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Abstract 

Il processo di invecchiamento è uno stadio a cui tutti gli esseri viventi vanno 

incontro ad un certo punto della loro esistenza. A livello molecolare questo processo 

si manifesta come modificazioni a livello genomico che non portano cambiamenti 

alla sequenza nucleotidica, ma inducono un’alterazione dell'espressione genica. 

Di recente è stata introdotta una metodica che vede l’attivazione di quattro geni 

codificanti per fattori di trascrizione chiamati “fattori di Yamanaka”, solitamente 

attivi durante gli stadi embrionali dell’organismo. L’attivazione di tali fattori in 

cellule somatiche permette il ritorno a questa fase generando cellule staminali 

pluripotenti indotte (iPSCs). Come diretta conseguenza di questa 

riprogrammazione, i diversi cambiamenti avvenuti a causa dell’invecchiamento 

vengono ripristinati. Nello studio preso in considerazione in questo elaborato di tesi 

l’attivazione dei fattori è avvenuta fino alla fase di maturazione, applicando un 

metodo detto riprogrammazione transiente della fase di maturazione (MPTR). Ciò 

è stato possibile grazie all’utilizzo di un transgene regolabile per somministrazione 

di doxiciclina. Le cellule sono state quindi indotte allo stadio di pluripotenza, ma 

hanno mantenuto una sorta di memoria epigenetica che ha permesso poi di 

ristabilire la loro identità come fibroblasti. 
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1. Stato dell’arte 

L’invecchiamento è un processo a cui ogni sistema fisico è passivamente soggetto, 

che si tratti di un oggetto inanimato o un essere vivente. 

L’universo è costituito da particelle che sono in costante movimento ed 

interagiscono secondo le leggi fisiche che le governano. Di conseguenza, qualsiasi 

cosa è destinata a cambiare nel tempo. Nell'ambito di un congegno biologico come 

la cellula, il passare del tempo si traduce in un accumulo di danni dati da 

cambiamenti metabolici, fallimento della qualità dei sistemi di controllo e 

alterazioni della stabilità epigenomica, causati dalla tendenza dell’entropia a 

perturbare l’equilibrio necessario al mantenimento dei processi cellulari. Da un 

certo momento in poi la cellula non è più in grado di mantenere questo equilibrio 

ed inizia una decadenza che la porta, infine, alla perdita di funzionalità1. 

Ad oggi la ricerca nell’ambito del ringiovanimento cellulare si basa su metodi di 

riprogrammazione delle cellule somatiche in cellule staminali pluripotenti indotte, 

meccanismo che è in grado di ristabilire alcuni dei cambiamenti dati 

dall’invecchiamento. 

La riprogrammazione avviene grazie alla modulazione di geni, rispettivamente 

Oct4, Sox2, Klf4 e c-Myc, che una volta attivati codificano per fattori di trascrizione.   

La riprogrammazione, inoltre, può essere suddivisa in tre fasi: 

- Fase di iniziazione: viene repressa l’espressione somatica e attivata la 

transizione epiteliale-mesenchimale; 

- Fase di maturazione: espressione di un determinato set di geni attivi in stato 

pluripotente; 

- Fase di stabilizzazione: è attivo il completo programma di pluripotenza. 

Per valutare come ringiovanimento e perdita di identità sono influenzati da questo 

processo, vengono svolte specifiche analisi: 

- Utilizzo di orologi epigenetici: si tratta di analisi basate sulla metilazione 

del DNA (uno dei fattori che cambia con l’invecchiamento). Sono stati 

creati degli algoritmi che imparano a riconoscere determinati pattern di 

metilazione e li associano ad una certa età cronologica. Fornendo quindi il 

pattern registrato dalle cellule in esame, il programma è in grado di definire 

l’età della cellula. Differenze tra l’età epigenetica (eAge) e quella 

cronologica (chAge) sono state molto spesso associate a malattie. 

- Analisi del trascrittoma: anche la regolazione dei geni è destinata a cambiare 

con il passare degli anni. Sono stati quindi sviluppati degli orologi 

molecolari basati sul trascrittoma, anche se pochi di quelli creati sono in 

grado di fornire dei risultati validi. 

- Analisi di tratti distintivi dell’invecchiamento: integrità genomica e del 

nucleo, attività dei mitocondri e lunghezza dei telomeri sono alcuni dei vari 

elementi che variano con l’invecchiamento. Ogni cellula ed ogni tipologia 

cellulare va incontro a cambiamenti differenti di questi fattori che è quindi 

sempre bene considerare e tenere sotto controllo. 

Il principale problema che si riscontra con questa applicazione è la perdita di 

identità somatica. Una possibile soluzione (applicata in questo studio) è 

l’attivazione transiente dei fattori di trascrizione in modo da non completare la 

riprogrammazione. Va inoltre considerato che i fattori di Yamanaka presentano un 

potenziale oncogenico, identificare metodiche che minimizzano il rischio di 

insorgenza di tumori è dunque un requisito fondamentale2. 
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2. Approccio sperimentale 

2.1 Creazione del vettore virale 

Sono stati creati vettori virali con Lentivirus a cui è stato incorporato un 

transgene contenente i quattro fattori di Yamanaka più il gene per la GFP (Green 

Fluorescent Protein), sottoposto ad un promotore sensibile alla doxiciclina. 

2.2 Colture cellulari 

Le cellule in analisi sono fibroblasti umani provenienti da tre donatori di 38, 53 

e 53 anni, la cui età epigenetica stimata dall’orologio molecolare multi-tissutale 

corrisponde a 45, 49 e 55 anni rispettivamente. 

Queste sono state fatte crescere in un medium per fibroblasti (DMEM-F12, 10% 

FBS, 1X Glutamax, 1X MEM-NEAA, 1X beta-mercaptoetanolo, 0.2X 

Penicillina/Streptomicina, 16 ng/mL FGF2) a cui è stata aggiunta poi una 

soluzione contenente lentivirus e bromuro di esadimetrina (8 ml/mL). La 

trasduzione è avvenuta tramite centrifugazione a 1000 rpm per 60 minuti a 

32°C. I medium utilizzati sono stati rinnovati giornalmente durante tutta la 

durata dell’esperimento. 

2.3 Fattori analizzati 

Per le analisi sono stati presi in considerazione i seguenti fattori: 

1. Livello di metilazione del DNA: analisi tramite saggi di metilazione;  

2. Livello di espressione dei geni: analisi del trascrittoma;  

3. Livello di H3K9me3: analisi di immunofluorescenza; 

4. Analisi di marker specifici come CD13 (metallo-proteasi espressa dai 

fibroblasti) e SSEA4 (un glicolipide solitamente espresso da cellule staminali). 

5. Morfologia cellulare e velocità di migrazione. 

 

2.4 Tecniche applicate 

2.4.1 Metodi 

- FACS (Fluorescence-activated cell sorting): le cellule sono state 

pretrattate con 10mM di Y-27632 (inibitore di chinasi) per 1 ora. Sono state 

poi raccolte utilizzando il reagente di dissociazione cellulare StemProTM 

AccutaseTM ed incubate con anticorpi contro CD13, SSEA4 e CD90.2 

(anticorpo monoclonale) per 30 minuti.  Dopo aver sciacquato due volte 

con FBS al 2% in una soluzione di PBS, le cellule sono passate attraverso 

un filtro di 50µm in modo ottenere una sospensione per singola cellula. 

Queste sono state poi colorate con una concentrazione di 1 mg/mL di DAPI. 

L’analisi è avvenuta tramite citometria a flusso. 

- Array di metilazione del DNA: L’estrazione di genoma ed RNA è 

avvenuta tramite un kit per sangue e tessuti, l’estratto è stato poi analizzato 

dal London Genome Centre e sequenziato con Illumina.  

- RNA seq: Dopo l’estrazione dell’RNA (spesso in concomitanza con quella 

del DNA) esso è stato trattato con DNAsi per rimuovere le contaminazioni 

da DNA. Le librerie sono state preparate dal Wellcome Sanger Insistute e 

sequenziate tramite Illumina. 
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2.4.2 Analisi 

- Analisi metilazione del DNA: L’età data da metilazione genomica è stata 

calcolata tramite orologi molecolari di cui riporto le nomenclature originali: 

multi-tissue clock3 skin and blood clock, epiTOC clock, GrimAge clock, 

Hannum clock, PhenoAge e Weidner clock. 

- Analisi dei telomeri: La lunghezza dei telomeri è stata calcolata 

utilizzando il telomere lenght clock.  

- Analisi RNAseq: Le reads sono state rifilate con TRIM Galore e allineate 

al genoma umano con Hisat 2. Ogni campione veniva considerato ed 

utilizzato per le analisi successive solo se almeno il 70 % delle reads 

mappavano su geni ed almeno il 65% su esoni. 

- Immunofluorescenza ed imaging: La colorazione tramite anticorpi è 

avvenuta con le stesse modalità di FACS. Le cellule sono cresciute su vetrini 

copri oggetto dopo fissazione con PFA al 2% per 30 minuti a temperatura 

ambiente. Sono poi state permeabilizzate con TritonX-100 allo 0,5% in 

soluzione PBS per 1 ora. Sono state poi bloccate con BSA all’1% in una 

soluzione di PBS con Tween20 allo 0,05% per 1 ora. L’incubazione è 

avvenuta per tutta la notte a 4°C. Successivamente c’è stata l’incubazione 

con gli anticorpi secondari per 30 minuti. Quando era necessario svolgere 

un’analisi sulla morfologia cellulare, queste non sono state permeabilizzate, 

ma la colorazione è avvenuta con anticorpi primari direttamente legati al 

fluoroforo. Per colorare il DNA è stato utilizzato DAPI al 5 mg/mL 

- Saggio di guarigione: le cellule sono state seminate in contenitori 

presentanti camere con densità di 20000 cellule l’una. Dopo 24 ore, gli 

inserti che separavano le camere sono stati tolti e le cellule hanno quindi 

iniziato il processo di rimarginazione. Esse sono state analizzate ogni 20 

minuti per 20 ore tramite acquisizione di immagini, utilizzando un 

microscopio invertito. La velocità di migrazione è stata calcolata facendo il 

rapporto tra posizione della cellula e tempo intercorso tra un’immagine e 

l’altra. 

 

2.5 Approccio di analisi 

La riprogrammazione è iniziata 24h ore dopo la trasduzione da parte dei virus, 

tramite aggiunta di doxiciclina (2 µL/mL). 

- Al secondo giorno le cellule sono state selezionate verificando l’espressione 

della GFP, se il transgene era stato introdotto ed espresso con successo, 

infatti, si aveva fluorescenza. Tutte le cellule GFP+ sono state spostate in 

terreno solido. 

- Al settimo giorno le cellule sono state trasferite in un terreno contenente 

fibroblasti embrionali irradiati di topo (iMEFs), in grado di supportare lo 

sviluppo ed il mantenimento di cellule staminali pluripotenti, producendo 

importanti fattori solubili di crescita e fornendo un substrato di attacco alle 

cellule. 

- All’ottavo giorno il medium utilizzato è stato cambiato con uno adatto alle 

cellule staminali, l’hES medium o Human Embryonic Stem cells medium 

(DMEM-F12, 20% KSR, 1X Glutamax, 1X MEM-NEAA, 1X beta-

mercaptoetanolo, 0.2X Penicillina/Streptomicina, 8 ng/mL FGF2). 
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- Ai giorni 10, 13, 15 o 17 le cellule sono state analizzate per verificare lo 

stato di riprogrammazione e smistate, quindi, in base all’espressione dei 

marcatori CD13 o SSEAD4. 

Le cellule riprogrammate sono state poi trasferite nuovamente in un terreno 

contenente iMEFs, all’interno del medium per fibroblasti utilizzato 

inizialmente, in assenza di doxiciclina. In questo stato le cellule sono 

cresciute per 4-5 settimane. 

Una linea cellulare è stata coltivata come controllo negativo, è servita per 

verificare gli effetti delle cellule in iMEFs ed hES e quelli della crescita in 

coltura per un tempo prolungato. 

