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ABSTRACT

Mycobacterium tuberculosis, agente eziologico della tubercolosi presenta la
peculiare capacita di adattare la propria fisiologia cellulare alle risposte dell’ospite,
causando un prolungamento delle tempistiche richieste nella cura della
tubercolosi e lo sviluppo di ceppi Multi-Drug Resistant (MDR-TB) ed Extensively
Drug Resistant (XDR-TB). Le difficolta legate alla cura dei pazienti affetti stanno
dirigendo la ricerca scientifica verso lo studio di pathways essenziali del
micobatterio che possano fungere da target di nuovi farmaci anti-tubercolari. Uno
dei principali pathway ¢ quello regolato dalle proteine chinasi essenziali PknA e
PknB, in quanto, tramite fosforilazione reversibile dei residui di Ser/Thr e Tyr,
modulano sia indipendentemente che coordinatamente alcuni degli aspetti
essenziali della fisiologia di M.tuberculosis, tra cui la vitalita cellulare. L’analisi
effettuata tramite il sistema di deplezione genetica, seguita dal confronto tra i
ceppiad esaurimento delle chinasi PknA e/o PknB con ceppi Wild-Type, ha infatti
dimostrato come la mancata fosforilazione dei relativi substrati influisca
negativamente sulla crescita del micobatterio e sulla sua capacita di infettare
’ospite, inoltre provoca un’alterazione nella sintesi dell’acido micolico, con una
conseguente diminuzione dell’alcol-acido resistenza e un aumento della
suscettibilita agli antimicrobici comunemente utilizzati. Lo studio ha confermato
che lo sviluppo di farmaci inibitori di PknA e PknB, in associazione con farmaci

gia utilizzati, potrebbe risultare un nuovo mezzo per la cura della tubercolosi.






STATO DELL’ARTE: introduzione al problema biologico
1.1 Introduzione a Mycobacterium tuberculosis

Mpycobacterium tuberculosis, agente eziologico della tubercolosi, si stima colpire un totale
di 10.6 milioni di persone all’anno in tutto il mondo, di cui 1.2 milioni sono bambini [1].
M. tuberculosis ¢ un micobatterio a lenta crescita, appartenente al gruppo Mycobacterium
tuberculosis complex (MTBC), che presenta la peculiare capacita di sfuggire al sistema
immunitario dell’ospite, agendo tramite inibizione del meccanismo di fusione lisosoma-
fagosoma, risultando cosi uno degli agenti infettivi pit1 evoluti per 'uomo. Caratteristica
distintiva del bacillo ¢ la presenza della micomembrana, costituita da acido micolico, che
oltre a conferire la proprieta tintoriale dell’acido-alcol resistenza (AAR), funge da
immunostimolatore quando si trova in associazione con il trealosio a dare il trealosio
dimicolato (TDMI), portando al tipico danno tissutale della tubercolosi. L’acido micolico
in associazione con gli arabinogalattani ¢ invece al centro di una serie di meccanismi che
conferiscono al bacillo la resistenza a stress ambientali, stress ossidativi e a farmaci,
portando anche allo sviluppo di ceppi resistenti. Il meccanismo di patogenicita stesso del
micobatterio rende quest’ultimo difficile da debellare in quanto mentre in alcuni casi la
risposta immunitaria dell’ospite uccide il patogeno, in altri ¢ proprio tale risposta ad essere
funzionale per lo sviluppo della malattia infettiva, infatti quando egli riesce a resistere
all’interno dei macrofagi puo replicarsi e diffondere in altri tessuti o organi, con
conseguente formazione della necrosi caseosa [2]. Il bacillo pud permanere nei tessuti in
uno stato dormiente, si parla di latent TB infection (LTBI), per poi riattivarsi in circa il 2-
8% dei casi sviluppando nel soggetto la TB post primaria, con un rischio di riattivazione
piu elevato nei due anni successivi all’'infezione primaria. I soggetti immunosoppressi, tra
cui i malati di HIV, di diabete mellito, gli affetti da insufficienza renale terminale e i
soggetti sottoposti a trattamenti con inibitori della necrosi tumorale TNF-«, sono i piti a

rischio di riattivazione [2,3].

1.2 Terapie anti-tubercolari di prima linea

L’OMS definisce nel proprio protocollo terapeutico, DOTS (Directly Observed Treatment,
Shortcourse), una terapia standard per la cura della tubercolosi polmonare, la quale
prevede l’utilizzo combinato di quattro farmaci di prima linea: isoniazide (INH),
pirazinamide (PZA) rifampicina (RMP) ed etanbutolo (EMB) per i primi 2 mesi e
isoniazide e rifampicina per i successivi 4 mesi. Tali farmaci agiscono su processi biologici
diversi del microrganismo e sulle varie fasi di crescita della cellula: I’isoniazide agisce a
livello di biosintesi dell’acido micolico; la rifampicina blocca Dattivita del’RNA
polimerasi batterica; la pirazinamide svolge la sua azione sui batteri interni ai macrofagi e

I’etanbutolo inibisce ’attivita dell’arabinosil-transferasi, bloccando di fatto la sintesi degli



arabinogalattani della parete e consentendo cosil’ingresso di ulteriori farmaci. Nel caso di
infezioni extra polmonari e disseminate la terapia puo subire variazioni riguardanti la
durata temporale [2,3]. L’utilizzo combinato di questi diversi farmaci ha anche lo scopo
di bloccare I'insorgenza di ceppi resistenti, infatti considerando che i mutanti primari
resistenti sono circa 1 ogni 10° per I’isoniazide, 1 ogni 10° per la streptomicina e 1 ogni
107 per la rifampicina, il loro utilizzo in simultanea porta a una probabilita di resistenza

totale, pari alla moltiplicazione delle tre resistenze indipendenti, uguale a 1078 [2].

1.3 Ceppi MDR-TB e XDR-TB
I. Cause di sviluppo dei ceppi resistenti

La resistenza agli antibiotici da parte di Mycobacterium tuberculosis ¢ legata a mutazioni
puntiformi (SNP) in vari geni.

La resistenza all’isoniazide (INH) ¢ data da SNP nei geni katG e inhA: il primo codifica
enzimi con attivita catalasi-perossidasica e perossinitritasica, coinvolti nell’attivazione del
profarmaco ed essenziali per la virulenza del micobatterio, il secondo codifica ’enzima
enoyl-acyl carrier protein (ACP)-reduttasi NADH-dipendente, coinvolto nella sintesi
dell’acido micolico e nel secondo step riduttivo della biosintesi dell’acido grasso.
Mutazioni puntiformi nei geni EmbA, EmbB ed EmbC, organizzati in un unico operone
coinvolto nella sintesi dell’arabinogalattano, provocano la resistenza all’etanbutolo
(EMB).

La resistenza alla pirazinamide (PZA) deriva da polimorfismi di singolo nucleotide in tre
geni: pncA, codificante]’enzima pirazinamidasi (Pzase) per la conversione di PZA in acido
pirazinoico (POA); rpsA codificante la proteina S1 con ruolo nella traduzione e nella
trans-traduzione (per risolvere il blocco dei ribosomi); panD, un gene putativamente
coinvolto nella biosintesi del pantotenato.

La resistenza alla rifampicina (RMP) ¢ data da SNP nel gene rpoB, codificante ’enzima
RpoB, che catalizza la trascrizione del DNA in mRNA.

I fattori che causano tali mutazioni possono essere divisi in due gruppi:

- Fattori intrinseci legati a meccanismi cellulari come inefficienza nel mismatch-
repair, microsatelliti, errori in fase di traduzione e DNA-polimerasi error-prone;
- Fattori estrinseci ad esempio una mancata diagnosi precoce della tubercolosi o
esposizione ad inquinamento e fumo. Ma un fattore principale ¢ quello legato alla
terapia stessa: le lunghe tempistiche richieste nella cura della tubercolosi sono
infatti la causa per cui i pazienti abbandonano la terapia precocemente o la

seguono in modo scorretto. [4, 5]



II. Terapie anti MDR-TB e anti XDR-TB

Si distinguono diverse categorie di ceppi resistenti: al primo gruppo appartengono i
micobatteri resistenti ad almeno uno dei due farmaci standard isoniazide o rifampicina, si
parla in questo caso di MDR-TB (Multi-Drug Resistant TB). I soggetti in questo caso
verranno trattati con agenti di prima linea a cui il ceppo risulta ancora sensibile, insieme
a un fluorochinolone, un farmaco iniettabile e a un farmaco di seconda linea come
etionamide, cicloserina o acido paraminosalicilico (PAS) e pirazinamide. La terapia per la
cura di MDR-TB puo durare fino a due anni e avere importanti effetti collaterali. Al
secondo gruppo appartengono quei ceppi MDR che risultano resistenti anche ad almeno
un farmaco iniettabile di seconda linea (second line injectable drugs, SLID) come
kanamicina, amikacina e capreomicina, e a qualsiasi fluorochinolone e che sono
responsabili dello sviluppo della XDR-TB (Extensively Drug Resistant); in questo caso le
possibilita di cura del paziente risultano molto limitate. Un punto importante &
’identificazione precoce di soggetti che rischiano di presentare tubercolosi resistente, si
tratta di casi particolari tra cui pazienti precedentemente sottoposti a trattamenti
(soprattutto nel caso di terapie fallite), individui a stretto contatto con persone che
presentano resistenze, o coloro che vivono in regioni con resistenze diffuse. In questi casi
¢ vantaggioso effettuare test molecolari (es. sequenziamento, PCR o Gene-Xpert) per la
ricerca di mutazioni cromosomiche che conferiscono resistenza ai farmaci. Il test
effettuato prima dell’inizio di una cura, consente di progettare una corretta terapia contro

ceppi resistenti, con lo scopo di non provocare ulteriori resistenze [2,6].

1.4 Proteine chinasi essenziali PknA e PknB

Dopo la scoperta, nel 1994, di meccanismi di fosforilazione Ser/Thr in M.tuberculosis
simili a quelli eucariotici, nel 1997 venne caratterizzata la prima chinasi denominata PknD
e successivamente ulteriori 7 chinasi. Dall’analisi genomica, il bacillo di Koch presenta 11
geni putativi codificanti proteine chinasi Ser/Thr, raggruppate in cinque cladi comuni a
tutti i micobatteri, di cui alla prima clade appartengono le chinasi essenziali PknA e PknB.
Tutte le 11 chinasi della famiglia PKN2, (proteine chinasi procariotiche) presentano una
notevole somiglianza con le STPKs (serine/threonine protein kinases) eucariotiche,
suggerendo una conservazione di tali enzimi, oltre che tra le diverse specie di micobatteri,
anche con gli eucarioti. PknA e PknB sono codificate rispettivamente dai geni Rvo015c¢ e
Rv0014c di uno stesso operone, conservato, contenente anche i geni: pstP codificante
I'unica Ser/Thr fosfatasi di Mtb, rodA codificante una peptidoglicano-sintasi coinvolta nel
controllo della forma e dell’allungamento della cellula, e pbpA codificante una proteina
per la biosintesi della parete cellulare. PknA ¢ una proteina transmembrana costituita da

un dominio citosolico e uno extracitoplasmatico, connessi tra loro da un segmento



transmembrana di 70aa, che risulta up-regolata nella fase esponenziale della crescita in
vitro di Mtb. PknB, localizzata invece ai poli e al setto cellulare, presenta un dominio
chinasico intracellulare di 271aa seguito da un dominio juxtamembrana connesso da un
singolo residuo non ancora identificato [7,8]. PknA e PknB tramite fosforilazione
reversibile dei loro substrati (tra cui FstZ, Wag31, MurD etc.), regolano la divisione e la
crescita cellulare del micobatterio, in particolare agendo a livello della sintesi di
peptidoglicano e di modificazioni della morfologia cellulare. Le due chinasi in esame non
sono essenziali solo per il metabolismo intracellulare del bacillo, ma anche a livello della
cascata di segnale che si verifica durante l'interazione con lospite [8,9]. Il loro
coinvolgimento in vari pathways essenziali fa si che negli ultimi anni si stiano ricercando
sempre piu dei metodi in grado di inibire la loro attivita, da utilizzare come terapie per la

cura della tubercolosi.

SCOPO DELLO STUDIO

Scopo di questa analisi ¢ quello di dimostrare come 1'uso di un sistema di deplezione di
PknA, PknB o PknA+PknB puo risultare un metodo efficace per ostacolare i pathways
regolati da tali chinasi, portando ad effetti fenotipici riguardanti principalmente la vitalita,
la morfologia e la resistenza ai farmaci del micobatterio. Dunque evidenziare che agendo
contro questi target si puo curare la tubercolosi evitando l'insorgenza di ulteriori

resistenze legate all’utilizzo di antibiotici.
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APPROCCIO SPERIMENTALE: descrizione delle metodologie

3.1 Ceppi, mezzi, reagenti, plasmidi e primers

Nello studio e stato utilizzato M.tuberculosis H37Rv come ceppo wild-type per la
generazione dei mutanti, cresciuto a 37°C in terreno liquido Middlebrook 7H9, terreno
tipico per I'isolamento la coltura e il test di sensibilita dei micobatteri, con aggiunta di
0.5% di albumina, 0.2% di glucosio, 0.085% di NaCl, 0.2% di glicerolo e 0.05% di Tween
80 (7H9-ADN-Tw), piu aggiunta di kanamicina (25 pg/ml) o igromicina (50 pg/ml)
quando necessario. Per il clonaggio sono stati utilizzati i ceppi di E.coli- TOP10 e XL1
blue, cresciuti in brodo di lisogenia (terreno LB, nutrizionalmente ricco per la crescita di
batteri), con aggiunta di 25 pg/ml di kanamicina o 150 pug/ml di igromicina. Infine tra i
reagenti sono state utilizzate endonucleasi di restrizione ed enzimi di modificazione del
DNA, I’antibiotico pristinamicina 1A (ptc) e anticorpi anti-fosfotreonina e anti-rabbit IgG
HRP-linked.

