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ABSTRACT

I neuroni utilizzano 1’autofagia per rimuovere proteine e organelli difettivi in modo
da mantenere la neurotrasmissione sinaptica e combattere la neurodegenerazione.
Pur essendo un processo fondamentale per il mantenimento del corretto
funzionamento delle sinapsi, il meccanismo con il quale 1’autofagia neuronale
funziona in assenza di stress proteotossico rimane ignoto. Nello studio presentato
in questo elaborato si dimostra come 1’autofagia neuronale controlli il reticolo
endoplasmatico assonale per regolare la neurotrasmissione in neuroni sani e nel
cervello. A questo scopo sono stati utilizzati modelli murini knockout per ATGS,
un gene che codifica una delle proteine essenziali all’autofagia neuronale che, se
assente, causa un accumulo del reticolo endoplasmatico tubulare. Tramite analisi di
proteomica quantitativa ¢ stato infatti rilevato un incremento delle proteine di
membrana del RE tubulare e, in particolare, dei recettori della Rianodina (RyR),
noti canali ionici atti al trasporto di ioni calcio. L’elevato numero di recettori RyR
causa un maggiore rilascio di calcio dal reticolo endoplasmatico e, di conseguenza,
un’incrementata neurotrasmissione eccitatoria e una vitalita post-natale
compromessa.






1. STATO DELL’ARTE: Introduzione al problema biologico
1.1 L’autofagia neuronale

L'autofagia ¢ una delle principali vie di degradazione di componenti citoplasmatici
disfunzionali attuata dalle cellule. Alcuni dei suoi target sono, infatti, organelli
danneggiati, invecchiati o non piu utili alla cellula, aggregati proteici e, in generale,
waste cellulare.

Questo processo ¢ particolarmente importante nei neuroni, che, essendo cellule
terminalmente differenziate, che devono durare per tutta la vita dell’organismo,
necessitano di questo meccanismo per il mantenimento dell'omeostasi neuronale.
L’autofagia neuronale presenta, quindi, sia pathways costitutivi, attuati in
condizioni basali, che indotti dallo stress.

Il meccanismo d’azione prevede la formazione di una struttura a doppia membrana
attorno al cargo (cio¢ i componenti cellulari da degradare) che prende il nome di
autofagosoma. Questo andra successivamente a fondersi con endosomi tardivi o
lisosomi che permetteranno la degradazione del contenuto vescicolare!.

La formazione dell’autofagosoma ¢ caratterizzata da una precisa e conservata
sequenza di eventi che richiede la partecipazione di numerose proteine autofagiche
e componenti strutturali coinvolte nel traffico cellulare. Andando piu nel dettaglio,
il complesso di induzione sopra citato, anche detto complesso chinasico ULK1
comprende, oltre ad ULK1 (Unc-51-like kinase 1) e ad alcune proteine ATG
(autophagy-related protein), FIP200 (RB1-inducible coiled-coil protein 1), che ¢ il
target di uno degli esperimenti trattati nell’articolo in analisi. ULK1 fosforila il
complesso PI3Kc3 (Phosphoinositide 3-kinase III class), anche detto complesso di
nucleazione, che comprende, tra le altre, proteine come Beclin 1 e VPS34 (target di
un ulteriore esperimento riportato nei risultati). Il complesso PI3Kc3 fosforilato
promuove la produzione locale di fosfatidilinositolo-3-fosfato (PI3P) presso una
caratteristica struttura del reticolo endoplasmatico chiamata omegasoma. Da qui,
PI3P recluta nell'omegasoma le proteine effettrictc WIP12 (WD repeat domain
phosphoinositide- interacting proteins) e DFCP1 (zinc-finger FYVE domain-
containing protein 1). WIPI2 recluta a sua volta il complesso ATG12-ATGS.
Quest’ultima ¢ la proteina chiave dell’articolo discusso in questo lavoro di tesi. 1l
complesso ATG12-ATGS5 ¢ coinvolto nella coniugazione ATG3-mediata delle
proteine della famiglia ATGS8. Queste proteine hanno una serie di funzioni:
attraggono ulteriormente componenti del macchinario autofagico che contengono
una regione interagente con LC3 (Light Chain 3, uno dei marker piu utilizzato per
valutare la funzionalita dell’autofagia) detta LIR (LC3 Interacting Region); sono
necessarie per l'allungamento e la chiusura della membrana del fagoforo (struttura
a doppia membrana precursore dell’autofagosoma); sono coinvolte nel sequestro di
cargo in autofagosomi attraverso recettori contenenti LIR. Diverse membrane
cellulari, tra cui la membrana plasmatica, quella mitocondriale, quella degli
endosomi riciclanti e dell’apparato di Golgi, contribuiscono all'allungamento della
membrana autofagosomica donando materiale di membrana.



La chiusura della membrana autofagosomica da origine a una vescicola a doppio
strato, 1’autofagosoma, che maturera e andra a fondersi con il lisosoma, il cui pH
acido e corredo enzimatico permetteranno la degradazione del carico
autofagosomiale?.
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Nel caso dell’autofagia neuronale il processo segue una precisa organizzazione
spaziale: gli autofagosomi si formano prevalentemente negli assoni distali vicino
alle sinapsi (la formazione di autofagosomi nel soma e nei dendriti ¢
significativamente minore) e subiscono un trasporto retrogrado, durante il quale
avviene la fusione con gli endosomi tardivi e 1 lisosomi, fino ad arrivare nel corpo
cellulare dove il loro carico viene degradato’.

Una serie di studi in vitro ha dimostrato come la biogenesi degli autofagosomi
avvenga principalmente negli assoni distali dei neuroni. Sono state infatti osservate
grosse vescicole acidiche retrotrasportate dagli assoni al corpo cellulare in neuroni
periferici embrionali in coltura tramite microscopia in contrasto di fase; vescicole
autofagiche nei coni di accrescimento distali microscopia elettronica in
motoneuroni simpatici primari di ratto; grossi organelli LC3-positivi in formazione
nella punta dell’assone, poi retrotrasportati al corpo cellulare, tramite microscopia
a fluorescenza in gangli della spina dorsale di ratto e neuroni embrionali corticali e
ippocampali'.

I risultati di questi studi sono stati inoltre confermati da studi in vivo svolti su
organismi modello come Caenorhabditis elegans, dove la formazione di
autofagosomi ¢ stata osservata ai siti sinaptici del’assone distale dell’interneurone
ALY e Drosophila melanogaster, in cui la biogenesi di queste strutture ¢ stata
osservata alla giunzione neuromuscolare (NMJ) nell’assone distale dei
motoneuroni'.



L’autofagia assonale ¢ caratterizzata sia da una specificita temporale che spaziale.
E stato infatti osservato che il rate di formazione degli autofagosomi ¢ altamente
consistente all’interno di una stessa tipologia neuronale, anche tra neuroni di
individui diversi. La specificita spaziale ¢ definita invece dalla quasi esclusiva
formazione degli autofagosomi nella porzione distale dell’assone. Nei neuroni
primari DGR di topi adulti o embrionali ippocampali, la formazione di
autofagosomi nel soma o nei dendriti di cellule in condizioni basali ¢ raramente

osservata.

Una volta formati, gli autofagosomi vengono inizialmente trasportati
bidirezionalmente lungo i microtubuli a causa dell’azione contemporanea delle
proteine trasportatrici chinesine e dineine. Solo dopo una massiccia
downregolazione dei motori anterogradi delle chinesine ¢ possibile la transizione
ad un trasporto retrogrado altamente processivo promosso dalle dineine, che
retrotrasporteranno 1’autofagosoma fino al corpo cellulare.

Mentre transitano verso il soma cellulare, gli autofagosomi si fondono con
endosomi tardivi e lisosomi, con una conseguente acidificazione del contenuto
vescicolare e acquisizione di competenza alla degradazione. Il blocco del trasporto
retrogrado degli autofagosomi ne compromette infatti 1’acidificazione e
conseguentemente le proprieta degradative'.

ER-phagy

Il reticolo endoplasmatico forma una rete estesa e dinamica di tubuli e cisterne che
si estende in tutta la cellula. Le ricostruzioni tridimensionali del RE nel cervello di
topo mostrano una considerevole estensione dei tubuli di RE non solo attraverso il
soma ma anche nei dendriti e negli assoni dei neuroni in vivo.

II RE deve essere rimodellato e rinnovato nei neuroni, soprattutto in condizioni di
stress, € uno dei meccanismi utilizzati per il suo turnover ¢ I'ER-phagy (anche detta
reticolofagia), cio¢ la rimozione selettiva dei segmenti del reticolo endoplasmatico
mediante autofagia. Sono state recentemente identificate molteplici proteine
associate al RE che presentano motivi LIR che mediano il legame alle proteine della
famiglia LC3, in particolare: il recettore reticolofagico FAM134B/RETREGI1
(reticulophagy regulator 1), RTN3 (reticulon 3L), che sembra abbiano un ruolo nel
rimodellamento basale delle membrane del RE mediante autofagia e CCPG1 (cell
cycle progression 1) che sembra essere indotto da stress al RE!.

1.2 ATGS e il suo ruolo funzionale nell’autofagia

Le proteine ATG giocano un ruolo fondamentale nell’autofagia, formando una serie
di complessi necessari alla biogenesi dell’autofagosoma e alla fusione con 1
lisosomi. Tra queste, la proteina ATGS ¢ indispensabile per la formazione delle
vescicole autofagiche. Il knock-down o knock-out di ATGS puo infatti provocare
una downregolazione o un'inibizione totale dell’autofagia. Oltre al suo
fondamentale contributo al processo autofagico, ATGS5 ha altre funzioni, che
spaziano dal controllo della qualita mitocondriale a seguito di danno ossidativo, alla



regolazione di processi nella risposta immunitaria, fino al differenziamento degli
adipociti e all’apoptosi.

Precedentemente nota come proteina specifica dell'apoptosi (ASP), ATGS ¢ stata
identificata per la prima volta nelle cellule apoptotiche del linfoma di Burkitt. Il
gene ATGS ¢ localizzato nel cromosoma umano 6q21 e se ne conoscono diverse
varianti trascrizionali codificanti diverse isoforme della proteina. ATGS in uomo ¢
costituita da 275 aminoacidi, con un peso molecolare stimato di ~ 32,4 kDa. Studi
svolti sul complesso ATG5-ATG16 hanno permesso di comprende che ATGS ¢
composta da tre domini: due domini simili all'ubiquitina € un dominio ricco di a
eliche. Questi tre domini si ripiegano su loro stessi formando 1’architettura
complessiva di ATGS5 e permettendo le molte interazioni proteiche da cui ¢
caratterizzata.

Diversi studi hanno dimostrato come ATGS sia fondamentale sia nel processo di
formazione dell’autofagosoma, dove, coniugata con ATG12 ¢ ATG16, funge da
sistema di coniugazione ubiquitin-like; che nel processo di fusione
dell’autofagosoma con 1 lisosomi, dove interagisce con TECPR1 (TECtonin beta-
Propeller Repeat containing 1) sulla membrana lisosomiale®.

1.3 I recettori della rianodina (RyR) e il loro ruolo nel rilascio di Ca2+ dal RE

II RE ¢ uno dei maggiori depositi di calcio intracellulari e, quando necessario, ne
permette il rilascio tramite 1 due tipi di canali Ca2+ presenti sulla sua membrana:
IP3Rs (Inositol Triphosphate Receptors) e RyRs (Ryanodine Receptors).

I RyR sono canali ionici particolarmente grandi (>2MDa) di cui si conoscono tre
isoforme, tutte omotetrameriche: RyR 1 si trova maggiormente nel muscolo
scheletrico, RyR2 nel tessuto cardiaco e RyR3 nel tessuto cerebrale, anche se tutti
e tre sono espressi in modo differenziale nella maggior parte dei tipi di cellule e
tessuti. Essi contengono un ampio dominio citoplasmatico N-terminale, che
interagisce con proteine, piccole molecole e molecole segnale.

In particolare, 1 RyR possono essere attivati tramite I’aumento della concentrazione
di calcio citosolico secondo un processo detto “calcium-induced calcium release”
(CICR). Questo processo contribuisce all’amplificazione dell’influsso di calcio
generato dall’innesco di un potenziale d’azione nel neurone attraverso un circuito a
feedback positivo.

Quando un potenziale d'azione si propaga attraverso un terminale nervoso induce
I’apertura dei canali del Ca2+, che determinano un aumento transitorio localizzato
del Ca2+ intracellulare nella zona attiva, dato anche dal contributo dei RyR e del
CICR. La variazione locale di Ca2+ nella zona attiva innesca l'esocitosi delle
vescicole sinaptiche che andranno a rilasciare 1 neurotrasmettitori contenuti al loro
interno avviando la trasmissione sinaptica’.



2. APPROCCIO SPERIMENTALE: materiali e metodi
2.1 Colture cellulari e campioni di tessuto

Le colture neuronali sono state preparate rimuovendo chirurgicamente l'ippocampo
o il cervelletto dai topi a p1-3 (ippocampo) o a p4-7 (cervelletto), e applicando una
digestione tramite tripsina per dissociare i1 singoli neuroni. 100.000 cellule
dell'ippocampo sono state piastrate come gocce di 40 ml su un vetrino coprioggetto
rivestito di poli-L-lisina e 2 mL di plating medium (medium di base MEM
composto da: 0,5% di glucosio; 0,02% di NaHCO3; 0,01% di transferrina;
contenente FBS 10%, 2 mM L-glutammina, insulina e penicillina/streptomicina) ¢
stato aggiunto 1 ora dopo il seeding. Per le colture di neuroni granulari cerebellari
(CGN), 1,5x10° cellule sono state aggiunte direttamente su un dish rivestito di poli-
L-lisina contenente 2 mL di plating medium. Dopo un giorno in vitro (DIV1) 1 ml
di plating medium ¢ stato sostituito con 1 ml di terreno di coltura (terreno di base
contenente 5% FBS; 0,5 mM di L-glutammina; supplemento del 2% B27;
penicillina/streptomicina) e a DIV2 ¢ stato ulteriormente aggiunto 1 mL di terreno
di coltura. AraC (Arabinocytosine) ¢ stata aggiunta al mezzo di coltura per limitare
la proliferazione gliale. Per le colture di CGN ¢ stato aggiunto KC1 25 mM al terreno
di semina e di crescita.

Per 1'espressione TetOn-eGFP-mCherry-RAMP4/TOM20, 4 mg/ml di doxiciclina
sono stati aggiunti il giorno della trasfezione. L'imagining e la fissazione delle
colture dell'ippocampo ¢ stato condotto a DIV 13—16 e le colture CGN sono state
lisate a DIV13-20.

Per la trasduzione lentivirale sono state pipettate circa 5x10° unita virali infettive
per pozzetto di 35 mm di diametro su neuroni ippocampali a DIV 1 o 2. Un controllo
costituito da non-targeting shRNA ¢ stato incluso negli esperimenti di knockdown
dei RYR.
2.2 SILAC e Spettrometria di massa MS/MS

WT  ATGS KD
Le colture CGN WT e KO (1,5-1,7x106 cellule per coltura) = e
sono state coltivate in NB (Neurobasal) privo di lisina e I l
arginina a cui sono state aggiunte varianti amminoacidiche * = @ah d%m]
contenti isotopi medi (M) D4-lisina/13Cé6-arginina s Y d"mm'm'
(Lys4/Arg6) per il WT o contenti isotopi pesanti (H) smtheszed  gegrmgaion
13C615N2-lisina/13C615N4-arginina (Lys8/Argl0) per il ' o\ -4
KO. Il mezzo di coltura ¢ stato integrato con 2% di B-27, 0,5 ‘ M |
mM L-glutammina, 25 mM KCL e penicillina/streptomicina.
Dopo 2 settimane, il mezzo di coltura ¢ stato sostituito con un mezzo di coltura
"leggero" (L), quindi contenente amminoacidi costituiti da isotopi leggeri, derivante
da "colture sorelle" coltivate in parallelo.
I neuroni da entrambe le colture sono stati raccolti e lisati dopo 0, 2 e 6 giorni e
mescolati in coppie WT-KO raccolte allo stesso tempo. 40 pg di proteine lisate ai
tre diversi tempi sono stati separati su 4%—15% SDS—PAGE, ciascuna corsia ¢ stata
quindi tagliata in 15 parti ed ¢ stata eseguita la digestione con tripsina in gel. |

Intensity



peptidi digeriti sono stati analizzati da un sistema di cromatografia liquida capillare
a fase inversa (sistema Ultimate 3000 nanoLC; Thermo Scientific) collegato a uno
spettrometro di massa Orbitrap Elite (Thermo Scientific) cosi da rilevare i livelli
proteici allo stato stazionario. L'identificazione e la quantificazione delle proteine
sono state eseguite utilizzando il software MaxQuant (versione 1.5.1.0). Sono stati
eseguiti quattro esperimenti indipendenti per confrontare la degradazione delle
proteine nelle colture WT ¢ KO dopo 6 giorni di medium L. La differenza nel
turnover proteico di WT e KO ¢ stata calcolata dividendo il rapporto H/M (quantita
di proteine KO su proteine WT) al tempo t6 per quello al tempo t0. Tramite questo
rapporto si puo quantificare quanto le proteine siano degradate nel KO rispetto al
WT. Le analisi sono state eseguite utilizzando Microsoft Excel. Gli arricchimenti
in gene onthology dei componenti cellulari sono stati calcolati tramite il tool
GOrilla, utilizzando un elenco di proteine con fold > 1,5 nel rapporto KO/WT e
l'elenco totale di 1753 proteine come riferimento. La localizzazione subcellulare
delle 73 proteine hit (definite come > 0,6 log2-fold change e p <0,05) ¢ stata
eseguita manualmente per ogni hit utilizzando la banca dati UniProtGO.

2.3 Immunoblotting

Il tessuto cerebrale ¢ stato omogeneizzato in un buffer di lisi (20 mM HEPES-KOH,
pH 7,4, 100 mM KCl, 2 mM MgCl2, 1% Triton X-100, integrato con 1 mM PMSF
e miscela di inibitori della proteasi e della fosfatasi dei mammiferi) utilizzando un
omogeneizzatore di teflon di vetro. Le colture neuronali sono state lisate in RIPA
(150 mM NacCl, 1,0% NP-40, 0,5% sodio desossicolato, 0,1% SDS, 50 mM Tris,
pH 8,0) con inibitori della proteasi e della fosfatasi. I lisati sono stati incubati per
30 minuti in ghiaccio prima di centrifugarli a 17.000g per 10 minuti a 4°C e le
concentrazioni proteiche sono state determinate tramite saggio di Bradford o BCA
(Acido Bicinconinico). I lisati sono stati fatti bollire per 5 miOn nel sample buffer
Laemmli. Tra 20 e 60 pg di proteine sono state risolte mediante SDS-PAGE e
I'immunoblotting ¢ stato eseguito su membrane di nitrocellulosa. Le membrane
sono state incubate con gli anticorpi primari a 4°C overnight. Il giorno successivo,
gli anticorpi primari legati sono stati rilevati mediante incubazione con anticorpi
secondari coniugati con IRDye 680/800CW tramite il sistema di imaging Odyssey
Fc (LI-COR Biosciences).