Una coltura a parte invece è stata sottoposta a completa riprogrammazione 

in iPSC per 51 giorni.  

 

 

3. Osservazioni e risultati 

I risultati di questo studio sono stati ottenuti sulla base di diverse prove, in cui la 

riprogrammazione ha progredito con tempistiche diverse. In particolare, 

l’inibizione dei fattori è avvenuta al giorno 10, 13, 15 o 17. 

Secondo le analisi fatte con l’orologio molecolare multi-tissutale dopo 10 giorni di 

trattamento le cellule risultavano ringiovanite di circa 20 anni, dopo 17 giorni 

invece già di 40 anni. 

Terminato il periodo di trattamento, le cellule in cui la riprogrammazione ha 

funzionato sono state marcate come "transient reprogramming intermediate” in 

quanto risultavano positive per SSEA4 e negative per CD13, mentre quelle in cui il 

trattamento non ha avuto successo sono state rinominate “failing to transiently 

reprogram intermediate”. A questo stadio il 25% delle cellule si trovavano allo stato 

intermedio della riprogrammazione transiente, il 35% non erano andate in contro a 

riprogrammazione ed il restante erano doppi positivi o doppi negativi per CD13 e 

SSEAD4. (Schema riassunto in immagine A) 
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3.1 Trascrittoma 

L’analisi di tipo trascrittomico ha mostrato come, durante la fase di 

riprogrammazione, le cellule assumano un profilo intermedio tra quello di un 

fibroblasto e quello di una cellula pluripotente. In alcuni geni infatti 

l’espressione rimane invariata, mentre in altri viene alterata. I meccanismi che 

hanno portato a questi cambiamenti non sono del tutto chiari, ma è stata 

riscontrata una corrispondenza tra i geni che subiscono cambiamenti 

nell’espressione e modifiche nella metilazione di alcune regioni. Alcuni geni 

solitamente espressi dai fibroblasti sono stati temporaneamente sottoregolati 

(2803 su 4178), i restanti risultavano sovraregolati (961) o espressi con la stessa 

intensità (414). Per quanto riguarda i geni solitamente attivi nelle cellule 

pluripotenti, alcuni risultavano espressi con livelli simili alle cellule staminali, 

i restanti invece non sono stati attivati.  

Un’analisi dal database di gene ontology ha classificato alcuni dei geni che 

hanno subito una variazione nell’espressione come “risposta a 

lipopolisaccaridi”, suggerendo che i pathway infiammatori sono 

temporaneamente attivati durante la riprogrammazione, probabilmente in 

risposta ai fattori di Yamanaka. I geni che hanno mantenuto la loro espressione, 

invece, risultano appartenere a categorie come “matrice extracellulare” o 

“organizzazione delle fibrille di collagene”. Alcuni aspetti tipici della funzione 

dei fibroblasti sembrano quindi essere mantenuti, almeno a livello 

trascrizionale. 

Ad esempio, è stato osservato come il gene FSP1 (marcatore per i fibroblasti) 

codificante per una proteina glutatione-dipendente con funzione soppressoria 

verso la ferroptosi, abbia mantenuto lo stesso profilo di metilazione presente 

solitamente in un fibroblasto. La sua espressione non è risultata quindi variata. 

Differentemente, un gene tipicamente espresso da cellule pluripotenti, NANOG, 

è stato altamente espresso per un breve periodo in contemporanea a FSP1, a 

confermare come le cellule durante la riprogrammazione presentino un profilo 

pluripotente molto instabile. (Immagine B) 

B 
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Un altro risultato interessante emerso dall’osservare come il ringiovanimento 

abbia riguardato anche geni che non svolgono una funzione relativa ai 

fibroblasti, come APBA2 e MAF. Il gene APBA2, con l’invecchiamento viene 

sottoregolato ed il processo ne ha ristabilito la normale regolazione. Questo 

gene stabilizza una proteina precursore dell’amiloide che concorre 

all’insorgenza dell’Alzheimer. Il gene MAF, invece, regola lo sviluppo 

embrionale delle cellule fibrose del cristallino e difetti nella sua regolazione 

possono portare all’insorgenza di cataratte. Ciò potrebbe indicare che la MPTR 

può essere applicabile anche a diverse tipologie cellulari. 

 

I fibroblasti sono ulteriormente coinvolti negli eventi di rimarginazione. Per 

valutare i cambiamenti in questo ambito, è stato preparato un esperimento di 

rimarginazione in vitro, in cui è avvenuto il confronto tra il controllo negativo 

e le cellule riprogrammate. I risultati hanno mostrato come una parte delle 

cellule aveva recuperato un buon livello nella velocità di migrazione, anche se 

in maniera differente, mentre una parte ha avuto riscontro negativo.  

(Immagine C) 

 

 

3.2 Stima dell’età  

L’analisi dei trascritti è stata, inoltre, utilizzata per predire l’età delle cellule. È 

stato fatto un confronto tra i geni delle cellule in esame e quelli presenti in un 

dataset di riferimento4 che risultavano correlati con l’invecchiamento.  

Questi sono stati allineati secondo un andamento temporale, che associava l’età 

ai rispettivi geni espressi ed è stato fatto un confronto con i geni espressi nelle 

cellule in esame. 

Dal confronto è emerso come le cellule riprogrammate risultavano circa 40 anni 

più giovani rispetto a quelle del controllo negativo. Per analizzare questo aspetto 

in maniera più approfondita, è stato applicato un orologio molecolare basato sul 

trascrittoma. Tra quelli esistenti però, nessuno è risultato in grado di predire 

correttamente l’età del controllo negativo. Ciò probabilmente a causa dei “batch 

effects”, ovvero perturbazioni dei dati raccolti date ad esempio dai metodi di 

preparazione della libreria di RNA seq, come anche dal modo in cui vengono 

processati i dati. 

 

C 
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È stato di conseguenza creato ed allenato un algoritmo di predizione dell’età, 

utilizzando il metodo della “Random Forest Regression”, basato su dati di 

RNA-seq riferiti ai fibroblasti da donatori compresi tra 1-94 anni, raccolti da un 

dataset pubblico4, che sono stati poi corretti con il dataset in esame. 

Il programma finale aveva una media di errore assoluto di 12.57 anni. 

Utilizzando questo algoritmo è risultato un ringiovanimento delle cellule 

sottoposte alla MPTR di circa 30 anni. Un risultato interessante lo si è osservato 

a livello delle cellule che avevano fallito nella riprogrammazione: queste, 

infatti, mostravano segni di ringiovanimento dell’età trascrizionale. Ciò induce 

ad ipotizzare come anche solo la presenza dei fattori di trascrizione sia in grado 

di agire su alcuni aspetti del trascrittoma. 

Da questa analisi è inoltre emerso come una riprogrammazione prolungata causi 

una riduzione del ringiovanimento, suggerendo come un'applicazione di 10-13 

giorni sia la finestra temporale migliore. 

Questo metodo è stato quindi utilizzato per analizzare le cellule trattate per 13 

giorni. Alcuni importanti risultati ottenuti riguardano i geni coinvolti nella 

produzione di componenti della matrice extracellulare, come collagene di tipo 

IV e di tipo I. I rispettivi geni risultavano andare incontro ad una diminuzione 

della loro espressione, che è però stata ristabilita dopo il trattamento.  

 

3.3 Cambiamenti epigenomici a livello di H3K9me3 

Le analisi epigenetiche hanno coinvolto l’utilizzo dell’immunofluorescenza per 

osservare i cambiamenti a livello dell’Histone 3 lysine 9 trimehylation 

(H3K9me3). Si tratta di una modificazione post-trascrizionale istonica che vede 

la trimetilazione a livello della lisina 9 dell’istone 3, coinvolta nel silenziamento 

delle regioni destinate ad assumere un profilo eterocromatinico. È stato 

dimostrato che questa modificazione istonica diminuisce con l’avanzare 

dell’età5. Dalle osservazioni fatte a seguito del trattamento sembra che la MPTR 

permetta di ristabilire un normale livello di H3K9me3. Ciò è stato osservato 

anche nella linea cellulare che ha fallito nella riprogrammazione, segno che 

anche questo elemento viene influenzato anche solo dalla presenza dei fattori di 

Yamanaka.  

 

3.4 Morfologia cellulare e velocità di migrazione 

Dopo la riprogrammazione per 10-17 giorni sono stati osservati al microscopio 

ottico importanti cambiamenti da un punto di vista morfologico. Le cellule, 

infatti, non presentavano più forma affusolata con nucleo allungato, ma erano 

tornate ad assumere una struttura più tondeggiante tipica delle cellule staminali, 

formando aggregati con dimensioni sempre maggiori. Il risultato più importante 

è stato osservato una volta terminata la somministrazione di doxiciclina: le 

cellule sono state in grado di ritornare ad assumere la conformazione tipica del 

fibroblasto. I cambiamenti morfologici sono stati quantificati calcolando il 

rapporto tra lunghezza e larghezza delle cellule prima, durante e dopo MPTR.  
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È stato inoltre osservato come la morfologia delle cellule prima e dopo il 

trattamento non presentasse differenze significative, indice che la cellula è 

effettivamente ritornata allo stato iniziale. Inoltre, le cellule del controllo 

negativo come quelle in cui la riprogrammazione non ha funzionato non hanno 

mostrato cambiamenti nella conformazione cellulare. (Immagine D) 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

3.5 Memoria Epigenetica 

Dopo aver osservato come l’espressione di alcuni geni sia persistente anche 

durante la riprogrammazione, è stato indagato più a fondo il meccanismo con 

cui si crea questa memoria epigenetica che permette alle cellule di ristabilire la 

propria identità inziale. In particolare, sono stati osservati i cambiamenti della 

metilazione a livello di promotori ed enhancer appartenenti a geni fibroblastici 

(i dati di riferimento provengono dal database Ensembl Regulatory Build, che 

ha fornito informazioni riguardo a locazione ed attività di promotori ed 

enhancer). I promotori non hanno mostrato particolari modifiche e non 

sembrano quindi influenzare il processo. Gli enhancer invece risultano subire 

forti metilazioni, ma solo nelle fasi avanzate della riprogrammazione, che 

seguono la fase di maturazione. Durante la MPTR, quindi, non avvengono 

modifiche e ciò molto probabilmente concorre al meccanismo di regolazione 

che caratterizza la memoria epigenetica. Metà degli enhancer relativi ai 

fibroblasti (2351 su 4204), comunque, vengono ipermetilati, ma solo in un ciclo 

completo di riprogrammazione. 

 

 

 

 

 

D 
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3.6 Metilazione 

Per quanto riguarda le analisi sulla metilazione, sono stati presi in 

considerazione 353 diversi siti CpG, disposti causalmente nelle regioni attive 

del genoma. Dopo 13 giorni di riprogrammazione la metilazione risultava in 

una sostanziale riduzione. Questo ringiovanimento epigenetico è probabilmente 

dato da metilazione de novo ed attiva demetilazione, in quando le 

metiltransferasi de novo e gli enzimi TET sono altamente espressi durante la 

fase di maturazione. È possibile che alcuni meccanismi di ringiovanimento che 

avvengono durante la MPTR riflettano quelli che avvengono durante lo 

sviluppo embrionale, in cui avviene proprio la metilazione de novo. Anche in 

questo caso è stato osservato come tempi di programmazione più lunghi si 

tramutavano in una diminuzione del ringiovanimento, suggerendo come alcuni 

aspetti di tale processo siano persi durante la fase di reversione. Ciò potrebbe 

voler dire che una riprogrammazione più estesa, ma comunque non completa, 

ricadrebbe in un effetto contrario ed indurrebbe la cellula in uno stato di stress, 

che la porterebbe ad invecchiare nuovamente. Una volta individuati i siti CpG 

che vengono ringiovaniti, sono stati associati al promotore più vicino, in modo 

da identificare i geni che potenzialmente sono coinvolti nel processo. Alcuni dei 

geni identificati sono: 

- IRX5: il promotore viene demetilato con l’invecchiamento ma è 

parzialmente rimetilato con il processo. È coinvolto nello sviluppo 

embrionale; 

- GAD1: subisce ipermetilazione col passare del tempo, ma la 

riprogrammazione è in grado di demetilare la regione modificata. 