3.2 Sistema di espressione inducibile in ceppi di M.tuberculosis a deplezione
condizionale

Il sistema di espressione inducibile (Fig.1) ¢ utilizzato in ricerca allo scopo di controllare
I’espressione genica di determinati geni codificanti le proteine in esame. Nello studio
corrente, il sistema di espressione inducibile ha permesso di controllare I’espressione delle
due chinasi PknA e PknB indipendentemente e coordinatamente, i cui geni che le
codificano sono co-espressi in un unico operone. Il sistema si basa sul repressore Pip, sul
promotore ptr e sui due induttori pristinamicina (ptc) e anidrotetraciclina (atc). La
presenza dell’induttore consente di sequestrare il repressore, legato al promotore,
portando quindi all’espressione del gene controllato dal promotore stesso, I’assenza
dell’induttore causa invece la repressione del promotore. Le deplezioni di pknA e pknB
insieme e quella di pknB singolarmente, si sono ottenute utilizzando il sistema di
espressione ptc-inducibile: la presenza di pristinamicina come induttore porta
all’espressione dei geni, mentre la sua assenza ne provoca la mancata espressione,
permettendo di ottenere i ceppi di deplezione PknA-PknB e PknB. La deplezione di pknA
si & potuta ottenere invece complementando il ceppo di deplezione pknA+pknB con un
allele pknB regolato dal promotore atc-inducibile: ’assenza di anidrotetraciclina provoca

la mancata espressione di pknA e dunque il ceppo di deplezione PknA.
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Fig.1 sistema di induzione inducibile.

3.3 Analisi di gene expression inducibile tramite saggio FACS

Le cellule di M.tuberculosis sono state trattate per essere sottoposte al fluorescence-
activated cell sorting (FACS). Il FACS ¢ uno strumento utilizzato in citofluorimetria che
sfrutta i fenomeni fisici della diffusione e della fluorescenza per analizzare parametri di
singole cellule, all’interno di popolazioni cellulari. Le cellule vengono illuminate
singolarmente da un sistema ottico, dopo essere state sottoposte ad un flusso laminare allo
scopo di allinearle. In particolare il flusso di cellule viene idrofocalizzato all’interno
applicando una corrente esterna al flusso laminare piu intensa, permettendo alle cellule di
scorrere approssimativamente lungo lo stesso asse e circa con la stessa velocita. Il detector
di scattering rileva lo scattering della luce, che & proporzionale alla complessita della
cellula, il che permette dunque di ricavare molte informazioni sulle cellule e di dividerle
secondo i parametri scelti. Graficamente si ricava un citogramma monodimensionale o
un dot-plot bidimensionale, con i punti che rappresentano le singole cellule. In questo
caso ¢ stata determinata la fluorescenza delle cellule una ad una, allo scopo di analizzare
se il sistema del promotore ptc-inducibile (PIP) poteva essere titolato a livello di singola
cellula, comparando ’espressione di mCherry regolata dal promotore controllato da NitR,

con l’espressione regolata da pptr.

3.4 Valutazione dell’essenzialita genica per la replicazione e la vitalita

E stata registrata giornalmente la densita ottica a 600nm (ODso) dei ceppi mutanti, al fine
di analizzare la vitalita cellulare dei ceppi di deplezione nel tempo, in parallelo con colture
wild-type. La densita ottica (OD), nota anche con il termine assorbanza (A), & definita
come la quantita di radiazione elettromagnetica assorbita da una soluzione. Secondo la
legge di Lambert-Beer, che definisce A=¢-C-1 (dove € & I’assorbivita molare, 1 il cammino
ottico e C la concentrazione), l’assorbanza ¢ direttamente proporzionale alla
concentrazione del campione in esame. Nello studio in esame la crescita batterica ¢ stata
misurata tramite I’utilizzo dello spettrofotometro, in cui si considera che maggiore ¢ la
concentrazione di cellule presenti nella coltura, maggiore sara la luce che viene dispersa e

piu elevata risultera la torbidita, di conseguenza minore sara la luce trasmessa registrata.

La luce proveniente da una sorgente luminosa viene fatta passare attraverso lo
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spettrofotometro, che consente di generare un fascio di lunghezza d’onda definito, a sua
volta il fascio colpendo il campione viene in parte riflesso e in parte trasmesso. La luce
trasmessa viene catturata da una fotocellula e misurata, si ottiene cosi il valore della
trasmittanza, che viene convertito nel suo inverso, 1’assorbanza. I dati di assorbanza
ottenuti vengono riportati in funzione logaritmica del tempo, dunque si ottiene una curva
di crescita che permette di distinguere le fasi di crescita del micobatterio e il suo tempo di
generazione. Entro certi limiti, dipendenti dalla specie batterica in esame e dalle
condizioni di crescita, la OD ¢ direttamente proporzionale all’aumento di cellule nella

coltura, nella fase logaritmica della crescita.

3.5 Estrazione totale del’RNA e analisi mediante RT-PCR

L’RNA ¢ stato estratto, purificato e trattato con Dnasi I e Turbo DNAsi. La qualita
dell’RNA é stata analizzata mediante lo strumento Nanodrop che attraverso ’adesione del
coperchio alla superficie della soluzione permette la lettura dei valori e la creazione di un
grafico, in particolare si considera 'RNA puro da proteine se il rapporto tra i valori
dell’assorbanza del’RNA (a 260nm) e delle proteine (a 280nm) € compreso tra 1.8 e 2.0,
e se il rapporto tra i valori di assorbanza del’'RNA (a 260nm) e dei carboidrati (a 230nm)
¢ maggiore di 2. L’'RNA estratto ¢ stato utilizzato nella RT-PCR per I’analisi di gene
expression relativa, nei diversi ceppi di deplezione a partire da uguali quantita di campioni
iniziali. La RT-qPCR, reazione a catena della polimerasi inversa (RT) quantitativa (q), &
un metodo basato sulla PCR, che prevede i 3 step classici di denaturazione, annealing ed
estensione, e che consente pero di retro-trascrivere 'RNA in cDNA e in contemporanea
di rilevare la quantita di amplicone prodotto ciclo dopo ciclo, grazie a un sistema ottico
che nerileva la fluorescenza (data dall’intercalazione del Sybr-green). I dati ottenuti sono
stati utilizzati nel metodo AACT che consente di determinare la concentrazione relativa
tra i diversi campioni; e stato utilizzato sigA come gene reference (detto anche
housekeeping), quel gene che non varia la sua espressione nelle diverse condizioni
sperimentali eseguite, e che quindi puo essere utilizzato come riferimento per la

normalizzazione dei dati. Il tutto e stato analizzato in duplicato.

3.6 Estrazione proteica e Western blotting

Larilevazione e la quantificazione delle proteine in una miscela sono state ottenute con il
Western Blotting. La tecnica prevede un’elettroforesi iniziale, seguita da un trasferimento
delle proteine dal gel alla membrana (blotting), successivamente si ha un passaggio di
saturazione della membrana (blocking), infine dopo I'incubazione con anticorpi, viene
rilevato il segnale (detection). Nell’articolo ¢é stata fatta un’elettroforesi iniziale di 10 pg di

proteine per ogni caso di deplezione, utilizzando il metodo SDS-PAGE, ossia elettroforesi
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su gel di poliacrilamide in condizioni denaturanti. Dopo il trasferimento su membrana
PVDF e dopo il blocking della membrana, sono stati utilizzati anticorpi primari policlonali
di coniglio contro PknA e anticorpi monoclonali di topo contro PknB, seguiti da anticorpi
secondari anti-rabbit HRP-linked, questo passaggio consente la rilevazione del blot che si
basa sull’interazione specifica di una proteina con il suo anticorpo, mentre 1’utilizzo di
anticorpi secondari (indirect detection) ha lo scopo di amplificare il segnale luminoso.
Nello specifico, il blot ¢ stato incubato con substrato chemio luminescente LumiGLO e

poi rilevato usando una stazione Kodak image.

3.7 Alcol-Acido resistenza

Allo scopo di identificare e isolare il micobatterio in vitro € stata effettuata la colorazione
di Ziehl-Neelsen, tecnica che sfrutta la peculiare proprieta dell’acido resistenza di
M.tuberculosis, per questo definito anche come bacillo BAAR (bacillo alcol-acido
resistente). La caratteristica deriva dalla composizione in peptidoglicano,
arabinogalattani, acidi micolici e glicolipidi fenolici della parete del micobatterio, la quale
rende la cellula resistente alla decolorazione da parte di acidi e alcol. La colorazione di
Ziehl-Neelsen, prevede una fase iniziale di colorazione con fucsina ed acido fenico,
seguita da uno step di decolorazione tramite I’utilizzo di HCI, infine dopo 1’aggiunta di
blu di metilene i micobatteri si distingueranno da altri microrganismi presenti in quanto
manterranno la colorazione rossa della fucsina, mentre altri organismi verranno
decolorati dopo il trattamento con I’acido e assumeranno la colorazione blu, dal blu di

metilene.

3.8 Analisi della morfologia cellulare dei ceppi depleti mediante microscopia

Un effetto della deplezione delle chinasi si riflette sulla forma e sulla lunghezza delle cellule
di M.tuberculosis, per questo ¢ stato utile analizzare la morfologia cellulare al microscopio
invertito, Nikon Eclipse TE2000-E, peculiarita di tale microscopio ¢ la localizzazione della
sorgente luminosa e del condensatore al di sopra del tavolino porta oggetti mentre quella
dell’obiettivo e della torretta stanno al di sotto. A differenza di microscopi convenzionali,
quello invertito consente la visualizzazione di cellule vive. Per la visualizzazione & stato
scelto un obiettivo a immersione 100X, gli obiettivi a immersione permettono infatti una
maggior apertura numerica e dunque una diminuzione della distanza minima
distinguibile, che si traduce in una risoluzione maggiore. Dopo 1’elaborazione delle
immagini ottenute con Image]J, sono state confrontate le lunghezze delle cellule nei tre tipi
di deplezione, con e senza induzione da parte di ptc, utilizzando il software GraphPad

Prism.
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3.9 Saggio MABA per il test della suscettibilita agli antibiotici

Al fine di determinare la concentrazione di antibiotico inibitoria per le cellule di
M.tuberculosis nei vari ceppi di deplezione ¢ stato sfruttato il MABA, acronimo di
Microplate Alamar Blue assay. E un saggio alternativo ai test tradizionali per la
determinazione della suscettibilita agli antibiotici, si basa sull’utilizzo del reagente Alamar
Blue, contenente l'indicatore di fluorescenza resazurina, per la misurazione della
proliferazione cellulare. La resazurina ossidata, blu, a bassa fluorescenza, ¢ un indicatore
di pH e di ossidoriduzione che a seguito di processi metabolici cellulari di riduzione
subisce un cambio colorimetrico, trasformandosi nella forma ridotta detta resorufina,
rosa, ad alta fluorescenza. Essendo I'intensita di fluorescenza direttamente proporzionale
al numero di cellule vive (che compiono respirazione cellulare), Alamar Blue ¢ utilizzato
come indicatore di vitalita cellulare. La pili bassa concentrazione di antibiotico che da
un’assenza di crescita corrisponde alla MIC (minima concentrazione inibitoria)

determinata con i metodi tradizionali.

3.10 Preparazione del campione proteico, spettrometria di massa, identificazione dei
fosfopeptidi e generazione del pLogo, tra i ceppi di M.tuberculosis

Per attribuire un significato statistico alla differenza tra i risultati ottenuti e i risultati
ipotizzati nell’esperimento, ¢ stato calcolato il P-value, valore che permette di evidenziare
se questa differenza ¢ data dalla casualita introdotta con il campionamento o se &
statisticamente significativa e dunque deve essere considerata al fine di determinare un
corretto risultato. A tal scopo sono stati eseguiti tre esperimenti, in ciascuno di essi sono
stati fatti crescere 3 ceppi con deplezione e 3 ceppi senza deplezione, ottenendo in totale 9
ceppi con induzione delle chinasi e 9 senza induzione. I campioni sono stati poi trattati
indipendentemente, sottoposti ad arricchimento fosfopeptidico e analizzati con
spettrometria di massa. Successivamente & stato generato il pLogo, un metodo
probabilistico che consente di visualizzare i motivi di sequenza diffusi e dunque correlabili
a una determinata funzione biologica, tramite la generazione di un grafico in cui si
rappresentano i residui (in questo caso amminoacidici) come dei caratteri letterali, la cui
altezza e rappresentativa della frequenza del simbolo in una data posizione. Nello specifico
i dati sono stati ottenuti mappando, per ogni chinasi depleta, serine e treonine contenenti

i fosfopeptidi nel proteoma di M.tuberculosis, in UniProt.

cromatografia su strato sottile (TLC)
Dopo l’estrazione lipidica, ¢ stato analizzato il profilo lipidico totale con la cromatografia

su strato sottile (Thin Layer Chromatography). La TLC ¢ una tecnica che permette di
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separare i composti di una miscela, basandosi sulla loro affinita. Nella cromatografia su
strato sottile le due principali componenti sono: la fase stazionaria, rappresentata da uno
strato sottile di materiale adsorbente (gel di silice o ossido di alluminio) su una lastra di
materiale inerte (plastica, vetro o alluminio), e la fase mobile rappresentata da un solvente
organico sul fondo. Si pone una goccia di campione su un’estremita della lastra,
posizionata verticalmente in una camera chiusa contenente la fase mobile. Quest’ultima
risale per capillarita lungo la superficie della lastra, dunque i componenti del campione
migrano a distanze variabili in base alla loro affinita per le due fasi. Si rimuove la lastra
quando il solvente raggiunge l’estremita superiore, si lascia asciugare e infine si
visualizzano i componenti e se ne valuta il fattore di ritenzione. Successivamente sono stati
ottenuti gli acidi micolici di parete mediante saponificazione delle cellule delipidate, questi
sono stati poi metilati per ottenere gli esteri metilici dell’acido micolico (MAMEs), da

sottoporre a TLC.