2.4 Immunostaining dei neuroni di ippocampo in coltura

I neuroni sono stati fissati a DIV 13-16 con paraformaldeide al 4%
(PFA)/saccarosio al 4% in soluzione salina tamponata con fosfato (PBS) per 15
minuti a temperatura ambiente (RT), lavati e incubato con anticorpi primari in PBS
contenente il 10% di Normal Goat Serum (NGS) e 0,3% Triton X-100 (Tx)
overnight a 4°C. I vetrini coprioggetto sono stati lavati tre volte con PBS (10 minuti
ciascuno) e incubati con 1 corrispondenti anticorpi secondari per 1 ora.
Successivamente 1 vetrini sono stati lavati altre tre volte in PBS e montati in
Immunomount. Per ’'immonostaining LC3, le cellule sono state fissate con PFA e
permeabilizzate con digitonina (200 mg/ml) per 15 minuti prima dell'incubazione
con anticorpi primari e secondari in PBS. Per il live labeling alle sinapsi, 1 neuroni



sono stati incubati con Synaptotagmin-Cy3 per 10 minuti in mezzo condizionato a
37°C, lavati tre volte e preparati per l'imaging del calcio (vedi capitolo 2.7). I
neuroni fissati sono stati ripresi con una risoluzione di 1.024x1.024 su un
microscopio confocale a scansione laser Zeiss LSM710 o su un microscopio
confocale a disco rotante (CSU-X1, Nikon) con obiettivo a olio 63x. Tutte le
impostazioni di acquisizione sono state impostate allo stesso modo per tutti i gruppi
all'interno di ciascun Immunostaining. L'elaborazione delle immagini e l'analisi
quantitativa sono state eseguite in ImageJ. Per I'analisi quantitativa delle intensita
fluorescenti nel soma l'area totale del soma ¢ stata selezionata manualmente e
misurata utilizzando gli strumenti di selezione Imagel. Le intensita medie dei punti
fluorescenti (sinapsi) sono stati misurate centrando regioni di 939 pixel (~ 131 mm)
sui massimi determinati da ImageJ. SynapCountJ, un plug-in Imagel, ¢ stato
utilizzato per determinare le sinapsi tramite la colocalizzazione di Homer e vGLUT
in neuriti tracciati. Per quantificare le colorazioni degli anticorpi RE nei neuriti, 1
segnali MAP2 e Tau sono stati usati come modello per una maschera, utilizzata per
limitare I'area quantificata alla forma dei dendriti o degli assoni. Le aree fluorescenti
sono state determinate applicando una threshold e analizzate utilizzando il modulo
"Analyze Particles" di Image] per determinare il numero o l'area dei punti
fluorescenti.

2.5 Immunoistochimica su sezioni cerebrali

I topi ATGS KO di 2-5 mesi e 1 loro compagni di cucciolata WT sono stati soppressi
da un sovradosaggio di Ketamina (120 mg/kg di peso corporeo)/Rompun (16 mg/kg
di peso corporeo) e perfusi con formaldeide al 4% in 0,1 MPBS. I cervelli sono stati
isolati e fissati nella stessa soluzione overnight a 4°C. Dopo la crioprotezione in
saccarosio al 20%, le sezioni congelate (30 mm) sono state raccolte in 0,1 MPBS.
Per 1'immunostaining, le sezioni dell'ippocampo corrispondenti dai compagni di
cucciolata WT e KO sono state elaborate contemporaneamente. Le sezioni sono
state bloccate per 2 h nel 5% di NGS e 0,125 M PBS con 0,3% Tween (PBST). Il
tessuto ¢ stato quindi lavato con PBST e incubato in una normale miscela di siero
di capra-PBST per 48 h con anticorpi primari. Dopo il lavaggio, le sezioni sono
state incubate per 16 h con anticorpi secondari coniugati con Alexa e Dapi in PBST.
Infine, le sezioni sono state lavate, montate e fissate su vetrini rivestiti di gelatina.
Le sezioni sono state riprese con una risoluzione di 1.024x1.024 utilizzando un
microscopio confocale a scansione laser Zeiss LSM710 con obiettivo 20x (a secco)
0 40x (olio). Tutte le impostazioni di acquisizione sono state impostate allo stesso
modo per le sezioni di tutti 1 gruppi all'interno di ciascun immunostaining.
L'elaborazione delle immagini e l'analisi quantitativa dell'intensita della
fluorescenza sono state eseguite in ImageJ. Le immagini sono state quantificate
misurando l'intensitd media nella regione di interesse (ROI) definita. Per il
conteggio delle sinapsi nelle aree CA1, sono state analizzate 6 ROI di 20x20 pm
per animale. L'immunostaining di Homerl ¢ stato utilizzato come maschera per
contare le particelle vVGLUT sinaptiche utilizzando la funzione di analizzatore di
particelle in ImageJ.



2.6 Tomografia elettronica

I neuroni DIV14 sono stati fissati con glutaraldeide al 2% in PBS. I vetrini
coprioggetto sono stati quindi fissati con OsO4 all'1% ed esacianoferrato di potassio
all'1,5%, colorati in blocco con acetato di uranile all'1% e disidratati in gradiente di
metanolo, ossido di propilene ed infiltrazione di resina ipossidica. Dopo la
polimerizzazione, i vetrini coprioggetto sono stati rimossi € sezioni da 50 nm sono
state tagliate e contrastate con acetato di uranile e citrato di piombo. Per la
tomografia elettronica (TEM), sezioni da 250 nm sono state tagliate e raccolte su
griglie scanalate rivestite con fiducial d'oro da 10 nm. Sono poi state scattate una
serie di immagini da +60 a 60 con un microscopio Tecnai G20. Per renderizzare
modelli 3D delle strutture subsinaptiche sono stati utilizzati Etomo/IMOD e
browser di imaging per microscopia (MIB).

2.7 Ca*" imaging

Le colture di neuroni dell'ippocampo da topi WT e ATGS5 KO sono state incubate
con la sonda fluorescente per il calcio 2 mMFluo-8/AM in presenza di 0,02% di
acido pluronico per 15 minuti a 37°C. Prima dell'imaging, i neuroni sono stati lavati
3 volte nel buffer di imaging. Per gli esperimenti di quantificazione dei livelli di
calcio assoplasmatico in neuroni WT e ATG5-1KO (figura 3.2A), 1 neuriti sono stati
identificati tramite una lieve stimolazione elettrica di 20AP utilizzando una camera
di stimolazione RC-47FSLP e provocando un aumento di Fluo-8. Per le risposte
indotte dalla caffeina (figura 3.5A), il calcio ¢ stato omesso dall'imaging buffer e le
immagini sono state acquisite con frame rate di 1 Hz. Dopo aver corretto per la
fluorescenza di fondo, ¢ stata analizzata l'intensita della fluorescenza nel tempo. 1l
numero di bottoni rispondenti per soma (figura 3.5C) ¢ stato determinato contando
1 bottoni rispondenti in una ROI di 100x100 mm contenente un soma.

Ca’* sinaptico: 1 neuroni sono stati trasdotti con Synaptophysin-GCamp6,
sottoposti a stimolazione del campo elettrico e visualizzati nel buffer di imaging.
Le immagini sono state acquisite con frame rate di 1 Hz.

Ca’* RE Iuminale: I neuroni sono stati trasfettati con ER-GCAMP6-150 e gli assoni
sono stati osservati nel buffer di imaging prima e dopo 1’aggiunta di ionomicina 50
uM. Conoscendo le caratteristiche in vitro dell'indicatore utilizzato®, & possibile

calcolare la [Ca?'] nel RE utilizzando la seguente equazione: [Ca?'] =
Fr 1

Kd (M)

Fr )ﬁ
1__
( Fmax

dove Kgq ¢ la costante di affinita dell'indicatore (150 uM), F; ¢ la fluorescenza
misurata a riposo, Fmax € il picco massimo di fluorescenza, R¢¢ l'intervallo
dinamico (45) e n ¢ il coefficiente di Hill (1,6). I valori Fimax non sono stati corretti
per le variazioni di pH. Tutti gli esperimenti di imaging Ca*" sono stati eseguiti
nel buffer di imaging a 37°C con un microscopio a epifluorescenza (Nikon
Eclipse Ti) dotato di un obiettivo a olio 40X. L'analisi quantitativa e l'elaborazione
delle immagini sono state eseguite utilizzando Image].



2.8 Analisi statistiche

I valori sono sempre rappresentati come media £ SEM. La significativita ¢ indicata
utilizzando gli asterischi *p < 0,05, ** p < 0,01, *** < 0,001 ¢ p > 0,05. La
valutazione dei dati statistici ¢ stata eseguita utilizzando il software Graph Pad
Prism 5. Sono stati utilizzati one-sample t test per i confronti con i valori di controllo
che sono stati normalizzati a 1. Per il confronto tra due gruppi sperimentali la
significativita statistica ¢ stata analizzata mediante unpaired, paired o Student’s t-
test o test di Mann—Whitney (come indicato nelle legende delle figure). Per
confronti tra piu di due gruppi sperimentali 1 dati di significativita statistica sono
stati analizzati mediante ANOVA unidirezionale con post hoc test. Il numero di
animali, colture cellulari o cellule utilizzate (n) ¢ indicato nelle legende delle figure.



3. RISULTATI e analisi dell’approccio sperimentale

Lo studio svolto nell’articolo analisi di questa tesi si sviluppa in due parti principali.
In primo luogo, viene dimostrato come la perdita di autofagia neuronale provochi
una facilitazione della neurotrasmissione presinaptica, che si vede non essere
causata né da alterazioni nel numero o densita delle sinapsi, né da un diverso
rapporto tra sinapsi eccitatorie e inibitorie € nemmeno da un diverso numero o
localizzazione delle vescicole presinaptiche. In secondo luogo, viene indagata la
causa di questo aumento nella neurotrasmissione identificandola nell’accumulo del
reticolo endoplasmatico tubulare e, conseguentemente, delle sue proteine di
membrana, tra cui i recettori della rianodina (RyR), che determinano un incremento
nel rilascio di calcio intracellulare.

In questa tesi ci si concentrera maggiormente sulla seconda parte dell’articolo,
illustrando come la mancanza di autofagia influenzi ’accumulo di RE tubulare
negli assoni.

3.1 L’accumulo di reticolo endoplasmatico tubulare negli assoni dato dal
blocco dell’autofagia neuronale in assenza della proteina ATGS

Dopo aver determinato che la compromissione dell’autofagia, data da knock-out
del gene ATGS, associata ad un’aumentata neurotrasmissione presinaptica, i
ricercatori hanno condotto un’analisi proteomica quantitativa dei livelli stazionari
e del turnover delle proteine neuronali in neuroni CGN di topo WT e di topo ATG5-
iKO (topi in cui il KnockOut di ATGS5 ¢ inducibile tramite trattamento
farmacologico).

E stato quindi effettuato un trattamento con tamoxifen per indurre la perdita di
autofagia nei neuroni ATG5-1KO ed ¢ stata svolta un analisi SILAC (Stable Isotope
Labeling by Amino acids in Cell culture).

Delle 1.753 proteine identificate, 73 hanno mostrato un turnover ridotto (Fig 1.1A)
e, tra queste, la maggior parte avevano precedentemente mostrato anche un aumento
nei livelli stazionari (Fig 1.1B).

A synaplic proteins B Figura 1.1. Ridotto turnover proteico in
3, ** other neuroni ATGS-iKO: A. In grafico sono mostrati i
KO:WT at10 (steady state) ~ rapporti t=6/t=0 degli H/M medi delle 1.753

proteine analizzate. 73 di queste hanno mostrato

73 hits

66 hits

2+ . . R . .. .. . -
tassi di degradazione piu lenti nei neuroni ATGS-

iKO (definiti come log2 fold change > 0,6 e p <
0,05). B. In grafico sono riportati i livelli

p value (-log1g)
X
“'.‘ .
p value (-logiQ)

stazionari delle proteine analizzate. 66 di queste
mostrano livelli elevati (definiti come KO/WT>1,5

[}l b ~
oo 05 0 Ts 0 05 1 15 ¢ Dp<0,05).
Fold change (logg) HM (log2)

Ulteriori analisi di gene ontology hanno indicato che la maggioranza delle proteine
con turnover ridotto in assenza di autofagia neuronale erano proteine localizzate nel
reticolo endoplasmatico, e in particolare presenti sulla membrana del RE tubulare
(Fig 2.1).
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Per convalidare questi dati utilizzando un approccio indipendente, sono stati
determinati 1 livelli stazionari delle diverse classi delle proteine di membrana del
RE tramite analisi quantitativa con Immunoblot delle colture di neuroni CGN.

Quest’analisi ha rivelato una accumulo significativo di proteine di membrana del
RE tubulare come Reticulon 3, Calnessina, VapB e RyR come risultato del loro
turnover ridotto (Fig 1.3A). A causa della sua grande dimensione e quindi della sua
conseguente scarsa migrazione in SDS-page, RyR non ¢ stato rilevato in tutti gli
esperimenti di MS/MS.

A differenza delle proteine di membrana del RE tubulare, le proteine localizzate nel
lume del RE hanno mostrato un aumento ridotto e le proteine di membrana del RE
ruvido hanno mostrato livelli inalterati (Fig 1.3B).

Sorprendentemente non sono stati visualizzati cambiamenti nei livelli di proteine
fondamentali per la neurotrasmissione quali: proteine delle vescicole postsinaptiche
(come SV2), proteine della zona attiva (come Munc13-1), canali ionici postsinaptici
e della membrana plasmatica (inclusi Kv e Cav) e citocromo C mitocondriale (Fig
1.3B).

A wr KO B 35, Pre-  post PM ion channels ER (tubular) ER rough mito
o —Rryr synapse synapse ion channels ER
EI Reticulon 3 3.01 I
canoin  E 55
[ Reticuiocalbin £ 2] T

Reticulocalbin 5 I .
[E] Calreticulin € 1.5 T I

<o
[ ] sv2 210 Ry _*trlt_ & Y -
| SNAP25 3 65
b wd | Munc13-1
[ =] Gluat oodlzilallallel sl |a)i7)1a] 4] |a] |a]]a] [#] [4] [8] [4][#] |6] |o]]|8] 6] 4] |4] |4]]<
u A
—— LA RSP S SN ATRLEL P S LIS S D o
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Figura 1.3. Accumulo delle proteine di membrana del RE tubulare: A. Analisi immunoblot ed esempi
rappresentativi di lisati da WT e KO CGN in coltura utilizzando anticorpi contro le proteine indicate. B. Nel
grafico le barre mostrano il cambiamento del livello proteico delle proteine indicate normalizzato al gene
housekeeping tubulina. La numerosita n ¢ rappresentata in ogni barra. Tutti i dati rappresentano la media +
SEM. *p < 0,05, **p < 0,01, ***p < 0,001. One-sample t test.

L’accumulo di proteine del RE, come la Calnessina, ¢ stato osservato, oltre che in
queste analisi, anche in esperimenti su neuroni di ippocampo in coltura. Questo
potrebbe significare che il turnover del reticolo endoplasmatico tubulare per via

autofagica ¢ una caratteristica generale dei neuroni del sistema nervoso centrale.

Questi dati suggeriscono che il RE tubulare ¢ uno dei maggiori substrati
dell’autofagia neuronale mediata da ATGS in neuroni del sistema nervoso centrale
in assenza di insulti proteotossici.
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Visti i precedenti studi sulla formazione degli autofagosomi negli assoni distali dei
neuroni, gli autori dell’articolo oggetto di questa tesi hanno cercato di capire se
l'accumulo di RE tubulare rilevato a livello proteico in colture di neuroni cerebellari
o ippocampali fosse omogeneo in tutto il neurone o specifico per gli assoni rispetto
al soma o ai dendriti.

Esperimenti di imaging al microscopio confocale su neuroni ATG-1KO di
ippocampo trattati con tamoxifen hanno mostrato un pronunciato accumulo di RE
tubulare, marcato tramite Reticulon 3 in assoni Tau-positivi/MAP2-negativi,
mentre i livelli di RE tubulare in dendriti e soma risultavano pressoché inalterati
(Fig 1.4A).

Figura 1.4. Accumulo di RE negli assoni:

A - 6 B A. Immagini‘ confocali 1‘avp‘presetvn‘ali_\"e di
; WT ko  neuroni dell'ippocampo WT e ATGS-iKO

— hk marcati con il marcatore reticolare Reticulon

%%H 3 (Rtn3), quello assonale Tau e quello

EE o dendritico Map2. Le frecce gialle indicano

gE4q ns gli accumuli di RE. Scale bar 5 mm. B.

;; 2 Quantificazione di Rtn3 in neuroni WT e

Y7o KO, in dendriti 0 in assoni. n = 50 immagini,

,\.@;‘{%\ @'Hi;& 4 esperimenti indipendenti. Prova di Mann-

&gﬁ N Whitney. Tutti i dati rappresentano la media

+ SEM. *p < 0,05,

La perdita di ATGS negli astrociti non ha comportato nessun accumulo di RE negli
assoni, ad indicazione del fatto che il fenotipo del RE neuronale osservato ¢
specifico per i neuroni e verosimilmente non viene influenzato dalla condizioni del
RE in altri tipi cellulari.