Codifica per un’isoforma dell’acido glutammico decarbossilasi; 

- HOXB: Anch’esso subisce ipermetilazione che viene invertita con la 

riprogrammazione. È coinvolto nel determinare l’orientamento antero-

posteriore durante lo sviluppo. 

Questa analisi è stata quindi confrontata con quella trascrittomica: i geni 

identificati nelle due analisi, che sembra siano coinvolti nel processo di 

ringiovanimento, sono stati messi a confronto ed è emerso che ve ne sono alcuni 

in comune. Ciò suggerisce che ringiovanimento trascrizionale ed epigenetico 

possano essere legati. 

Di seguito sono riportati i geni identificati e le rispettive funzioni: 

- FBN2: codifica per la Fibrillina, una proteina presente nella matrice 

extracellulare. 

- TNXB: codifica per la Tenascina X, una componente strutturale dei 

tessuti connettivi. 

- SPTB: codifica per un filamento della Spettrina, una proteina con ruolo 

strutturale negli eritrociti. 

- WISP2: attiva il pathway canonico di WNT ed inibisce la 

linearizzazione del collagene. 

- ASPA: codifica per l’aspartoacilasi, un’idrolasi che agisce su N-acetil-l-

aspartato; 

- STRA6: codifica per un recettore della vitamina A. 
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Non tutti questi geni, come si evince, sono correlati con le funzioni dei fibroblasti. 

Ciò potrebbe essere segno che la riprogrammazione transiente della fase di 

maturazione sia applicabile anche ad altre tipologie cellulari. 

Nell’immagine E è rappresenta graficamente l’intersezione tra i geni identificati 

dalle analisi trascrittomica ed epigenomica. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

3.7 Telomeri 

I telomeri sono strutture protettive presenti ai terminali dei cromosomi, che 

consistono in sequenze ripetitive. La lunghezza di questi diminuisce con 

l’avanzare dell’età a causa delle duplicazioni cellulari, ad ogni evento di 

duplicazione genica, infatti, una porzione dei telomeri viene persa e la 

mancanza di espressione dell’enzima telomerasi impedisce che queste strutture 

vengano ricreate. L’utilizzo di un orologio biologico per i telomeri ha purtroppo 

mostrato come questi non vengano ripristinati con la MPTR, ma anzi, in alcuni 

casi sono addirittura ridotti ulteriormente. Sembra, infatti, che l’enzima sia 

espresso solo nelle fasi tardive della riprogrammazione, dopo la fase di 

maturazione. 
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4. Discussione 

In questo studio è stato sviluppato un metodo innovativo di ringiovanimento 

cellulare chiamato “riprogrammazione transiente della fase di maturazione” 

(MPTR), in cui i fattori di Yamanaka sono attivi solo fino alla fase di maturazione. 

Dai risultati si evince come questa metodica sia in grado di ripristinare diversi 

cambiamenti dati dall’invecchiamento, in fibroblasti umani, che riguardano 

velocità di migrazione e alcuni aspetti di trascrittomica ed epigenomica. 

Secondo gli orologi molecolari utilizzati (orologio multi-tissutale e trascrittomico) 

è stato possibile raggiungere un ringiovanimento cellulare di circa 30 anni, un 

risultato mai ottenuto prima in cellule umane. Studi precedenti a questo6, 7, infatti, 

si limitavano a riprogrammare fino alla fase di inizializzazione, temendo di perdere 

l’identità cellulare. Con questo studio è stato dimostrato che le cellule 

effettivamente perdono parte della loro identità, ma conservano una memoria in 

grado di ristabilire tale identità una volta che i fattori non sono più espressi. 

Nonostante gli ottimi risultati ottenuti, è stata riscontrata una certa difficoltà 

nell’utilizzo di orologi molecolari per la trascrizione, ad ora, infatti, quelli che ci 

sono non sono abbastanza precisi e non risultavano efficaci nel determinare l’età 

delle cellule in esame. 

 

Questo lavoro, comunque, è definito come proof-of-concept, non è dunque 

applicabile in una terapia, ma rappresenta una buona base per lo sviluppo di 

metodiche più efficienti per il ringiovanimento. Dall’osservazione di come le 

cellule non abbiamo assunto uno profilo pluripotente stabile, si può ipotizzare che 

il processo possa avvenire anche senza attraversare lo stadio intermedio di 

pluripotenza. Ciò rappresenterebbe un grosso vantaggio. I fattori di Yamanaka, 

infatti, sono potenziali oncogeni e se stimolati in maniera errata o prolungata 

possono indurre la formazione di un teratoma. Lo sviluppo di un metodo che sia in 

grado di non andare in contro alla riprogrammazione di iPSC, rappresenterebbe 

quindi una svolta importante soprattutto per l’applicazione nelle terapie. 

La scoperta del coinvolgimento di geni non legati alle funzioni dei fibroblasti (come 

APBA2 e MAF) potrebbe essere segno che la MPTR è applicabile anche in altre 

tipologie cellulari. Capire ciò aiuterebbe moltissimo lo studio delle malattie legate 

all’invecchiamento e lo sviluppo di eventuali terapie per prevenirle o curarle, ma 

non solo, le cellule riprogrammate possono potenzialmente essere introdotte in 

terapie di trapianto autologo, con l’obbiettivo di migliorare i processi di guarigione 

di determinati tessuti.  

 

Recentemente sono stati svolti degli esprimenti di riprogrammazione che hanno 

raggiunto livelli di ringiovanimento molto simili a quelli ottenuti in questo studio. 

In particolare, un esperimento svolto in vivo su topi8 ha visto l’applicazione di un 

metodo che prevedeva la riprogrammazione per due giorni, seguiti da cinque giorni 

di recupero, per sette mesi. I risultati hanno mostrato un ringiovanimento di 0,4 anni 

in topi che corrisponde a circa 20 anni in un essere umano. Il fatto che nel lungo 

termine sia stato raggiungo un ringiovanimento sempre maggiore suggerisce come 

la riprogrammazione svolta per piccoli periodi ripetuti possa essere additiva. 

Sarebbe interessante applicare questa procedura anche a cellule umane e vedere se 

vengono raggiunti risultati comparabili o migliori di quelli ottenuti con MPTR. 
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In questo studio in particolare, sono state sottoposte a riprogrammazione cellule 

appartenenti a un range d’età molto ristretto. Sarebbe interessante applicare questo 

metodo a cellule provenienti da donatori con età molto diverse e verificare se l’età 

di partenza influisce sul livello di ringiovanimento dopo la riprogrammazione. 

 

In conclusione, la MPTR è un metodo ad ora molto valido per ottenere buoni 

risultati nell’ambito del ringiovanimento cellulare, è in grado di invertire diversi 

aspetti dati dall’invecchiamento e di ripristinare l’identità iniziale delle cellule in 

maniera più efficace degli studi fatti fino ad ora. 

Nonostante ciò, interrompere la riprogrammazione alla fase di maturazione 

preclude il recupero di alcuni importanti aspetti come l’allungamento dei telomeri 

o l’ulteriore ringiovanimento di altri caratteri. Una riprogrammazione più 

prolungata, infatti, si traduce in un aumento dello stress cellulare che induce la 

cellula ad invecchiare nuovamente. L’induzione alla pluripotenza con questa 

tecnica risulta quindi limitante verso un potenziale di ringiovanimento maggiore. 
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Abstract Ageing is the gradual decline in organismal fitness that occurs over time leading 
to tissue dysfunction and disease. At the cellular level, ageing is associated with reduced func-
tion, altered gene expression and a perturbed epigenome. Recent work has demonstrated that 
the epigenome is already rejuvenated by the maturation phase of somatic cell reprogramming, 
which suggests full reprogramming is not required to reverse ageing of somatic cells. Here we 
have developed the first “maturation phase transient reprogramming” (MPTR) method, where 
reprogramming factors are selectively expressed until this rejuvenation point then withdrawn. 
Applying MPTR to dermal fibroblasts from middle- aged donors, we found that cells temporarily 
lose and then reacquire their fibroblast identity, possibly as a result of epigenetic memory at 
enhancers and/or persistent expression of some fibroblast genes. Excitingly, our method substan-
tially rejuvenated multiple cellular attributes including the transcriptome, which was rejuvenated 
by around 30 years as measured by a novel transcriptome clock. The epigenome was rejuve-
nated to a similar extent, including H3K9me3 levels and the DNA methylation ageing clock. The 
magnitude of rejuvenation instigated by MPTR appears substantially greater than that achieved 
in previous transient reprogramming protocols. In addition, MPTR fibroblasts produced youthful 
levels of collagen proteins, and showed partial functional rejuvenation of their migration speed. 
Finally, our work suggests that optimal time windows exist for rejuvenating the transcriptome 
and the epigenome. Overall, we demonstrate that it is possible to separate rejuvenation from 
complete pluripotency reprogramming, which should facilitate the discovery of novel anti- ageing 
genes and therapies.
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Introduction
Aging is the gradual decline in cell and tissue function over time that occurs in almost all organisms, 
and is associated with a variety of molecular hallmarks such as telomere attrition, genetic instability, 
epigenetic and transcriptional alterations, and an accumulation of misfolded proteins (López- Otín 
et al., 2013). This leads to perturbed nutrient sensing, mitochondrial dysfunction, and increased inci-
dence of cellular senescence, which impacts overall cell function and intercellular communication, 
promotes exhaustion of stem cell pools, and causes tissue dysfunction (López- Otín et  al., 2013). 
The progression of some aging related changes, such as transcriptomic and epigenetic ones, can be 
measured highly accurately and as such they can be used to construct “aging clocks” that predict 
chronological age with high precision in humans (Hannum et al., 2013; Horvath, 2013; Peters et al., 
2015; Fleischer et al., 2018) and in other mammals (Stubbs et al., 2017; Thompson et al., 2017; 
Thompson et al., 2018). Since transcriptomic and epigenetic changes are reversible at least in prin-
ciple, this raises the intriguing question of whether molecular attributes of aging can be reversed and 
cells phenotypically rejuvenated (Rando and Chang, 2012; Manukyan and Singh, 2012).

Induced pluripotent stem cell (iPSC) reprogramming is the process by which almost any somatic cell 
can be converted into an embryonic stem cell- like state. Intriguingly, iPSC reprogramming reverses 
many age- associated changes, including telomere attrition and oxidative stress (Lapasset et  al., 
2011). Notably, the epigenetic clock is reset back to approximately 0, suggesting reprogramming 
can reverse aging associated epigenetic alterations (Horvath, 2013). However, iPSC reprogramming 
also results in the loss of original cell identity and therefore function. By contrast, transient reprogram-
ming approaches where the Yamanaka factors (Oct4, Sox2, Klf4, and c- Myc) are expressed for short 
periods of time may be able to achieve rejuvenation without loss of cell identity. Reprogramming can 
be performed in vivo (Abad et al., 2013), and indeed, cyclical expression of the Yamanaka factors in 
vivo can extend lifespan in progeroid mice and improves cellular function in wild- type mice (Ocampo 
et al., 2016). An alternative approach for reprogramming in vivo also demonstrated reversal of aging- 
associated changes in retinal ganglion cells and was capable of restoring vision in a glaucoma mouse 
model (Lu et al., 2020). More recently, in vitro transient reprogramming has been shown to reverse 
multiple aspects of aging in human fibroblasts and chondrocytes (Sarkar et al., 2020). Nevertheless, 
the extent of epigenetic rejuvenation achieved by previous transient reprogramming methods has 
been modest (~3 years) compared to the drastic reduction achieved by complete iPSC reprogram-
ming. A more detailed comparison of previous methods is provided in Supplementary file 1. Here, 
we establish a novel transient reprogramming strategy where Yamanaka factors are expressed until 
the maturation phase (MP) of reprogramming before abolishing their induction (maturation phase 
transient reprogramming, MPTR), with which we were able to achieve robust and very substantial 
rejuvenation (~30 years) whilst retaining original cell identity overall.