3.12 *C labeling dell’acido micolico e analisi di spettrometria di massa

Lo studio del metabolismo dell’acido micolico ¢ stato effettuato mediante *C-labeling
seguito da spettrometria di massa. *C ¢ un isotopo non radioattivo del carbonio
utilizzato per etichettare e determinare i path di transizione tra i metaboliti nella rete
biochimica e le vie metaboliche funzionali dell’acido micolico. E una tecnica che unita
alle analisi di trascrittomica e proteomica permette di analizzare i pathways nei
microrganismi. Il saggio si basa sul principio che le collisioni che inducono dissociazione
in spettrometria di massa, consentono di isolare una molecola precursore permettendo

agli isotopi di essere identificati.
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RISULTATI E DISCUSSIONE

4.1 Effetti della deplezione sulla crescita e sulla morfologia cellulare

La deplezione delle chinasi PknA e PknB singolarmente o coniugatamente in
M.tuberculosis, ha avuto ripercussioni a livello di varie caratteristiche del micobatterio,
una tra queste ¢ la crescita cellulare. Sia i ceppi di singole deplezioni di PknA o PknB, sia
il ceppo di deplezione coniugata di PknA+PknB, non sono cresciuti nel terreno Agar privo
dell’induttore, a dimostrazione del fatto che I’assenza delle chinasi (che nel sistema di
espressione inducibile vengono espresse solo in presenza di induttore, che sequestra il
repressore legato al promotore) influenza la crescita cellulare. Dopo aver fatto crescere le
colture in terreno 7H9-ADN-Tw con 0,25 pg/ml di ptc, le cellule sono state pellettate,
lavate e diluite per avere una ODsdi 0,01, quindi si sono ottenute le curve di crescita
tempo-dipendenti a concentrazioni crescenti di induttore (Fig.2). Dall’analisi del fenotipo
si nota una crescita di colonie molto minore nel caso della deplezione di singole chinasi,
PknA e ancor piu PknB, rispetto al caso della deplezione coniugata di PknA+PknB, la
causa puo essere attribuita al fatto che la singola deplezione influisce a sua volta sulle
chinasi non deplete, portando ad una disregolazione generale della fosforilazione, che

influisce sulla crescita cellulare.

Un secondo fenotipo derivante dalle deplezioni riguarda la morfologia cellulare. Sono
state analizzate 200 cellule per ogni ceppo, e ne sono state misurate le lunghezze. Le cellule
appaiono accorciate rispetto al fenotipo wild-type in quanto mentre in cellule wild-type le
chinasi PknA e PknB sono localizzate ai poli e al septum della cellula, regolando tramite
fosforilazione la divisione e la crescita polare, nei ceppi a deplezione la loro mancanza
porta a una disregolazione della crescita polare e della divisione cellulare in generale e

dunque una forma piu tondeggiante (Fig.3).
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Fig.2 Crescita dei ceppi di deplezione. 2A) curva di crescita dei mutanti depleti pknA+pknB
ottenuta tramite ’aggiunta di concentrazioni gradualmente crescenti di induttore ptc (in un range
da 0 pg/mla1 pg/ml) e corrispondente misurazione della ODeo, dal giorno 1 al giorno 6. 2B) curva
di crescita dei mutanti a deplezione di pknB ottenuta tramite ’aggiunta di concentrazioni
gradualmente crescenti di induttore ptc (in un range da 0 pg/ml a 1 pg/ml) e corrispondente

misurazione della ODgy, dal giorno 1 al giorno 6. 2C) curva di crescita dei mutanti depleti pknA
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con 0,25 pg/ml di ptc o senza induzione, pill induzione titolata di pknB con atc e corrispondente

misurazione della ODs dal giorno 1 al giorno 6.
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Fig.3 Morfologia delle cellule di M.tuberculosis wild-type e deplete. 3A) visualizzazione delle
cellule wild-type, a deplezione di pknA, a deplezione pknB e a deplezione pknA+pknB tramite
microscopia a contrasto di fase, con obiettivo 100X. 3B) distribuzione delle misure di lunghezza
delle cellule wild-type, a deplezione di pknA, pknB o pknA+pknB. I box rappresentano la media
delle misure, mentre gli upper e lower whisker sono rispettivamente i valori massimi e minimi

misurati.

4.2 Perdita dell’alcol-acido resistenza e alterazione del metabolismo dell’acido micolico
dati dalla deplezione di pknA e pknB

I risultati ottenuti nella morfologia e nella crescita cellulare nei ceppi con deplezione,
hanno portato ad analizzare ulteriori fenotipi collegati, tra cui la sintesi dell’acido micolico
della parete. L’acido micolico conferisce la peculiare resistenza acida alle cellule di
M.tuberculosis, che sottoposte a colorazione con fucsina ed acido fenico, successiva
decolorazione con HCl, e aggiunta di blu di metilene, alla fine mantengono la colorazione

rossa data dalla fucsina iniziale, contraddistinguendosi da altri microrganismi. Per

18



verificare se la deplezione influiva sull’acido micolico, ¢ stata applicata la colorazione di
Ziehl-Neelsen alle cellule dei ceppi di deplezione. Le cellule sono state poi analizzate al
quarto e al sesto giorno dopo la colorazione. Al 4° giorno si ¢ vista una diminuzione della
ritenzione del colore, mentre al 6° giorno le cellule di tutti e tre i ceppi avevano perso la

loro alcol-acido resistenza (Fig.4).

(Wild Type) (pknA depletion)(pknB depletion)(pknAB depletion)  con obiettivo 100X.

Fig.4 Colorazione di
Ziehl-Neelsen dei
(+)pristinamycin ceppi wild-type e di
deplezione con e

senza induttore.
Visualizzazione e
acquisizione delle

immagini con

microscopio invertito,

Successivamente lo scopo era quello di analizzare se la deplezione influisse sull’acido
micolico presintetizzato o/e su quello di nuova sintesi. E stato estratto ’acido micolico
totale e sottoposto a TLC, qui non ¢’erano sostanziali differenze confrontando i ceppi di
deplezione e i ceppi con induttore. Per analizzare 1’acido micolico di nuova sintesi si &
svolto invece uno studio in presenza di '*C, il quale ha dimostrato che era’acido micolico
di nuova sintesi che veniva influenzato dalla deplezione. Infine con una successiva analisi
di TLC sul TMM (trealosio monomicolato) e sul TDM (trealosio dimicolato) si &
evidenziato un incremento nella quantita di TMM, mentre il TDM restava
sostanzialmente invariato. Tale risultato e spiegabile considerando che I’enzima
responsabile della coniugazione del TMM per formare TDM, la micolil transferasi FbpB,
¢ codificata da un gene sottoposto al controllo di MtrA. La fosforilazione di Thr213 in
MtrA provoca un distacco di MtrA dalla regione promotoriale di fbpB, e questo consente
la sintesi dell’enzima. Al contrario in assenza di chinasi che fosforilano in substrato,
I’enzima non viene sintetizzato e il trealosio monomicolato si accumula senza coniugarsi

per dare trealosio dimicolato.
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4.3 Incremento della suscettibilita agli antibiotici nei ceppi di deplezione

Uno degli scopi principali dello studio era quello di dimostrare che la deplezione delle
chinasi puo risultare un metodo alternativo o aggiuntivo alle terapie in uso per la cura
della tubercolosi. Si ¢ dimostrato allora che I’alterazione della struttura della parete,
derivante dalla deplezione delle chinasi, influenza a sua volta la suscettibilita del
microrganismo ai farmaci. L’analisi della suscettibilita agli antibiotici, effettuata con il
saggio MABA, ha rivelato che nei ceppi di deplezione I’azione di alcuni antibiotici risulta
incrementata (Tab.1) tra cui quella della rifampicina, che & uno degli antibiotici di prima
linea utilizzati oggigiorno per la cura della tubercolosi; d’altra parte la suscettibilita per

altri antibiotici, tra cui i principali isoniazide, etambutolo e levofloxacina non aumenta.

Tab.1

Faropenem Cefotaxima Ceftriaxone Meropenem Ri ici E TIsoniazid Levofl

Wild-Type 2-4 4-8 g 14 00125 125 0.16 031
depl. pknA 0.25 023-0.3 0.25-0.5 0.25-0.5 0.0031-0.0063 ND 0.078 ND
depl. pknB 025 2 025 0125 00015 0.625 0.078 01s

depl pknAB 2 4 4 0.5 0.0015 0.625 0.078 0.15

I risultati sulla suscettibilita agli antibiotici dimostrano come una loro azione diretta, o
unita a un inibitore delle chinasi in esame, pud essere utilizzata per incrementare

Pefficienza della cura della tubercolosi.

4.4 Fosforilazione differenziale nei ceppi di deplezione e identificazione dei substrati
candidati e dei pathways target di PknA e PknB

Per individuare i principali substrati delle chinasi PknA e PknB, sono stati analizzati i
livelli di fosforilazione di ogni ceppo di deplezione cresciuto senza induttore, e confrontati
con quelli dei ceppi cresciuti con induttore, tenendo pero presente che la deplezione si
ottiene nel giro di qualche giorno, dunque i risultati relativi alla fosforilazione riflettono
sia la diretta deplezione, sia gli effetti a valle. I substrati sono rappresentati da quei peptidi
o da quelle proteine che nei ceppi di deplezione presentano una notevole diminuzione
della fosforilazione, se confrontati con i ceppi indotti. Dall’analisi si sono ottenute: 127
sequenze candidate come substrato per la chinasi PknA, 28 sequenze per PknB e 15
sequenze che mostravano diminuzione della fosforilazione sia nei ceppi di deplezione di
pknA sia di pknB e che dunque sono candidati substrati comuni per entrambe le chinasi.
A livello proteico si sono ottenute 104 proteine candidate come substrato per PknA, 23
per PknB e 14 comuni alle due chinasi. Tramite il diagramma di Venn (Fig.5) ¢ stata
analizzata ’estensione dell’overlap delle proteine e dei peptidi che presentano
diminuzione della fosforilazione in tutti e tre i ceppi di deplezione, si considera pero che

nonostante la numerosita dei substrati comuni tra le due chinasi sia elevata, esse agiscono
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comunque in modo diverso su essi. Infine dall’analisi si nota come PknA é la chinasi che
presenta piu substrati candidati, a dimostrazione del fatto che I’enzima ha un ruolo molto
ampio nella fisiologia cellulare di M.tuberculosis. I dati sono stati utilizzati per la
generazione del pLogo (Fig.6), allo scopo di identificare i principali motivi target per la

fosforilazione da parte delle chinasi.

PknA depletion PknB depletion Fig.5 diagramma di Venn. Viene mostrato I’overlap

delle proteine che presentano diminuzione della

fosforilazione tra i diversi ceppi di deplezione.

PknAB depletion

PknA depletion PknB depletion PknAB depletion

Log-odds of the binomial probability

Fig.6 pLogo. Il grafico mostra gli amminoacidi statisticamente significanti, dei fosfopeptidi che

hanno subito diminuzione della fosforilazione.

Dai dati di fosforilazione ¢ stato possibile risalire alle principali vie regolate dalle due
chinasi in esame, si tratta principalmente di pathways legati alla crescita e alla virulenza
del micobatterio. In particolare la deplezione di PknA ha ripercussioni sui regolatori della
sintesi del peptidoglicano, Wag31 e CwlM. La deplezione di PknB influisce in particolar
modo sia su CwlM sia su FhA (dominio a forcella che interagisce con CwlM e con la
flippasi del peptidoglicano, MviN). Le due chinasi pur avendo substrati comuni agiscono
su questi in modi diversi. Anche la secrezione proteica e un target delle chinasi, infatti nei
ceppi di deplezione alcune proteine addette alla secrezione presentano una diminuzione
della fosforilazione. Dai substrati identificati si conclude che anche la trascrizione con la
sua relativa regolazione, sono sottoposte alla regolazione delle chinasi, oltre che le vie
riguardanti vari aspetti del ciclo cellulare e della divisione cellulare, come accennato

precedentemente
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CONCLUSIONI

I sistemi di deplezione genetica e di espressione inducibile, utilizzati nello studio in esame,
hanno consentito di ottenere ceppi di deplezione delle chinasi di Mycobacterium
tuberculosis. 1 risultati derivanti dall’analisi dei fenotipi hanno confermato 'ipotesi
iniziale: la deplezione di PknA, PknB o Pkna+PknB ha ripercussioni a livello di vitalita e
morfologia cellulare, di integrita della parete cellulare, nello specifico sulla sintesi
dell’acido micolico che a sua volta ha effetti sulla suscettibilita agli antibiotici.
Quest’ultima risultando incrementata in alcuni casi, suggerisce che un possibile utilizzo
di inibitori delle chinasi in associazione con farmaci gia utilizzati puod portare a una
maggior efficienza nella cura della tubercolosi. Lo studio ha anche permesso di rilevare i
candidati substrati delle due chinasi, compresi quelli comuni, e di identificare i principali
pathway in cui le chinasi risultano essenziali tra cui la crescita e la divisione cellulare, la
virulenza, la secrezione proteica, la trascrizione e la sua regolazione. In conclusione lo
studio dimostra come la deplezione delle chinasi essenziali PknA e PknB separatamente o
coordinatamente, sia un metodo sempre pil utilizzato in ricerca per lo sviluppo di nuovi

farmaci antitubercolari.
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Abstract

The Mycobacterium tuberculosis Ser/Thr protein kinases PknA and PknB are essential for
growth and have been proposed as possible drug targets. We used a titratable conditional
depletion system to investigate the functions of these kinases. Depletion of PknA or PknB or
both kinases resulted in growth arrest, shortening of cells, and time-dependent loss of acid-
fast staining with a concomitant decrease in mycolate synthesis and accumulation of treha-
lose monomycolate. Depletion of PknA and/or PknB resulted in markedly increased suscep-
tibility to B-lactam antibiotics, and to the key tuberculosis drug rifampin. Phosphoproteomic
analysis showed extensive changes in protein phosphorylation in response to PknA deple-
tion and comparatively fewer changes with PknB depletion. These results identify candidate
substrates of each kinase and suggest specific and coordinate roles for PknA and PknB in
regulating multiple essential physiologies. These findings support these kinases as targets
for new antituberculosis drugs and provide a valuable resource for targeted investigation of
mechanisms by which protein phosphorylation regulates pathways required for growth and
virulence in M. tuberculosis.