Per verificare che ’accumulo di RE tubulare negli assoni sia effettivamente una
conseguenza di autofagia neuronale perturbata piuttosto che un fenotipo legato alla
perdita di ATGS, I’autofagia neuronale ¢ stata bloccata in acuto tramite 1’inibizione
di VPS34 (proteina del complesso PI3Kc3). A questo scopo ¢ stato utilizzato
I’inibitore VSP34-IN1, che ha mostrato lo stesso fenotipo osservato per la perdita
di ATGS rispetto all’accumulo di RE tubulare negli assoni (Fig 1.5A). In aggiunta,
il knockdown tramite lentivirus di FIP200 (proteina del complesso ULK1) in
neuroni di ippocampo ha mostrato un accumulo del RE tubulare marcato con

Reticulon3 in assoni Tau-positivi (Fig 1.5B). ) S )
Figura 1.5. Accumulo di RE negli assoni
dovuto a inibizione di proteine autofagiche
precoci: A. Quantificazione di Rtn3 nel
controllo e nei neuroni trattati con VPS34-IN1 (1

B Scr-shRNA  Fip200-shRNA

»
%
*

] [
o
%,
(e
W
4’7
3

uM, 24 ore), espressa come area assonale (Tau
positiva, non mostrata) ricoperta da accumuli di
Rin3. n=16-17 immagini, 1 esperimento,
unpaired t test. B. Immagini confocali
rappresentative di neuroni ippocampali di
controllo e neuroni trasdotti con Fip200-shRNA
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marcati con Rtn3 e Tau. Il RE si accumula negli
assoni Fip200 KD. Scale bar, 10 mm. Tutti i dati
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In contrasto, ulteriori esperimenti di imaging confocale hanno mostrato come la
mancanza di ATGS5 non abbia effetti ne sull’apparato di Golgi, né sugli endosomi
tardivi e lisosomi, né sul RE ruvido e nemmeno sui mitocondri (Fig 1.6).
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Figura 1.6. Mancanza di effetti del knockout di ATGS su Golgi, lisosomi, RE ruvido e mitocondri:
Immagini confocali rappresentative di neuroni ippocampali WT e ATG5-iKO marcate con: A. il marcatore del
Golgi GM130 e il marcatore lisosomiale LAMP1; B. il marcatore del RE Sec61; C. il marcatore mitocondriale
Sod2. D. Numero di mitocondri assonali quantificati in neuroni WT e ATGS KO trasfettati con dsred-mito. n
= 3 esperimenti, 26 immagini per condizione; paired t-test.

Questi dati suggeriscono che il blocco dell’autofagia neuronale causato dal KO di
ATGS causa I’accumulo di RE tubulare negli assoni e, possibilmente, alle sinapsi.

Questa ipotesi ¢ stata ulteriormente sondata a livello ultrastrutturale mediante
tomografia elettronica. L’analisi tomografica dei neuroni ippocampali in coltura ha
confermato il drastico accumulo di tubuli di RE negli assoni e nei siti presinaptici
(Fig 1.7).

Figura 7. Accumulo del RE visualizzato
tramite tomografia elettronica: Sezioni
virtuali singole e ricostruzioni
tomografiche al microscopio elettronico a
trasmissione (TEM) di bottoni sinaptici
che mostrano densita postsinaptiche
(arancione), tubuli del RE (blu), vescicole
sinaptiche (giallo) e mitocondri (verde).
Qui sono mostrati un bottone WT e due
bottoni ATGS5-iIKO con aumenti di
volume reticolare medi e gravi. Scale bar

1 mm.

I risultati ottenuti dimostrano che il blocco dell'autofagia neuronale, causata
dall'assenza di ATGS, provoca un pronunciato accumulo di RE tubulare negli
assoni e nei siti presinaptici, mentre i macchinari chiave per la neurotrasmissione e
I’eso-endocitosi delle vescicole sinaptiche sembrano rimanere inalterati.

3.2 L’accumulo del reticolo endoplasmatico tubulare negli assoni dei neuroni
ATGS KO ¢ causato dal blocco selettivo dell’autofagia/turnover lisosomiale
delle membrane del RE

Per indagare ulteriormente 1’ipotesi che I’accumulo di RE assonale causato dal KO
di ATGS sia una conseguenza di autofagia/turnover lisosomiale difettati sono stati
condotti ulteriori esperimenti.
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Per prima cosa ¢ stato effettuato un trattamento con Bafilomicina in colture
neuronali CGN di topi WT o ATGS5-iKO. Questa andra ad inibire Iattivita del
lisosoma disattivando la v-ATPasi e causando quindi un’alterazione del pH
lisosomiale, che, alcalinizzandosi, impattera sull’attivita degli enzimi e, di
conseguenza, sulla degradazione lisosomiale. Mentre un trattamento di 24 ore con
Bafilomicina su neuroni WT ha causato un accumulo di membrane del RE marcate
da Calnessina, lo stesso trattamento su neuroni ATG5-iKO non ha indotto un
ulteriore aumento di membrane del RE Calnessina-positive (Fig 2.1A). Questo
risultato suggerisce che I'accumulo di RE nei neuroni KO per ATGS ¢ il risultato di
difetti a livello autofagico/di degradazione del RE mediata da lisosomi. Si ¢ inoltre
visto un accumulo di Calnessina anche in colture CGN WT trattate per 12 ore con
l'inibitore dell'autofagia VPS34-IN1 (Fig 2.1C).
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Figura 2.1. Risposta di neuroni WT e ATGS5-iKO a trattamenti
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Coerentemente con questi dati biochimici, ¢ stato osservato che il RE marcato con
la proteina fluorescente DsRed-KDEL (sequenza amminoacidica di ritenzione al
RE) co-traffica con autofagosomi contenenti LC3-EGFP (LC3-Enhanced Green
Fluorescent Protein) in assoni distali dei neuroni dell'ippocampo in WT ma non in
topi ATGS-iKO (Fig 2.2 A, B e C). Nessun co-trasporto di membrane del RE
marcate con DsRed-KDEL e autofagosomi contenenti LC3-EGFP ¢ stato osservato
nei dendriti (Fig 2.2D).

A

oo}

100 Oboth Figura 2.2. Cotraffico di RE e lisosomi: A.
mlC3

“hi orafi - e P
= KDEL Chimografie che mostrano la

colocalizzazione e il cotrasporto di DsRed-
KDEL con autofagosomi marcati con GFP-

Percentage
(%3]
o

LC3b  negli assoni dei  neuroni
dell'ippocampo  WT. B. Percentuale di
autofagosomi  marcati con GFP-LC3b
positivi per DsRed-KDEL. n = 30. C e D.
Serie  temporali rappresentative di

—
Distance alona axon

distal axon D  proximal dendrite

colocalizzazione e cotrasporto di DsRed-
KDEL con autofagosomi marcati con GFP-
LC3b in un assone (C) e in un dendrite
prossimale (D). Le frecce gialle indicano lo
spostamento delle vescicole DsRed-KDEL.

Questi dati mostrano come il reticolo endoplasmatico assonale sia un importante
substrato dell’autofagia neuronale, che ne determina la degradazione nel soma,
dove risiedono la maggior parte dei lisosomi.
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Quest’ipotesi ¢ stata ulteriormente testata utilizzando un biosensore per il turnover
delle membrane del RE per via autofagica. Questo sensore monitora la
localizzazione lisosomiale di un reporter chimerico costituito dalla proteina
fluorescente verde EGFP e dalla proteina fluorescente rossa mCherry, fuse con la
proteina di membrana del RE RAMP4 (Ribosome-Associated Membrane Protein
4). EGFP, essendo sensibile al pH, una volta localizzata nei lisosomi (caratterizzati
da un pH acido), perde fluorescenza. La proteina mCherry, che ¢ invece insensibile
al pH, presenta fluorescenza indipendentemente dal pH del compartimento in cui si
localizza. Quando espresso in neuroni ippocampali WT, il costrutto EGFP-
mCherry-RAMP4 esibisce un pattern di staining reticolare consistente con la
localizzazione al RE, ma anche punti di fluorescenza rossa identificati come
lisosomi contenenti RE in via di degradazione. Questi punti di fluorescenza rossa
sono stati invece raramente osservati nei neuroni KO ATGS (Fig 2.3A e C). Questo
risultato sembra essere coerente con I’effetto negativo della perdita neuronale di
ATGS sulla reticolofagia. La ri-espressione della proteina ATGS nei neuroni KO
(KO + FLAG-ATGS) ha infatti mostrato un fenotipo simile al WT, con punti di
fluorescenza rossa ben visibili (Fig 2.3A e C).

La perdita di ATGS non ha invece influenzato il turnover autofagico dei mitocondri
(mitofagia), a supporto dei dati che mostrano che ATGS5 potrebbe essere non
essenziale per la mitofagia (Fig 2.3B e D).

A eGFP-mCherry-RAMP4 B eGFP-mChery-TOM20

Figura 2.3. Acidificazione del RE neuronale in
WT ma non neuroni ippocampali ATGS-iKO in
coltura: A e B. Immagini confocali
rappresentative di neuroni trasfettati con EGFP-
mCherry-RAMP4 (A) ed EGFP-mCherry-TOM20

C D (B). L'EGFP si spegne a causa del pH basso,
idified ER idified mi i 3 'mC

::E ac'i;‘ijfic 4 ER ::Slilcf:zﬁigmr:ws provocando un passaggio da GFP+/mCherry+ a

100 100 GFP-/mCherry+  durante la  degradazione

lisosomiale del RE (A) e dei mitocondri (B). Le

et s g 50 caselle gialle indicano gli ingrandimenti mostrati a
g g destra. Scale bar 5 pm C. Percentuali di RE
& 0 . i 0 acidificato e non in WT, KO e KO + FLAG-ATGS.
& . R a .
x A& n = 6 esperimenti per WT e KO e n =3 esperimenti

& @ OF & @ P p > espe

o per KO + FLAG-ATGS; il numero totale di cellule
¢ indicato nelle barre. D. Percentuali di mitocondri
acidificati e non in WT e KO. n = 3 esperimenti; il
numero totale di cellule ¢ indicato nelle barre.
In conclusione, I’accumulo di RE assonale in condizioni di perdita di ATGS ¢ una
diretta conseguenza di un’autofagia/turnover del RE mediato da lisosomi negli
assoni alterato.
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3.3 L’elevato rilascio di calcio dai depositi del RE tramite recettori della
rianodina accumulati negli assoni e nei siti presinaptici facilita la
neurotrasmissione in assenza di autofagia neuronale mediata da ATGS

E risaputo che le principali funzioni del RE tubulare sono il trasferimento di
fosfolipidi, come il fosfatidilinositolo, alla membrana plasmatica e la regolazione
del signaling e dell’omeostasi del calcio intracellulare. Gli autori dell’articolo
oggetto di questa tesi hanno quindi indagato le possibili conseguenze della
diminuita reticolofagia in neuroni KO per ATGS, in relazione a queste due funzioni
del RE.

In un primo momento sono stati quindi analizzati i livelli di due lipidi prodotti da
due chinasi di membrana plasmatica a partire dal fosfatidilinositolo derivante dal
RE. Questi non hanno pero mostrato alterazioni significative in neuroni ATGS5 KO.
Si sono quindi indagati possibili cambiamenti nelle dinamiche delle proteine
luminali del RE assonale tramite esperimenti di FRAP (Fluorescence Recovery
After Photobleaching) che perd, anche in questo caso, non hanno mostrato
cambiamenti significativi.

E stata quindi seguita 1’ipotesi secondo cui I’accumulo di RE negli assoni
causerebbe alterazioni nell’omeostasi del calcio e faciliterebbe la neurotrasmissione
presinaptica innescata da calcio (calcium triggered)._I ricercatori hanno quindi
saggiato i livelli di calcio relativi nell'assoplasma di neuroni WT e ATGS5-iKO
utilizzando Fluo-8 come reporter. I livelli di calcio assoplasmatico in neuroni
ATGS5-1KO sono risultati circa il doppio rispetto a quelli dei neuroni WT (Fig 3.2).

B Figura 3.2. Livelli di calcio assoplasmatico in neuroni ippocampali WT e
ATGS-IKO: A e B. Trasfezione di colture neuronali ippocampali con Fluo-

*

8, un colorante fluorescente legante Ca2+, per misurare il calcio citosolico nei

g neuriti. I neuriti sono stati identificati tramite una lieve stimolazione elettrica
L2 (20 APs) provocando un aumento di Fluo-8. B. Quuantificazione dei livelli di
g calcio nelle due condizioni. I livelli di calcio in neuroni WT sono stati
=1 impostati su 1. n = 4 esperimenti indipendenti, 36 immagini per WT e 38
+ & . ..
"8 immagini per KO; one-sample t test.
8}
S

Al contrario, la misurazione della concentrazione di calcio nel lume del RE
assonale, compiuta utilizzando ER-GCaMP6-150 (ER Ca2+ indicator/Kd 150uM,
un biosensore fluorescente per il calcio nel RE), ha rivelato una riduzione da
200mM nei neuroni WT a circa 100mM nei neuroni ATG5-iKO (Fig 3.3).

A B

ER-GCaMPB-150 . . . . . .. .
Figura 3.3. Livelli di calcio nel RE assonale in neuroni ippocampali

2507 2x WT e ATGS-iKO: C. Colture di neuroni dell'ippocampo sono state
=20 trasfettate con ER-GCaMP6-150 e gli assoni sono stati visualizzati prima
%15 e dopo l'applicazione di ionomicina 50 mM (usata per indurre la
%4 10 saturazione dell'indicatore per la calibrazione). D. Quantificazione dei
2 g livelli di calcio nelle due condizioni. n = 30 assoni; 3 esperimenti
0 indipendenti; unpaired t test.
$©
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Questi dati suggeriscono che I’accumulo di RE tubulare negli assoni di neuroni KO
per ATGS5 porta a un efflusso di calcio dal lume del reticolo endoplasmatico
all’assoplasma, che potrebbe potenzialmente disturbare I’omeostasi del calcio
presinaptico.

Infatti, quando il buffering di calcio presinaptico in risposta ad un treno di
stimolazione sostenuto ¢ stato sondato esprimendo, tramite vettori lentivirali, il
sensore per il calcio Synaptophysin-GCaMP®6, ¢ stata rilevata un’abilita dei neuroni
ATGS KO di ripristinare i livelli di calcio stazionari significativamente ridotta.
Questo fenomeno potrebbe suggerire la presenza di un difetto nel buffering del
calcio, probabile conseguenza di un’omeostasi del calcio disturbata. Le possibili
cause di questo difetto nell'omeostasi del calcio sono molteplici: potrebbero esserci
alterazioni nell’entrata del calcio tramite canali voltaggio-dipendenti (Cav),
nell’efflusso di calcio dal RE attraverso 1’ATPasi PMCA (Plasma Membrane
Ca2+ ATPase), nell’afflusso di calcio nel RE tramite I’ATPasi SERCA (Sarco-
Endoplasmic Reticulum Calcium ATPase) o ancora nell’efflusso di calcio dal lume
del RE assoplasmatico tramite recettori dell’inositolo 1,4,5-trifosfato (IP3R) o RyR.

Le analisi proteomiche condotte in precedenza avevano rivelato un elevato
accumulo di RyR in neuroni ATG5-iKO e in cervelli ATG5-cKO; mentre i livelli
di canali del calcio voltaggio dipendenti Cav2.1, PMCA, SERCA2 e di varie
isoforme di IP3R (IP3R1 e IP3R3) risultavano inalterati.

Analisi di imaging confocale di neuroni ippocampali ATG5-iKO e di sezioni di
cervello di topi ATG5-cKO hanno ulteriormente confermato I’aumento dei livelli
di RyR allo stato stazionario in assoni Tau-positivi (Fig 3.4A) e nel proencefalo
(Fig 3.4B).

RyR2 WRYR2
o 0
’
— % s

Rel RyR area
(CA3)

Figura 3.4. Aumento dei livelli di RyR in neuroni ATG-iKO e sezioni di cervelli ATG5-cKO: A.
Coltura di neuroni ippocampali marcati per RyR2 endogeno e marker assonale Tau. Scale bar 5 um. B.
Immagini di sezioni del cervello del topo che mostrano un aumento dell'immunoreattivita RyR in nella

corteccia (crtx) e nell'area CA3 dell'ippocampo di sezioni ATGS-cKO. I box gialli indicano gli
ingrandimenti mostrati a destra. Scale bar 200 pm. C. Immunoreattivita del recettore della rianodina nell'area
CA3 dell'ippocampo di topi WT e ATG5-cKO. n=3; one-sample t test. Tutti i dati rappresentano la media +
SEM, ns: non significativo, *p < 0,05.

Dato I’importante ruolo dei RyR nell’omeostasi del calcio e nella modulazione della
neurotrasmissione presinaptica ¢ stato ipotizzato che I’elevato rilascio di calcio dai
depositi del RE sia mediato dall’accumulo di RyR negli assoni e nei siti presinaptici
e causi una facilitazione della neurotrasmissione in assenza di ATGS.
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Coerentemente con questa ipotesi, i neuroni ATG5-iKO hanno mostrato un grande
incremento nel rilascio di calcio mediato da RyR indotto da caffeina, rispetto ai
controlli WT (Fig 3.5A). In particolare, il rilascio di calcio si € concentrato in assoni
e presinapsi ma non nel soma neuronale (Fig 3.5B).

peak 2s after peak

A B
D>
WT .
O’ —caffeine
O,
ko o @
i
+caffeine

Figura 5. Aumento del rilascio di calcio dal RE indotto dalla caffeina nei neuroni ippocampali ATGS5-
iKO in cultura: A. Mappe termiche che mostrano le risposte del calcio marcato con Fluo-8 durante un
impulso di caffeina di 20 mM. Scale bar 10 um. B. Immagini di microscopia che mostrano il rilascio di
calcio del RE indotto dalla caffeina nelle sinapsi e negli assoni di neuroni ATG5-iKO marcati in rosso
tramite anticorpi anti-Sinaptotagmina 1. C. Numero medio di "bottoni" rispondenti per soma. n =90 WT e
95 KO somi da due esperimenti indipendenti; prova di Mann-Whitney.
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In conclusione, il rilascio elevato di calcio dai depositi del RE tramite 1’accumulo
di RyR negli assoni e ai siti presinaptici facilita la neurotrasmissione in assenza
dell’autofagia neuronale mediata da ATGS.
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4. DISCUSSIONE

I risultati ottenuti dagli autori dell’articolo oggetto di questa tesi rivelano come
l'autofagia neuronale abbia una funzione cruciale nel controllo del RE tubulare negli
assoni e, conseguentemente, nella regolazione della neurotrasmissione eccitatoria
tramite il rilascio di Ca** dai depositi del RE mediato da RyR.

Le analisi biochimiche, come SILAC e Immunoblot, combinate con saggi di
imaging hanno permesso di individuare il RE tubulare come uno dei maggiori
substrati dell'autofagia neuronale negli assoni e nei siti presinaptici. Questo risulta
coerente con studi pregressi sulla formazione degli autofagosomi, che sembra
avvenire principalmente (ma non esclusivamente) negli assoni distali e alle
terminazioni nervose presinaptiche?.

Nell’articolo viene anche mostrato come un elevato rilascio di calcio dai depositi
del RE tramite RyR negli assoni e nei siti presinaptici dei neuroni ATGS KO faciliti
la neurotrasmissione eccitatoria. Queste osservazioni sono coerenti con recenti
ricerche che suggeriscono 1’importante ruolo del RE’ e del rilascio di Ca** tramite
RyR nel controllo del neurotrasmissione presinaptica®.