Results
Transiently reprogrammed cells reacquire their initial cell identity
Reprogramming can be divided into three phases: the initiation phase (IP) where somatic expression is 
repressed and a mesenchymal- to- epithelial transition occurs; the MP, where a subset of pluripotency 
genes becomes expressed; and the stabilization phase (SP), where the complete pluripotency program 
is activated (Samavarchi- Tehrani et al., 2010; Figure 1A). Previous attempts at transient reprogram-
ming have only reprogrammed within the IP (Ocampo et al., 2016; Sarkar et al., 2020). However, 
reprogramming further, up to the MP, may achieve more substantial rejuvenation. To investigate the 
potential of MPTR to reverse aging phenotypes, we generated a doxycycline- inducible polycistronic 
reprogramming cassette that encoded Oct4, Sox2, Klf4, c- Myc, and GFP. By using a polycistronic 
cassette, we could ensure that individual cells were able to express all four Yamanaka factors. This 
reprogramming cassette was capable of generating iPSC lines from human fibroblasts and induced 
a substantial reduction of DNA methylation age throughout the reprogramming process, consistent 
with previous work using a different reprogramming system (Olova et al., 2019; Figure 1A). Specifi-
cally, DNA methylation age as measured using the multi- tissue epigenetic clock (Horvath, 2013) was 
substantially reduced relatively early in the reprogramming process (which takes about 50 days to 
complete in this system), with an approximate rejuvenation of 20 years by day 10 and 40 years by day 
17 (Figure 1A). Similar results were obtained using the skin and blood clock (Horvath et al., 2018; 

https://doi.org/10.7554/eLife.71624
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Figure 1. Transiently reprogrammed cells reacquire their initial cellular identity. (A) Mean DNA methylation age (calculated using the multi- tissue clock; 
Horvath, 2013) throughout the reprogramming process where cells were transduced with our tetO- GFP- hOKMS vector and treated continuously with 
2 µg/ml of doxycycline. Reprogramming is divided in three distinct phases: initiation phase (IP), maturation phase (MP), and stabilization phase (SP). 
DNA methylation age decreased substantially during the MP of reprogramming in cells that were successfully reprogramming (magenta line) but not in 

Figure 1 continued on next page
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Figure 1—figure supplement 1A). Interestingly, other epigenetic clocks were rejuvenated later in the 
reprogramming process. This may suggest that the epigenome is rejuvenated in stages; however, we 
note that these other epigenetic clocks were not trained on fibroblast data. We therefore focussed on 
the window between days 10 and 17 to develop our MPTR protocol for human fibroblasts (Figure 1B), 
predicting that this would enable substantial reversal of aging phenotypes whilst potentially allowing 
cells to regain original cell identity. Beyond this window, cells would enter the SP and the endoge-
nous pluripotency genes would become activated, preventing the cessation of reprogramming by 
withdrawing doxycycline alone (Samavarchi- Tehrani et al., 2010). The reprogramming cassette was 
introduced into fibroblasts from three middle- aged donors (chronologically aged 38, 53, and 53 years 
old and epigenetically aged 45, 49, and 55 years old, according to the multi- tissue epigenetic clock 
Horvath, 2013) by lentiviral transduction before selecting successfully transduced cells by sorting 
for GFP. We then reprogrammed the fibroblasts for different lengths of time (10, 13, 15, or 17 days) 
by supplementing the media with 2 µg/ml doxycycline and carried out flow sorting to isolate cells 
that were successfully reprogramming (labeled ‘transient reprogramming intermediate’: SSEA4 posi-
tive, CD13 negative) as well as the cells that had failed to reprogram (labeled ‘failing to transiently 
reprogram intermediate’: CD13 positive, SSEA4 negative). At this stage, approximately 25% of the 
cells were successfully reprogramming and approximately 35% of the cells were failing to reprogram, 
whilst the remainder were double positive or double negative (Figure 1—figure supplement 1B). 

control cells (yellow and orange lines represent non- transduced cells and cells expressing hOKMS but failing to reprogram as indicated by cell surface 
markers, respectively). Points represent the mean and error bars the standard deviation. N=3 biological replicates per condition, where fibroblasts 
were derived from different donors. N=2 biological replicates for the iPSC time point (day 51). (B) Experimental scheme for maturation phase transient 
reprogramming (MPTR). The tetO- GFP- hOKMS reprogramming construct was introduced into fibroblasts from older donors by lentiviral transduction. 
Alternatively, cells were ‘mock infected’ as a negative control. Following this, cells were grown in the presence of 2 µg/ml doxycycline to initiate 
reprogramming. At several time points during the MP, cells were flow sorted and successfully reprogramming cells (CD13− SSEA4+) and cells that were 
failing to reprogram (CD13+ SSEA4−) were collected for analysis. These were termed ‘transient reprogramming intermediate’ and ‘failing to transiently 
reprogram intermediate,’ respectively. Sorted cells were also further cultured, and grown in the absence of doxycycline for at least 4 weeks—these were 
termed ‘transiently reprogrammed’ (CD13− SSEA4+) or ‘failed to transiently reprogram’ (CD13+ SSEA4−). (C) Phase- contrast microscope images of 
cells after doxycycline treatment (transient reprogramming intermediate) and after withdrawal of doxycycline (transiently reprogrammed) as described 
in (B). The morphology of some cells changed after doxycycline treatment. These cells appeared to form colonies, which became larger with longer 
exposure to doxycycline. After sorting, these cells were cultured in medium no longer containing doxycycline, and appeared to return to their initial 
fibroblast morphology. (D) Roundness ratio of cells before, during, and after MPTR (with 13 days of reprogramming). Roundness ratio was calculated 
by dividing maximum length by perpendicular width. Fibroblasts became significantly rounder during MPTR and returned to a more elongated state 
upon the completion of MPTR. Values from individual cells have been represented as violin plots. Points represent mean values and are connected with 
lines. Significance was calculated with a Tukey’s range test. Representative 3D renderings of cells (generated using Volocity) before, during, and after 
successful transient reprogramming are included below the plot. CD13 is colored in green, SSEA4 is colored in red, and DAPI staining is colored in blue. 
White scale bars represent a distance of 20 µm. (E) Principal component analysis of transient reprogramming and reference reprogramming sample 
transcriptomes (light blue to dark blue and black crosses, data from Banovich et al., 2018, Fleischer et al., 2018 and our novel Sendai reprogramming 
data set). Reference samples form a reprogramming trajectory along PC1. In the Sendai reprogramming reference data set, cells that were not 
reprogramming (CD13+ SSEA4−) were also profiled and clustered midway along PC1 suggesting some transcriptional changes had still occurred in 
these cells. Transient reprogramming samples moved along this trajectory with continued exposure to doxycycline (light magenta points) and returned 
to the beginning of the trajectory after withdrawal of doxycycline (magenta points). Control samples (yellow and orange points) remained at the 
beginning of the trajectory throughout the experiment. (F) Mean gene expression levels for the fibroblast specific gene FSP1 and the iPSC specific gene 
NANOG. Transiently reprogrammed samples expressed these genes at levels similar to control fibroblasts. Bars represent the mean and error bars the 
standard deviation. Samples transiently reprogrammed for 10, 13, 15, or 17 days were pooled. The number of distinct samples in each group is indicated 
in brackets. (G) Principal component analysis of transient reprogramming (magenta points) and reference reprogramming sample methylomes (light 
blue to dark blue and black crosses, data from Banovich et al., 2018, Ohnuki et al., 2014 and our novel Sendai reprogramming data set). Reference 
samples formed a reprogramming trajectory along PC1. Transient reprogramming samples moved along this trajectory with continued exposure to 
doxycycline (light magenta points) and returned to the beginning of the trajectory after withdrawal of doxycycline (magenta points). Control samples 
(yellow and orange points) remained at the beginning of the trajectory throughout the experiment. (H) Mean DNA methylation levels across the 
fibroblast- specific gene FSP1 and the iPSC- specific gene POU5F1 (encoding OCT4). Transiently reprogrammed samples had methylation profiles across 
these genes that resemble those found in fibroblasts. Gray bars and black bars indicate the locations of Ensembl annotated promoters and genes, 
respectively. Samples transiently reprogrammed for 10, 13, 15, or 17 days were pooled for visualization purposes. The number of distinct samples in 
each group is indicated in brackets. iPSC, induced pluripotent stem cell; MPTR, maturation phase transient reprogramming.

The online version of this article includes the following figure supplement(s) for figure 1:

Figure supplement 1. Transiently reprogrammed cells reacquire their initial cellular identity.

Figure 1 continued

https://doi.org/10.7554/eLife.71624


 Research article      Genetics and Genomics | Stem Cells and Regenerative Medicine

Gill et al. eLife 2022;11:e71624. DOI: https:// doi. org/ 10. 7554/ eLife. 71624  5 of 23

Cells were harvested for DNA methylation array or RNA- seq analysis and also replated for further 
culture in the absence of doxycycline to stop the expression of the reprogramming cassette. Further 
culture for a period of 4–5 weeks in the absence of doxycycline generated ‘transiently reprogrammed 
fibroblasts,’ which had previously expressed SSEA4 at the intermediate stage, as well as ‘failed to 
transiently reprogram fibroblasts,’ which had expressed the reprogramming cassette (GFP- positive 
cells) but failed to express SSEA4. As a negative control, we simultaneously ‘mock infected’ (subject 
to transduction process but without lentiviruses) populations of fibroblasts from the same donors. 
These cells underwent an initial flow sort for viability (to account for the effects of the GFP sort) 
before culture under the same conditions as the reprogramming cells and flow sorting for CD13 (cells 
harvested at this stage generated a ‘negative control intermediate’ for methylome and transcriptome 
analyses). Finally, these ‘negative control intermediate’ cells were grown in the absence of doxycy-
cline for the same length of time as experimental samples to account for the effects of extended cell 
culture, generating ‘negative control fibroblasts’ (Figure 1B).

After reprogramming for 10–17 days, we found the fibroblasts had undergone dramatic changes 
in morphology. Upon visual inspection using a light microscope it appeared that the cells had under-
gone a mesenchymal- to- epithelial like transition and were forming colony structures that progres-
sively became larger with longer periods of reprogramming, consistent with the emergence of the 
early pluripotency marker SSEA4. After sorting the cells and culturing in the absence of doxycycline, 
we found they were able to return to their initial fibroblast morphology, showing that morphological 
reversion is possible even after 17 days of reprogramming (Figure 1C). We quantified the morphology 
changes by calculating a ratio indicative of ‘roundness’ (maximum length divided by perpendicular 
width) for individual cells before, during, and after MPTR (Figure 1D and Figure 1—figure supple-
ment 1C). We found that successfully reprogramming cells became significantly rounder at the inter-
mediate stages of MPTR compared to the starting fibroblasts and then returned to an elongated state 
upon the completion of MPTR. Of note, we found that there was no significant difference in roundness 
between cells before and after MPTR, further supporting that fibroblasts were able to return to their 
original morphology. In comparison, failing to reprogram and negative control cells did not undergo 
as substantial a change during MPTR and were significantly more elongated at the intermediate stage 
(Supplementary file 2).