Author summary

Tuberculosis is a major global health threat, with approximately 10 million new cases per
year and 1.5 million deaths. Although tuberculosis is treatable, cure requires prolonged
antibiotic courses and strains that are resistant to current treatments are increasingly
common. Understanding how Mycobacterium tuberculosis adapts to the human host dur-
ing infection can lead to new approaches to treat tuberculosis. A major adaptive
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mechanism is reversible protein phosphorylation mediated by protein kinases, which
detect signals in the extracellular environment and transmit this information to regulate
M. tuberculosis physiology. In this study we analyzed two M. tuberculosis kinases, PknA
and PknB, by comparing strains in which these kinases are present to strains in which one
or both of these kinases has been depleted. We identified features that differ between the
kinase replete and kinase depleted strains including bacterial growth and viability, cell
shape, the bacterial cell envelope and gene regulation. We also identified proteins that
show decreased phosphorylation in the kinase depleted strains, which can result from
direct or indirect effects of kinase depletion. These findings provide insight into how these
kinases are important for M. tuberculosis pathogenesis and indicate that these kinases may
be valuable targets for development of new TB drugs.

Introduction

The World Health Organization estimates that in 2018 10 million people developed tuberculo-
sis (TB) and 1.5 million died from the disease [1]. Although tuberculosis is curable with antibi-
otics, current lengthy treatment regimens make completion of therapy difficult. Moreover,
incomplete adherence to these prolonged treatment courses favors the emergence of rifampin-
resistant/multidrug-resistant TB. Treatment of these resistant strains requires even longer
courses with more drugs that are often poorly tolerated, resulting in lower adherence and rates
of cure [2].

In addition to TB disease, Mycobacterium tuberculosis can cause an asymptomatic latent
infection that can last for many years [3]. M. tuberculosis encounters many distinct environ-
ments in the host during the course of asymptomatic infection and active disease. These
include short and long-term intracellular niches within phagocytes, and extracellular sites in a
broad range of tissues and in necrotic caseum. M. tuberculosis requires mechanisms to sense
signals in these host environments to adaptively regulate its cell physiology. Bacterial signal
transduction mechanisms are also required for manipulation of host defenses by M. tuberculo-
sis, a hallmark of tuberculosis pathogenesis. Together, these responses to host environments
allow bacterial persistence and replication during M. tuberculosis infection and disease.

Reversible protein phosphorylation is a broadly conserved mechanism of transmembrane
signaling that regulates cell physiology in response to signals from the extracellular environ-
ment. In most well-studied bacteria, two component systems are the predominant form of
phosphorylation-based signal transduction [4]. In other bacteria, including M. tuberculosis
and other Actinobacteria, Ser/Thr and Tyr protein kinases also play a major role in transmem-
brane signal transduction [5-10]. Ser/Thr and Tyr phosphorylation is the dominant phosphor-
ylation-based signal transduction mechanism in eukaryotes, and aberrant function of kinase
pathways has been linked to human disease, including several forms of cancer. As a result, sev-
eral Tyr and Ser/Thr kinases have been targeted by small molecule inhibitors, many of which
are in clinical use as approved drugs [11]. The conserved domain structure and mechanism of
action of eukaryotic and bacterial protein kinases provide a foundation for developing small
molecule inhibitors of essential bacterial Ser/Thr kinases that could serve as leads for drug
development [12]. The success of such an approach would depend on optimizing selectivity
for bacterial versus human kinases; that over 50 drugs approved for clinical use selectively tar-
get specific eukaryotic kinases [11], suggests that the development of potent and selective
inhibitors of M. tuberculosis essential kinases may be achievable.
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M. tuberculosis has 11 Ser/Thr kinases, two of which PknA and PknB (which also phosphor-
ylates Tyr), are essential for bacteria viability [13, 14]. In prior studies, we and others have
investigated the function of these kinases using genetic and chemical biology approaches [6, 8,
10, 15-21]. These investigations provide evidence that these kinases regulate, via reversible
phosphorylation of regulators and enzymes, many functions required for M. tuberculosis
growth and viability, including peptidoglycan synthesis and turnover, cell division, lipid
metabolism, translation and central carbon metabolism [10, 17, 19, 22-24]. Consistent with
their being essential for in vitro growth, depletion of PknA or PknB has been shown to result
in lack of replication and markedly decreased lung pathology in a mouse model of infection
[15, 16].

Knowledge of the direct substrates of the M. tuberculosis Ser/Thr kinases is essential for
understanding their function and several protein substrates have been proposed for PknA
and/or PknB, supported by evidence of varying strength [17]. Despite extensive study, the
overlapping and discrete regulatory roles of M. tuberculosis PknA and PknB are not well
understood.

Here we used a genetic depletion system in M. tuberculosis to investigate these kinases indi-
vidually and as a pair. We compared kinase replete versus kinase-depleted bacteria using a
combination of microscopy and microbiological, biochemical and phosphoproteomic
approaches. We identified effects of kinase depletion on growth, viability, cell morphology,
acid-fast staining and antimicrobial susceptibility. These phenotypes, together with concomi-
tant changes in mycolic acid metabolism and extensive differences in protein phosphorylation
between kinase replete and depleted strains, identify multiple components of the mycobacte-
rial cell envelope, as well as several other essential cell physiologies, as targets of phosphoryla-
tion-based regulation by M. tuberculosis PknA and PknB. Our findings indicate distinct but
partially overlapping roles for these essential M. tuberculosis kinases, support their potential as
targets for anti-tuberculosis drug development, and provide a new resource for investigation
of mechanisms by which reversible protein phosphorylation regulates pathways that are essen-
tial for growth and virulence of M. tuberculosis.

Results
Conditional expression of pknA, pknB and pknA+pknB

The genes encoding PknA and PknB are co-expressed in an operon in the M. tuberculosis
chromosome. We used a pristinamycin (ptc)-inducible expression system [25] to conditionally
deplete both pknA and pknB together or pknB individually in M. tuberculosis (S1A Fig). To
achieve depletion of pknA alone, we complemented the pknA+pknB depletion strain with a
pknB allele regulated by an anhydrotetracycline (atc)-inducible promoter (S1A and S1B Fig).
Though the ptc-inducible promoter has been used for regulated gene expression in mycobacte-
ria [25], it has not been shown to be titratable at the single cell level. Because this can be critical
in interpreting phenotypes, we measured fluorescence intensity of individual cells containing
an mCherry reporter [26] expressed from the ptc-inducible promoter. We found that this pro-
moter is titratable at the single cell level, with graded increased activity in individual cells in
response to increased inducer concentrations, shown by increased fluorescence Intensity (Fig
1). In comparison, a nitrile-inducible promoter that we previously characterized [27] is titrat-
able primarily at the population level, manifested by a greater proportion of cells with
increased fluorescence of similar intensity in response to increased nitrile concentration.
Because both kinase overexpression and depletion can affect growth, we titrated the expres-
sion of pknA and pknB to identify ptc concentrations that achieve kinase mRNA and protein
levels similar to those present in wild type M. tuberculosis (Fig 2A-2C). To be able to analyze a
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Fig 1. FACS analysis of titration of pptr-regulated gene expression. 1A) Titration of pristinamycin induction of mCherry expression under control of the pptr
promoter was analyzed in an attenuated strain of M. tuberculosis (AleuD, ApanCD [55]). Cells were induced for 48 hours, followed by fluorescence intensity
measurement by FACS analysis to show the distribution of fluorescence intensity of individual cells. 1B) The same reporter under control of the nitrile inducible
promoter, which is not titratable at the single cell level [27], was used as a control. Data are representative of biological triplicates.

https://doi.org/10.1371/journal.ppat.1008452.g001

strain in which only pknA was depleted, we determined the concentration of atc that achieved
pknB expression in the pknA+pknB depletion strain that is similar to pknB expression in wild
type (Fig 2D).

Growth and cell morphology effects of kinase depletion

All three depletion strains failed to form colonies when plated onto agar lacking inducer, con-
firming that pknA and pknB are both individually essential for growth (S1C Fig) [15]. We also
performed growth curves in liquid medium over a range of inducer concentrations. Consistent
with previous results [15, 16], we observed time-dependent growth defects in liquid medium
for each strain in the absence of inducer (Fig 3A-3C). Depletion of pknA and especially pknB
individually had more severe growth phenotypes than did depletion of both pknA and pknB
together. We also observed decreases in cell viability after 4 days of kinase depletion, with
pknA and pknB single depletion strains both showing greater decreases in colony forming
units over time compared to pknA+pknB depletion (Figs 3D and S2). The more severe pheno-
types of the pknA and pknB single depletion strains strain suggest that absence of one kinase
may result in dysregulation of the activity of the non-depleted kinase in a manner that inter-
feres with growth. A previous report showed a more severe growth phenotype for a pknA
+pknB depletion strain generated using the same single crossover approach that we have used.
The reason for this difference is not known, but may reflect differences in growth conditions,
inducer concentrations or treatment of the cultures prior to initiation of depletion.

The growth defects seen in the kinase depletion strains led us to examine the morphology
of M. tuberculosis cells following kinase depletion. Both single depletion strains and the pknA
+pknB depletion strain showed significant cell shortening in the absence of kinase induction
(Fig 4A and 4B). Given the localization of both kinases to the cell poles and septum, this phe-
notype may result from dysregulated cell division and/or polar growth [6, 10, 21]. A potential
contributor the growth and morphology effects is the decreased phosphorylation in the PknB
depletion strain of MmpS3 (LamA), recently described as a divisome protein that inhibits
growth at the new cell pole following cell division [28]. The maintenance of rod-shaped
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https://doi.org/10.1371/journal.ppat.1008452.9003

morphology of these cells contrasts with the unipolar ballooning of cells in which divIVA
(wag31), which is required for peptidoglycan synthesis at sub-polar sites, is depleted [29, 30].

Loss of acid-fast staining and altered mycolic acid metabolism in response
to pknA and pknB depletion

Based on prior work with a PknA and PknB inhibitor showing broad effects on the mycobacte-
rial cell envelope [6, 19], we investigated whether kinase depletion affected acid fast staining,
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Fig 4. Morphology of wild type M. tuberculosis cells and cells from the pknA, pknB or pknA+pknB depletion strains. 4A) Phase contrast microscopy of cells
from wild type, pknB, or pknA+pknB depletion strain in the presence (0.25 pg/ml) or absence of ptc. For pknA depletion cells were grown in 0.25 pg/ml of ptc or
20 ng/ml atc. Pictures were taken with a 100x objective. Size bar = 5uM. 4B) Distribution of length measurements of cells of wild type, pknA, pknB and pknA
+pknB depletion mutants obtained with ImageJ software. More than 200 cells were counted for each strain. The boxes represent the middle 50% of
measurements and the whiskers the minimum to maximum values of the measurements.

https://doi.org/10.1371/journal.ppat.1008452.9004

which results from dye-retention in the abundant mycolic acids and glycolipids in the myco-
bacterial cell envelope [31]. We observed a marked decrease in acid-fast staining of all 3
strains, first evident at day 4 following onset of kinase depletion, with most cells becoming
non-acid-fast by day 6 (Fig 5A). This finding is consistent with progressive alteration of the
cell envelope in the absence of PknA and PknB activity.
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We therefore investigated whether this phenotype was associated with changes in total or
newly synthesized mycolic acids in the kinase replete versus depleted strains. TLC of total
mycolates in the depleted strains compared to induced strains did not show changes when
normalized to whole cell lipids (S3A Fig). We then used a newly developed method to examine
de novo synthesis of mycolates by mass spectrometry of cells grown in the presence of '>C ace-
tate [32] (Fig 5B). This assay works on the principle that collision induced dissociation mass
spectrometry allows reliable isolation of a precursor molecule in a narrow mass window,
which largely removes signals from naturally occurring isotopes, allowing new isotopes from
"3C labeling to be reliably identified. These experiments showed clear and reproducible
decreases in new synthesis of mycolates in the kinase depleted versus kinase replete strains
(Fig 5C).

This approach was used to further investigate the degree of isotope labeling of the affected
lipids (Fig 5D). We observed consistent decreases in all three depletion strains, though less
severe than observed with isoniazid treatment, which completely eliminates mycolic acid syn-
thesis. As a specificity control, we analyzed C26 free fatty acids (m/z 395.39) in the total lipid
extracts to evaluate °C incorporation. We observed isotope enrichment for the wild type
treated by INH and in all depletion strains compared to the unlabeled wild type (S3B Fig).
This result indicates that all strains are able to take up '>C acetate, so that the observed differ-
ences between the wild type and the depletion strains were specifically due to altered de novo
mycolate biosynthesis.

Finally, we examined the abundant mycolyl-glycolipids trehalose monomycolate (TMM)
and trehalose dimycolate (TDM) by TLC. In replicate experiments we saw increases of TMM
in all three depletion strains, though we did not see consistent changes in TDM (Fig 5E and
5F). The accumulation of TMM in the depletion strains suggests decreased conjugation of
TMM to produce TDM by the action of mycolyl transferases FbpA and FbpB. We previously
demonstrated that expression of fbpB is repressed by binding of the response regulator MtrA
to the fbpB promoter-region and that phosphorylation of Thr213 in MtrA disrupts this bind-
ing [6], leading us to propose a mechanism linking decreased MtrA phosphorylation with
decreased FbpB-mediated conjugation resulting in accumulation of TMM. Consistent with
this mechanism we found decreased expression of fpbB (4.6-fold vs. wild type) and other
MtrA-regulated genes in the pknA+pknB depletion strain (Fig 6), where we observed signifi-
cantly decreased phosphorylation of MtrA both at the previously identified Thr213 residue,
and at Thr217, a new phosphorylation site identified in this study. In addition, we found that
phosphorylation of Mmpl3, the “flippase” of TMM across the inner mycobacterial membrane
[33], is significantly decreased at 2 sites in the pknA depletion strain, which may also affect the
levels of TMM and the rate of conjugation to TDM.