Oltre alla loro funzione nella regolazione del rilascio di neurotrasmettitore’, & stato
osservato che i RyR si trovano in prossimita dei canali voltaggio-dipendenti BK
(Big Potassium) presenti sulla membrana plasmatica. Questi sono coinvolti nella
regolazione del burst firing dei potenziali d’azione (PA)'°, grazie alla loro elevata
conduttanza. E quindi possibile che I'accumulo di RyR nel RE assonale dei neuroni
ATGS KO, oltre ai suoi effetti sulla probabilita di rilascio del neurotrasmettitore,
alteri la forma dei PA e, quindi, ’eccitabilita neuronale. Coerentemente con questa
ipotesi, ¢ stato scoperto recentemente che la perdita di autofagia aumenta
I’eccitabilita di alcuni tipi neuronali, come gli spiny projection neurons dello
striato'!. Questo potrebbe essere un aspetto interessante da approfondire in studi
successivi.

In recenti studi si ¢ inoltre osservato come 1’accumulo del RE in topi CRISPR KO
per il fattore di regolazione dell'autofagia WDR45 (WD repeat domain 45) sia
associato a neurodegenerazione. In particolare, I'accumulo di stress da parte del RE
innesca una serie di pathways che terminano con l'apoptosi neuronale, un tratto
distintivo della neurodegenerazione. I dati raccolti in questi studi hanno anche
suggerito come la soppressione dello stress al RE potrebbe prevenire la morte
neuronale!?. Sarebbe quindi interessante indagare ulteriormente le modalita con cui
si potrebbe intervenire a livello del RE per diminuire alcuni effetti della
neurodegenerazione.

In conclusione, la scoperta della grande influenza dell’autofagia sul RE, e, di
conseguenza, sulla neurotrasmissione eccitatoria, apre le porte ad una serie di nuovi
possibili studi nell’ambito della neurodegenerazione.
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SUMMARY

Neurons are known to rely on autophagy for removal of defective proteins or organelles to maintain synaptic
neurotransmission and counteract neurodegeneration. In spite of its importance for neuronal health, the physio-
logical substrates of neuronal autophagy in the absence of proteotoxic challenge have remained largely elusive.
We use knockout mice conditionally lacking the essential autophagy protein ATG5 and quantitative proteomics to
demonstrate that loss of neuronal autophagy causes selective accumulation of tubular endoplasmic reticulum
(ER) in axons, resulting in increased excitatory neurotransmission and compromised postnatal viability in vivo.
The gainin excitatory neurotransmission is shown to be a consequence of elevated calcium release from ER stores
viaryanodine receptors accumulated in axons and at presynaptic sites. We propose amodel where neuronal auto-
phagy controls axonal ER calcium stores to regulate neurotransmission in healthy neurons and in the brain.

INTRODUCTION

Information processing in the brain critically relies on the relay of
information from a presynaptic neuron to the postsynapse via
regulated neurotransmitter release. This process is triggered by
the action potential (AP)-triggered, calcium-driven exocytic fusion
of neurotransmitter-containing synaptic vesicles (SVs) at active
zone (AZ) release sites (Jahn and Fasshauer, 2012; Sudhof,
2013). Exocytic SV fusion is followed by endocytosis of SV mem-
branes and reformation of functional SVs to replenish the SV pool
(Haucke et al., 2011; Murthy and De Camilli, 2003; Rizzoli, 2014).
The efficacy of neurotransmitter release is modulated by presyn-
aptic calcium influx via voltage-sensitive calcium channels
located at AZs, calcium efflux and sequestration (Nanou and Cat-
terall, 2018; Neher and Sakaba, 2008), as well as calcium-induced
calcium release from internal endoplasmic reticulum (ER) stores
located in the axon and at presynaptic sites (Bezprozvanny and
Kavalali, 2020; Galante and Marty, 2003; Irie and Trussell, 2017).

Because neurons are long-living postmitotic cells, the majority
of their synapses need to be maintained for the entire lifespan of
the organism (Cajigas et al., 2010). To prevent neuronal and syn-
aptic dysfunction, neurons have evolved mechanisms for removal
of toxic or defective proteins and organelles to maintain regulated
neurotransmission and the integrity of their functional proteome.
Among these mechanisms are lysosomal turnover of membrane

Gheck for
Updates

proteins and autophagy, a cellular process by which defective
proteins and organelles are degraded through sequestration in
autophagosomes and delivery to lysosomes (Hill and Colon-Ra-
mos, 2020; Nikoletopoulou and Tavernarakis, 2018; Vijayan and
Verstreken, 2017). In neurons, autophagy has been implicated in
diverse processes ranging from development, including signaling
via neurotrophins (Andres-Alonso et al., 2019; Kononenko et al.,
2017), to pathogenesis of neurodegenerative disorders (Moreau
et al., 2014; Nixon, 2013; Ravikumar et al., 2010; Sarkar et al.,
2007; Stavoe and Holzbaur, 2019). The importance of the auto-
phagy system in the brain is emphasized by the fact that knockout
of core ATG proteins, such as autophagy-related protein 5 (ATG5)
or ATG7, induces accumulation of non-degraded protein aggre-
gates, neurodegeneration, and neuronal cell death in mice (Hara
et al., 2006; Komatsu et al., 2006, 2007). Conversely, induction
of autophagy counteracts neurodegeneration in disease models
(Moreau et al., 2014; Nixon, 2013; Ravikumar et al., 2004, 2010;
Williams et al., 2006).

Despite the general importance of autophagy for neuronal
viability and function (Friedman et al., 2012; Hill and Colén-Ramos,
2020; Nikoletopoulou and Tavernarakis, 2018; Vijayan and Ver-
streken, 2017), the physiological substrates of neuronal autophagy
and the mechanisms by which defects in neuronal autophagy affect
neuronal and synaptic function are largely unknown. Autophago-
somes are formed in distal axons (Hill and Colén-Ramos, 2020;
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Figure 1. Selective Loss of Neuronal Autophagy Facilitates Excitatory Neurotransmission
(A) Decreased survival of KO mice conditionally deleted for ATG5 by transgenic expression of Cre recombinase under the telencephalon-specific EMX promoter
(ATGS5 "X EMX1-Cre).

(legend continued on next page)
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Maday and Holzbaur, 2014; Maday et al., 2012) and in the presyn-
aptic compartment (Azarnia Tehran et al., 2018; Murdoch et al.,
2016; Soukup et al., 2016; Soukup and Verstreken, 2017). Distally
formed autophagosomes mature during their retrograde axonal
transport (Guedes-Dias and Holzbaur, 2019; Stavoe and Holzbaur,
2019) prior to their fusion with degradative lysosomes enriched in
proximal axons and in neuronal somata (Hill and Colon-Ramos,
2020; Maday and Holzbaur, 2014; Maday et al., 2012). In addition
to this largely constitutive process of neuronal autophagy (Maday
and Holzbaur, 2016), formation of autophagosomes has been sug-
gested to be facilitated by mitochondrial damage (Ashrafi et al.,
2014), neuronal activity (Shehata et al., 2012; Wang et al., 2015),
overexpression of aggregation-prone proteins (Corrochano et al.,
2012), reactive oxygen species (ROS)-induced protein oxidation
(Hoffmann et al., 2019), or genetic depletion of key AZ proteins
(Okerlund et al., 2017).

We demonstrate, using knockout mice conditionally lacking
the essential autophagy protein ATG5 and quantitative prote-
omics, that loss of neuronal autophagy causes selective accu-
mulation of tubular ER in axons, resulting in increased excitatory
neurotransmission because of elevated calcium release from ER
stores via ryanodine receptors. Our findings suggest that
neuronal autophagy controls axonal ER calcium stores to regu-
late neurotransmission in healthy neurons and in the brain.

RESULTS

Selective Loss of Neuronal Autophagy in the Absence of
ATGS5 Facilitates Excitatory Neurotransmission and
Causes Premature Death In Vivo

It has been demonstrated previously that early loss of ATG5 in
neurons and glial cells throughout the nervous system causes
progressive motor deficits and severe neurodegeneration asso-
ciated with ubiquitin-containing cytoplasmic inclusions (Hara
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et al., 2006; Komatsu et al., 2006). To determine the physiolog-
ical consequences of selective ablation of autophagy in neurons
in the neocortex and hippocampus, we crossed ATG5"¥fox
mice with a transgenic EMX1-Cre line that expresses Cre recom-
binase in postmitotic excitatory neurons of the cortex and hippo-
campus. Conditional ATG5"°%; EMX1-Cre knockout (KO)
mice (hereafter called ATG5-conditional knockout [cKO]) were
born at normal Mendelian ratios (Figure S1A) but displayed
reduced postnatal growth (Figure S1B) and early postnatal
lethality between 2 and 6 months of age (Figure 1A). Analysis
by immunoblotting revealed profound loss of ATG5 protein
mainly in the cerebral cortex and in the hippocampus (Figure 1B).
This was accompanied by accumulation of the autophagy
adaptor and substrate protein p62 (elevated 3.9 + 2.6-fold in
the cortex, 2.6 + 1.2-fold in the hippocampus, and 2.1 + 0.5-
fold in the midbrain, as measured by quantitative immunoblot-
ting), consistent with prior observations in ATG5"*°%; nestin-
Cre KO mice lacking ATG5 throughout the brain (Hara et al.,
2006). Accumulation of p62 in the cortex and hippocampus as
well as signs of astrogliosis were also observed by confocal im-
aging in brain slices (Figures 1C and S1C). Moreover, caspase
activity was elevated in aged 4-month-old but not in young
ATG5-cKO mice (Figures S1D and S1E). No significant alter-
ations in the levels of key presynaptic (i.e., Synaptotagmin 1
and Synaptobrevin 2) and postsynaptic proteins (i.e., Homer 1)
(Figures S1F and S1G), the number of vGLUT1/Homer 1-con-
taining excitatory synapses (Figures S1H and S1l), or synapse
density analyzed ultrastructurally by electron microscopy (Fig-
ures S1J and S1K), were observed. These results show that
loss of neuronal autophagy impairs postnatal viability and
causes neuronal cell death in mice in vivo but does not signifi-
cantly alter synapse number or density.

To analyze whether and how loss of neuronal autophagy in the
conditional absence of ATG5 in excitatory neurons affects

(B) Western blot and quantification showing an ATG5 decrease primarily in the cortex (ctx) and hippocampus (hip) of 2-month-old ATG5-cKO mice. n = 4 mouse
pairs for ctx and midbrain (mid) and n = 3 mouse pairs for hip, one-sample t test.

(C) Quantification of GFAP immunostaining in 6- to 7-week-old control and ATG5-cKO brain slices. Slices were taken from 3 mice; one-sample t test. See also
Figure S1C.

(D) Basal excitatory neurotransmission measured as the relationship between fiber volley (FV) amplitudes and slopes of fEPSPs in WT control (n = 24 slices, 12
mice) and ATG5-cKO (n = 24 slices, 12 mice) mice. Representative fEPSP traces (above) and quantified data are shown. Significant difference between WT
control and ATG5-cKO slices encompassing the curve; two-way repeated-measures ANOVA.

(E) A lower stimulation intensity is required to elicit maximal responses in ATG5-cKO (58.8 + 2.1 pA) compared with control mice (100.8 + 4.6 pA); t test.

(F) Basal excitatory neurotransmission measured as relationships between FV amplitudes and slopes of fEPSPs in WT control (n = 11 slices, 6 mice) and ATG5-
cKO (n = 10 slices, 6 mice) mice in the presence of the GABA receptor antagonist picrotoxin (50 uM). Representative fEPSP traces (above) and quantified data
are shown. Significant difference between WT control and ATG5-cKO slices encompassing the curve; two-way repeated-measures ANOVA.

(G) Measurements of paired-pulse facilitation (PPF) in the presence of the GABAA receptor antagonist picrotoxin (50 uM) reveal significantly reduced PPF in
ATG5-cKO (n = 10 slices, 6 mice) compared with control (n = 11 slices, 6 mice) mice. Representative traces of PPF at a 50-ms interstimulus interval (above) and
quantified data over a range of interstimulus intervals (10-500 ms), given as a percentage of the second in relation to the first response (percent PPF), show
reduced facilitation of the second response in ATG5-cKO mice; two-way repeated-measures ANOVA.

(H) Cumulative probability shows a left-shifted distribution for PPR in ATG5-cKO mice. n = 28 (WT) or 30 (KO) slices from 8 animals; Kolmogorov-Smirnov test.
(I) Cumulative probability distribution shows decreased interevent intervals for sSEPSCs in ATG5-cKO mice. n = 17 (WT) or 21 (KO) cells from 7 and 6 animals,
respectively; Kolmogorov-Smirnov test.

(J) Release probability evaluated by a minimal stimulation protocol shows increased release probability (i.e., decreased failure rate) in ATG5-cKO mice. n = 23
(WT) or 24 (KO) cells from 5 animals; t test.

(K) Release probability evaluated by NMDA receptor-mediated fEPSP amplitude decay. Averaged NMDA receptor-mediated amplitudes in the presence of
MK801 (30 uM) show significantly faster decay in KO mice (see tau values in the bar graph). n =12 (WT) or 10 (KO) slices from 7 and 6 animals, respectively; t test.
See also Figures S2B and S2C.

(L) Estimation of RRP size by back-extrapolation (last 50 data points) of the cumulative EPSC to the y axis. n = 13 (WT) or 15 (KO) cells from 4 animals; Mann-
Whitney test.

All data show mean + SEM. ns, not significant; *p < 0.05, **p < 0.01, ***p < 0.001.
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synaptic transmission, we recorded field excitatory postsynaptic
potentials (fFEPSPs) of CA3-CA1 synapses in acute hippocampal
slices. These measurements revealed elevated basal synaptic
transmission in ATG5-cKO mice. The slopes of fEPSPs over fiber
volley (FV) amplitudes were increased significantly (Figure 1D),
and lower stimulation intensities were required to elicit maximal
responses in ATG5-cKO slices (Figure 1E). Moreover, elevated
fEPSP slopes over FV amplitudes were also observed in the
presence of the GABAA receptor antagonist picrotoxin (Fig-
ure 1F), suggesting that elevated excitatory transmission in
ATG5-cKO slices was not a consequence of impaired synaptic
inhibition. We therefore followed the alternative hypothesis that
loss of neuronal autophagy facilitates excitatory neurotransmis-
sion by increasing presynaptic release probability (Branco and
Staras, 2009). Slices from ATG5-cKO mice showed reduced
paired-pulse facilitation (PPF) of fEPSPs, a surrogate measure
of presynaptic release probability (Branco and Staras, 2009), in
the presence of picrotoxin (Figure 1G). Significantly reduced
PPRs of evoked excitatory postsynaptic currents (eEPSCs)
were also observed in patch-clamp recordings (Figure 1H).
Moreover, conditional loss of ATG5 led to a significant increase
in the frequency (Figure 11) but not amplitude (Figure S2A) of
spontaneous EPSCs (sEPSCs). The increased presynaptic
release probability of ATG5-cKO hippocampal synapses was
further confirmed by patch-clamp recordings using a minimal
stimulation protocol (Figure 1J) and by measuring the decay of
N-methyl-D-aspartate (NMDA) receptor-mediated fEPSP ampli-
tudes in the presence of the use-dependent NMDA receptor
antagonist MK-801 (Weisskopf and Nicoll, 1995; Figures 1K,
S2B, and S2C). In contrast, the NMDA/a-amino-3-hydroxy-5-
methyl-4-isoxazolepropionic acid (AMPA) ratio (Figure S2D)
and the size of the readily releasable SV pool determined by
back-extrapolation of the cumulative EPSCs to the y axis (Fig-
ure 1L) were unaffected in slices from ATG5-cKO mice. We
conclude that elevated excitatory neurotransmission in ATG5-
cKO mice is a presynaptic phenotype that does not appear to
be caused by impaired synaptic inhibition. These data are also
consistent with the fact that selective loss of ATG5 in postsyn-
aptic neurons does not alter excitatory neurotransmission
(Shen et al., 2020).

Next we wanted to find out whether the observed synaptic
phenotype is specific for hippocampal CA1 synapses or repre-
sents a more general phenotype. To this aim, we investigated a
very different synaptic connection, the hippocampal mossy fiber
(mf) synapse, which has a number of specific features; e.g., low
basal release probability, pronounced frequency facilitation, and
a presynaptic form of long-term potentiation that lacks NMDA re-
ceptor involvement (see Nicoll and Schmitz, 2005, for a review). In
addition, use-dependent amplification of presynaptic Ca®*
signaling by axonal ryanodine receptors has been postulated (Shi-
mizu et al., 2008). Previous work has established a close causal link
between presynaptic release probability and synaptic plasticity,
including long-term potentiation (LTP) at mf CA3 synapses (Nicoll
and Schmitz, 2005; Schulz, 1997; Sola et al., 2004; Weisskopf and
Nicoll, 1995; Yang and Calakos, 2013; Zucker and Regehr, 2002).
Hence, we probed presynaptic forms of short- and long-term plas-
ticity and observed decreased post-tetanic potentiation (PTP) and
blockade of LTP at hippocampal mf synapses from ATG5 KO mice

302 Neuron 109, 299-313, January 20, 2021

Neuron

(Figures S2E-S2G). These combined data indicate that loss of
neuronal autophagy in the absence of ATG5 causes gain of synap-
tic neurotransmission and loss of presynaptic plasticity at glutama-
tergic synapses in areas CA1 and CA3 of the hippocampus.