We investigated further the identity of the cells after MPTR by conducting DNA methylation array 
analysis and RNA sequencing to examine their methylomes and transcriptomes, respectively. We 
included published reprogramming data sets in our analysis as well as a novel reprogramming data 
set that we generated based on Sendai virus delivery of the Yamanaka factors to act as a reference 
(Fleischer et al., 2018; Ohnuki et al., 2014; Banovich et al., 2018). Principal component analysis 
(PCA) using expression values of all genes in the transcriptome separated cells based on the extent of 
reprogramming and the reference data sets formed a reprogramming trajectory along PC1 (Figure 1E). 
Transient reprogramming intermediate cells (collected after the reprogramming phase but before the 
reversion phase) clustered halfway along this trajectory, implying that cells lose aspects of the fibro-
blast transcriptional program and/or gain aspects of the pluripotency transcriptional program, which 
is consistent with the loss of the fibroblast surface marker CD13 and gain of the iPSC surface marker 
SSEA4. We note that the different time points for the transient reprogramming intermediate samples 
clustered closer together when examining their transcriptomes compared to their DNA methylomes. 
This suggests that changes in the DNA methylome occur more gradually, whereas changes in the 
transcriptome occur in more discrete stages. Notably, upon completion of MPTR, transiently repro-
grammed samples clustered at the beginning of this trajectory showing that these samples once again 
transcriptionally resemble fibroblasts rather than reprogramming intermediates or iPSCs (Figure 1E). 
Similar findings were made when the reference data sets were excluded (Figure 1—figure supple-
ment 1D). For example, transiently reprogrammed cells did not express the pluripotency marker 
NANOG and expressed high levels of the fibroblast marker FSP1 (Figure 1F). Notably, NANOG was 
temporarily expressed at high levels at the intermediate stages of transient reprogramming alongside 
FSP1, suggesting that these cells simultaneously possessed some transcriptional attributes of both 
fibroblasts and iPSCs.

Similarly, PCA of the methylomes separated cells based on the extent of reprogramming and the 
reference data sets formed a reprogramming trajectory along PC1. PC2 separated mid reprogram-
ming samples from initial fibroblasts and final iPSCs and was driven by CpG sites that are temporarily 

https://doi.org/10.7554/eLife.71624
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hypermethylated or hypomethylated during reprogramming. These CpG sites appeared near genes 
associated with asymmetric protein localization according to gene ontology analysis. As with the 
transcriptome, intermediate samples from our transient reprogramming experiment clustered along 
this reprogramming trajectory (Figure 1G), showing that cells move epigenetically toward pluripo-
tency. Notably, the transiently reprogrammed samples returned back to the start of this trajectory 
(with the reference fibroblast samples) revealing that they epigenetically resembled fibroblasts once 
again. Like the transcriptome, similar findings were made when the reference data sets were excluded 
(Figure  1—figure supplement 1E). We found typical regions that change during reprogramming 
were fibroblast- like after transient reprogramming (Takahashi et  al., 2007), such as the promoter 
of POU5F1 being hypermethylated and the promoter of FSP1 being hypomethylated in our tran-
siently reprogrammed cells (Figure 1H). Notably, the POU5F1 promoter was temporarily demeth-
ylated and the FSP1 promoter remained lowly methylated at the intermediate stages of transient 
reprogramming, suggesting that these intermediate stage cells possess some epigenetic features of 
both fibroblasts and iPSCs. Taken together, these data demonstrate that fibroblasts can be transiently 
reprogrammed to the MP and then revert to a state that is morphologically, epigenetically, and tran-
scriptionally similar to the starting cell identity. To our knowledge, this is the first method for MPTR, 
where Yamanaka factors are transiently expressed up to the MP of reprogramming before the expres-
sion of the factors is abolished.

Epigenetic memory and transcriptional persistence are present at the 
intermediate stages of transient reprogramming
Though transiently reprogrammed fibroblasts temporarily lost their cell identity (becoming SSEA4 
positive and CD13 negative), they were able to reacquire it once the reprogramming factors were 
removed, suggesting that they retained memory of their initial cell identity. To examine the source 
of this memory, we initially defined fibroblast- specific and iPSC- specific gene sets using differen-
tial expression analysis on fibroblasts before and after complete reprogramming with our system 
(Figure 2—figure supplement 1A). We subsequently analyzed the expression of these gene sets 
throughout MPTR and observed that fibroblast- specific genes were temporarily downregulated whilst 
iPSC- specific genes were temporarily upregulated (Figure 2A). As expected, these gene sets were 
further downregulated and upregulated during complete reprogramming, respectively (Figure 2A). 
We note that this approach generalizes the expression changes and as a result, may obscure subclus-
ters within these gene sets that display different expression trajectories. Therefore, we analyzed the 
expression levels of individual genes to gain further insight into these gene sets. After performing hier-
archical clustering, we observed that the majority of genes within the fibroblast- specific gene set were 
temporarily downregulated during transient reprogramming (2803 genes out of 4178). However, we 
also observed that the remaining genes formed two additional clusters that were temporarily upreg-
ulated (961 genes) and persistently expressed (414 genes), respectively (Figure 2B, Figure 2—figure 
supplement 1B and Supplementary file 3). We also clustered the genes within the iPSC- specific gene 
set and observed that the majority of iPSC genes were upregulated in transient reprogramming inter-
mediate cells to levels similar to iPSCs and the remaining genes were not yet activated (Figure 2—
figure supplement 1C). We subsequently performed gene ontology analysis on the fibroblast- specific 
gene clusters and found that the temporarily upregulated cluster was enriched for gene ontology 
categories such as ‘response to lipopolysaccharide’ suggesting that inflammatory signaling pathways 
are temporarily activated during transient reprogramming, likely in response to the reprogramming 
factors. Interestingly, the persistently expressed gene cluster was enriched for gene ontology cate-
gories such as extracellular matrix and collagen fibril organization, suggesting that some aspects of 
fibroblast function are maintained during transient reprogramming at least at the transcriptional level 
(Figure 2—figure supplement 1D).

We also questioned whether the epigenome played a role in the retention of memory of the initial 
cell type, particularly for genes that were temporarily downregulated. We therefore examined the 
DNA methylation levels at regulatory elements linked to the fibroblast- specific genes. We used the 
Ensembl Regulatory Build (Zerbino et al., 2015) to obtain the locations of promoter and enhancer 
elements as well as their activity status in dermal fibroblasts and iPSCs. We then focussed on promoter 
and enhancer elements that are active in fibroblasts and linked them to the nearest transcription start 
site (within 1 kb for promoters and 1 mb for enhancers). The promoters associated with fibroblast 

https://doi.org/10.7554/eLife.71624
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Figure 2. Epigenetic memory at enhancers and persistent fibroblast gene expression may allow cells to return to their initial identity. (A) The mean 
expression levels of fibroblast- specific and iPSC- specific gene sets during transient reprogramming and complete reprogramming. Error bars represent 
the standard deviation. (B) Heatmap examining the expression of fibroblast- specific genes in cells before (light blue group), during (light magenta 
group, transient reprogramming intermediate cells), and after (magenta group, transiently reprogrammed fibroblasts) transient reprogramming as 

Figure 2 continued on next page
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genes remained lowly methylated throughout transient reprogramming and complete reprogram-
ming regardless of the gene cluster, suggesting that promoter methylation does not contribute 
substantially toward memory (Figure 2—figure supplement 1E). In contrast, enhancers associated 
with fibroblast genes gained DNA methylation but only during complete reprogramming and not 
during transient reprogramming (Figure  2C and Figure  2—figure supplement 1F). This was the 
case for enhancers linked to the genes in all three clusters and in the case of temporarily down-
regulated genes, the lack of hypermethylation may confer epigenetic memory at a time when the 
associated genes are transcriptionally repressed. We also examined fibroblast- specific enhancers in 
general and defined these as enhancers that are active in fibroblasts but are no longer active in iPSCs. 
Similar to the previous analysis, we found that DNA methylation was relatively dynamic at fibroblast- 
specific enhancers. Approximately half of all fibroblast- specific enhancers (2351 out of the covered 
4204 enhancers) gained DNA methylation during iPSC reprogramming. However, even at day 17 of 
the reprogramming process (the longest transient reprogramming intermediate tested here), these 
enhancers still remained hypomethylated (Figure 2D). Overall, we hypothesize that both epigenetic 
memory at genes such as MMP1 (Figure 2E) and transcriptional persistence at genes such as COL1A2 
(Figure 2E) enable cells to return to their original cell type once the reprogramming factors are with-
drawn. Taken together, these two attributes may act as the source of memory for initial cell identity 
during a time when the somatic transcriptional program is otherwise mostly repressed and somatic 
proteins such as CD13 are lost (Polo et al., 2012; David and Polo, 2014).

Transient reprogramming reverses age-associated changes in the 
transcriptome and partially restores fibroblast function
We next investigated the transcriptome to determine if there was any evidence of rejuvenation in this 
omic layer. We initially identified genes that significantly correlated with age in a reference fibroblast 
aging data set (Fleischer et al., 2018) and used genes with a significant Pearson correlation after 
Bonferroni correction (p≤0.05) to carry out PCA (3707 genes). The samples primarily separated by age 
and reference fibroblast samples formed an aging trajectory. The transiently reprogrammed samples 
clustered closer to the young fibroblasts along PC1 than the negative control samples (Figure 3A). 
Based on the relationship between PC1 and age in the reference data set, we inferred that transient 
reprogrammed samples were approximately 40  years younger than the negative control samples 
(Figure 3B). To further quantify the extent of rejuvenation, we investigated the effect of MPTR using 
transcription clocks. Unfortunately, existing transcription clocks failed to accurately predict the age 
of our negative control samples. This may be due to batch effects such as differences in RNA- seq 
library preparation and data processing pipelines. To overcome this problem, we trained a transcrip-
tion age- predictor using random forest regression on published fibroblast RNA- seq data from donors 
aged 1–94 years old that was batch corrected to our transient reprogramming data set (Fleischer 
et al., 2018). The transcription age predictor was trained on transformed age, similar to the Horvath 

well as in iPSCs (dark blue group). The number of days of reprogramming is indicated above the heatmap where applicable. The majority of fibroblast 
genes are downregulated at the intermediate stages of transient reprogramming. However, some fibroblast genes are persistently expressed or 
temporarily upregulated at this stage. (C) Mean DNA methylation levels across enhancers linked to the three clusters of fibroblast genes during 
transient reprogramming and complete reprogramming. DNA methylation levels across enhancers remain unchanged during transient reprogramming 
regardless of the expression of their associated genes. In comparison, DNA methylation levels across these regions increase during complete 
reprogramming. Error bars represent the standard deviation. (D) Heatmap examining the DNA methylation levels of fibroblast- specific enhancers in 
cells before (light blue group), during (light magenta group), and after (magenta group) transient reprogramming as well as in iPSCs (dark blue group). 
Each sample was plotted as a single column, whether reprogrammed for 10, 13, 15, or 17 days. Fibroblast enhancers became hypermethylated during 
complete reprogramming but were still demethylated at the intermediate stages of transient reprogramming. Fibroblast- specific enhancers were 
defined as enhancers that are active in fibroblasts but no longer active in iPSCs (become inactive, poised, or repressed) based on Ensembl regulatory 
build annotations. (E) The mean expression and enhancer methylation levels of example genes during transient reprogramming and complete 
reprogramming. MMP1 is a gene that demonstrates epigenetic memory as it is temporarily downregulated during transient reprogramming and 
its enhancer remains demethylated. COL1A2 is a gene that demonstrates transcriptional persistence as it remains expressed throughout transient 
reprogramming. iPSC, induced pluripotent stem cell.

The online version of this article includes the following figure supplement(s) for figure 2:

Figure supplement 1. Epigenetic memory at enhancers and persistent fibroblast gene expression may allow cells to return to their initial identity.