Increased antibiotic susceptibility in the setting of pknA and pknB
depletion

Deletion or inhibition of PknB orthologues in Gram-positive bacteria can lead to increased
susceptibility to B-lactam antibiotics [34-36], and meropenem has been shown to potentiate
the activity of a PknB inhibitor 2-fold in auxotrophic M. tuberculosis [37]. Though carbape-
nems have been used to treat MDR-TB, cephalosporins and penicillins are generally not active
against M. tuberculosis at clinically relevant concentrations. We therefore investigated whether
representative B-lactams would have increased activity against the kinase-depleted strains.
Under conditions of partial kinase depletion that allowed sufficient growth to test for antibiotic
activity, we found that the carbapenems meropenem and faropenem, and the cephalosporins
cefotaxime and ceftriaxone were markedly potentiated (2 to 32-fold) for inhibiting growth in
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Fig 5. Acid-fast staining and mycolic acid synthesis in pknA, pknB and pknA-+pknB depletion mutants. 5A) Acid-fast staining of M. tuberculosis wild type,
pknA, pknB and pknA+pknB depletion strains was carried out with or without ptc induction for 6 days. Pictures were taken with a 100X objective on a Nikon Eclipse
TE2000-E inverted microscope. Size bar = 5uM. 5B) Detection of newly synthesized mycolic acids by *C labeling. M. tuberculosis wild type and kinase depletion
strains were grown for 48h in liquid culture medium with or without 3 mg/mL of [1, 2-">C] acetate prior to harvesting cells. The total pool of cell-wall-bound
mycolic acids was isolated by saponification and analyzed by high performance liquid chromatography-mass spectrometry (HPLC-MS) in the negative-ion mode.
Mass spectra of mycolic acids shown here are representative of biological duplicates. 5C) The m/z 1192.23 ion and all of the ions with +2.0 m/z intervals around this
precursor ion were subject to collision induced mass spectrometry (CID-MS) and generation of C24 or C26 fatty acid fragments. The unlabeled mycolic acid
(*2C82H15903, m/z 1192.23) produced only m/z 367.358 (*2C24H4702) and 395.389 (**C26H5102), whereas other isotopically enriched mycolic acids produced
two extra clusters of higher mass value '*C-enriched fatty acids. The right panel shows the two predicted ions corresponding to the CID fragments. Data are
representative of duplicates. 5D) Newly synthesized MAs were assessed by the ratio of the total intensity of **C incorporation peaks to the intensity of unlabeled
fatty acids (m/z 367 and 395) at 5 and 6 days after the onset of depletion (kinase pre-depletion 3 and 4 days, then 2 days with [1, 2-13C] acetate treatment). The

CID-MS data of m/z 1192 was used for this analysis. >

C labeling was assessed based on the extent of new isotope detection from the CID-MS simplified background

values. 5E) Thin layer chromatography of lipids and glycolipids of M. tuberculosis from wild type and kinase depletion strains at 5 and 6 days after the onset of
depletion (kinase pre-depletion 3 and 4 days, then 2 days with [1, 2-'°C] acetate treatment). Standards for TDM, TMM and PE were run to the right of the
experimental samples at each time point. 5F) Quantification by Image] software of TMM at 5 and 6 days after the onset of depletion (kinase pre-depletion 3 and 4
days, then 2 days with [1, 2-">C] acetate treatment), normalized to phosphatidylethanolamine (PE) as the loading control. Panels 5D,E,F show representative data

from 2 different depletion samples.

https://doi.org/10.1371/journal.ppat.1008452.9005
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Fig 6. Relative quantification by RT-qPCR of MtrA-regulated gene expression. The pknA+pknB depletion strain was grown with or without 0.25 ug/ml ptc
and wild type M. tuberculosis was grown without ptc. Cells were harvested at day 4 and RNAs were extracted with Trizol as previous described [56]. RT-qPCR
was performed and the data were analyzed using the AACT method. Biological duplicate experiments were performed with technical replicates in each
experiment. Error bars show +/- 1 S.D.

https://doi.org/10.1371/journal.ppat.1008452.9006

the setting of pknA or pknB depletion, with lesser potentiation (1 to 8-fold) when both pknA
and pknB were depleted (Table 1). We did not observe increased susceptibility to isoniazid,
ethambutol and levofloxacin. Rifampin, however, showed 2-8-fold potentiation in the deple-
tion strains. The differences in potentiation of the different antibiotic classes likely reflect their
distinct mechanisms of action, uptake, egress and/or metabolism that are differently affected
by altered activity of PknA or PknB. These findings also suggest that an inhibitor of PknB or
PknA could be useful in TB treatment regimens both as a direct acting TB drug and as a poten-
tiator of the activity of B-lactam antibiotics and rifampin.

Table 1. Lowest inhibitory concentrations of antibiotics in wild type and kinase depletion strains (ug/ml).

Faropenem Cefotaxime Ceftriaxone Meropenem Rifampin Ethambutol Isoniazid Levofloxacin
Wild Type 2-4 4-8 8 1-4 0.0125 1.25 0.16 0.31
pknA depletion 0.25 0.25-0.5 0.25-0.5 0.25-0.5 0.0031-0.0063 ND 0.078 ND
pknB depletion 0.25 2 0.25 0.125 0.0015 0.625 0.078 0.15
pknAB depletion 2 4 4 0.5 0.0015 0.625 0.078 0.15
ND: Not done.
https:/doi.org/10.1371/journal.ppat.1008452.t001
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Because of the up to two-fold overexpression of pknB in the pknA depletion strain when
pknB is induced with 20 ng/ml of atc, we performed MABA assays for cefotaxime and merope-
nem to compare the effects of induction with 10 vs. 20 ng/ml of atc. We observed the same
effect of pknA depletion on susceptibility to these two B-lactam antibiotics at both atc concen-
trations (54 Fig). We also examined the acid-fast staining phenotype of this strain and found
similar effects on this phenotype when the strain was grown in the presence of 10 or 20 ng/ml
of atc (S5 Fig). These two results, together with the growth curve data showing nearly identical
growth of the pknA depletion strain with either 10 or 20 ng/ml of atc to induce pknB expres-
sion (Fig 3C), indicate that these phenotypes result primarily from effects of pknA depletion
rather than from differences in pknB expression in this strain.

Differential phosphorylation in kinase depletion strains and candidate
substrate identification

We compared phosphorylation in each of the kinase depletion strains grown without inducer,
to the same strains in which kinase expression was induced. We obtained samples on day 4 for
pknA and pknB single depletion, and day 5 for pknA+pknB double depletion, based on experi-
ments showing the onset of a clear growth defect but limited cell death in the depleted strains
at these time points (Figs S6 and 3D). Because depletion occurs over days, differences in pro-
tein phosphorylation will reflect both direct effects of PknA and/or PknB depletion and down-
stream effects that result from changes in the activity of other kinases, as well as possible
differences in the rate of depletion of the two kinases or in rates of turnover of individual phos-
phoproteins. For the pknA depletion only, the up to 2-fold overexpression of pknB may have
contributed to the differential phosphorylation results observed with this strain.

Opverall, we observed Ser, Thr or Tyr phosphorylation of 712 proteins for which one or
more phosphorylation sites were present in at least 8 of 18 samples analyzed in at least 1 strain
(52 Table). Using criteria of log,FC <-1 and adjusted P <0.05, we identified 302 unique sites
in 204 proteins that showed significantly decreased phosphorylation in one or more kinase-
depleted strain compared to the same strain with induced kinase expression. We also identified
299 unique phosphorylation sites in 201 proteins that were significantly increased (log,FC >1,
adjusted P <0.05) (S2 Table). While most proteins were phosphorylated on one to three sites,
some were phosphorylated on many sites, the most striking examples being FhaA and
MmpS3, which are phosphorylated on 23 and 16 unique residues, respectively.

A surprising finding was the large number of phosphorylation sites that showed decreased
phosphorylation in the pknA depletion strain, where 234 unique phosphorylation sites in 171
proteins were significantly decreased (Fig 7A and S3 Table). In the pknB depletion strain,
phosphorylation was significantly decreased at 52 unique sites in 43 proteins, and in the pknA
+pknB depletion strain at 74 unique sites in 60 proteins (Fig 7B and 7C; S3 Table). Confirm-
ing specific kinase depletion, phosphorylation was significantly decreased at 6 sites in PknA
and none in PknB in the pknA depletion strain, and phosphorylation of 3 sites in PknB and
none in PknA were decreased in the pknB depletion strain. In the pknA + pknB depletion
strain, two sites in PknA and one site in PknB were significantly decreased.

Identification of direct substrates of a kinase can provide insight into mechanisms by which
protein phosphorylation by that kinase alters cell physiology. The patterns of decreased phos-
phorylation of specific peptides in the depletion strains allow identification of candidate sub-
strates of PknA and PknB. We identified candidate PknA substrates using criteria of i)
significantly decreased phosphorylation with pknA depletion and ii) increased or not signifi-
cantly changed phosphorylation with pknB depletion. Similarly, significantly decreased phos-
phorylation with pknB depletion and increased or not significantly changed phosphorylation
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Fig 7. Phosphoproteomic analysis of kinase depletion strains. 7A, 7B, 7C) Volcano plots of phosphopeptides in the indicated kinase depletion strains shown as
the ratio (Log,FC) of peptide abundance in the kinase depleted vs. kinase replete strains, as described in the Methods. Significantly differentially abundant
phosphopeptides (Log2FC <-1.0 or >1.0 and adj. P<0.05) are shown in red. Data are from 3 biological replicates with 3 separate cultures in each replicate for each
strain. 7D) Venn diagram showing overlap between strains of the proteins from which significantly decreased phosphopeptides in the kinase depleted compared to
the kinase replete samples were observed. 7E) pLogos showing relative statistical significance of amino acids at positions adjacent to the phosphoacceptor Thr in
phosphopeptides that were significantly decreased in each kinase depletion strain. The red horizontal line indicates P = 0.05 after Bonferroni correction.
Additional pLogos for significantly decreased Ser-centered and for increased Thr and Ser-centered phosphopepetides are in S9 Fig.

https://doi.org/10.1371/journal.ppat.1008452.9007

with pknA depletion identified candidate PknB substrate sequences. Sites with significantly
decreased phosphorylation in both the pknA and pknB depletion strains were identified as can-
didate substrates of both PknA and PknB. Using these criteria we identified 127 candidate
PknA substrate sequences, 28 candidate PknB substrate sequences, and 15 candidate PknA

+ PknB substrate sequences (S4 Table). At the protein level we identified 104 candidate PknA
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substrates, 23 candidate PknB substrates and 14 candidate PknA + PknB substrates. Given the
non-comprehensive nature of phosphoproteomics, and its inability to distinguish direct from
indirect effects of kinase depletion, these candidate substrate identifications will need to be
tested using targeted approaches. As described below, however, these results clearly identify
several pathways required for growth and virulence that are affected by depletion of PknA
and/or PknB.

To examine the extent of overlap of the proteins and phosphopeptides with decreased phos-
phorylation among the three depletion strains we performed Venn diagram and correlation
analyses. Of 43 proteins with decreased phosphorylation sites in the pknB depletion strain, 26
(60%) also had decreased sites in the pknA and 15 (35%) in the pknA+pknB depletion strains
(Fig 7D). Of 60 proteins with decreased phosphorylation in the pknA+pknB depletion strain,
43 (72%) were decreased in the pknA strain including 14 common to all three strains. At the
peptide level, we saw less overlap between the pknA and pknB depletion strains, where 14 of 52
(27%) unique phosphopeptides with decreased phosphorylation in the pknB depletion strain
were also decreased in the pknA strain (S7A and S7B Fig). Similarly, among all quantified
phosphopeptides, we observed no correlation between abundance of individual phosphopep-
tides with pknA vs. pknB depletion, or with pknB depletion vs. pknA+pknB depletion. How-
ever, there was moderate correlation (r = 0.438) between the pknA and pknA+pknB depletion
strains (§7C-S7E Fig). These findings suggest PknA has a very broad role in regulating M.
tuberculosis via Ser/Thr phosphorylation, and that while PknA and PknB regulate many of the
same proteins and pathways, the manner in which the do so often differs. They also suggest
that when both kinases are depleted, differences in Ser/Thr phosphorylation predominantly
reflect the loss of PknA activity.

We also compared the phosphoproteins showing decreased phosphorylation in the kinase
depletion strains to phosphoproteins that were decreased in a recent study of pknB depletion,
as well as to our prior results identifying proteins with decreased phosphorylation in response
to a chemical inhibitor of both PknA and PknB [6, 24]. In each case we observed partial over-
lap between the results from this study and the prior findings (S8A-S8C Fig). We also com-
pared the total quantified phosphoproteins identified in this study to those found in the kinase
inhibitor study and to an earlier phosphoproteomic study in which we identified phosphoryla-
tion sites in M. tuberculosis at different growth stages and in response to stresses [7]. We found
that 69% of all phosphoproteins in the kinase inhibitor study and 43% of all phosphoproteins
in stress phosphoproteome study were present in the quantified phosphoproteins identified in
the current study (S8D Fig).

We searched the differentially phosphorylated peptides for conserved sequence motifs
using the pLogo algorithm [38] and identified distinct patterns in the amino acid sequences
surrounding the phosphoacceptor Thr for phosphopeptides with decreased or increased phos-
phorylation in the pknA, pknB and pknA+pknB depletion strains (Figs 7E and S9). The pLogo
for phosphopeptides with significantly decreased Thr phosphorylation in the pknA depletion
strain showed significant enrichment of acidic residues at -1, -3 through -6, and at +7; Pro at
-1 and +2; hydrophobic residues at +3 (Leu, Val); and basic residues at +4 (Lys, Arg). In the
pknB depletion strain we noted enrichment of specific residues at several positions, though
none reached statistical significance, likely because of the small number of phosphopeptides
analyzed. The motif from the pknA+pknB strain was highly similar to the pknA depletion
strain motif. The pknA and pknB depletion strain motifs were less similar, consistent with the
limited overlap in phosphopeptides with decreased phosphorylation between these strains
(S7A Fig). These motifs also showed similarity to those we identified in phosphopeptides with
decreased phosphorylation in the kinase inhibitor experiments, most notably the acidic resi-
dues at -3 and Pro at +2 [6].
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PknA and PknB target pathways required for growth and virulence

Several processes that are essential for growth were identified in the differential phosphoryla-
tion data. Consistent with prior findings, these data include phosphorylation-mediated regula-
tion of peptidoglycan synthesis by PknA and PknB. In the pknA depletion strain we identified
significantly decreased phosphorylation of sites in the essential peptidoglycan synthesis regula-
tors Wag31 (DivIVA) and CwIM (S3 Table) [21, 29]. In the pknB depletion data we identified
a Thr phosphorylation site with significantly decreased phosphorylation in CwlM and 3 sites
with decreased phosphorylation in FhaA, an essential forkhead-associated domain protein
that interacts with CwIM and MviN, the essential peptidoglycan flippase. Strikingly, FhaA (15
sites including all 3 sites with decreased phosphorylation in the pknB strain), Wag31 (4 sites),
and MviN (2 sites) showed increased phosphorylation in the pknA depletion strains. These
findings indicate that PknA and PknB target essential peptidoglycan synthesis regulators to
control M. tuberculosis growth, but in distinct ways.