We challenged these unexpected findings in slices by optical im-
aging experiments in cultured neurons. We crossed ATG5"/ox
mice with a transgenic CAG-iCre line in which Cre recombinase ac-
tivity is under tamoxifen control. We then prepared primary neurons
from the hippocampus of these ATG5"¥"%; CAG-iCre mice
(referred to as ATG5-inducible knockout [iKO] hereafter) and corre-
sponding wild-type (WT) mice and treated them with tamoxifen to
acutely disrupt the ATG5 gene. As expected, tamoxifen-induced
conditional loss of ATG5 in hippocampal neurons (Figure 2A) abro-
gated formation of LC3-containing autophagosomes (Figures 2B
and 2C; see Figure S3C for inhibitory neurons), a phenotype
most prominently observed following application of the vacuolar
ATPase (v-ATPase) blocker bafilomycin (Figures 2D and 2E). As ex-
pected, blockade of neuronal autophagy in the absence of ATG5
was accompanied by progressive accumulation of the established
autophagy substrate protein p62 (Figures 2A, S3A, and S3B) in
neuronal somata. To study the effects of defective autophagy in
the absence of ATG5 on presynaptic function, we monitored SV
exo-endocytosis using pH-sensitive pHIluorin as a reporter (Kavalali
and Jorgensen, 2014; Figure 2F). Synaptophysin-pHluorin-ex-
pressing hippocampal neurons from WT or ATG5-iKO mice were
stimulated with 60 APs at different stimulation intensities, and SV
exo-endocytosis was monitored by optical imaging (Figure 2G).
Similar stimulation intensities induced Synaptophysin-pHIluorin re-
sponses with significantly higher amplitudes in ATG5-iKO neurons
(Figures 2H and S3D), akin to our electrophysiological data from
acute slice preparations (compare with Figure 1D). Moreover,
ATG5-cKO neurons displayed increased calcium sensitivity of neu-
roexocytosis (Figures 2I, S3E, and S3F). Akin to our results from
ATG5-cKO mice, no changes in synapse density (Figures 2J and
2K) or in the levels or localization of SVs (i.e., Synapsin 1, SV2, ve-
sicular glutamate transporter [vGLUT1]) and AZ proteins (i.e.,
Piccolo) were detected (Figures 2L and 2M). Acute genetic loss
of neuronal autophagy in ATG5-iKO neurons did not affect the ratio
of excitatory versus inhibitory synapses (Figure 2N), the readily
releasable or total recycling vesicle pool sizes (Figures 20 and
2P), or the total SV pool size determined at the ultrastructural level
(Figures 2Q and 2R).

In summary, loss of neuronal autophagy causes cell-autono-
mous facilitation of presynaptic neurotransmission (Figures 1,
2, and S2) that is not explained by alterations in the number or
density of synapses (Figures S1F-S1K, 2J, and 2K), the excit-
atory versus inhibitory synapse ratio (Figure 2N), or presynaptic
vesicle numbers, pool sizes, and SV localization (Figures 2L,
2M, and 20-2R).

Accumulation of Axonal Tubular ER Induced by
Blockade of Neuronal Autophagy in the Absence

of ATG5

Because enhanced excitatory neurotransmission did not
appear to be caused by accumulation of presynaptic exo- or
endocytic proteins or SVs, we conducted an unbiased quanti-
tative proteomics analysis of the steady-state levels and turn-
over of neuronal proteins in WT versus ATG5-iKO neurons to
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Figure 2. ATG5-iKO Hippocampal Neurons
Display Increased Stimulation-Dependent
SV Release

(A) Immunoblot showing ATG5 decrease and p62
increase in lysates from tamoxifen-inducible
ATG5-iKO (KO) hippocampal cultures.

(B and C) Representative images (B) of hippo-
campal WT and KO hippocampal neurons ex-
pressing mRFP-LC3. Note the decreased LC3
punctum numbers in ATG5 KO neurons; quanti-
fied in (C). Scale bar, 10 pm. n = 20 cells from a
representative experiment; Mann-Whitney test.
(D and E) ATG5 KO hippocampal neurons show
deficient LC3-positive punctum formation upon
bafilomycin treatment (10 nm, 4 h). Representa-
tive immunofluorescence images show LC3
staining in (D) (quantified in E). Scale bar, 10 um.
n = 42 cells, 1 experiment; Mann-Whitney test.
(F-H) Detection of exocytosis using Synaptophy-
sin-pHluorin.

(F) Schematic showing reporter de-acidification
during vesicle fusion with the plasma membrane.
(G) Example traces (averaged from a representa-
tive experiment) showing a stimulus-dependent
decrease in pHluorin signal in WT and KO hippo-
campal synapses.

(H) Graph showing mean peak fluorescence upon
different stimulation intensities. Values per cell are
normalized to the corresponding maximal fluo-
rescent peak at 100 mA (Fmax). n = 17-35 cells,
20 boutons per cell, 5 independent experiments;
two-way ANOVA.

() Graph showing mean peak fluorescence of the
pHIuorin signal under conditions of different
extracellular calcium concentrations. Values per
cell are normalized to the corresponding Fmax at
0.8 mM calcium. n = 21 cells, 20 boutons per cell,
3 independent experiments; t test.

(J) Representative confocal images of hippo-
campal neurons immunostained for B3-tubulin
(green), Homer 1 (postsynaptic, red), and
Bassoon (presynaptic, magenta). Scale bar, 2 um.
(K) Synapse numbers in WT and KO cultures ex-
pressed as the number of Homer 1/Bassoon-
positive puncta along B3-tubulin-positive neurite
length. n = 3 independent experiments, ~2,900
synapses per genotype; paired t test.

(L) Representative confocal images of hippo-
campal neurons immunostained for Synapsin-1,
VGLUT1, SV2, and Piccolo. Scale bar, 5 um.

(M) Quantification of Synapsin-1, VGLUT1, SV2, and Piccolo immunostaining intensities. The mean values for the control are set to 1, and the mean value for the
KO is expressed relative to this. n = 3 independent experiments, 26-37 images per condition; one-sample t test.

(N) Percentage of inhibitory and excitatory synapses in WT and KO hippocampal cultures determined by Synapsin (marker for all synapses) and vGAT (inhibitory
synapse marker) antibody staining. Excitatory synapses are Synapsin positive and vGAT negative. n = 3 independent experiments, 45-47 images per condition;
paired t test.

(O) Quantification and average traces of Synaptophysin-pHIuorin-expressing neurons stimulated with 40 APs (20 Hz) to determine the size of the readily
releasable SV pool (RRP). n = 3 independent experiments, 20 cells per condition; paired t test.

(P) Quantification and average traces of Synaptophysin-pHIluorin-expressing neurons stimulated with 600 APs (20 Hz) to determine the size of the recycling SV
pool (RP). n = 3 independent experiments, 20-24 cells per condition; paired t test.

(Q and R) Representative electron micrographs of nerve terminals in WT and KO hippocampal cultures show no difference in the number of SVs per bouton
(quantified in R). Scale bar, 1 um. n = 41 (WT) and 45 (KO) boutons, 1 experiment; Mann-Whitney test.

All data represent mean + SEM. *p < 0.05, **p < 0.01, ***p < 0.001.

cerebellar granule neurons (CGNSs), which can be cultured in
the absence of other cell types. WT or ATG5-iIKO CGNs were
treated with tamoxifen to induce ATG5 loss (Figure 3A),

identify factors that might conceivably regulate neurotransmis-
sion. Because hippocampal neurons in culture require the pres-
ence of astrocytes and are limited in number, we resorted to
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resulting in blockade of autophagosome formation, as evi-
denced by defective conversion of the key autophagy compo-
nent LC3 from its inactive LC3-I to the active LC3-Il isoform
(Figure 3B). We then conducted quantitative proteomics anal-
ysis of neuronal protein turnover by stable isotope labeling
with amino acids in cell culture (SILAC) experiments. CGNs
were grown in medium containing heavy or medium variants
of lysine and arginine for 14 days and analyzed directly by tan-
dem mass spectrometry (MS/MS) to determine their steady-
state levels or pulsed for a further 6 days in medium containing
light (i.e., unlabeled) amino acids before MS/MS analysis (Fig-
ure 3C). Of the 1,753 proteins identified in at least 3 of 4 exper-
iments (Table S1), 73 proteins exhibited a reduced degradation
rate, as evidenced by a significantly increased ratio of heavy
(KO)- to-medium (WT)-labeled peptides (H/M ratio) over the
6 day-period (i.e., increased (H/M) t = 6/(H/M) t = 0), including
several allegedly synaptically localized (Hakim et al., 2016) ER
membrane proteins (i.e., Reticulon-1, Reticulon-4, VapA, and
Calnexin) (Figure 3D; Table S1). Many of these factors already
displayed increased levels at steady state (Figures S3G and
S3H). Further gene ontology analysis indicated that the majority
of proteins with reduced turnover in the absence of ATG5-
mediated neuronal autophagy were proteins known to be local-
ized to the ER (Berner et al., 2018; Saheki and De Camilli, 2017;
Westrate et al., 2015) with a preference for tubular ER mem-
brane proteins (Figures 3E and 3F). To confirm these data
with an independent approach, we determined the steady-state
levels of distinct classes of ER membrane proteins (i.e., tubular
versus rough/sheet ER) by quantitative immunoblot analysis of
CGN neurons in culture. This analysis revealed a prominent
accumulation of tubular ER membrane proteins, such as Retic-
ulon 3, VapB, and the ryanodine receptor (RyR), an ER-local-
ized, ligand-gated calcium channel (Del Prete et al., 2014;
see Figures 3G and S3I for reduced degradation rates; because
of its large size and the resulting poor migration behavior in
SDS-PAGE, RyR could not be detected in all MS/MS experi-
ments). Lumenal ER proteins, such as Reticulocalbin and Cal-
reticulin, accumulated moderately, whereas no change in the
levels of rough ER membrane proteins, such as Sec61and
Sec61b, involved in secretory protein synthesis, was detectable
(Figure 3G). Strikingly, we observed no change in the levels of
presynaptic vesicle (i.e., SV2) and AZ proteins (i.e., Munc13-1);
postsynaptic (i.e., GIuA1 and GluN1) and plasma membrane ion
channels, including voltage-gated calcium (i.e., Cav2.1) or K*
channels (i.e., Kv1.1 and Kv1.2) and their associated factors;
or mitochondrial cytochrome ¢ (Figure 3G). Accumulation of
ER proteins, such as Calnexin, was also observed in hippo-
campal neurons in culture (Figure 4A; see also further below),
suggesting that autophagy-mediated turnover of tubular ER is
a general feature of central nervous system (CNS) neurons.
These data indicate that the tubular ER is a major substrate
for neuronal autophagy mediated by ATG5 in healthy unper-
turbed CNS neurons in the absence of proteotoxic challenge.

Previous work using live imaging has established that auto-
phagosomes form preferentially in distal axons and at presyn-
aptic sites (Hill and Colon-Ramos, 2020; Maday and Holzbaur,
2014; Maday et al., 2012) via a largely constitutive mechanism
(Maday and Holzbaur, 2016) that depends on ATG5. We
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therefore studied whether the accumulation of tubular ER de-
tected at the proteomic level in cultured cerebellar or hippo-
campal neurons (Figures 3 and 4A) was homogeneous
throughout the neuron or specific to axons versus the
neuronal soma or dendrites. Confocal imaging of hippocam-
pal neurons from tamoxifen-treated ATG5-iKO mice revealed
a pronounced accumulation of tubular ER marked by Reticu-
lon 3 in Tau-positive/MAP2-negative axons (Figures 4B and
4C), whereas tubular ER levels were altered insignificantly in
dendrites and neuronal somata (Figures S4A and S4B). Axons
of cultured inhibitory hippocampal neurons marked by GAD6
also displayed tubular ER accumulation (Figure S4C). In
ATG5-iKO neurons, the axonal ER often appeared as distinct
varicosities, possibly representing accumulated ER tubules
(Figure 4B and below). Similar results were seen when the
ER was marked by Calnexin (Figure S4D) or upon transfection
with DsRed-KDEL, a probe for the ER lumen (Figures S4E and
S4F). Loss of ATG5 in astrocytes did not result in accumulated
ER in axons (Figure 4E), indicating that the observed neuronal
ER phenotype is cell autonomous. ER-containing axonal vari-
cosities were clearly distinct from p62-positive ubiquitin con-
jugates detected mostly in neuronal cell bodies of ATG5-iKO
neurons (Figure S4G). To verify that the tubular ER accumula-
tion in axons is indeed a consequence of perturbed neuronal
autophagy rather than a phenotype unique to ATG5 loss, we
acutely blocked neuronal autophagy by inhibiting VPS34, a
phosphatidylinositol 3-phosphate-synthesizing lipid kinase
required for the early steps of autophagy (Ariosa and Klionsky,
2016; Ravikumar et al., 2008; Vijayan and Verstreken, 2017).
Acute pharmacological inhibition of VPS34 by an established
specific small-molecule inhibitor, VPS34-IN1 (Bago et al,,
2014; Ketel et al., 2016), phenocopied genetic loss of ATG5
with respect to accumulation of tubular ER in axons (Fig-
ure S4H). Moreover, tubular ER marked by Reticulon 3 also
accumulated in Tau-positive axons, often as punctate varicos-
ities, in hippocampal neurons depleted of the early-acting
autophagy protein FIP200 by lentiviral knockdown (Figure 4D).
In contrast, loss of ATG5 did not affect the levels or localiza-
tion of the Golgi complex or LAMP1-containing late endo-
somes/lysosomes (Figure S4l), rough ER marked by Sec61b
(Figure S4J), or mitochondria (Figures S4K and S4L). In spite
of the pronounced accumulation of axonal ER, no signs of in-
duction of the ER stress response probed by specific anti-
bodies against the active phosphorylated form of the ER
stress-induced kinases protein kinase R-like endoplasmic re-
ticulum kinase (PERK) or jun N-terminal kinase (JNK) were
detectable in ATG5-iKO neurons (Figures 4F, S4M, and
S4N). Moreover, ER tubule diameter, a surrogate measure of
ER stress (Schuck et al., 2009; Zhang and Hu, 2016), analyzed
by electron microscopy (EM), was unchanged in ATG5-iKO
hippocampal neurons (Figure S40).

The data so far suggest that blockade of neuronal autophagy
in the absence of ATG5 causes accumulation of tubular ER in
axons and, possibly, at synapses. We further probed this hy-
pothesis at the ultrastructural level by electron tomography.
Tomographic analysis of hippocampal neurons in culture
confirmed the dramatic accumulation of ER tubules in axons
and at presynaptic sites (Figures 4G and 4H). Elevated numbers
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Figure 3. Decreased Degradation and Accumulation of ER Proteins in ATG5-iKO Neurons

(A) Immunoblots showing ATG5 decrease in cell lysates from ATG5-iKO cerebellar granule neuron (CGN) cultures compared with control culture lysates.

(B) Analysis of the LC3-II/LC3-I ratio in immunoblots of CGN lysates from WT and KO cultures. n = 3; unpaired t test.

(C) Schematic showing the pulsed SILAC procedure to measure protein degradation. CGN cultures were grown for 2 weeks in medium containing heavy (H) or
medium (M) variants of lysine and arginine. On day 14, the medium was replaced with normal medium containing unlabeled (L) amino acids. After 0 (t = 0) or 6 (t = 6)
days, cells were harvested, mixed, and analyzed by MS analysis, resulting in a list of H/M ratios for each protein. The example shows an H-labeled peptide that is
degraded at slower rates than the M-labeled peptide, resulting in H/M ratios greater than 1.

(D) Four separate experiments were performed, in which 1,753 proteins were identified that exhibited H/M (KO/WT) ratios in at least 3 experiments (and 2
conditions, t = 0 and t = 6). Of the 1,753 proteins, 180 are considered to be synaptic proteins. To evaluate protein degradation over the course of 6 days, ratios at
t = 6 are divided by t = 0 ratios, and fold changes are plotted. Of 1,753 proteins, 73 showed a significant increase in average H/M ratios over the period of 6 days
(defined as log,fold change > 0.6 and p < 0.05, dotted lines); that is, they exhibited slower degradation rates in ATG5-iKO neurons. The table shows the protein
hits considered to be synaptic (the rank of hit is shown in brackets).

(E) Gene Ontology analysis indicates that most of the proteins that show slower degradation rates in KO neurons (fold change > 1.5) are localized to the ER (the
rank of overrepresented GO Cellular component is shown in brackets).

(F) Main subcellular localization of the 73 hit proteins (UniProtGO Annotation Database).

(G) Immunoblot analysis and representative examples of lysates from WT and KO CGNs in culture, using antibodies against the indicated proteins. Bars show the
protein level change of the indicated proteins normalized to the housekeeping gene tubulin. The mean values for the controls are set to 1. n, indicated in bars; one-
sample t test.

All data represent mean + SEM. *p < 0.05, **p < 0.01, **p < 0.001.
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Figure 4. Inhibition of Neuronal Autophagy
Leads to Accumulation of Smooth ER Pro-
teins and Tubules in Hippocampal Axons

(A) Elevated levels of ER membranes monitored
by Calnexin in lysates from hippocampal neurons
in culture, similar to what is seen in lysates from
CGNs (see also Figure 3G). Samples were
analyzed by immunoblotting. The bar displays
Calnexin protein levels normalized to tubulin as a

ER accumulation
(% of tau/map2)
oON b O
%, E |:,
) [

Qb\\q,\ ,5\?3@ control. Data for the WT were set to 1. n =7 in-
bz@'bq N dependent experiments; one-sample t test.
G (B) Representative confocal images of WT and
ATG5-iKO hippocampal neurons immunostained
47 for the ER marker Reticulon 3 (Rtn3), the axonal
marker Tau, and the dendritic marker Map2. Yel-
31 low arrows indicate ER accumulations in KO

axons. Scale bar, 5 um.

(C) Quantification of Rtn3 in WT and KO hippo-
campal neurons, expressed as dendritic (Map?2) or
1 axonal (Tau) area covered with Rtn3 accumula-
tions. n = 50 images, 4 independent experiments;
Mann-Whitney test.

(D) Representative confocal images of control
hippocampal neurons and neurons transduced
with Fip200-shRNA immunostained for the ER
marker Rtn3 and the axonal marker Tau. ER ac-
cumulates in Fip200 KD axons. Scale bar, 10 um.
(E) Cre-mediated ATG5 depletion in hippocampal
neurons (f(syn)cre) but not in astrocytes (f(gfap)
cre) leads to neuronal Rtn3 accumulation. Scale
bar, 10 um.

(F) Quantification of PERK phosphorylation (p-
PERK) in WT and ATG5-iKO lysates from CGNs in
culture treated with thapsigargin (thaps) to induce
ER stress (1 uM, 16 h) or left untreated. The P-
PERK/PERK ratio observed in WT lysates was set
to 1. n=4independent experiments; one-sample t

ER volume
(% of bouton volume)
b

test. See also Figures S4M and S4N for repre-
sentative blots and P-JNK quantification.

(G and H) 3D analysis of ER tubules in synaptic
terminals.

(G) Bars indicate the average ER volume in WT
and ATG5-iKO boutons. n = 12 tomographic re-
constructions, 12 boutons per group.

(H) Single virtual sections and 3D transmission
electron microscopy (TEM) tomography re-
constructions of synaptic boutons showing post-

of ER tubules were observed at ATG5-iKO boutons (Figures 4G
and 4H, center panels). In some cases, presynaptic boutons
were filled with ER tubules (Figure 4H, right panels), suggesting
that neuronal autophagy is preferentially active in a subset of
nerve terminals and/or distal axons.