Figure 2 continued
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Figure 3. Transient reprogramming reverses age- associated changes in the transcriptome and partially restores fibroblast migration speed. (A) Principal 
component analysis (PCA) of fibroblast aging- associated gene expression levels in transient reprogramming (magenta) and reference aging fibroblast 
samples (light blue- dark blue). Reference samples formed an aging trajectory along PC1. Transiently reprogrammed samples located closer to young 
fibroblasts than negative control samples did (yellow and orange), suggesting they were transcriptionally younger. (B) PC1 values from the PCA of 
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epigenetic clock, to account for the accelerated aging rate during childhood and adolescence 
(Horvath, 2013). The final transcription age predictor had a median absolute error of 12.57 years 
(Figure 3—figure supplement 1A), this error being higher than that of the epigenetic clock consis-
tent with previous transcription age predictors (Peters et al., 2015; Fleischer et al., 2018). Using our 
predictor, we found that transient reprogramming reduced mean transcription age by approximately 
30 years (Figure 3C). We also observed a moderate reduction in transcription age in cells that failed 
to transiently reprogram (SSEA4 negative at the intermediate time point), suggesting expression of 
the reprogramming factors alone was capable of rejuvenating some aspects of the transcriptome. 
Interestingly, we observed that MPTR with longer reprogramming phases reduced the extent of reju-
venation, suggesting that 10 or 13 days may be the optimum for transcriptional rejuvenation. We note 
that the reduction in transcription age from MPTR appears to be greater than that recently achieved 
by transient transfection of the Yamanaka factors (Sarkar et al., 2020), which was by approximately 
10 years according to our transcription age predictor (Figure 3—figure supplement 1B), consistent 
with our approach of reprogramming further into the MP rather than only up to the end of the IP. 
Recently, a novel transcription clock called BiT age clock has been defined (Meyer and Schumacher, 
2021), which has been trained on binarized gene expression levels. This clock has a very low median 
absolute error, which is comparable to that of epigenetic clocks. We ran a retrained version of the BiT 
age clock on our data set and made similar findings to our random forest- based clock. Of note, we 
observed that transient reprogramming also rejuvenated the BiT age clock by approximately 20 years 
relative to negative controls and that 10 or 13 days of reprogramming was optimal for maximal tran-
scriptional rejuvenation (Figure 3—figure supplement 1C).

We further profiled the effects of MPTR with 13  days of reprogramming (due to its apparent 
significance) by examining the whole transcriptome. This was achieved by comparing the expres-
sion levels of genes in transiently reprogrammed cells to those in negative control cells and subse-
quently overlaying the expression change due to age calculated using the reference aging data set 
(Fleischer et al., 2018). As expected, we observed an overall reversal of the aging trends, with genes 
upregulated during aging being downregulated following transient reprogramming and genes down-
regulated during aging being upregulated following transient reprogramming (Figure 3D, Figure 3—
figure supplement 1D). Notably, structural proteins downregulated with age that were upregulated 
upon transient reprogramming included the cytokeratins 8 and 18 as well as subunits of collagen IV.

fibroblast aging- associated gene expression levels and their equivalent age based on the reference aging fibroblast samples. PC1 values were greater in 
transiently reprogrammed samples than negative control and failed to transiently reprogram samples and as result these samples appear to be younger. 
Bars represent the mean and error bars represent the standard deviation. (C) Mean transcription age calculated using a custom transcriptome clock 
(median absolute error = 12.57 years) for negative control samples (yellow), samples that expressed OSKM but failed to reprogram based on cell surface 
markers (orange) and cells that were successfully transiently reprogrammed (magenta) as described in Figure 1B for 10, 13, 15, or 17 days. The number 
of distinct samples in each group is indicated in brackets. Bars represent the mean and error bars the standard deviation. Statistical significance was 
calculated with Mann- Whitney U- tests. (D) The mean expression levels of all genes in transiently reprogrammed samples with 13 days of reprogramming 
compared to those in corresponding negative control samples. In addition, genes have been color coded by their expression change with age. Genes 
that upregulate with age were downregulated with transient reprogramming and genes that downregulate with age were upregulated with transient 
reprogramming. Notable example genes have been highlighted. The number of distinct samples in each group is indicated in brackets. (E) The 
expression levels of collagen genes that were restored to youthful levels after transient reprogramming with 13 days of reprogramming. Bars represent 
the mean and error bars the standard deviation. The number of distinct samples in each group is indicated in square brackets. Significance was 
calculated with a two- sided Mann- Whitney U- test. (F) Boxplots of the protein levels of collagen I and IV in individual cells after transient reprogramming 
for 10 or 13 days calculated based on fluorescence intensity within segmented cells following immunofluorescence staining. Boxes represent upper and 
lower quartiles and central lines the median. The protein levels of collagen I and IV increased after transient reprogramming. The number of distinct 
samples in each group is indicated in square brackets. Representative images are included (bottom panel). CD44 is colored in green, collagen I and IV 
are colored in red, and DAPI staining is colored in blue. Significance was calculated with a two- sided Mann- Whitney U- test. (G) The migration speed 
of fibroblasts in a wound healing assay. Migration speed was significantly lower in negative control fibroblasts from middle- aged donors compared 
to fibroblasts from young donors (aged 20–22). Transient reprogramming improved the migration speed in some samples but had no effect in others. 
Technical replicates were averaged, and the mean values have been presented as boxplots where the boxes represent the upper and lower quartiles 
and the central lines the median. Significance was calculated with a Tukey’s range test.

The online version of this article includes the following figure supplement(s) for figure 3:

Figure supplement 1. Transient reprogramming reverses age- associated changes in the transcriptome and partially restores fibroblast migration speed.

Figure 3 continued
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The production of collagens is a major function of fibroblasts (Humphrey et al., 2014), thus we 
examined the expression of all collagen genes during fibroblast aging and after transient reprogram-
ming with 13 days of reprogramming (Figure 3E). As shown previously (Varani et al., 2006; Lago 
and Puzzi, 2019), we found collagen I and IV were downregulated with age, with collagen IV demon-
strating a more dramatic reduction. Notably, the expression of both genes was restored to youthful 
levels after transient reprogramming, though this was not significant for collagen I likely due to the 
small expression difference associated with age and lower number of samples (Figure 3E). We then 
assessed by immunofluorescence whether this increased mRNA expression resulted in increased 
protein levels and indeed found that transient reprogramming resulted in an increase in collagen I 
and IV protein toward more youthful levels (Figure 3F). Fibroblasts are also involved in wound healing 
responses (Li and Wang, 2011), so we investigated the impact of transient reprogramming on this 
function using an in vitro wound healing assay (Figure 3G and Figure 3—figure supplement 1E). 
We found that migration speed was significantly reduced in our control fibroblasts from middle- aged 
donors compared to fibroblasts from young donors (aged 20–22 years old). Transient reprogramming 
improved the median migration speed, however, the individual responses were quite variable and in 
some cases migration speed was improved and in other cases it was unaffected. Interestingly, this did 
not appear to correlate with other aging measures such as transcription and methylation clocks. Our 
data show that transient reprogramming followed by reversion can rejuvenate fibroblasts both tran-
scriptionally and at the protein level, at least based on collagen production, and functionally at least 
in part. This indicates that our rejuvenation protocol can, in principle, restore youthful functionality in 
human cells.

Optimal transient reprogramming reverses age-associated changes in 
the epigenome
After finding evidence of transcriptomic rejuvenation, we sought to determine whether there were 
also aspects of rejuvenation in the epigenome. We initially examined global levels of H3K9me3 by 
immunofluorescence. H3K9me3 is a histone modification associated with heterochromatin that has 
been previously shown to be reduced globally with age in a number of organisms (Ni et al., 2012), 
including in human fibroblasts (O’Sullivan et al., 2010; Scaffidi and Misteli, 2006). We were able to 
confirm this observation and found that MPTR was able to substantially reverse this age- associated 
reduction back to a level comparable with fibroblasts from younger donors (with a mean age of 
33 years old). Both 10 and 13 days of transient reprogramming increased global levels of H3K9me3 
suggesting that this epigenetic mark, similar to the transcriptome, has a relatively broad window for 
rejuvenation by transient reprogramming. We also observed a slight increase in H3K9me3 levels in 
cells that failed to transiently reprogram, suggesting that expression of the reprogramming factors 
alone is capable of partially restoring this epigenetic mark (Figure  4A), as was observed for our 
transcriptome- based age- predictor (Figure 3C). The magnitude of rejuvenation in H3K9me3 levels 
in our transiently reprogrammed cells is similar to that observed from IP transient reprogramming 
(Sarkar et al., 2020).

We next applied the epigenetic clock, a multi- tissue age predictor that predicts age based on 
the DNA methylation levels at 353 CpG sites (Horvath, 2013), to our data. Notably, with 13 days 
of transient reprogramming, we observed a substantial reduction of the median DNA methylation 
age—by approximately 30  years, quantitatively the same rejuvenation as we saw in the transcrip-
tome (Figure 4B). A shorter period of transient reprogramming (10 days) resulted in a smaller reduc-
tion of DNA methylation age, consistent with our results profiling DNA methylation age throughout 
the reprogramming process, where DNA methylation age gradually reduced throughout the MP 
(Figure 1A). This epigenetic rejuvenation is potentially promoted by de novo methylation and active 
demethylation as the de novo methyltransferases and TET enzymes are upregulated during the MP 
(Figure 4—figure supplement 1A). Potentially, some of the rejuvenating mechanisms occurring in 
MPTR may mirror those that occur during embryonic development as epigenetic rejuvenation during 
embryonic development coincides with de novo methylation of the genome (Kerepesi et al., 2021). 
Similar to the transcription clocks, we also observed a smaller reduction in DNA methylation age with 
longer transient reprogramming times, suggesting that some aspects of the observed epigenetic reju-
venation are lost during the reversion phase of our MPTR protocol. Potentially, extended reprogram-
ming (for 15 or 17 days) may make reversion more difficult and result in cellular stresses that ‘re- age’ 

https://doi.org/10.7554/eLife.71624
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Figure 4. Optimal transient reprogramming can reverse age- associated changes in the epigenome. (A) Boxplots of the levels of H3K9me3 in individual 
cells calculated based on fluorescence intensity within nuclei (segmented using DAPI). The levels of H3K9me3 were found to decrease with age and 
increase after transient reprogramming for 10 or 13 days. Boxes represent upper and lower quartiles and central lines the median. The number of 
distinct samples in each group is indicated in square brackets. Representative images are included (right panel). H3K9me3 is colored in green and DAPI 

Figure 4 continued on next page
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the methylome during the process. Similar results were obtained using the skin and blood clock and 
the Weidner clock (Horvath et al., 2018; Weidner et al., 2014; Figure 4—figure supplement 1B). 
Other epigenetic clocks were not rejuvenated by MPTR; however, we note that these clocks either 
rejuvenate later in the reprogramming process or are unaffected by reprogramming (Figure 1—figure 
supplement 1A).

Telomeres are protective structures at the ends of chromosomes that consist of repetitive sequences. 
Telomere length decreases with age due to cell proliferation in the absence of telomerase enzymes 
and is restored upon complete iPSC reprogramming (Lapasset et al., 2011). To investigate the effect 
of transient reprogramming on telomere length, we used the telomere length clock, which predicts 
telomere length based on the methylation levels at 140 CpG sites (Lu et al., 2019b). We found that 
MPTR does not affect telomere length and, in some cases, slightly reduces it (Figure 4C). This is 
consistent with our results profiling telomere length throughout complete reprogramming using our 
doxycycline inducible system, where telomere length did not increase until the SP (Figure 4—figure 
supplement 1C). This coincides with the expression of telomerase during reprogramming, where 
it is weakly expressed during the later stages of the MP and only strongly expressed during the SP 
(Figure 4—figure supplement 1D).