The quantitative phosphoproteomic data also show protein secretion to be a major target of
PknA and PknB-mediated phosphorylation. In the pknA depletion strain we identified
decreased phosphorylation of three sites in SecE, an essential protein of the general secretion
system and 1 site in FtsY, the signal particle receptor of this system. Two of the sites in SecE
also showed decreased phosphorylation in the pknB and pknA-+pknB depletion strains and a
distinct site in FtsY also showed decreased phosphorylation in the pknA-+pknB depletion
strain. Additionally, four sites in TatA, an essential channel forming protein of the twin-argi-
nine transport system showed decreased phosphorylation in the pknA strain, one of which was
also decreased in the pknA+pknB depletion strain, and a distinct TatA site had decreased phos-
phorylation in the pknB depletion strain. Further, five proteins in the virulence-associated
ESX-1 secretion system showed decreased phosphorylation in the pknA depletion strain: one
site each in the ESX-1 regulator/nucleoid associated protein EspR, the immunodominant
secreted antigen EspF, and the ESX-1-associated protein EspL, as well as four and six unique
sites, respectively, in the secreted virulence proteins EspB and EsxB. Three EsxB sites also had
decreased phosphorylation in the pknA+pknB depletion strain as did the single EspL site and a
distinct EspF site. In the pknB depletion strain, only a unique EsxB site showed decreased
phosphorylation. These findings suggest that the three major protein secretion systems of M.
tuberculosis are regulated by PknA and/or PknB-mediated protein phosphorylation.

Translation also appears to be extensively regulated by PknA and PknB. In the pknA deple-
tion strain, nineteen ribosomal proteins, the initiation factors InfA and InfC, and the peptide
chain release factor-2 PrfB showed decreased phosphorylation. In contrast, initiation factor
Tuf and two distinct PrfB phosphopeptides were three of the five phosphopeptides with the
greatest increase in phosphorylation in this strain. In the pknB depletion strain, only three
ribosomal proteins showed decreased phosphorylation, suggesting a more limited role for
PknB in translation control.

Several proteins involved in transcription regulation were significantly differentially phos-
phorylated in the kinase depletion strains. In the pknA depletion strain, in addition to specific
transcription regulators including SmtB, IdeR, RegS3, and PhoP, proteins expected to have
broad effects on transcription showed decreased phosphorylation, including the transcript
cleavage factor GreA, the primary sigma factor SigA, and the nucleoid-associated proteins
HupB (HU) and EspR. In the pknB depletion strain two different proteins with broad effects
on transcription, the nucleoid-associated protein Lsr2 and the termination protein Rho,
showed significantly decreased phosphorylation. These data point to both targeted and broad
regulation of transcription by PknA and PknB, but with distinct roles for each kinase.
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Our data also indicate kinase-mediated regulation of cell division and DNA synthesis, key
aspects of the bacterial cell cycle. Phosphorylation of FtsQ, an essential protein involved in sep-
tum formation, was significantly decreased in the pknA depletion strain but increased in the
pknA+pknB depletion strain; several other cell division proteins (FtsB, FtsE, FtsK and FtsZ)
were phosphorylated in one or more strains but did not meet our significance criteria. Essen-
tial DNA synthesis proteins were also affected, with the single strand DNA binding protein
Ssb showing significantly decreased phosphorylation in the pknA depletion strain and the rep-
lication initiator protein DnaA showing significantly increased phosphorylation. DnaN, the
DNA polymerase III initiator, showed increased phosphorylation just below our change
threshold. Significantly decreased phosphorylation of the response regulator MtrA was seen in
the pknA+pknB depletion strain. We recently showed phosphorylation-regulated binding of
cognate promoter region DNA by MtrA [6], a response regulator that has been implicated in
regulating initiation of chromosome replication, peptidoglycan turnover and glycolipid syn-
thesis. Consistent with the prior finding of increased MtrA binding and repression of MtrA-
regulated gene expression in the absence of MtrA phosphorylation, we observed decreased
expression of MtrA-regulated genes in the pknA+pknB depletion strain, where MtrA shows
decreased phosphorylation (Fig 6) [39-41].

Each of the above pathways was targeted in our kinase inhibitor data [6], though in most
cases less extensively and often at different sites compared to these kinase depletion data. We
also identified new processes affected by PknA and PknB-mediated phosphorylation. A nota-
ble example is decreased phosphorylation of several antitoxin proteins of the VapBC and
MazEF toxin-antitoxin modules in the pknA depletion data. This result suggests that PknA-
mediated signal transduction is a regulatory mechanism for the action of the toxin proteins,
which typically degrade specific RNAs resulting in growth arrest, antibiotic and other stress
tolerance, and remodeling the M. tuberculosis proteome [42-44].

In summary, these quantitative phosphorylation data identify numerous proteins of core
cell physiologies required for growth and virulence as targets of phosphorylation by PknA and
PknB (S3 Table, Fig 7). Taken together, these data indicate substantial overlap in pathways
targeted by these kinases, but with distinct activities of PknA and PknB.

Discussion

Reversible Ser/Thr and Tyr phosphorylation is increasingly recognized as an important com-
ponent of transmembrane signal transduction in bacteria. PknB orthologues in Gram-positive
bacteria have been shown to regulate peptidoglycan metabolism, morphogenesis and suscepti-
bility to cell wall active antibiotics [34, 35, 45, 46]. In mycobacteria and other actinobacteria,
the presence of several transmembrane Ser/Thr kinases indicates an extensive role for protein
phosphorylation in regulating cell processes in response to extracytoplasmic signals. In M.
tuberculosis, an obligate human pathogen, these kinases must sense and transduce host signals
to allow the pathogen to adapt, survive and cause disease.

In previous work we identified proteins in a number of pathways that were differentially
phosphorylated in response to treatment with a small molecule inhibitor of both PknA and
PknB [6]. In this study, using the titratable ptc-regulated promoter system, we examined the
effects of pknA and pknB depletion, individually and in combination, allowing us to focus on
the effects of depleting each kinase while avoiding potential off-target effects that can occur
with chemical inhibition.

An unexpected result from this work is the greater number of proteins that showed
decreased phosphorylation in the pknA depletion strain compared to the pknB depletion strain
and the relatively limited overlap in differential phosphorylation between these strains. This
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finding clearly indicates a major role for PknA in regulating the M. tuberculosis phosphopro-
teome, but it is possible that limitations of our approach may have affected these results. For
example, although we titrated RNA and protein for each kinase at day 4 following onset of
depletion, we do not know whether PknA and PknB have different rates of decay of over time.
If PknA decays more quickly, for example this might lead to relative underestimation of the
number of proteins targeted by PknB compared to PknA. Further, distinct decay rates for indi-
vidual phosphoproteins may have affected our detection of significantly decreased phosphory-
lation of some proteins in our experiments. Finally, our use of an atc concentration that results
in up to two-fold higher than wild type levels of pknB expression in the pknA depletion strain
may have affected the differential phosphorylation that we detected in this strain.

The manner in which PknA and PknB interact functionally is not well understood. Early
work showed that PknA and PknB can cross-phosphorylate each other [8], though later data
suggested unidirectional trans-phosphorylation of PknA by PknB, leading to the hypothesis
that PknB regulates PknA activity [47]. Subsequent work, however, showed that PknA autop-
hosphorylates in the mycobacterial cell and that PknA abundance is unaltered when PknB is
depleted [15, 48]. Our data showing limited overlap in peptides that are differentially phos-
phorylated in the pknA versus pknB depletion strains argue against a pathway in which PknB
activates PknA. Rather, our data provide evidence of coordinate regulation of several pathways
but with distinct regulatory roles for PknA and PknB, via phosphorylation of different sites in
the same protein, or of different proteins within the same or related pathways.

We identified altered phosphorylation in the depletion strains of proteins in several path-
ways required for growth, suggesting that these kinases broadly adapt M. tuberculosis physiol-
ogy to regulate growth, as has been shown for PknB in the setting of hypoxia-mediated growth
arrest and renewed growth with reaeration [49]. Consistent with our kinase inhibitor data [6],
the kinase depletion results also indicate regulation by PknA and PknB of the mycobacterial
cell envelope. Decreased phosphorylation of sites in FhaA, and CwIM in the pknB depletion
strain support the previously identified role for PknB in regulating peptidoglycan synthesis [6,
10, 21, 24, 50]. In the pknA depletion strain, the differential phosphorylation of the peptidogly-
can synthesis regulators Wag31, CwlM and FhaA, and of the MviN peptidoglycan flippase,
newly identify a major but distinct role for PknA in regulating peptidoglycan synthesis.

The time-dependent loss of acid-fast staining in the setting of kinase depletion suggests
alterations in the lipid content and/or structure of the mycobacterial envelope, particularly the
outer membrane. We observed decreased de novo mycolic acid synthesis in the kinase deple-
tion strains and accumulation of TMM, consistent with decreased mycolate conjugation to
produce TDM. Though levels of TDM did not clearly change in our TLC analysis, our prior
kinase inhibitor study showed small decreases in TDM following kinase inhibition and dem-
onstrated decreased abundance of the mycolyl transferase protein FbpB (antigen 85b) [6].
Here we determined that fbpB expression, which is repressed by binding of unphosphorylated
MtrA, is markedly reduced in the pknA-+pknB depletion strain. Together, these results provide
a candidate mechanism for our findings, i.e. that decreased FbpB activity in the setting of
kinase depletion contributes to accumulation of TMM, despite decreased de novo mycolate
synthesis. Changes in mycolate conjugation also suggest a possible mechanism for decreased
acid-fast staining. However, the stable levels of total saponifiable mycolates suggest that the
location and membrane configuration of mycolyl lipids are relevant, and that additional mech-
anisms may play a role, potentially including phosphorylation-dependent changes in MmpL3
flippase activity or changes in the structure of other components of the cell envelope that alter
dye retention.

Differential phosphorylation of transmembrane protein secretion pathways, including the
general secretory and twin arginine transport pathways, as well as Type VII secretion systems,
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particularly the virulence-associated ESX-1 pathway, further highlights targeting of the patho-
gen-host interface by PknA and PknB. Individually depleting pknA or pknB, for example, led
to decreased phosphorylation of the same two sites in SecE, a component of the general secre-
tory translocon, indicating that both kinases regulate this secretion system. In contrast, four
sites in TatA showed decreased phosphorylation only in the pknA depletion stain. In the ESX-
1 system pknA depletion led to decreased phosphorylation of the EspR regulatory protein, the
ESX-1 associated protein EspF, whereas the secreted substrate protein EsxB (Cfp10) showed
decreased phosphorylation, though at distinct sites, in the pknA and the pknB depletion
strains.

In addition to cell envelope structure and functions, we identified several other core path-
ways that are essential for growth and viability that are differentially phosphorylated in the
kinase depletion strains. These include translation, where 18 and 3 ribosomal proteins showed
decreased phosphorylation with pknA and pknB depletion, respectively. Several transcription
proteins also showed decreased phosphorylation in the pknA strain and pknB depletion strains,
including transcription factors that specifically regulate small sets of genes, as well as proteins
that have broad, genome scale activities. These include the primary sigma factor SigA, the
nucleoid-associated proteins MihF and HupB, and the transcription elongation factor GrpE in
the pknA depletion strain, and the nucleoid-associated protein Lsr2 and the transcription ter-
mination protein Rho in the pknB depletion strain. These findings suggest broad targeting of
transcription by both kinases, but via differential phosphorylation of distinct proteins.

The differential phosphorylation of key regulators of peptidoglycan synthesis and the
changes in mycolate synthesis and conjugation in the kinase depletion strains provide candi-
date mechanisms for the increased antibiotic susceptibility that we observed. The marked
increased susceptibility to B-lactams of both single depletion strains, and to a lesser extent the
pknA + pknB strain, mirrors similar observations with deletion of pknB orthologues in Gram-
positive bacteria where this gene is not essential [34]. Though the specific changes in peptido-
glycan resulting from kinase depletion or inhibition have not been determined, the data from
this study, together with our prior transcriptomic and metabolomic data showing a block in
diaminopimelate synthesis in the setting of kinase inhibition [6], suggest effects on peptidogly-
can precursor availability that could lead to incomplete or abnormal peptidoglycan structure
and increased susceptibility to B-lactam antibiotics. The effects of pknA and pknB depletion
and inhibition on mycolate metabolism suggest a mechanism by which alterations in the lipid
and glycolipid components of the cell envelope could enhance entry of the highly lipophilic
drug rifampin to achieve increased concentrations and activity in the M. tuberculosis cell. We
identified one site (Thr764) in the beta subunit of RNA polymerase, the protein in which
nearly all rifampin resistance conferring mutations occur, that showed increased phosphoryla-
tion in the pknA depletion strain. Though this site is not in the rifampin resistance determin-
ing region where most resistance mutations occur [51], it is possible that phosphorylation of
this site might affect rifamycin susceptibility.