Our findings show that blockade of neuronal autophagy in the
absence of ATG5 causes pronounced accumulation of tubular
ER in axons and at presynaptic sites, whereas the core machin-
ery for neurotransmission and SV exo-endocytosis appears to
be unperturbed.

306 Neuron 109, 299-313, January 20, 2021

synaptic densities (orange), ER tubules (blue), SVs
(yellow), and mitochondria (green). Examples
show a WT bouton and two ATG5-iKO boutons
with medium and severe ER volume increases.
Scale bar, 1 um.

All data represent mean =
***p < 0.001.

SEM. *p < 0.05,

Accumulation of Tubular ER in Axons of ATG5 KO
Neurons Is Caused by Selective Blockade of Autophagy/
Lysosome-Mediated Turnover of ER Membranes

We hypothesized that accumulation of axonal ER under condi-
tions of ATG5 loss is a consequence of defective autophagy/
lysosome-mediated turnover of tubular ER in axons, a process
referred to as ER-phagy (Grumati et al., 2018; Khaminets et al.,
2015; Liang et al., 2018). We first probed this by inhibiting lyso-
somal proteolysis by application of the v-ATPase inhibitor bafilo-
mycin in astrocyte-free CGN cultures from WT or ATG5-iKO
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Figure 5. Neuronal ER Co-traffics with Axonal Autophagosomes and Is Degraded in Lysosomes

(A and B) Inhibiting autophagy by preventing vacuolar acidification in the presence of bafilomycin A1 causes Calnexin accumulation.

(A) Quantification of immunoblots of WT and ATG5-iKO CGN cultures treated with bafilomycin A1 (BafA, 2 nM, 24 h). All conditions are compared with the WT;
values for WT were set to 1. n =7 (WT, WT BafA, KO) or 6 (KO BafA) independent experiments; one-sample t test.

(B) Representative immunoblots of lysates from WT and ATG5-iKO CGNs in culture treated with BafA.

(C-F) Axonal ER co-traffics with LC3-positive autophagosomes.

(C) Kymographs showing colocalization and cotransport of DsRed-KDEL with GFP-LC3b-labeled autophagosomes in axons of WT hippocampal neurons.

(D) The majority but not all of GFP-LC3b-labeled autophagosomes are positive for DsRed-KDEL.

(E and F) Representative time series of colocalization and cotransport of DsRed-KDEL with GFP-LC3b-labeled autophagosomes in an axon. Shown in (E) is a
representative time series of a proximal dendrite (F). Yellow arrows indicate moving DsRed-KDEL vesicles.

(G) Hippocampal axons immunostained for endogenous LC3, Rtn3, and Tau. Blocking autophagy with a selective VPS34 inhibitor (1 uM, 24 h) and subsequent
washout (4 h) results in axonal LC3 punctum formation positive for Rtn3 (i, example of a non-treated axon; ii, examples of VPS34 inhibitor-treated neurons after
washout).

(H-J) Acidification of neuronal ER in WT but not ATG5-iKO hippocampal neurons in culture.

(H) Neurons transfected with EGFP-mCherry-RAMP4. EGFP is quenched as a result of low pH, causing a switch from GFP+/mCherry+ to GFP—/mCherry+ during
lysosomal degradation of the ER. Yellow boxes indicate magnifications shown on the right.

() GFP—/mCherry+ (acidified, red) RAMP4 is present in WT neurons but not in ATG5 KO neurons. Acidified ER is present again in ATG5-iKO neurons after co-
expression with FLAG-ATG5. n = 6 experiments for WT and KO and n = 3 experiments for KO + FLAG-ATG5; total numbers of cells are indicated in bars.

(legend continued on next page)
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mice. Bafilomycin treatment of WT neurons for 24 h resulted in
accumulation of ER membranes marked by Calnexin. In
contrast, bafilomycin failed to cause a further elevation of Cal-
nexin-positive ER membranes in ATG5-iKO neurons (Figures
5A and 5B), suggesting that ER accumulation in ATG5 KO neu-
rons is indeed a result of defective autophagy/lysosome-medi-
ated ER degradation. Calnexin also accumulated in astrocyte-
free CGN cultures treated for 12 h with the autophagy inhibitor
VPS34-IN1 (Figures S5A and S5B). Consistent with these
biochemical data, we found ER tagged with DsRed-KDEL to effi-
ciently co-traffic with LC3-EGFP-containing autophagosomes in
distal axons of hippocampal neurons from WT (Figure 5E) but not
from ATG5-iKO mice (Figures 5C and 5D). No co-transport of
DsRed-KDEL-labeled ER membranes with LC3-EGFP-contain-
ing autophagosomes was observed in dendrites (Figure 5F).
Furthermore, recruitment of endogenous LC3 to tubular ER
membranes in the axon was observed upon acute pharmacolog-
ical block and subsequent washout of VPS34-IN1 to reversibly
induce neuronal autophagy (Figures 5G and S5B). These data
indicate that the axonal ER is a prominent substrate of neuronal
autophagy, eventually resulting in ER turnover in the neuronal
soma, where most lysosomes reside. We directly tested this hy-
pothesis using a recently developed biosensor for ER membrane
turnover via autophagy (i.e., ER-phagy) (Liang et al., 2018). This
sensor monitors lysosomal delivery of a chimeric reporter
comprised of the pH-sensitive fluorescent protein EGFP (i.e., a
probe quenched upon delivery to acidic lysosomes) and pH-
insensitive mCherry fused to the ER membrane protein
RAMP4. When expressed in WT hippocampal neurons, EGFP-
mCherry-RAMP4 exhibited a reticular staining pattern, consis-
tent with its ER localization, as well as distinctive mCherry-con-
taining red fluorescent puncta corresponding to ER-containing
acidic lysosomes. Such red fluorescent ER-containing acidic ly-
sosomes were rarely observed in ATG5 KO neurons, consistent
with a defect in ER-phagy caused by neuronal loss of ATG5.
Defective ER-phagy was rescued by re-expression of ATG5 (Fig-
ures 5H and 5I). Surprisingly, loss of ATG5 did not affect auto-
phagic turnover of mitochondria (i.e., mitophagy) (Figures 5J
and S5C), consistent with data showing that ATG5 may be
dispensable for mitophagy (Honda et al., 2014; Nishida et al.,
2009). We conclude that accumulation of axonal ER under con-
ditions of ATGS loss is a direct consequence of impaired auto-
phagy/lysosome-mediated turnover of tubular ER in axons.

Elevated Calcium Release from ER Stores via RyRs
Accumulated in Axons and at Presynaptic Sites
Facilitates Neurotransmission in the Absence of ATG5-
Mediated Neuronal Autophagy

Maijor functions of the tubular ER are (1) transfer of phospho-
lipids, such as phosphatidylinositol, across contact sites with
the plasma membrane and (2) regulation of intracellular calcium
signaling and homeostasis (Berner et al., 2018; Bezprozvanny
and Kavalali, 2020; Saheki and De Camilli, 2017). We failed to
detect significant alterations in the levels of phosphatidylinositol

Neuron

4-phosphate and phosphatidylinositol 4,5-bisphosphate, the
major products of plasma membrane lipid kinases that capitalize
on substrate supply of phosphatidylinositol from ER membranes
(Saheki and De Camilli, 2017), in ATG5 KO neurons (Figures S5D
and S5E). Moreover, no change in the dynamics of axonal ER
lumenal proteins were observed in fluorescence recovery after
photobleaching (FRAP) experiments (Figure S5F) as might be ex-
pected if ER membrane integrity and function were compro-
mised. Hence, we followed the alternative hypothesis that accu-
mulation of tubular ER in axons might cause alterations in
calcium homeostasis and facilitate calcium-triggered presynap-
tic neurotransmission (Bezprozvanny and Kavalali, 2020; Gal-
ante and Marty, 2003). We tested this hypothesis by assaying
the relative calcium levels in the axoplasm of WT versus ATG5-
iKO neurons using Fluo-8 as a reporter. Axoplasmic calcium
levels were elevated about 2-fold in ATG5-iIKO compared with
WT neurons (Figures 6A and 6B). In contrast, quantitative mea-
surement of the calcium concentration in the axonal lumen of
the ER using ER-GCaMP6-150 (de Juan-Sanz et al., 2017) re-
vealed a reduction from 200 pM in WT neurons to about
100 puM in ATG5-iKO neurons (Figures 6C and 6D). These data
suggest that accumulation of tubular ER in axons of ATG5 KO
neurons leads to elevated calcium efflux from the ER lumen
into the axoplasm, which might conceivably disturb presynaptic
calcium homeostasis. Indeed, when presynaptic calcium buff-
ering in response to sustained train stimulation (50 Hz, 20 s)
was probed by lentivirally encoded Synaptophysin-GCaMP6,
we found a significantly reduced ability of ATG5 KO neurons to
restore steady-state calcium levels (Figure 6E), suggesting a
defect in calcium buffering, likely as a consequence of disturbed
calcium homeostasis.

Defects in axonal and/ or ER calcium homeostasis might
conceivably result from altered calcium entry via voltage-sensi-
tive calcium channels (Cav), calcium efflux via the plasma mem-
brane calcium ATPase (PMCA), influx into the ER via sarco-
plasmic/endoplasmic reticulum calcium ATPase (SERCA), or
elevated efflux from the ER lumen into the axoplasm via inositol
1,4,5-triphosphate receptors (IPsRs) or RyRs (Del Prete et al.,
2014; Jahn and Fasshauer, 2012; Nanou and Catterall, 2018;
Neher and Sakaba, 2008; Scullin and Partridge, 2010). Quantita-
tive proteomics and biochemical analysis by immunoblotting re-
vealed a dramatic accumulation of RyRs (Figures 3G and SEB) in
ATG5-iKO neurons and ATG5-cKO brains, whereas the levels of
voltage-gated calcium P/Q channels (Cav2.1), PMCA, SERCA2,
or various IP3R isoforms (IPsR1 and IP3R3) were unaltered (Fig-
ure 3G). Elevated steady-state levels of RyR in Tau-positive
axons and in the forebrain were further confirmed by confocal
imaging of ATG5-iKO hippocampal neurons (Figure 6F) and brain
sections from ATG5-cKO mice (Figures 6G and S6A), respec-
tively. Given the established function of RyRs in ER calcium ho-
meostasis and in modulation of presynaptic neurotransmission
(Galante and Marty, 2003; Irie and Trussell, 2017; Unni et al.,
2004), we hypothesized that elevated calcium release from ER
stores is mediated via RyRs accumulated in axons and at

(J) ATGS5 depletion does not influence acidification of mitochondria, measured by EGFP-mCherry-TOM20. n = 3 experiments; total numbers of cells are indicated

in bars. See also Figure S4B.
Scale bars, 5 um. All data represent mean + SEM. *p < 0.05.
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Figure 6. Increased RyR-Mediated Calcium
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presynaptic sites to facilitate neurotransmission in the absence calcium release via RyRs (Sato and Kamiya, 2011) in axons and
of ATG5. Consistent with this hypothesis, ATG5 KO neurons dis-  presynapses (Figure S6C) but not in neuronal somata (Figures
played a dramatic increase over WT controls in caffeine-induced = 6H-6K). Hence, axonal accumulation of RyRs causes RyR gain
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of function (i.e., facilitated release of calcium from axonal ER
stores), consistent with our calcium imaging data (compare Fig-
ures 6A-6E). To finally determine whether increased calcium
release from lumenal ER stores via RyR gain of function causally
underlies elevated presynaptic neurotransmission, we targeted
RyRs for acute pharmacological or sustained genetic perturba-
tions. Pharmacological blockade of RyRs by dantrolene, a
well-established RyR antagonist, or lentiviral knockdown of
RyRs (Figure S6G) rescued elevated presynaptic neurotransmis-
sion in ATG5 KO neurons to amplitudes characteristic of WT neu-
rons (Figures 6L, 6M, and S6D-S6F).

We conclude that elevated calcium release from ER stores via
RyRs accumulated in axons and at presynaptic sites facilitates
neurotransmission in the absence of ATG5-mediated neuronal
autophagy.

DISCUSSION

Our collective data, based on cKO of ATG5 in excitatory neurons
and quantitative proteomics as well as live imaging and electro-
physiology, reveal a crucial function of neuronal autophagy in
control of the tubular ER in axons to regulate excitatory neuro-
transmission via RyR-mediated calcium release from ER stores.
This model is supported by several converging lines of evidence.
First, we show that loss of neuronal autophagy in the absence of
ATG5 facilitates excitatory neurotransmission in acute hippo-
campal slices (Figure 1) and in cultured hippocampal neurons
(Figure 2) by increasing presynaptic release probability. Second,
we identify, using SILAC-based quantitative proteomics ana-
lyses of nearly 2,000 neuronal proteins (Figure 3) combined
with biochemical and optical imaging assays (Figure 5), compo-
nents of the tubular ER (e.g., reticulons and the RyR) as the major
substrates of neuronal autophagy. Strikingly, tubular ER accu-
mulation was largely specific to axons and presynaptic sites (Fig-
ure 4) and was not observed in neuronal dendrites and only
mildly (albeit insignificantly) in somata. The compartment speci-
ficity of ER accumulation in axons fits well with the observation
that autophagosomes form primarily (although not exclusively)
in distal axons and at presynaptic nerve terminals (Hill and Co-
l6n-Ramos, 2020; Maday and Holzbaur, 2014; Maday et al.,
2012; Vijayan and Verstreken, 2017). Additional factors may
contribute to the compartment-specific ER phenotype. For
example, the peripheral tubular ER is closely linked to microtu-
bule plus end-directed kinesin motors (Westrate et al., 2015;
Zhang and Hu, 2016), likely resulting in effective retention of
the tubular ER in axons that display a uniform plus-end-out
microtubule polarity pattern. Third, we demonstrate that
elevated calcium release from ER stores via RyRs accumulated
in axons and at presynaptic sites of ATG5 KO neurons facilitates
excitatory neurotransmission. These observations are consis-
tent with recent data suggesting major roles of the ER (Bezproz-
vanny and Kavalali, 2020; de Juan-Sanz et al., 2017; Lindhout
etal., 2019) and of calcium release via RyRs in control of presyn-
aptic neurotransmission (Galante and Marty, 2003; Scullin and
Partridge, 2010; Shimizu et al., 2008) and presynaptic forms of
synaptic plasticity; e.g., long-term depression at hippocampal
CA3-CA3 synapses (Unni et al., 2004). Facilitated RyR-mediated
calcium release from axonal ER stores and concomitant eleva-
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tion of glutamate exocytosis may explain neuronal cell death
(Hernandez et al., 2018; Wang and Qin, 2010; compare Figures
S1D and S1E) and the strongly impaired postnatal viability of
ATG5-cKO mice in vivo. The role of axonal ER-localized RyRs
in calcium-triggered facilitation of presynaptic neurotransmitter
release described here and before (Galante and Marty, 2003) ap-
pears to be distinct from the postulated function of STIM1, an ER
protein known to couple to ORAI in the plasma membrane to
mediate store-operated calcium entry (Saheki and De Camilli,
2017), in local regulation of release probability via a so far un-
known mechanism (de Juan-Sanz et al., 2017).

In addition to their function in regulation of neurotransmitter
release (Galante and Marty, 2003; Unni et al., 2004; this work),
RyRs have been found to be located in close apposition to large
conductance voltage-gated plasma membrane BK channels to
rapidly regulate AP burst firing (Irie and Trussell, 2017). It is there-
fore possible that the observed accumulation of RyRs in the
axonal ER of ATG5 KO neurons, in addition to its effects on pre-
synaptic release probability and SV fusion, alters AP shape and,
therefore, neuronal excitability. Consistent with this hypothesis,
it has been found recently that loss of autophagy increases the
excitability of striatal spiny projection neurons (Lieberman
et al., 2020). Future experiments will need to test this possibility
in detail.

Accumulation of the ER with associated neurodegeneration
has been observed in CRISPR KO mice constitutively lacking
the autophagy regulatory factor WDR45 (Wan et al., 2020). Our
findings are consistent with this and further suggest that ER-
phagy is a major autophagic process in neurons in the absence
of proteotoxic challenges at steady state. The physiological and
pathophysiological importance of ER-phagy in neurons is further
underscored by the fact that loss FAM134B, an adaptor for se-
lective autophagy of the reticular sheet ER, causes sensory
neuropathy because of neurodegeneration in mutant mice and
humans (Khaminets et al., 2015). A number of other adaptors
for different forms of ER-phagy have been identified since then
(Grumati et al., 2018). Whether any of these adaptor proteins
are required for axonal ER-phagy in hippocampal neurons
described here is unclear. Our own preliminary data (Figure S6H)
argue against this. It is possible that the known ER-phagy adap-
tors are functionally redundant or that so far unidentified adap-
tors mediate autophagy of axonal ER-phagy in CNS neurons.
Alternatively, axonal ER-phagy may be a constitutive process
intimately linked to formation of autophagosomes in distal axons
and at presynaptic sites (Hill and Colén-Ramos, 2020; Maday
and Holzbaur, 2014; Maday et al., 2012; Vijayan and Verstreken,
2017) that serves a homeostatic role in coupling presynaptic
function to constitutive turnover of RyR-containing axonal ER
membranes.