Next, we investigated the locations of the rejuvenated CpG sites and found that most were indi-
vidual sites spread across the genome (Figure 4—figure supplement 1E). Some of these individual 
CpG sites may be part of larger regions of rejuvenated methylation, which we are unable to fully detect 
due to the targeted nature of DNA methylation array profiling; however, we found a few small clusters 
of rejuvenated CpG sites. We found that a small region in the IRX5 promoter became demethylated 
with age and transient reprogramming was able to partially remethylate this region (Figure 4D). IRX5 
is involved in embryonic development so demethylation of its promoter with age may lead to inap-
propriate expression (Costantini et al., 2005; Cheng et al., 2005). We also found two regions that 
became hypermethylated with age and were demethylated by transient reprogramming (Figure 4E). 
One of these regions is in the GAD1 promoter; encoding an enzyme that catalyzes the conversion of 
gamma- aminobutyric acid into glutamic acid (Bu et al., 1992). The other region is within the HOXB 
locus, involved in anterior- posterior patterning during development (Pearson et al., 2005). Finally, 
we examined whether there was any overlap between the epigenetic and transcriptional rejuvenation. 
We therefore annotated the rejuvenated CpG sites with the nearest gene and then overlapped this 
gene set with the list of genes with rejuvenated expression. We found that there was a significant 
overlap between these two groups suggesting that epigenetic rejuvenation and transcriptional reju-
venation may be partially linked (Figure 4F). We further examined these overlapping genes and found 
that several had structural roles. These included FBN2 and TNXB, which encode components of the 
extracellular matrix (Zhang et al., 1994; Bristow et al., 1993) and SPTB, which encodes a component 
of the cytoskeletal network (Garbe et al., 2007). WISP2 was also rejuvenated transcriptionally and 

staining is colored in gray scale. Significance was calculated with a two- sided Mann- Whitney U- test. (B) Mean DNA methylation age of samples after 
transient reprogramming calculated using the multi- tissue clock (Horvath, 2013). DNA methylation age substantially reduced after 13 days of transient 
reprogramming. Shorter and longer lengths of transient reprogramming led to smaller reductions in DNA methylation age. Bars represent the mean and 
error bars represent the standard deviation. The outlier in the 13 days of transient reprogramming group was excluded from calculation of the mean and 
standard deviation. Significance was calculated with a two- sided Mann- Whitney U- test with (in brackets) and without the outlier. The number of distinct 
samples in each group is indicated in brackets beneath the bars. (C) Mean telomere length of samples after transient reprogramming calculated using 
the telomere length clock (O’Sullivan et al., 2010). Telomere length either did not change or was slightly reduced after transient reprogramming. Bars 
represent the mean and error bars represent the standard deviation. Significance was calculated with a two- sided Mann- Whitney U test. (D) Mean DNA 
methylation levels across a rejuvenated age- hypomethylated region. This region is found within the IRX5 promoter. Samples transiently reprogrammed 
for 13 days were pooled for visualization purposes. The number of distinct samples in each group is indicated in brackets. (E) Mean DNA methylation 
levels across rejuvenated age- hypermethylated regions. These regions are found within the GAD1 promoter and HOXB locus. Samples transiently 
reprogrammed for 13 days were pooled for visualization purposes. The number of distinct samples in each group is indicated in brackets. (F) The 
overlap in rejuvenated methylation CpG sites and rejuvenated expression genes. Rejuvenated CpG sites were annotated with the nearest gene for this 
overlap analysis. The universal set was restricted to genes that were annotated to CpG sites in the DNA methylation array. Fisher’s exact test was used 
to calculate the significance of the overlap. The six genes that were found in both sets are listed along with the direction of their DNA methylation (red) 
and gene expression (blue) change with age.

The online version of this article includes the following figure supplement(s) for figure 4:

Figure supplement 1. Optimal transient reprogramming can reverse age- associated changes in the epigenome.

Figure 4 continued
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epigenetically; this gene is an activator of the canonical WNT pathway (Grünberg et al., 2014) and 
has recently been shown to inhibit collagen linearisation (Janjanam, 2021). ASPA and STRA6 respec-
tively encode an enzyme that hydrolyses N- acetyl- I- aspartate and a vitamin A receptor (Bitto et al., 
2007; Amengual et al., 2014). Neither of these genes have obvious roles in fibroblasts. We note 
that additional overlaps between epigenetic and transcriptional rejuvenation may exist that are not 
observed in our study due to the limited genomic coverage of DNA methylation arrays. Overall, our 
data demonstrate that transient reprogramming for 13 days (but apparently not for longer or shorter 
periods) represents a ‘sweet spot’ that facilitates partial rejuvenation of both the methylome and tran-
scriptome, reducing epigenetic and transcriptional age by approximately 30 years.

Discussion
Here, we have developed a novel method, MPTR, where the Yamanaka factors are ectopically 
expressed until the MP of reprogramming is reached, and their induction is then withdrawn. MPTR 
rejuvenates multiple molecular hallmarks of aging robustly and substantially, including the transcrip-
tome, epigenome, functional protein expression, and cell migration speed. Previous attempts at tran-
sient reprogramming have been restricted to the IP in order to conserve initial cell identity (Ocampo 
et al., 2016; Lu et al., 2020; Sarkar et al., 2020). This is a valid concern as fully reprogrammed iPSCs 
can be difficult to differentiate into mature adult cells and instead these differentiated cells often 
resemble their fetal counterparts (Hrvatin et al., 2014). With our approach, cells temporarily lose 
their identity as they enter the MP but, importantly, reacquire their initial somatic fate when the repro-
gramming factors are withdrawn. This may be the result of persisting epigenetic memory at enhancers 
(Jadhav et al., 2019), which notably we find is not erased until the SP, as well as persistent expression 
of some fibroblast genes.

With our method employing longer periods of reprogramming, we observed robust and substan-
tial rejuvenation of the whole transcriptome as well as aspects of the epigenome, with many features 
becoming approximately 30 years younger. This extent of rejuvenation appears to be substantially 
greater than what has been observed previously for transient reprogramming approaches that repro-
gram within the IP. The methylome appears to require longer reprogramming to substantially reju-
venate and consequently, previous work using shorter lengths of reprogramming resulted in modest 
amounts of rejuvenation of the methylome (Lu et al., 2020; Sarkar et al., 2020). However, we note 
that future studies are required to thoroughly compare these approaches with our method, ideally 
being performed in parallel on the same starting material and with the same reprogramming system, 
especially as different reprogramming systems can reprogram cells at different speeds (Schlaeger 
et al., 2015). Interestingly, these findings demonstrate that different parts of the epigenome undergo 
contrasting changes during transient reprogramming with age- associated CpG sites becoming differ-
entially methylated during the MP and cell- identity regions remaining unchanged until the SP. The CpG 
sites within these two categories are distinct and the differential timing may suggest that different and 
potentially specific mechanisms are responsible for these changes. Telomere attrition is another aging 
hallmark, which can induce DNA damage and senescence (López- Otín et al., 2013). Consistent with 
previous studies (Marion et al., 2009), our reprogramming system did not induce telomere elonga-
tion until the SP, likely explaining why telomeres were not elongated by MPTR.

More recently, there have been in vivo transient reprogramming approaches that elicit similar 
magnitudes of rejuvenation to our in vitro MPTR method. In mice, 1 week of reprogramming induc-
tion followed by 2 weeks of recovery reversed age- associated expression changes (including collagen 
gene expression) and partially rejuvenated the DNA methylome in the pancreas (Chondronasiou 
et al., 2022). Interestingly, these outcomes closely mirror those observed in our human fibroblasts 
after MPTR. We note that iPSC reprogramming proceeds faster in mouse cells than in human cells 
(Teshigawara et al., 2017) and so this in vivo approach likely also reprograms up to the MP, supporting 
our findings that transient reprogramming up to the MP can substantially reverse multiple features of 
aging. In another recent approach, reprogramming was cyclically induced in mice for 2 days followed 
by 5 days of recovery for 7 months. This substantially reversed epigenetic clocks by up to 0.4 years 
(equivalent to 20 years in humans, similar to our system) (Browder, 2022). These results suggest that 
the rejuvenation from shorter periods of transient reprogramming is additive and when performed 
long term can reach the magnitude elicited by MPTR.

https://doi.org/10.7554/eLife.71624
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Quantifying the age of the transcriptome is challenging and our attempts to quantify transcriptional 
rejuvenation suggested varying magnitudes ranging from 20 to 40 years. In addition, we needed to 
apply batch correction to compare to reference aging data sets. There is a need in the field for a 
more robust transcription clock that can predict age accurately and can be applied to other data sets 
without the need to batch correct. Such a tool would be invaluable and enable us to quantify more 
accurately the true extent of transcriptional rejuvenation arising from MPTR.

Upon further interrogation of the transcriptomic rejuvenation, we also observed changes in genes 
with non- fibroblast functions. In particular, the age- associated downregulation of APBA2 and the age- 
associated upregulation of MAF were reversed (Figure 3D). APBA2 stabilizes amyloid precursor protein, 
which plays a key role in the development of Alzheimer’s disease (Araki, 2003). MAF regulates the 
development of embryonic lens fibre cells, and defects in this gene lead to the development of cata-
racts, which are a frequent complication in older age (Ring et al., 2000). These observations may signal 
the potential of MPTR to promote more general rejuvenation signatures that could be relevant for other 
cell types such as neurons. It will be interesting to determine if MPTR- induced rejuvenation is possible 
in other cell types, which could help us understand and potentially treat age- related diseases such as 
Alzheimer’s disease and cataracts. Potentially we may be able to rejuvenate ex vivo clinically relevant cell 
types and administer these rejuvenated cells as an autologous cell therapy, for example, fibroblasts reju-
venated by MPTR may be applicable for treating skin wounds and improving wound healing. In addition, 
we may be able to use MPTR as a screening platform to find novel candidate genes that are responsible 
for reversing age- associated changes during reprogramming. Potentially by targeting such genes, we 
may be able to reverse age- associated changes without inducing pluripotency.

In our study, we investigated different lengths of reprogramming for our MPTR method and surpris-
ingly found that longer lengths of reprogramming did not always promote more rejuvenation in the 
transcriptome and epigenome. Instead, we found that 13 days of reprogramming was the optimal 
period and that longer lengths of reprogramming diminished the extent of transcriptional and epigen-
etic rejuvenation. This finding contrasts with the observations of cells undergoing complete iPSC 
reprogramming and highlights the importance of assessing multiple reprogramming durations when 
using transient reprogramming approaches.

The Yamanaka factors possess oncogenic properties, which can lead to teratoma formation when 
persistently overexpressed in vivo (Abad et al., 2013; Ohnishi et al., 2014). Our approach should 
avoid these properties as we only temporarily express the factors, similar to other transient repro-
gramming approaches (Ocampo et al., 2016; Sarkar et al., 2020). Whilst we could not find any signa-
tures of pluripotency within the transcriptomes or methylomes of transiently reprogrammed cells, we 
cannot discount the possibility that a minor subset of cells within the population maintain pluripotent- 
like characteristics, and could therefore induce teratoma formation if transplanted in vivo. We note 
though that this is a proof- of- concept study and that the method will eventually require modifications 
to be more suitable for therapeutic applications, such as by replacing the lentiviral vectors with non- 
integrating vectors.

The effect of starting age is a factor that remains to be explored. In our study, we examined the 
effects of MPTR on fibroblasts from middle- aged donors and observed an approximately 30- year 
rejuvenation. It will be interesting to perform our method on fibroblasts from younger and older 
donors to see if the rejuvenating effect of MPTR is constant. In that case, cells would always become 
30 years younger than their controls. Alternatively, the effect of MPTR may scale with starting age, 
with more rejuvenation being observed in cells from older donors compared to cells from younger 
donors. Finally, we note that multiple cycles of transient reprogramming can be performed with some 
approaches (Ocampo et al., 2016). It will be interesting to examine if MPTR can be performed repeat-
edly on cells and if this may improve the extent of rejuvenation. However, this may not be possible 
with our current system as telomere length is unaffected by MPTR. In addition, multiple cycles may 
not improve the extent of rejuvenation as there may be a minimum age that can be achieved when 
limiting reprogramming to the MP.