The magnitude of decreases in lowest inhibitory concentrations of the B-lactams in the
kinase-depleted strains suggests that kinase inhibitor-B-lactam combinations have the poten-
tial to be clinically useful additions to anti-tuberculosis therapy, both for their direct effects
and for their potentiation of B-lactam activity. Current research trials are testing increased
rifampin doses to accelerate M. tuberculosis killing and shorten tuberculosis treatment. The
magnitude of the potentiation of rifampin activity in all three depletion strains suggests that
kinase inhibitor-rifamycin combination could be a valuable component of anti-tuberculosis
therapy by enhancing rifamycin activity in vivo without the increased toxicity associated with
higher rifampin dosing.
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In addition to identifying multiple essential pathways targeted by PknA and PknB, our find-
ings lead to several questions regarding the role of these kinases in M. tuberculosis physiology.
One area of particular interest is how PknA and PknB interact functionally. The phosphopro-
teomic data in this study suggest a broad role for PknA with a more limited, partially overlap-
ping, but essential role for PknB, with both kinases targeting pathways required for growth
and viability. That pknA and pknB are co-expressed from adjacent translationally coupled
genes strongly suggests that these two kinases act in a coordinated manner. However, the lim-
ited overlap in differential phosphorylation and the presence of a transcription start site posi-
tioned to transcribe pknB alone [52], indicate that PknA and PknB likely act independently
under some conditions. A second priority area, identification of direct in vivo substrates of
PknA and PknB, will further inform the specific functions of each protein. Our differential
phosphorylation data identifying candidate substrates for both kinases (S4 Table) provide a
valuable resource for investigating how PknA and/or PknB-mediated phosphorylation affects
protein function. These insights will be essential for understanding how these kinases contrib-
ute to tuberculosis pathogenesis and how they may be targeted to enhance anti-tuberculosis
therapy.

Materials and methods
Strains, media, reagents, plasmids and primers

M. tuberculosis H37Rv was used as the wild type and as the parental strain for all mutants. E.
coli TOP10 and XL1 blue were used for cloning and were grown in LB broth supplemented
with appropriate antibiotics (25 pg/ml kanamycin or 150 pg/ml hygromycin). M. tuberculosis
H37Rv was grown at 37°C in Middlebrook 7H9 liquid medium (Difco) supplemented with
0.5% albumin, 0.2% glucose, 0.085% NaCl, 0.2% Glycerol and 0.05% Tween 80
(7H9-ADN-Tw). Kanamycin (25 pug/ml) or hygromycin (50 ug/ml) was added to liquid or
agar medium when appropriate. Restriction endonucleases and DNA modifying enzymes
were purchased from New England Biolabs. Pristinamycin 1A (ptc) was purchased from Mol-
can Corporation (Canada). Anti-phosphothreonine antibody and Anti-rabbit IgG HRP-linked
antibody were purchased from Cell Signaling Technology. Analytical grade chemicals and
reagents were purchased from Sigma Aldrich. Details of primers, plasmids and strains are
shown in S1 Table.

Generation of conditional depletion strains in M. tuberculosis

Plasmid pMYT797 was kindly provided by Francesca Forti [25]. The pknB depletion strain
was constructed through introducing pMYT797 into the M. tuberculosis chromosome by a sin-
gle homologous recombination event as previous described [25] (S1A Fig). To generate the
pknA + pknB conditional depletion strain, pMYT797 was digested by Sphl, blunted, and subse-
quently Ncol digested. A 770 bp 5’ region of pknA (+1 to +770bp) was PCR-amplified using
primers JZ-1 and JZ-2. The PCR product was digested by Ncol and Nrul, and ligated into
PMYT?797. The targeting construct thus obtained was electroporated into M. tuberculosis
H37Rv. Candidate single cross-over transformants were obtained by hygromycin selection.
PCR of genomic DNA from candidate strains, using primers annealing to flanking regions of
pknA-pknB, yielded the expected 4kb PCR product, which was confirmed by sequencing. The
Psmyc of pTE-28515-0X was fused to tetR of pTE-10M-0X and cloned into Pacl and Clal sites
of pTC-0X-1L [53]. To obtain the pknA depletion strain from the pknA+pknB depletion strain,
pknB was PCR-amplified using primers JZ-5 and JZ-6 and cloned under control of the
uvI5tetO promoter in pTC-0X-1L-psmyc-tetR (pRH2522) [54] and transformed into the
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pknA+pknB depletion strain. Growth of this strain in the presence of anhydrotetracycline (atc)
induces expression of pknB, resulting in the pknA depletion strain (S1B Fig).

Analysis of inducible gene expression by fluorescence-activated cell sorting
(FACS) assays

To investigate whether the ptc inducible promoter (PIP) system can be titrated at the single
cell level, we used FACS to compare mCherry expression regulated by the NitR-controlled
promoter, to expression regulated by pptr. mCherry was cloned into the pNit vector and
pRH2046, and the resulting plasmids were electroporated into the M. tuberculosis auxotroph
mc2-6206 (H37Rv AleuD ApanCD::hyg) [26, 55]. The transformants were selected by kanamy-
cin for pNit-mCherry and spectinomycin for pPRH2046-mCherry. Individual colonies were
inoculated into 7H9+ADN-+leucine+pantothenate and grown for 3 weeks. The bacteria were
diluted to an optical density at 600nm of 0.2 and ptc was added at 0.576 uM, 0.072 uM,

0.009 uM, 0 uM, or isovaleronitrile was added at 2.5 pM, 0.63 uM, 0.08 uM, 0 uM. Cells were
harvested after inducing 48 h, resuspended in PBS and filtered through a 35-um cell strainer
(Cat# 352235, BD Falcon). Single cell fluorescence was determined using a MACSQUANT-
VYB flow cytometer (Miltenyi Biotec, Bergisch Gladbach, Germany). Analyses were carried
out using FlowJo Software.

Assessing gene essentiality for replication and viability

To characterize the growth of the depletion mutants, the strains were grown to logarithmic
phase (ODgqp 0.8-1.0) in the presence of ptc. Cells were collected, washed, and then diluted to
ODggo of 0.03-0.05 in 7H9-ADN-Tw with or without ptc. Two-fold dilutions of ptc were
added from 1 pg/ml to 0.0039 pg/ml, cultures were incubated at 37°C with shaking and the
ODgqp was recorded daily. Wild type H37Rv was cultured in parallel. Experiments were per-
formed in triplicate, and the average ODgq values were plotted as a function of time. Cultures
were also grown with and without ptc induction, washed and then plated at serial time points
on Middlebrook 7H9 agar with ptc induction to assess for viability of each depletion strain
over time (S1C Fig).

RNA and total protein extraction

For analysis of pknA and pknB expression in the depletion mutants, strains were grown with
different ptc concentrations as described above. Samples from M. tuberculosis cultures were
taken at day 4 and day 6 for isolation of RNA and total protein. Cells were harvested and
treated as previously described [56]. RNA was extracted, purified and treated with Dnase I and
Turbo DNAse (Thermo Fisher). Quantity and quality of RNA was determined using a Nano-
drop instrument (Thermo Fisher). Proteins were extracted and solubilized in 9.5 M urea/2%
CHAPS, pH 9.1.

RT-qPCR

Reverse transcription (RT) and quantitative PCR of cDNA (RT-qPCR) were performed on
equal amounts of total RNA for each condition, using the Quanta Biosciences qScript cDNA
synthesis kit and the PerfeCTa-SYBR green Supermix, respectively as previously described
[56]. Data were analyzed using the AACT method with M. tuberculosis sigA as the reference
gene [57]. Biological duplicate samples were analyzed for each target sequence.
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Western blotting

For western blotting, 10 pg of total protein for each condition was resolved by SDS-PAGE fol-
lowed by transfer to a PVDF membrane, which was probed with primary rabbit polyclonal
antibodies against PknA (1:3,000) or mouse monoclonal antibody against PknB (1:3000) [18]
followed by HRP-linked anti-rabbit secondary antibody (1:10 000) (Cell Signaling Technol-
ogy). The blot was incubated with LumiGLO chemiluminescent substrate (Cell Signaling
Technology) and detected using a Kodak Image Station (Carestream Health).

Acid-fast staining

Strains were grown in 7H9-ADN-Tw medium, pelleted and fixed in 4% paraformaldehyde in
PBS for 2 h. Fixed cells were pelleted, washed and resuspended in PBS. 10 pl of cell suspension
were spread onto a glass slide. The slides were heated, stained with the TB Carbolfuchsin KF
kit (Becton Dickinson) following the manufacturer’s instructions. Slides were rinsed with dis-
tilled water, dried, and 10 pl of Cytoseal 60 was placed on top of the sample and covered with a
coverslip. A Nikon Eclipse 551 microscope was used to observe acid fast stained cells.

Microscopy

For examination of cell morphology, cells were grown, harvested, fixed and resuspended in
PBS as described above. 10 pl of the cell suspension was spotted on a 1% agarose coated glass
slide to immobilize the cells. A coverslip was placed on the slide and cell morphology was visu-
alized using a Nikon Eclipse TE2000-E inverted microscope fitted with a 100x Plan Achro-
matic phase contrast oil-immersion objective. Photographs were collected with a Hamamatsu
ORCA-AG CCD camera, using IPLab imaging software. Measurement of cell length was per-
formed using Image] software. Cell length in wild type, pknA depletion, pknB depletion and
pknA+pknB depletion strains, with and without ptc induction, were compared using an
unpaired t-test, using GraphPad Prism Software.

Microplate Alamar Blue assay (MABA) for antibiotic susceptibility testing

M. tuberculosis pknA, pknB, pknA+pknB depletion strains were grown with ptc induction at
37°Cin 7H9-ADC-Tw to ODgyg ~0.8. The cells were pelleted, washed twice with
7H9-ADC-Tw and diluted to a calculated ODgy, 0.001 in7H9-ADC-Tw. Each strain was
placed in a 96-well clear bottom plate with 2-fold dilutions of ptc across the columns and
2-fold dilutions of antibiotic across the rows. Dilutions were made in 7H9-ADC-Tw and all
wells contained 10 pg/ml clavulanic acid. Plates were incubated for 7-8 days and inhibitory
concentrations of antibiotics were determined as previously described, based on color change
following overnight incubation after addition of Alamar Blue, with pink indicating growth and
blue indicating absence of growth. The lowest antibiotic concentration that results in absence
of growth (blue well) correlates with minimal inhibitory concentrations obtained using tradi-
tional methods [58]. For the kinase depletion strains, we defined the lowest inhibitory concen-
tration as the lowest antibiotic concentration that inhibited growth at the lowest ptc
concentration that resulted in full growth in the absence of antibiotic. Biological duplicates
were performed for each experiment.

Protein sample preparation, mass spectrometry and phosphopeptide
identification

Samples for phosphoproteomics were obtained from 3 independent experiments, in each of
which 3 separate cultures with kinase depletion and 3 separate cultures without kinase
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depletion were grown and processed for phosphoproteomics as described below, resulting in 9
kinase-induced and 9 kinase depleted samples per strain that were treated as independent sam-
ples for calculation of differential abundance and P values. Protein samples were prepared as
previously described [6, 59]. One mg protein samples were reduced with DTT and transferred
into a 30 kDa MWCO ultrafiltration filter (Microcon-30 Centrifugal Filters, Millipore) for fil-
ter-aided sample processing [59], followed by washing with ABC solution (8 M Urea in 50
mM ammonium bicarbonate) and alkylated with 0.05 M iodoacetamide solution (IAA, TCI
America). Trypsin digestion was carried out using a 1:50 enzyme to protein ratio with
sequencing grade modified trypsin (Promega) by incubating at 37°C for 18 hours. The samples
were desalted on an Oasis HLB column (1cc, Waters). The desalted samples were eluted with
gradient acetonitrile: 500ul 30% ACN in 0.1% FA, then 300ul 50% ACN in 0.1% FA, at last
300ul 70% ACN in 0.1% FA. Samples were ready for phosphopeptide enrichment after evapo-
rating to dryness overnight (Vacufuge plus, Eppendorf).

Phosphopeptide enrichment was performed using a FeCl;-charged ProPAC IMAC-10 col-
umn (Thermo Scientific) as described previously [6]. Phosphopeptide-enriched fractions were
desalted using a 1 cc Oasis HLB cartridge (Waters Corp.). Samples were analyzed on a nano-
flow ultrahigh-performance liquid chromatography (UPLC) system (400 Series, Eksigent/
Sciex) hyphenated with a quadrupole-Orbitrap mass spectrometer (Q Exactive; Thermo Scien-
tific). The Q Exactive mass spectrometer was run in positive-ion mode. Full scans were carried
out at a resolution of 70k with an automatic gain control (AGC) target of 3 x 10° ions and a
maximum injection time of 120 ms, using a scan range of 375 to 1400 m/z. For tandem MS
(MS/MS) data acquisition, a normalized collision energy value of 27 was used. Scans were car-
ried out at a resolution of 17.5 K with an AGC target of 5 x 10* ions and a maximum injection
time of 100 ms. The isolation window was set to 1.6 m/z. An underfill ratio of 2.0% was set and
a dynamic exclusion value of 25.0 s applied.

The mass spectrometry proteomics data have been deposited to the ProteomeXchange
Consortium via the PRIDE partner repository with the dataset identifier PXD015197. RAW
files generated using XCalibur software (version 2.2; Thermo Scientific), were analyzed using
MaxQuant (version 1.5.6.5) for identification and quantification of phosphopeptides [60].
Phosphorylation (STY) and oxidation (M) were used as variable modifications and carbamido-
methylation as a fixed modification. The “match between run” and “label-free quantification
(LFQ)” options were enabled. Search was delimited to the M. tuberculosis H37RV version 2
protein sequence database, downloaded from PATRIC [61]. Finally, the evidence file was used
to extract the identified peptides. Using the modified sequence column, the average intensity
of each modified peptide was calculated.

Differential abundance testing of phosphopeptides between M. tuberculosis
strains

Differential abundance testing of induced versus uninduced kinase expression was done for
each strain using the metagenomeSeq package in R [62]. Within each strain, only phosphopep-
tides with non-zero in intensities in 8 or more out of 18 samples (17 samples for pknA deple-
tion because one sample was excluded at the data analysis stage because of poor data quality)
were considered for abundance testing. When the same peptide sequence with the same phos-
phorylation site was detected but differed in either charge state, acetylation, or oxidation, we
picked a representative peptide with the highest mean intensity (after median normalizing by
sample) across all samples; this representative peptide is shown in the “cleanseq” column in
the supplemental tables. The original intensities were then median normalized by sample
using only phosphopeptides that met these criteria. For each phosphopeptide, log, fold-change
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(log,FC) values for the depletion versus control samples were then calculated by metagenome-
Seq, controlling for batch effects. The Pearson correlations of log, fold-change values between
strains were computed using phosphopeptides with log, fold-change values estimated in both

strains.

pLogo generation

For each of the kinase-depleted data sets, significantly increased or decreased Ser- and Thr-
containing phosphopeptides were mapped onto the UniProt M. tuberculosis proteome and
extended with adjacent sequence information where necessary. This generated aligned fore-
ground data sets of 15-mers in which the Ser/Thr phosphorylation sites were always located at
the central (0) position. Duplicate sequences, sequences with phosphorylated residues within 7
residues of a protein terminus, and sequences for which there exist multiple possible mappings
onto the M. tuberculosis proteome were discarded. The aligned background data set of
15-mers was generated by all Ser and Thr residues in the M. tuberculosis proteome with their
+7 flanking residues.