In addition to the largely constitutive formation of autophago-
somes in axons, autophagy has been shown to be induced by
various conditions ranging from overexpression of aggrega-
tion-prone proteins (Corrochano et al., 2012) and ROS-induced
protein oxidation (Hoffmann et al., 2019) to depletion of AZ pro-
teins required for presynaptic function (Okerlund et al., 2017).
Although we did not detect alterations in the steady-state levels
or half-lives of major exo-endocytic and AZ proteins in ATG5 KO
neurons (compare Figures 2 and 3; Table S1), our data are not
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incompatible with these earlier studies. For example, it has been
shown that co-depletion of the giant AZ proteins Piccolo and
Bassoon triggers activation of E3 ubiquitin ligases and key
ATG proteins, resulting in targeting of SV proteins for degrada-
tion via the ubiquitin-proteasome system and autophagy (Waites
et al., 2018), resulting in compromised synapse integrity. How
different types of physiological (e.g., neuronal activity and aging)
and pathophysiological stimuli (e.g., protein aggregate formation
in neurodegenerative diseases) regulate distinct types of auto-
phagy in different types of neurons (e.g., glutamatergic versus
dopaminergic neurons) in the brain and in the peripheral nervous
system remains a fruitful area for future studies.
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BD Biosciences
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Echelon Biosciences
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Atlas Antibodies

Millipore

Enzo Life Sciences
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Tom Rapoport
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at# Z-P004, RRID:AB_11127796
Cat# Z-A045, RRID:AB_427211
Cat# 142 002, RRID:AB_887759
Cat# MA3-914, RRID:AB_2061566
Cat# 124 014, RRID:AB_2619800
Cat# HPA030694, RRID:AB_2673573
ABN 1723

Cat# ALX-804-016-R100,
RRID:AB_2052517

RyR2-GP-Af480
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Tubb3 (rabbit)

Tubulin (mouse)
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Vinculin (mouse)

Goat anti mouse IgG Alexa Fluor 568
Goat anti mouse IgG Alexa Fluor 488
Goat anti rabbit IgG Alexa Fluor 488
Goat anti rabbit IgG Alexa Fluor 568
Donkey anti rat IgG Alexa Fluor 488
Goat anti guinea pig IgG Alexa Fluor 568
Goat anti guinea pig IgG Alexa Fluor 647
IRDye® 800CW Goat Anti-Mouse 1gG
IRDye® 680RD Goat anti-Mouse IgG
IRDye 680RD Goat anti-Rabbit IgG
IRDye® 800CW Goat Anti-Rabbit IgG,
IRDye 680RD Donkey anti-Guinea pig IgG
IRDye® 800CW Donkey Anti- Guinea
pig IgG

Synaptic Systems
Abcam

Pietro De Camilli
Synaptic Systems
Synaptic Systems
Synaptic Systems
Synaptic Systems
Millipore

Synaptic Systems
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Abnova Corporation
Synaptic Systems
Synaptic Systems
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Thermo Fisher Scientific
Thermo Fisher Scientific
Thermo Fisher Scientific
Thermo Fisher Scientific
Thermo Fisher Scientific
Thermo Fisher Scientific
Thermo Fisher Scientific
LI-COR Biosciences
LI-COR Biosciences
LI-COR Biosciences
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LI-COR Biosciences
LI-COR Biosciences

Cat# 111 011, RRID:AB_887794

at# ab13498, RRID:AB_300402

N/A

Cat# 106 001, RRID:AB_887805
Cat# 104 204, RRID:AB_2212601
Cat# 105 011C5, RRID:AB_2619761
Cat# 105 103C3 RRID:AB_887829
Cat# MAB3420, RRID:AB_11213630
Cat# 302 302, RRID:AB_10637424
Cat# T5168, RRID:AB_477579

Cat# H00009217-D01, RRID:AB_10720965
Cat# 131 003, RRID:AB_887869
Cat# 135 304, RRID:AB_887878
Cat# V9264, RRID:AB_10603627
Cat# A-11031 RRID: AB_144696
Cat# A-11001; RRID: AB_2534069
Cat# A-11008; RRID: AB_143165
Cat# A-11011; RRID: AB_143157
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Cat# A-11075, RRID:AB_2534119
Cat# A-21450, RRID:AB_2735091
Cat# 926-32210, RRID:AB_621842
Cat# 925-68070, RRID:AB_2651128
Cat# 926-68071, RRID:AB_10956166
Cat# 926-32211, RRID:AB_621843
Cat# 926-68077, RRID:AB_10956079
Cat# 926-32411, RRID:AB_1850024

Bacterial and Virus Strains

Lenti f(UB)sNLS-RFPw

Lenti f(syn)-Syp-GCamp6f-w

Viral core facility of the Charité —
Universitatsmedizin Berlin, Germany

Viral core facility of the Charité —
Universitatsmedizin Berlin, Germany

Cat#BLV-360 https://vcf.charite.de/en/

Cat#BLV-700 https://vcf.charite.de/en/

Chemicals, Peptides, and Recombinant Proteins

Picrotoxin
Tamoxifen ((Z)-4-Hydroxytamoxifen)
Thapsigargin
Dantrolene
lonomycin
Bafilomycin A1
Caffein

Doxycycline hyclate
D4-lysine
13C6-arginine
13C615N2-lysine
13C615N4-arginine

Sigma-Aldrich
Sigma-Aldrich
Sigma-Aldrich
Sigma-Aldrich
Sigma-Aldrich
Enzo
Sigma-Aldrich
Sigma-Aldrich
Silantes
Silantes
Silantes
Silantes

Cat#P1675
Cat# H7904
Cat# T9033
Cat# 251680
Cat# 407952
Cat# BML-CM110-0100
Cat# c0750
Cat#D9891
Cat#211104113
Cat#201204102
Cat#211603902
Cat#201603902
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Critical Commercial Assays

ProFection Mammalian Transfection Promega Cat# E1200

System — Calcium Phosphate

Fluo-8H AAT Bioquest Cat# 21080

Experimental Models: Organisms/Strains

Mouse: C57BL/6J Charles River RRID: IMSR_JAX:000664

Mouse: B6.129S-Atg5tm1Myok RIKEN BioResource Center Cat# RBRC02975,
RRID:IMSR_RBRC02975

Mouse: BC.Cg-Tg(CAG-cre/Esr1*)5Amc/J The Jackson Laboratory Cat# JAX:004682, RRID:IMSR_JAX:004682

Mouse: Emx1-Cre RIKEN BioResource Center Cat# RBRC01342,

RRID:IMSR_RBRC01342

Oligonucleotides

See Table S2 N/A

Recombinant DNA

Synaptophysin -pHluorin L. Lagnado N/A

sRed2-Mito-7 Michael Davidson RRID:Addgene_55838
TetOn-eGFP-mCherry-RAMP4 Liang et al., 2018 RRID:Addgene_109014
TOM20MTS-mCherry-EGFP-Tet-On Liang et al., 2018 RRID:Addgene_09016
pEGFP-LC3 Lee et al., 2008 RRID:Addgene_24920
mRFP-LC3 Kimura et al., 2007 RRID:Addgene_ 21075
ER-GCAMP6-150 de Juan-Sanz et al., 2017 RRID:Addgene_ 86918
GCamp6f Chen et al., 2013 RRID:Addgene_40755
Software and Algorithms

Prism 5 Graph Pad RRID: SCR_002798

Fiji (ImageJ) NIH RRID: SCR_002285
MaxQuant software MaxQuant RRID:SCR_014485
GOrilla: Gene Ontology Enrichment Eden et al., 2009 RRID:SCR_006848
Analysis and Visualization Tool

Etomo/IMOD Kremer et al., 1996 https://bio3d.colorado.edu/imod/
Microscopy imaging browser MIB Belevich et al., 2016 http://mib.helsinki.fi/index.html
BLOCK-iT RNAi Designer Thermo Fisher Scientific RRID:SCR_002794
Biosettia shRNA design Biosettia N/A

Image Studio Lite LI-COR Biosciences RRID:SCR_013715
SigmaPlot Systat Software, Inc. RRID:SCR_003210
IGOR Pro WaveMetrics, Lake Oswego, OR RRID:SCR_000325
PatchMaster software Heka Elektronics RRID:SCR_000034

RESOURCE AVAILABILITY

Lead Contact
Further information and requests for resources and reagents should be directed to and will be fulfilled by the Lead Contact, Volker
Haucke (haucke@fmp-berlin.de).

Materials Availability
All unique reagents (e.g., plasmids) generated in this study are available from the Lead Contact without restriction.

Data and Code Availability

Proteomics datasets related to Figure 3 in the paper are available in Table S1. Complete proteomics source data are available from
the corresponding author on request. No further unique datasets or codes were generated in this study.
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EXPERIMENTAL MODEL AND SUBJECT DETAILS

Animals
All animal experiments were reviewed and approved by the ethics committee of the “Landesamt fiir Gesundheit und Soziales” (LA-
GeSo) Berlin) and were conducted accordingly to the committee’s guidelines.

@ Health/immune status: The animals have a normal health and immune status. The animal facility where the mice are kept is
regularly checked for standard pathogens. The health reports can be provided upon request.

® Mice used for all experiments were naive. No drug tests were done. Mice were housed under 12/12-h light/dark cycle and up to
five animals per cage, with access to food and water ad libitum.

@ Mouse strains and crossings: ATG5f°¢1°* (B6.129S-Atg5tm1Myok) mice (Hara et al., 2006) were crossed with a tamoxifen
inducible Cre line (Hayashi and McMahon, 2002) to generate ATG5-iKO (ATG"°X x CAG-Cre). To delete ATG5 in excitatory
neurons in neocortex and hippocampus, ATG5" %% mice were crossed with an Emx1-Cre line (Iwasato et al., 2000) generating
ATG5%"~ x EMX1-Cre mice (first generation). By mating ATG5"°~ x EMX1-Cre with ATG5"°* mice we obtained conditional
ATG5MfoX % EMX1-Cre (ATG5-cKO) mice.

® Sample size estimation: No estimation of simple size was done as sample sizes were not chosen based on pre-specified effect
size. Instead, multiple independent experiments were carried out using several biological replicates specified in the legends
to figures.

® Age and gender of subjects or animals: Mice from both genders were used for experiments. Electrophysiological experiments
were conducted using 2-3 months-old ATG5lox/lox x EMX1-Cre and corresponding control mice. Neuronal cultures were pre-
pared from postnatal mice at p1-3 (hippocampus) or p4-7 (cerebellum). Immunohistochemistry or immunoblotting was con-
ducted by analyzing 2-5 months-old ATG5 KO mice and their WT littermates.

@ How subjects/samples were allocated to experimental groups: Littermates were randomly assigned to experimental groups.
Multiple independent experiments were carried out using several biological replicates specified in the figure legends.

METHOD DETAILS

Electrophysiology

Slice preparation and instrumentation

Electrophysiology was performed in slices prepared from 2-3 months-old ATG5lox/lox x EMX1-Cre and corresponding control mice.
Slices were prepared in oxygenated (95% O, / 5% CO,) dissection artificial cerebrospinal fluid (ACSF) at low temperature (3-4°C)
using vibroslicer (Leica, VT 1200S). After preparation slices were recovered in a resting chamber (Harvard apparatus, BSC-PC) con-
taining ACSF at room temperature (22-24°C) for at least 1.5 hour before recordings. Recordings were performed in a chamber
(Warner instruments RC-27L) filled with ACSF with a solution exchange of 3-5 mL per min at room temperature. An upright micro-
scope (Olympus, BX61WI) was used for slice positioning and electrode placement. Glass stimulating (1-1.5 MQ) and recordings
(1.5-2.5 MQ) electrodes filled with ACSF were prepared from glass capillaries (Hilgenberg) using micropipette puller Sutter P-
1000 (Sutter Instruments). The data were recorded at a sampling rate of 10 kHz, low-pass filtered at 3 kHz using EPC9 ampilifier
and analyzed using Patch Master software (Heka Elektronics).

Recordings of CA1 fEPSPs

Mice decapitated after cervical dislocation and brain quickly extracted into dissection ACSF containing: 2.5 mM KCI, 1.25 mM
NaH,PO4, 24 mM NaHCO3, 1.5 mM MgS04, 2 mM CaCl,, 25 mM glucose, 250 mM sucrose (pH 7.35-7.40). 350 um thick trans-
versal slices containing clearly visible hippocampus were prepared from both hemispheres and collected in a resting chamber
filled with resting/ recording ACSF supplemented with 120 mM NaCl instead of 250 mM sucrose. After recovery slices transferred
into recording chamber stimulation and recording electrodes placed in a visually preselected area of stratum radiatum and slowly
advanced until maximum responses were obtained. Electrical stimuli of 0.2 ms duration were delivered at 0.05 Hz at the stimu-
lation intensity which induced approximately 30%-50% of the maximum responses as baseline stimuli. After stabile baseline re-
cordings of at least 10 min an input/output stimulus response curves were made as a measure of basal excitatory synaptic trans-
mission. Slopes of the fEPSP were plotted against fiber volley (FV) amplitudes as a function of increasing stimulation intensity.
Stimulation intensity was increased until the maximal fEPSP were obtained, defined as a response with superimposed population
spike (PS) component on decaying fEPSP responses. In experiments performed with presence of GABAR antagonist Picrotoxin
(50 uM), to prevent spontaneous epileptiform activity, we introduced a cut with a sharp blade between CA3 and CA1 regions.
Short-term synaptic facilitation was tested by delivering two pulses at time intervals from 10 to 500 ms at a stimulation intensity
which induced one third of the maximal responses. Paired pulse facilitation (PPF) was calculated as a percentage increase of the
slope of the second response as compared to the first. For short intervals (10 and 20 ms), the first fEPSPs were digitally subtracted
before measurements of the second fEPSPs. Each trace measured for the stimulus response curve and paired pulse parameters is
an average of 3 consecutive stimulations delivered every 20 and 30 s for stimulus response curves and paired pulse protocols,
respectively.
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NMDA receptor-mediated fEPSPs were isolated to estimate release probability using the use-dependent irreversible NMDA
receptor antagonist MK-801. Stimulation intensity was set to 60%-70% of the maximum responses and stimulated every 20 s in
the presence of AMPA/kainite receptor antagonist NBQX (10uM) and GABA,/glycine receptor antagonist Picrotoxin (50uM). Initial
AMPA receptor-mediated responses were taken as 100%. We reduced extracellular Mg®* ion concentration from 1.5 to 0.25 mM
in order to uncover NMDA receptor- mediated responses. Stabile NMDA receptor-mediated responses were isolated for 40-
50 min. The amplitudes of AMPA and NMDA receptor responses were measured in their maximal peak area and plotted as
NMDA/AMPA ratios. The non-competitive open channel NMDA receptor antagonist MK-801 (30uM) was applied for 10 min before
and 30 min during stimulation to measure the decay kinetics of NMDA receptor-mediated responses. At the end of every experiment
the potent NMDA receptor antagonist APV (50uM) was applied. APV reduced the responses further to about 2% of the initial value. To
calculate the decay of NMDA receptor-mediated responses, the first response was taken as 100% and a mono exponential decay
curve was applied for each individual experiment to allow the determination of T values.

Recordings of MF-fEPSPs

Mice anesthetized with isoflurane and transcardially perfused with ice cold dissection ACSF containing the following substances:
75 mM sucrose, 25 mM glucose, 87 mM NaCl, 25 mM NaHCO3;, 2.5 mM KClI, 1.25 mM NaH,PQO,4, 0.5 mM CaCl,, 7 mM MgCl,,
pH 7.35-7.4. Dissection ACSF was cooled down in a freezer and bubbled at least 30 min prior to use with 95% O,/ 5% CO.. After
2 minutes of perfusion brain quickly removed and fresh 350 um-thick hippocampal sections were prepared from both hemispheres
and kept in sucrose based cutting/storage solution for recovery at 35°C for 30 minutes as described in Bischofberger et al. (2006).
Slices were transferred in a resting chamber filled with recording ACSF of following composition: 120 mM NaCl, 2.5 mM KCl, 1.25 mM
NaH,PO,4, 25 mM NaHCOg3, 1.5 mM MgS04, 2.5 mM CaCl,, 25 mM glucose, pH7.35-7.4, at room temperature for at least an hour
before the use. Mossy fibers (MF) were stimulated in the area of internal side of granule cell layer of the dentate gyrus and MF-fEPSPs
were recorded in the str. lucidum of the CAS field. MF-CAB3 responses are characterized with the strong presynaptic facilitation and
were identified using frequency facilitation parameter in which stimulation frequency is set to 0.3 Hz. The responses which exhibit at
least 200% facilitation were accepted as MF-fEPSPs and were recorded further. Basal stimulation was applied every 30 s in order to
monitor stability of the responses at least for 15 minutes before LTP recordings. The stimulation intensity for FF and LTP experiments
were selected to 50%-60% and 5 HFS delivered every 30 s each one containing 100 pulses at 100Hz were applied to induce LTP.
LTP at this synapse can be generated presynaptically and is known to be NMDA receptor-independent, therefore 50 uM APV was
bath applied during recordings. In order to confirm that fEPSPs were generated by the stimulation of MFs an agonist of type Il me-
tabotropic glutamate receptors DCG IV (2 uM) was applied and only responses inhibited by 70%-80% and more were assumed to be
elicited by mossy fiber synapses.

Whole cell recordings

Slices were recorded in a submerged recording chamber and were perfused with ACSF at a flow rate of 5 ml/min. Whole-cell record-
ings were performed with a K-gluconate—based intracellular solution containing (in mM) K-gluconate (120), HEPES 20, KCI 3, NaCl 7,
MgATP 4, NaGTP (0.3), and phosphocreatine 14, adjusted to pH 7.3 with KOH. Gabacine (1uM) and APV (50uM) were added to the
ACSF to block GABA-ergic transmission and to prevent epileptic activity or LTP induction, respectively. Paired pulse ratio (PPR) was
detected by Schaffer collateral stimulation with a low resistance glass electrode in str. radiatum of CA1. Paired stimulation (50 ms ISI)
was applied and the amplitude of the second EPSC was devided by the first EPSC amplitude. Cumulative distribution of PPR was
analyzed using 10 PPRs per cell.

Spontaneous EPSCs (sEPSCs) were recorded in voltage clamp configuration and cells were clamped to —60mV. Signals were de-
tected automatically using IGOR Pro with the plugin Neuromatics and subsequently manually sorted by visual inspection. Cumulative
distribution of sEPSC interevent interval (IEl) was analyzed using an equal number of events per cell per condition to prevent over-
representation of single neurons. Only cells where at least 30 IEls could be detected were taken into account for the distribution.

Release probability was detected using a minimal stimulation protocol in 30-60 traces by detecting the number of traces in which
stimulation induced or failed to induce an EPSC. To determine the correct stimulation intensity for minimal stimulation, we used a
paired pulse (50 ms ISI) protocol. The release probability thus refers to the release probability of the recorded synaptic connection.
For detection of the readily releasable pool (RRP), the stimulation intensity was set to induce an EPSC with 50% of the maximal ampli-
tude. 500 pulses were applied with 20Hz to result in a replenishment of synaptic vesicles. EPSC amplitudes were cumulatively plotted
and the slope of the last 50 values was extrapolated and the intercept with the y axis represents the RRP size (Kaeser and Regehr,
2017; Schneggenburger et al., 1999).

Expression constructs, shRNA and lentivirus production
Synaptophysin 1 fused to pHluorin was kindly provided by L. Lagnado (MRC Laboratory of Molecular Biology, Cambridge, UK). ER-
GCAMP6-150, TetOn-eGFP-mCherry-RAMP4, TOM20MTS-mCherry-EGFP-Tet-On, sRed2-Mito-7 and pEGFP-LC3 were obtained
from Addgene. DsRed-KDEL was created by inserting an ER retention signal sequence (AAGGACGAGCTG,) in a pDsRed?2 expres-
sion vector just before the stopcodon.

