyC_S»] pv721A/D725E§14A/D218E . - .‘_ _5( Casp2 § PD| S .
y V721A/D725E - -.- _E\ N.S .
Myc-S1 PV735A/D739E V735A:/'D739E HA w SREBP1 (N) - [ 5
Myc-S1 PVe42A/D846E < 20 z .
Yo Casp2-HA YBAZADBASE . Lamin B M W S s
Casp2032°G-HA L C G G — d — A ‘ == 100
Flag-SREBP s 520 s
Flag-SREBP2 s > o Myc B - H) WT 293 2934520
s HA b e dicusl SREBP2[ [+[+] [+
m—— Flag Tubulin SE———— 50 Casp203206_HA + T
F) CholMev. — — — + + + Casp2-HA| |+ +
Flag-SREBP2 [ [+ [ +] [+ [+ G) MUP_Casp2’/MUP Myc-S1P[_ [+ [+ [*[*
Q@ +
Myc-S1PVe42ADs4sE + + Sls1p F) . ’ - @ Empty| +
Myc-S1P + ‘E i —100 o - -
-
e T T T T g " - §|SREBP2 (P) 100
2 mpYy 3SPOL - £  EE
© O —20 5
.5 SREBP2 (P) .- .-7100 ; ERK ..::- >
; PDI e e e agremenrr A PD| SREREREREN
= % SREBP2 (N 8 e
. |SREBP2 (N) I. ’ : W (N)
o =mnaen
< Lamin B w» e un g e "o PARP [ 100

50