Overall, our results demonstrate that substantial rejuvenation is possible without acquiring stable 
pluripotency and suggest the exciting concept that the rejuvenation program may be separable from 
the pluripotency program. Future studies are warranted to determine the extent to which these two 
programs can be separated and could lead to the discovery of novel targets that promote rejuvena-
tion without the need for iPSC reprogramming.

https://doi.org/10.7554/eLife.71624
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Materials and methods
Plasmids and lentivirus production
The doxycycline- inducible polycistronic reprogramming vector was generated by cloning a GFP- IRES 
sequence downstream of the tetracycline response element in the backbone FUW- tetO- hOKMS 
(Addgene 51543, a gift from Cacchiarelli et al., 2015). This vector was used in combination with FUW- 
M2rtTA (Addgene 20342, a gift from Hockemeyer et al., 2008). Viral particles were generated by 
transfecting HEK293T cells with the packaging plasmids pMD2.G (Addgene 12259, a gift from Didier 
Trono) and psPAX2 (Addgene 12260, a gift from Didier Trono) and either FUW- tetO- GFP- hOKMS or 
FUW- M2rtTA.

iPSC reprogramming
Dermal fibroblasts from middle- aged donors (38–53  years old) were purchased from Lonza and 
Gibco and were used at passage 4 after purchase for reprogramming experiments. Cells were 
routinely tested for mycoplasma. For lentiviral iPSC reprogramming, fibroblasts were expanded 
in fibroblast medium (Dulbecco’s modified Eagle’s medium [DMEM]-F12, 10% fetal bovine serum 
[FBS], 1× Glutamax, 1× MEM- NEAA, 1× beta- mercaptoethanol, 0.2× penicillin/streptomycin, and 
16 ng/ml FGF2) before being spinfected with tetO- GFP- hOKMS and M2rtTA lentiviruses, where 10% 
virus supernatant and 8 µg/ml polybrene was added to the cells before centrifugation at 1000 rpm 
for 60 min at 32°C. Reprogramming was initiated 24 hr after lentiviral transduction by introducing 
doxycycline (2 µg/ml) to the media. Media were changed daily throughout the experiment subse-
quently. On day 2 of reprogramming, cells were flow sorted for viable GFP positive cells and then 
cultured on gelatine coated plates. On day 7 of reprogramming, cells were replated onto irradiated 
mouse embryonic fibroblasts (iMEFs) and on day 8 of reprogramming, the medium was switched to 
hES medium (DMEM- F12, 20% KSR, 1× Glutamax, 1× MEM- NEAA, 1× beta- mercaptoethanol, 0.2× 
penicillin/streptomycin, and 8 ng/ml FGF2). For transient reprogramming, cells were flow sorted at 
days 10, 13, 15, or 17 of reprogramming for the CD13+ SSEA4− and CD13− SSEA4+ populations. 
These cells were then replated on iMEFs (to replicate culture conditions before the flow sort and 
aid in cell reattachment) in fibroblast medium without doxycycline and then maintained like fibro-
blasts without iMEFs for subsequent passages. Cells were grown without doxycycline for 4 weeks 
in the first experiment and 5  weeks in the second experiment. Cells had returned to fibroblast 
morphology by 4 weeks in the second experiment, however, needed to be further expanded to 
generate enough material for downstream analyses. Negative control cells underwent the same 
procedure as the transient reprogramming cells to account for the effects of growing cells on 
iMEFs in hES media, flow sorting cells and keeping cells in culture for extensive periods of time. 
These confounders appeared to have no major effects on fibroblasts as these cells still clustered 
with the starting fibroblasts in our principal component analyses (Figure  1—figure supplement 
1D and E). For complete reprogramming, colonies were picked on day 30 of reprogramming and 
transferred onto Vitronectin coated plates in E8 medium without doxycycline. Colonies were main-
tained as previously described (Milagre et al., 2017) and harvested at day 51 of reprogramming to 
ensure that the SP was completed and that traces of donor memory were erased. For Sendai virus 
iPSC reprogramming using CytoTune- iPS 2.0 Sendai Reprogramming Kit (Invitrogen), fibroblasts 
were reprogrammed as previously described (Milagre et al., 2017). For intermediate time points, 
cells were flow sorted into reprogramming (CD13− SSEA4+) and not reprogramming populations 
(CD13+ SSEA4−) before downstream profiling.

Fluorescence-activated cell sorting of reprogramming intermediates
Cells were pre- treated with 10 µM Y- 27632 (Stemcell Technologies) for 1 hr. Cells were harvested 
using StemPro Accutase cell dissociation reagent and incubated with antibodies against CD13 (PE, 
301704, BioLegend), SSEA4 (AF647, 330408, BioLegend), and CD90.2 (APC- Cy7, 105328, BioLegend) 
for 30 min. Cells were washed two times with 2% FBS in phosphate- buffered saline (PBS) and passed 
through a 50-µm filter to achieve a single cell suspension. Cells were stained with 1 µg/ml DAPI just 
prior to sorting. Single color controls were used to perform compensation and gates were set based 
on the ‘negative control intermediate’ samples. Cells were sorted with a BD FACSAria Fusion flow 
cytometer (BD Biosciences) and collected for either further culture or DNA/RNA extraction.

https://doi.org/10.7554/eLife.71624
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DNA methylation array
Genomic DNA was extracted from cell samples with the DNeasy Blood and Tissue Kit (QIAGEN) by 
following the manufacturer’s instructions and including the optional RNase digestion step. For inter-
mediate reprogramming stage samples, genomic DNA was extracted alongside the RNA with the 
AllPrep DNA/RNA Mini Kit (QIAGEN). Genomic DNA samples were processed further at the Barts and 
the London Genome Centre and run on Infinium MethylationEPIC arrays (Illumina).

RNA-seq
RNA was extracted from cell samples with the RNeasy Mini Kit (QIAGEN) by following the manufac-
turer’s instructions. For intermediate reprogramming stage samples and Sendai virus reprogrammed 
samples, RNA was extracted alongside the genomic DNA with the AllPrep DNA/RNA Mini Kit 
(QIAGEN). RNA samples were DNase treated (Thermo Fisher Scientific) to remove contaminating 
DNA. RNA- seq libraries were prepared at the Wellcome Sanger Institute and run on a HiSeq 2500 
system (Illumina) for 50- bp single- end sequencing. For Sendai virus reprogrammed samples, libraries 
were prepared as previously described (Milagre et al., 2017), and run on a HiSeq 2500 (Illumina) for 
75- bp paired- end sequencing.

DNA methylation analysis
The array data was processed with the minfi R package and NOOB normalization to generate beta 
values. DNA methylation age was calculated using the multi- tissue clock (Horvath, 2013), the skin 
and blood clock (Horvath et al., 2018), the epiTOC clock (Yang et al., 2016), the GrimAge clock 
(Lu et  al., 2019a), the Hannum clock (Hannum et  al., 2013), the PhenoAge clock (Levine et  al., 
2018), and the Weidner clock (Weidner et al., 2014). We note that 19 CpG sites from the multi- tissue 
clock are missing in the Infinium MethylationEPIC array, however, the predictions are still robust when 
performed on NOOB normalised array data (McEwen et al., 2018). Telomere length was calculated 
using the telomere length clock (Lu et al., 2019b). Reference data sets for reprogramming fibroblasts 
and iPSCs were obtained from Ohnuki et al., 2014 (GEO: GSE54848), Banovich et al., 2018 (GEO: 
GSE110544), and Horvath et al., 2018. In addition, the reference data sets included novel data exam-
ining the intermediate stages of dermal fibroblasts being reprogrammed with the CytoTune- iPS 2.0 
Sendai Reprogramming Kit (Invitrogen).

RNA-seq analysis
Reads were trimmed with Trim Galore (version 0.6.2) and aligned to the human genome (GRCh38) 
with Hisat2 (version 2.1.0). Raw counts and log2 transformed counts were generated with Seqmonk 
(version 1.45.4). Reference data sets for fibroblasts and iPSCs were obtained from Fleischer et al., 
2018 (GEO: GSE113957) and Banovich et al., 2018 (GEO: GSE107654). In addition, the reference 
data sets included novel data examining the intermediate stages of dermal fibroblasts being repro-
grammed with the CytoTune- iPS 2.0 Sendai Reprogramming Kit (Invitrogen). Samples were carried 
forward for further analysis if they had a total read count of at least 500,000 with at least 70% of the 
reads mapping to genes and at least 65% of the reads mapping to exons.

Immunofluorescence and imaging
Young control dermal fibroblasts were purchased from Lonza, Gibco, and the Coriell Institute (GM04505, 
GM04506, GM07525, GM07545, and AG09309) and were used at passage 4 after purchase. Antibody 
staining was performed as previously described (Santos et al., 2003) on cells grown on coverslips 
or cytospun onto coverslip after fixation with 2% paraformaldehyde for 30 min at room tempera-
ture. Briefly, cells were permeabilized with 0.5% TritonX- 100 in PBS for 1 hr; blocked with 1% BSA 
in 0.05% Tween20 in PBS (BS) for 1  hr; incubated overnight at 4°C with the appropriate primary 
antibody diluted in BS; followed by wash in BS and secondary antibody. All secondary antibodies 
were Alexa Fluor conjugated (Molecular Probes) diluted 1:1000 in BS and incubated for 30 min. For 
the morphology analysis, cells were not permeabilized and were stained with direct labeled primary 
antibodies. Incubations were performed at room temperature, except where stated otherwise. DNA 
was counterstained with 5 μg/ml DAPI in PBS. Optical sections were captured with a Zeiss LSM780 
microscope (63× oil- immersion objective). Fluorescence semi- quantification analysis was performed 
with Volocity 6.3 (Improvision). 3D rendering of z- stacks was used for semi- quantification of collagen I 
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and IV. Single middle optical sections were used for semi- quantification of H3K9me3. Antibodies and 
dilutions used are listed below:

Anti- H3K9me3; 07- 442, Merck/Millipore (1:500)
Anti- Collagen I; ab254113, Abcam (1:400)
Anti- Collagen IV; PA5- 104508, Invitrogen (1:200)
Anti- CD44- BB515; 564587, BD Biosciences (1:400)
Anti- SSEA4- APC; FAB1435A- 100; R&D Systems (1:40)
Anti- CD13- PE; 301704; BioLegend (1:500)

Wound healing assay
Cells were seeded into wound healing assay dish (80466, Ibidi) at a cell density of 20,000 cells per 
chamber. GM04505, GM04506, GM07545, and AG09309 fibroblasts were used at passage 5 as young 
controls. After 24 hr, the insert was removed generating 500 µm gaps between the cell- containing 
areas. The dishes were imaged every 20 min for 20 hr using a Nikon Ti- E equipped with a full enclo-
sure incubation chamber (37°C; 5% CO2) and the 20× objective. The images were pre- processed by 
cropping and rotating so that the wound area was on the right- hand side of the image. A Fiji macro 
was used to generate masks of the wound healing images. The coverage of the wound by immerging 
cells was analyzed by measuring the intensity of the mask along a line across the image. R was used 
to determine the location of the wound edge by collecting all of the x coordinates where the mask 
intensity was high enough to indicate that it was no longer part of the wound. The wound edge at 
each time point was expressed relative to the starting position to obtain the distance closed. Migra-
tion speed was calculated from the gradient between distance closed and time.

Data analyses
Downstream analyses of RNA- seq and DNA methylation data were performed using R (version 4.0.2). 
Ggplot2 (version 3.3.2) was used to generate the bar charts, boxplots, line plots, pie charts, scatter 
plots, and violin plots. ComplexHeatmap (version 2.4.3) was used to generate the heatmaps. The 
combat function from the package sva (version 3.36.0) was used in Figure 1E and F to batch correct 
the novel Sendai reprogramming data set to the other data sets. The combat function was also used 
in Figure 3 to batch correct the fibroblast aging reference data set (Fleischer et al., 2018) to our data 
set. Nonparametric tests were used when the data distribution was not normal and parametric tests 
were used when the data distribution was normal.

The random forest- based transcription clock was trained on the batch corrected aging reference 
data set using the caret R package (Kuhn, 2008) and random forest regression with tenfold cross 
validation, three repeats and a ‘tuneLength’ of 5. Chronological age was transformed before training 
with the following formulas adapted from the Horvath multi- tissue epigenetic clock (Horvath, 2013):

F(age)=log2( chronological. age+ 1)−log2( adult. age+ 1) if  chronological. age≤ adult. age
 F( age)=( chronological. age− adult. age)/( adult. age+ 1) if  chronological. age> adult. age

As with the Horvath multi- tissue epigenetic clock,  adult. age was set to 20 years old for these calcu-
lations (Horvath, 2013). The BiT age clock was also retrained on the batch corrected aging reference 
data set using scikit- learn as previously described (Meyer and Schumacher, 2021). This retrained 
model had a median absolute error of 5.55 years and consisted of 29 genes.

Rejuvenated CpG sites were found by comparing the methylation difference due to the age (calcu-
lated with the Horvath et al., 2018 data set) to the methylation difference due to 13 days of transient 
reprogramming. CpG sites were classified as rejuvenated if they demonstrated a methylation differ-
ence of 10% over 40 years of aging that was reversed by transient reprogramming.
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