For viral-mediated expression, lentiviral vectors expressing synaptophysin fused C-terminally with GCamp6f controlled by the hu-
man synapsin-1 promotor, were used. For viral-mediated knockdown, lentiviral vectors expressing nuclear localized RFP controlled
by the human synapsin-1 promotor, and the appropriate shRNA controlled by the U6 promoter, were used. For target and non-target
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control shRNA sequences see Table S2. Lentiviral particles were produced by the viral core facility of the Charité — Universitatsme-
dizin Berlin, Germany. See Key Resources Table for further information.

Antibodies
See Key Resources Table.

Neuron preparation, culture, infection, and transfection

Neuronal cultures were prepared by surgically removing the hippocampi or cerebellum from postnatal mice at p1-3 (hippocampus) or
p4-7 (cerebellum), followed by trypsin digestion to dissociate individual neurons. 100,000 hippocampal cells were plated as 40 uL
drops per poly-L-lysine coated coverslip and 2 mL of plating medium (basic medium (MEM; 0.5% glucose; 0.02% NaHCOS3;
0.01% transferrin) containing 10% FBS, 2 mM L-glutamine, insulin and penicillin/streptomycin) was added 1 h after plating. For cere-
bellar granule cell (CGN) cultures 1.5x106 cells were added directly to poly-L-lysine coated dished containing 2 mL of plating me-
dium. After one day in vitro (DIV1) 1 mL of plating medium was replaced by 1 mL of growth medium (basic medium containing
5% FBS; 0.5 mM L-glutamine; 2% B27 supplement; penicillin/ streptomycin) and on DIV2 1 mL of growth medium was added.
AraC was added to the culture medium to limit glial proliferation. For cerebellar granule cell (CGN) cultures 25mM KCI was added
to the plating and growth medium. CGN cultures used for the multiplexed SILAC are grown in Neurobasal medium (described in
more detail under the Multiplexed SILAC subheading). To initiate homologous recombination in neurons from floxed animals ex-
pressing a tamoxifen-inducible Cre recombinase cultured neurons were treated with 0.3 uM (Z)-4-hydroxytamoxifen (Sigma) imme-
diately after plating. When other drugs are added to the growth medium, concentration and duration of treatment are mentioned in the
figure legends.

For lentiviral transduction about 5x10° infectious virus units per 35 mm-diameter well were pipetted onto hippocampal neurons at
DIV 1 or 2. A non-targeting shRNA control was included in RYR knockdown experiments. For calcium phosphate transfection 6 ug
plasmid DNA, 250 mM CaCl, and water (for each well of a 6-well plate) were mixed with equal volume of 2x HEPES buffered saline
(100 pl) and incubated for 20 min allowing for precipitate formation, while neurons were starved in NBA medium for the same time at
37°C, 5% CO2. Precipitates were added to neurons and incubated at 37°C, 5% CO2 for 30 min. Finally, neurons were washed three
times with HBSS medium and transferred back into their conditioned medium. For TetOn-eGFP-mCherry-RAMP4/TOM20 expres-
sion, 4 ng/ml doxycycline was added at the day of transfection. Live imaging and fixation of hippocampal cultures was conducted at
DIV 13-16, CGN cultures were lysed at DIV13-20.

Immunostaining of hippocampal neurons in culture

Neurons were fixed on DIV 13-16 with 4% paraformaldehyde (PFA)/4% sucrose in phosphate-buffered saline (PBS) for 15 min at
room temperature (RT), washed and incubated with primary antibodies in PBS containing 10% normal goat serum (NGS) and
0.3% Triton X-100 (Tx) overnight at 4 degrees. Coverslips were washed three times with PBS (10 min each) and incubated with cor-
responding secondary antibodies for 1 hour. Finally, coverslips were washed three times in PBS and mounted in Immumount. Alter-
natively, for LC3 immunostaining, cells were fixed with PFA and permeabilized with digitonin (200 pg/ml) for 15 min before incubating
with primary and secondary antibodies in PBS. For lipid stainings, cells were fixed with 2% PFA/2% sucrose/ 1% glutaraldehyde in
PBS for 20 min at RT. Neurons were then permeabilised with 0.5% Saponin /1% BSA in PBS for 30 min at RT and incubated with
indicated antibodies diluted in 1%BSA/10%NGS in PBS. For live labeling of synapses, neurons were incubated with Synaptotag-
min-Cy3 for 10 minutes in conditioned medium at 37°C, washed three times and prepared for calcium imaging (see below). Fixed
neurons were imaged at a resolution of 1,024 x 1,024 on a Zeiss laser scanning confocal microscope LSM710 or a spinning disc
confocal microscope (CSU-X1, Nikon) with a 63 x oil objective. All acquisition settings were set equally for all groups within each
immunostaining. Image processing and quantitative analysis was performed in Imaged. For quantitative analysis of fluorescent in-
tensities in the soma the total area of the soma was manually selected and measured using Imaged selection tools. Average inten-
sities of fluorescent puncta (synapses) were measured by centering 9 x 9 pixel (~1 X 1 um) regions on maxima determined by ImageJ
processing function. SynapCountJ, an ImageJ plugin, was utilized to determine synapses via colocalization of Homer and vGLUT in
traced neurites, as described previously (Mata et al., 2016). For quantifying ER antibody stainings in neurites MAP2 and Tau signal
were used as template for a mask, restricting the quantified area to the shape of the dendrites or axons. For quantifiying lipid levels in
axons, Synaptobrevin staining signals were used as a mask. Fluorescent areas were determined by applying thresholding and
analyzed using the ‘Analyze particles’ ImageJ module to determine the number or area of fluorescent spots.

Immunohistochemistry on brain sections

2-5 months-old ATG5 KO mice and their WT littermates were euthanized by an overdose (i.p.) of Ketamin (120 mg/kg body weight)/
Rompun (16 mg/kg body weight) and transcardially perfused with 4% formaldehyde in 0.1 M PBS. Brains were isolated and postfixed
in the same solution overnight at 4°C. After cryoprotection in 20% sucrose, frozen sections (30 um) were collected in 0.1 M PBS. For
immunostaining, corresponding hippocampal sections from WT and KO littermates were processed simultaneously. Sections were
blocked for 2 h in 5% normal goat serum and 0.125M PBS with 0.3% Tween (PBST). Tissue was then washed with PBST and
incubated in normal goat serum-PBST mixture for 48 h with primary antibodies. After washing, sections were incubated for 16 h
with Alexa-conjugated secondary antibodies and Dapi in PBST. Finally, sections were washed, mounted and coverslipped on
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gelatin-coated glass slides. Sections were imaged at a resolution of 1,024 x 1,024 using a Zeiss laser scanning confocal microscope
LSM710 with a 20x (dry) or 40x (oil) objective. All acquisition settings were set equally for sections of all groups within each immu-
nostaining. Image processing and quantitative analysis of fluorescence intensity was performed in Imaged. Images were quantified
by measuring the mean intensity in defined region of interests (ROI). To quantify RYR area images were thresholded and particles
analyzed with the analyze function within defined ROIs. Only particles with sizes larger than 4 pixels were selected for analysis.
For synapse count in CA1 areas, 6 ROIs of 20x20 um were analyzed per animal. Homer1 immunostaining was used as a mask to
count synaptic vGLUT particles using the particle analyzer function in Imaged.

pHluorin imaging

To track synaptic vesicle exo-/ endocytosis, neurons transfected with synaptophysin-pHIluorin were subjected to electrical field stim-
ulation using an RC-47FSLP stimulation chamber (Warner Instruments) and imaged at 37°C in imaging buffer (170 mM NaCl, 3.5 mM
KCI, 0.4 mM KH,POy4, 20 mM N-Tris[hydroxyl-methyl]-methyl-2-aminoethane-sulphonic acid (TES), 5 mM NaHCO3;, 5 mM glucose,
1.2 mM NasSQOy, 1.2 mM MgCl,, 1.3 mM CaCl, (unless stated otherwise), 10 uM CNQX and 50 uM AP-5, pH 7.4) by epifluorescence
microscopes (Zeiss Axiovert 200M or Nikon Eclipse Ti) equipped with a 40X oil objective. Images were acquired at 0.5 or 1 Hz frame
rate. Quantitative analysis of responding boutons (20 per stimulation) was performed using Imaged. Fluorescence intensities of re-
sponding boutons were corrected for background and photobleaching, if nessesary. For the experiments in which stimulation inten-
sities were varied, each cell was subjected to the different stimulation strengths mentioned (e.g., 20mA-30mA-40mA-50mA-100mA).
For the experiments in which calcium concentrations were varied, the stimulation strength was fixed at 100mA and each cell was
subjected to the different calcium concentrations mentioned. AF was obtained by calculating AF = [F (data point fluorescence) -
FO (resting fluorescence)]. AFmax is AF during a 100mA stimulation or 0.8mM calcium.

Photobleaching experiments

For quantitative fluorescence recovery after photobleaching (FRAP) experiments, neurons were transfected as described before, and
imaged on a Zeiss laser scanning confocal microscope LSM710 with ZEN 2010 software. The acquisition was performed with a 63X
oil objective, 1024 x 1024 pixels per image and a zoom factor 4.5. After acquiring 10 pre-FRAP images (every 5 s), an 80 pixel long
ROI on the proximal axon was photobleached with maximal laser power (10 iterations) and a further 30 images were acquired. To
analyze the recovery of fluorescence, the bleached area was selected and background subtracted by subtracting the intensity of
an empty, non-bleached area. Recovery R was calculated as R = (I(t)-I(directly after bleaching))/(I(before bleaching)-I(directly after
bleaching)), with | denoting total intensity.

Ca®* imaging

Cytosolic Ca®*:

Hippocampal neuron cultures from WT and ATG5 KO mice were loaded with 2 uM Fluo-8/AM together with 0.02% pluronic for 15 min
at 37°C. Prior to imaging, neurons were washed 3 times in imaging buffer (see heading pHIluorin Imaging for recipe). For data shown in
Figures 6A and 6B neurites were identified by a mild 20AP electrical stimulation using a RC-47FSLP stimulation chamber (Warner
Instruments) causing a Fluo-8 increase. For the caffeine-induced calcium responses (Figure 6H), calcium was omitted from the im-
aging buffer and images were acquired at 1 Hz frame rate. After correction for background fluorescence, fluorescence intensity was
analyzed. Number of responding boutons per soma (Figure 6K) was determined by counting the responding boutons in a 100x100 um
ROI containing a soma.

Synaptic Ca?*:

Neurons were transduced with Synaptophysin-GCamp6 as described before and subjected to electrical field stimulation using an
RC-47FSLP stimulation chamber (Warner Instruments) and imaged in imaging buffer. Images were acquired at 1 Hz frame rate.
ER luminal Ca®* measurements:

Neurons were transfected with ER-GCAMP6-150 as described before, and axons were imaged in imaging buffer before and after
(Fmax) addition of 50 uM ionomycin. Knowing the in vitro characteristics of the indicator used (de Juan-Sanz et al., 2017), baseline
[Ca2*|ER is calculated using the following equation:

[Ca?*]ER = Kd((Fr/Fmax — 1 /Rf)/(1 — Fr/Fmax)'/"

Kd is the affinity constant of the indicator (150 uM), Fr is the measured fluorescence at rest, Rf is the dynamic range (45) and n is the
Hill coefficient (1.6). Fmax values were not corrected for pH changes.

All Ca®* imaging experiments were performed in imaging buffer at 37°C with an epifluorescence microscope (Nikon Eclipse Ti)
equipped with a 40X oil objective. Quantitative analysis and image processing were performed using ImageJ.

Electron microscopy and tomography

DIV14 neurons were fixed with 2% glutaraldehyde in PBS. Coverslips were then postfixed with 1% OsO,4 and 1.5% potassium hex-
acyanoferrat (lll), stained en bloc with 1% uranyl acetate, followed by dehydration in a methanol gradient, propylene oxide and Epoxy
resin infiltration. After polymerization, coverslips were removed and 50 nm sections were cut and contrasted with uranyl acetate and
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lead citrate for transmission electron microscopy (TEM) and morphometric analysis (SVs). For TEM tomography, 250 nm sections
were cut and collected on coated slotted grids with 10 nm gold fiducials. Series of images from +60° to —60° were taken with a
1° step at Tecnai G20 microscope. Etomo/IMOD and Microscopy imaging browser MIB were used to work with 3D volumes and
render 3D models of subsynaptic structures. For the determination of synapse number and density in the CA1 area, 300 um slices
of 2% glutaraldehyde and 4% PFA PBS-perfused brains were postfixed with 1% OsO, and processed for Epoxy embedding similar
to the analysis of cultured neurons. Following resin polymerization, semithin sections were used to localize the proximal part of the
CAT1 stratum radiatum for ultrathin sectioning. Gross morphological assessments were performed blindly of genotype. Samples were
also analyzed for the presence or absence of apoptotic or necrotic cells or neurites, neurite free areas in the CA1 neuropil (“holes”)
and other potential abnormalities. No signs of tissue necrosis were observed. The density of synaptic profiles per CA1 neuropil area
was assessed by counting clearly recognizable postsynaptic elements (spine heads with postsynaptic density) in large CA1 stratum
radiatum neuropil overviews.

Immunoblot analysis of mouse brain extracts and neuron cultures

Brain tissue was homogenized in lysis buffer (20 mM HEPES-KOH, pH 7.4, 100 mM KCI, 2 mM MgClI2, 1% Triton X-100, supple-
mented with 1 mM PMSF and mammalian protease and phosphatase inhibitor mixture) using a glass teflon homogenizer. Neuron
cultures were lysed in RIPA buffer (150 mM NaCl, 1.0% NP-40, 0.5% sodium deoxycholate, 0.1% SDS, 50 mM Tris, pH 8.0) with
protease and phosphatase inhibitors. Lysates were incubated 30 min on ice before centrifugation at 17,000 g for 10 min at 4 °C
and protein concentrations determined by Bradford or BCA assay. Equal concentration of lysates in Laemmli sample buffer were
boiled for 5 min. Between 20 and 60 g protein was resolved by SDS-PAGE and immunoblotting was done on nitrocellulose mem-
branes. Membranes were incubated with the primary antibodies at 4°C overnight. On the next day, bound primary antibodies were
detected by incubation with IRDye 680/800CW-conjugated secondary antibodies via the Odyssey Fc Imaging system (LI-COR
Biosciences).

Multiplexed SILAC and mass spectrometry analysis

CGN WT and KO cultures (1.5-1.7x106 cells per culture) were grown in custom-made lysine and arginine-free NB (Life technologies)
to which “medium” (M) variants D4-lysine/13C6-arginine (Lys4/Arg6) or “heavy” (H) variants 13C615N2-lysine/13C615N4-arginine
(Lys8/Arg10) were added. Growth medium consisted of (Lys/Arg) NB medium supplemented with 2% B-27, 0.5 mM L-glutamine,
25mM KCL and penicillin/streptomycin. After 2 weeks, the cultures were gently washed and growth medium was replaced by condi-
tioned medium from “sister cultures” grown in paralel in “light” (unlabeled Lys/Arg) growth medium. Neurons were harvested and
lysed after 0, 2 and 6 days and mixed together as pairs of time-matched WT and KO sets. To exclude the possibility of a specific
labeling type affecting the experimental outcome, the labeling (heavy or medium type) was varied between the WT and KO samples
in the four biological replicates. For clarifying purposes in text, figures and legends, the KO is always heavy labeled (H) and the WT is
medium labeled (M).

Forty micrograms of protein in Laemmli sample buffer from each time point was separated on 4%-15% SDS-PAGE, each lane was
then cut into 15 slices, and in-gel tryptic digestion was performed. Tryptic peptides were analyzed by a reversed-phase capillary
liquid chromatography system (Ultimate 3000 nanoLC system; Thermo Scientific) connected to an Orbitrap Elite mass spectrometer
(Thermo Scientific). Identification and quantification of proteins were performed using MaxQuant (version 1.5.1.0) software. Data
were searched against the Uniprot mouse protein database. The initial maximum mass deviation of the precursor ions was set at
20 ppm, and the maximum mass deviation of the fragment ions was set at 0.35 Da. Methionine oxidation and the acrylamide modi-
fication of cysteine were used as variable modifications. False discovery rates were < 1% based on matches to reversed sequences
in the concatenated target-decoy database. Proteins were considered if at least two sequenced peptides were identified.

Data analysis of SILAC

SILAC quantitation is done using the signals of the medium (Lys4/Arg6) and heavy (Lys8/Arg10) labeled peptides, the unlabeled pep-
tides are ignored. Four independent experiments were performed to compare protein degradation in WT versus KO cultures after
6 days of “light” medium. Only proteins with a H/M ratio in both time points (t0 and t6) in 3 out of 4 experiments were considered.
The plotted fold changes were calculated by dividing H/M(t6) by H/M(t0). Analyses were performed using Microsoft Excel. Synaptic
proteins were manually selected using a list of 314 proteins that are either synapse-specific, highly enriched or implicated in synaptic
function (Hakim et al., 2016). GO cellular component enrichments were calculated using GOrilla, using a ranked list of proteins with >
1.5-fold change (> 0.6 logofold) in KO/WT ratio and the total list of 1753 proteins as a reference. The GO subcellular localization of the
73 hit proteins (defined as > 0.6 log,-fold change and p < 0.05) was done manually for each hit using the UniProtGO Annotation
Database.

Experimental Design

A strategy for randomization, stratification or blind selection of samples has not been carried out. Sample sizes were not chosen
based on pre-specified effect size. Instead, multiple independent experiments were carried out using several sample replicates
as detailed in the figure legends.
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QUANTIFICATION AND STATISTICAL ANALYSIS

Imaging and biochemistry

Values are always depicted as mean + SEM. Significance is denoted using asterisks *p < 0.05, ** p < 0.01, ** < 0.001 and p > 0.05 is
not significant (ns). Statistical data evaluation was performed using Graph Pad Prism 5 software. One-sample t tests were used for
comparisons with control group values that had been set to 1 for normalization purposes. For comparisons between two experi-
mental groups statistical significance was analyzed by two-sample, two-tailed unpaired or paired Student’s t tests or Mann-
Whitney test (as indicated in the figure legends). Pearson’s chi-square test was used to examine Mendelian ratios. Kolmogorov-
Smirnov test was performed to compare the distributions of individual genotypes for data shown as cumulative distribution. For com-
parisons between more than two experimental groups statistical significance data was analyzed by one-way ANOVA with post hoc
test (as indicated in the figure legends). The number of animals, cell cultures or cells used (n) is stated in the figure legends. SigmaPlot
was used for electrophysiological data analyses, presentation and statistical calculations. Data curves were statistically evaluated
using ANOVA with repeated-measures (significance depicted over a line encompassing the curve) and comparisons of two groups
statistical significance was tested using a two-tailed unpaired Students t test.
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