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Supplementary figures

Supporting information Fig.1
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Supporting information Fig. 1. APP expression decreases fatty acids synthesis.
A. Fatty acids synthesis was measured*{6y acetate incorporation in neurons expressing
APP compared to Co (n=4). Unpaired Studenswtistical testf = 0.03).
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Supporting information Fig. 2. Decrease of HMG-C0A gene transcription does not
result from a transient cholesterol overload in APP expressing neurons.

Primary rat cortical neurons were infected or moinfrol, Co) by AdhAPP (APP). HMG-CoA
reductase mRNA levels in Co and APP neurons weastysed by qRT-PCR (n=6) from day 1
to day 4 of APP expression (upper panel). Resuisag+ SE) are normalized by GAPDH
MRNA and expressed as percentage of Co. Cholestemaient (lower panel) in cell
membranes (n=6) was measured in Co and APP expgessurons. Results (mearSE) are

given as percentage of Co neurons.
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Supporting information Fig. 3. Knockout of endogenous APP leads to the accumulation

of SREBP1.

A. Western blots of cell lysates from primary cultu@ mouse cortical neurons prepared
from wild type @PP'"), APP knockout mice(APP”), and APP” neurons infected by
AdhAPP APP resc.).

B. Quantification of SREBP1/actin ratios; results evexpressed as percentageASP”*
(n=3) (IP< 0.01;11P< 0.001).

C. Western blots of cell lysates from primary culsiied mouse cortical neurons prepared
from wild type @PP*"*), APP knockout mice(APP"), and APP” neurons infected by
AdhAPP APP resc.) (left panel); quantification of APLP1 and APLR®ulin ratios; results
were expressed as percentag@RiP”” (n=3) (IP< 0.01;[IP< 0.001) (right panels).
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Supporting information Fig. 4. APP expression down-regulates LDL receptor and HMG-

CoA synthase transcription.
A. Comparative qRT-PCR analysis of LDL receptor mRMNA control (Co) and APP

expressing neurons. Results (mears.e.m, n=6) are normalized by GAPDH mRNA and

expressed as percentage of Co.

B. The transactivation of thdMG-CoA synthase gene promoter fused to a luciferase reporter
gene was analysed in a luciferase reporter assatrdl (Co) and APP expressing neurons
were transfected with the pGL3 (PGL basic) or pGIMG-CoA synthase luciferase

plasmids, and the luciferase activity was measdi@&u after transfection. Results (mean

s.e.m, r3) are expressed as percentage of PGL basic luceines [T P< 0.01).
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SREBP1 APP / Golgi merge

Supporting information Fig. 5. Full length SREBP1 co-localizes with APP in the Golgi.
A-C. Comparison of the cellular localization of SREBti-C-terminus antibody, green),
TGN46 (red) and APP (WO2 antibody, blue) in APPfesging neurons.

C. Merged image. Scale bar: 5um.
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Supporting information Fig. 6. Endogenous APP and APP CTFsinteract with SREBPL1.
Cell lysates from control neurons (Co) were analybg Western blotting with anti-N-
terminus SREBP1, anti-APP C-terminal, for the d@ébecof endogenous APP (endo. APP)
and APP carboxy-terminal fragments (CTFs), anti-BCA cargo protein of SREBP1 and
anti-actin antibodies (input), or further immunoppétated (IP) with or without the anti-
Nterminus SREBP1 antibody and analyzed in Westésttitg using anti-APPCterminal, -
SCAP or -SREBP1 antibodies.
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Supporting information Fig. 7. Endogenous APL P1 and APL P2 interact with SREBP1.
Cell lysates from control neurons (Co) were analybg Western blotting with anti-N-
terminus SREBP1, anti-APLP1, anti-APLP2 and antira@ntibodies (input), or further

immunoprecipitated (IP) with or without the antigdininus SREBP1 antibody and analyzed
in Western blotting.



Supplementary methods

Fatty acids synthesis was measured four days after infection and wapeed as described
for cholesterol synthesis in the materials and wdtlsection of the paper.

Cholesterol extraction and assay were performed as described in the materials artiods

section of the paper.

RNA extraction and real time PCR were performed as described in the Methods secfion
the paper. The primers used were the followigHorward primerR, Reverse primer):

LDL receptorF-5’AAGACCACGGAGGACGAGATC3,
R-5’CCTCCAGGCTGACCATCTGT3

GAPDHF-5’"CCCCCAATGTATCCGTTGTG3' R-5TGATTTCCCGTAGGACCGAT3;

Transient transfection and luciferase activity

Four days after infection, neuronal cultures X410 cells/cnf) were transfected using
Lipofectamine 2000 (Invitrogen) with pGL3-Basic iierase or pGL2-HMG-CoA synthase
luciferase plasmids (Demoulet al., 2004) along with the contréenilla luciferase reporter
vector (phRG-TK, Promega, Madison, WI) to corrextVariations in transfection efficiency.
Neurons were transfected withufy of pGL3-Basic or pGL2-HMG-CoA synthase luciferase
vectors and 0.1dg of phRG-TK. Luciferase activity was measured 48fter transfection
with the dual-luciferase assay system (Promegagifénase activities are expressed in

relative values and represented as percentagentbtoorresponding to pGL3-Basic alone.

Immunocytochemical analysis was performed as described in the experimentalepures
section of the paper. Neurons were incubated irsdinee solution for 1 h at room temperature
in the presence of the C20 (1: 100) antibody, teeagainst the C-terminus of SREBP1 with
the WO-2 (1:1.000) antibody together with the sheelgclonal anti-TGN46 (1: 50) antibody.

Protein analysis

Cell lysates (10 pg proteins) were analyzed by Wrastblotting as described in the

experimental procedures section of the paper.
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