These foreground and background data sets were used as inputs to analyze the phosphory-
lation motifs corresponding to each kinase using the pLogo tool (http://plogo.uconn.edu) [38].
pLogos depict residues proportionally to the log-odds binomial probability of each residue at
each position given the residue frequencies in the background. Overrepresented residues are
drawn above and underrepresented residues are drawn below the x-axis. The most statistically
significant residues are drawn closest to the x-axis, and a red horizontal bar denotes the 0.05
significance level following Bonferroni correction. pLogos centered at Thr and Ser were gener-
ated for each data set, except for the decreased Ser-phosphorylated peptides in the pknA+pknB
depletion strain and the increased Ser-phosphorylated peptides in the pknB depletion strain,
for which there were too few differentially expressed Ser-phosphorylated peptides to analyze.

Total lipid extraction, cell wall-bound mycolic acids (MA) isolation, and
thin-layer chromatography (TLC)

M. tuberculosis wild type and all three depletion mutants were cultured in 7H9+ADN medium
to early exponential phase. Bacteria were then harvested according to published methods [32].
Briefly, pellets were washed three times in 10 ml distilled water and then resuspended in 15 ml
methanol/chloroform (2:1) for 24 hours for sterilization and lipid extraction. The extractable
lipids were separated from the cell pellet by centrifugation. The extraction was repeated with
another 15 mL of methanol/chloroform (1:2) for one hour. The extracts were combined as the
total lipids. The total lipid profiles were analyzed by TLC (Silica Gel 60, Macherey-Nagel)
using a solvent system of chloroform/methanol/water (60/16/2). For the cell wall bound myco-
lic acids, the delipidated cell wall was saponified as previously described [63]. For TLC analysis,
the saponified mycolic acids were methylated to yield mycolic acid methyl esters (MAME:s),
which were developed three times with a solvent system of hexanes /diethyl ether (90/15) and
developed with 8% (v/v) phosphoric acid and 3% (w/v) cupric acetate and charring.

13C labeling of M. tuberculosis mycolic acids and mass spectrometry
analysis

For °C labeling, culture media was supplemented without or with 3 mg/ml of [1, 2-"°C] ace-
tate for 48 hours prior to harvest. Total lipids (for TLC analysis) and cell wall-bound mycolic

acids were isolated from the delipidated cell walls as described above. Mycolic acids were ana-
lyzed by HPLC-ESI-MS (Agilent 6530 Accurate-Mass Q-TOF and 1260 series HPLC system

PLOS Pathogens | https://doi.org/10.1371/journal.ppat.1008452  April 7, 2020 22/30


http://plogo.uconn.edu/
https://doi.org/10.1371/journal.ppat.1008452

PLOS PATHOGENS

PknA and PknB regulate multiple essential M. tuberculosis physiologies

using a normal phase Varian MonoChrom Diol column) [64]. The isocratic HPLC mobile
phase solvents were hexane/isopropyl alcohol (70:30 (v:v)), supplemented with formic acid
0.1% (v:v) and ammonium hydroxide 0.05% (v:v) and samples were run at 0.15 ml/min for 10
min. Collision-induced dissociation mass spectrometry (CID-MS) was carried-out with a colli-
sion energy of 40 V and the isolation width was set to 4 m/z. For the '*C labeled sample, the
precursor ions located in the labeling area 1192 m/z was chosen for the CID-MS.

Supporting information

S1 Table. Primers, vectors and bacterial strains.
(XLSX)

S2 Table. Total and unique phosphoproteins and phosphopeptides. All quantified phospho-
peptides (phosphopeptides present in at least 8 of 18 samples for each strain) and the proteins
that contain these peptides.

(XLSX)

S$3 Table. Significant differential phosphorylation in each strain. Phosphopeptides that have
significantly increased or decreased phosphorylation in each kinase depletion strain.
(XLSX)

$4 Table. Differentially phosphorylated peptides and candidate substrate assignment.
Candidate PknA substrate phosphorylation sites are defined as showing significantly decreased
phosphorylation in the pknA depletion strain and either no significant change or significantly
increased phosphorylation or phosphorylation in the pknB depletion strain. Candidate PknB
substrate phosphorylation sites are defined as showing significantly decreased phosphorylation
in the pknB depletion strain and either no significant change or significantly increased phos-
phorylation or phosphorylation in the pknA depletion strain. Candidate substrate phosphory-
lation sites of both PknA and PknB are defined as showing significantly decreased
phosphorylation in both the pknA depletion strain and the pknB depletion strain.

(XLSX)

S1 Fig. Strain construction and expression of pknA and pknB in the pknA, pknA+ pknB,
and pknB depletion strains. S1A) Schematic representation of the kinase depletion mutant
construction. The pknA+pknB depletion strain was obtained by single crossover homologous
recombination of the amino-terminal region of pknA under control of the pristinamycin
(ptc)-inducible pptr promoter into the chromosomal copy of pknA [25]. The position of pknB
immediately 3’ of pknA, places both pknA and pknB under control of pptR. To obtain a pknA
only depletion strain, pknB under the control of a TetR-regulated promoter [53] was integrated
at separate site (mycobacteriophage L5 attB site [65]) in the pknA+pknB depletion strain, so
that pknB expression can be induced with atc. Recombination of the 5’ region of pknB under
control of the pptR promoter into the chromosomal copy of pknB was used to create a strain
in which pknB alone can be depleted. S1B) A tetracycline repressor (TetR)-regulated copy of
pknB was introduced into the pknA-+pknB conditional depletion strain. In the absence of ptc
or atc induction both pknA and pknB are depleted, whereas induction with ptc induces expres-
sion of both genes. When atc is added in the absence of ptc, only pknA is depleted. S1C) Wild
type, pknA+pknB depletion, pknB depletion and pknA depletion strains were grown in broth
and plated on 7H9 agar with or without ptc and atc as indicated and incubated for 3 weeks,
demonstrating the absence of growth when pknA alone, pknB alone or both pknA and pknB
are depleted.

(TIF)
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S2 Fig. Viability over time of wild type and kinase depletion strains. Each strain was grown
in Middlebrook 7H9-ADN-Tw broth to ODg = 0.6, diluted back to ODgq = 0.02, followed
by growth in medium with and without ptc or atc as indicated. Serial dilutions were plated at
days 4, 8 and 12 colonies were counted after 3 weeks incubation. Day 0 counts were not avail-
able for this experiment, but the available data show decreased CFU from days 4 to 12 for each
depletion strain.

(TIF)

S3 Fig. Analysis of total and newly synthesized fatty accids in wild type and kinase deple-
tion strains. S3A) Thin layer chromatography of saponified cell wall mycolic acids of M.
tuberculosis from wild type and kinase depletion strains. M. tuberculosis (wild type), pknA,
pknB, pknA+B depletion strains were grown with 0.25 pg/ml pristinamycin at 37°C in 7H9
+AND+tw until they reached an ODy of 0.8. The cells were spun down, washed with PBS-Tx
(PBS plus 0.05% tyloxapol), and diluted to an ODggg of 0.1, and then grown +/-0.25 pg/ml pris-
tinamycin in 7H9+AND without tween-80. At each time point, cells were pelleted and washed
with PBS. Biological duplicate samples for TLC were harvested at serial time points by resus-
pending the bacteria into 15 mL 1:2 (V:V) chloroform:methanol to sterilize samples and
extract lipids. Total mycolates were isolated by saponification as previously described [32],
dried down under nitrogen and analyzed by TLC (Silica Gel 60, Macherey-Nagel) using 3
developments with 90:15 (v/v) hexane: diethyl ether and developed with 8% (v/v) phosphoric
acid and 3% (w/v) cupric acetate and charring. S3B) Detection of newly synthesized fatty acids
using °C labeling of wild type and kinase depletion strains. HPLC-MS negative ion mode
analysis of the free fatty acid (m/z 395.39) was performed on total lipid extracts from the wild
type and kinase depletion strains to measure '>C incorporation from [1,2-">C] acetate uptake.
The °C labeling gave additional peaks from m/z 400 to 415 for all strains. The total lipid
extracts used here were also used in experiments shown in Fig 5E and 5F [64].

(TIF)

$4 Fig. Potentiation of cefotaxime and meropenem in the pknA depletion strain with pknB
expression induced by two different atc concentrations. Inhibitory concentrations of cefo-
taxime and meropenem in wild type and in the pknA depletion strain were determined using
the MABA assay as described in the Materials and Methods section. Experiments were per-
formed with pknB expression induced by either 10 or 20 ng/ml of atc. S4A) Representative
images of wild type and pknA depletion strains tested for meropenem susceptibility. The - and
+ signs above the columns at the left side of each image indicate negative control (medium)
and positive control (growth in the absence of antibiotic), respectively. The numbers in red
indicate the ptc concentration in ug/ml in each row or column. The yellow circle in the posi-
tive control column in the lower panels indicates the well with the lowest ptc concentration
that allowed growth in the absence of antibiotics (0.008 pg/ml ptc). The yellow circle in the
0.008 pg/ml column on the right side of the lower images indicates the lowest meropenem con-
centration that inhibited growth at this ptc concentration. $4B) Summary table of results for
wild type and pknA depletion strains with cefotaxime and meropenem. The lowest inhibitory
concentration in the pknA depletion strain is the same when 10 or 20 ng/ml of atc is used and
is shown as < 0.25 ug/ml because this was the lowest concentration of antibiotics included in
these experiments. Biological duplicate experiments were performed for all strains.

(TIF)

S5 Fig. Acid-fast staining of the pknA depletion strain with pknB expression induced by
two different atc concentrations. Acid-fast staining was performed as described in the mate-
rials and methods section on wild type and pknA depletion strains grown in Middlebrook 7H9
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medium. The pknA depletion strain was grown in the presence of ptc to induce expression of
both pknA and pknB, or in the presence of 10 ng/ml or 20 ng/ml atc to induce the expression
of pknB but not pknA. The wild type and ptc-induced pknA depletion strain show acid fast
staining of most cells (bright pink), while most cells the pknA depletion strain grown in the
presence of 10 or 20 ng/ml of atc are not acid-fast and stain blue with the counterstain.

(TIF)

S6 Fig. Growth curves of M. tuberculosis (wild type), pknAB depletion, pknB depletion
mutant, pknA depletion mutant used for phosphoproteomic analyses. The cells were grown
with 0.25 pg/ml pristinamycin until they reached an ODgg of 0.8. The cells were spun down,
washed with PBS-Tx (PBS plus 0.05% tyloxapol), and diluted to an ODggq of 0.1, and then
grown +/- 0.25 pg/ml pristinamycin in 7H9+AND, plus induction of pknB by 20ng/ml atc for
pknA depletion. ODgj, measurements were performed every 24h. Note the slower onset of
growth arrest for the pknB depletion strain in these cultures with a 10-fold higher inoculum
compared to Fig 3. Data are the average of three biological replicates and error bars represent
+/-18D.

(TIF)

S7 Fig. Comparison of differential abundance of phosphopeptides from the three deple-
tion strains. S7A. Venn diagram of the significantly decreased unique phosphopeptides iden-
tified in each strain. S7B. Venn diagram of the significantly increased unique phosphopeptides
identified in each strain. S7C-E. Pearson correlation analysis of Log,FC of phosphopeptides in
kinase-depleted relative to kinase replete bacteria from each of the three depletion strains.
Each dot represents a phosphopeptide that was quantified in both of the strains being com-
pared S7C. pknA Log,FC vs. pknB Log,FC, S7D. pknB Log,FC vs. pknAB Log,FC, S7E. pknA
Log,FC vs. pknAB Log,FC.

(TIF)

S8 Fig. Venn diagrams of overlap between phosphoproteins from the current and prior
studies. S8A) Overlap of the decreased phosphoproteins identified in pknB depletion data
from this study (N = 43, red) compared to phosphoproteins with decreased phosphorylation
identified in pknB depletion data from Turapov et al (N = 13, blue) [24]. S8B) Overlap of the
decreased phosphoproteins identified in the pknA+pknB depletion data from this study

(N = 60, red) compared to decreased phosphoproteins identified in response to treatment with
a small molecule chemical inhibitor of both PknA and PknB (Carette, N = 48, blue) [6]. S8C)
Overlap of the decreased phosphoproteins identified in this study in pknA depletion (N = 171,
red), pknB depletion (green, n = 43), and pknA+pknB depletion (yellow, n = 60) strains com-
pared to proteins showing decreased phosphorylation in response to small molecule inhibition
of PknA and PknB in Carette, et al (N = 48, blue). S8D) Overlap of all quantified phosphopro-
teins in this study (N = 712, blue) compared to two prior phosphoproteomic studies from this
laboratory, Carette 2018 (all quantified phosphoproteins, N = 417, red), and a study that iden-
tified phosphorylation sites in M. tuberculosis proteins at different growth stages and following
exposure to stresses (Prisic 2010, N = 301, green) [6, 7].

(TIF)

S9 Fig. S9A, pLogos showing relative statistical significance of amino acids at positions adja-
cent to the phosphoacceptor Ser in phosphopeptides that were significantly decreased in the
pknA or pknB depletion strains. S9B, pLogos showing relative statistical significance of amino
acids at positions adjacent to the phosphoacceptor Thr in phosphopeptides that were signifi-
cantly increased in each kinase depletion strain. S9C, pLogos showing relative statistical signif-
icance of amino acids at positions adjacent to the phosphoacceptor Ser in phosphopeptides
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that were significantly increased in pknA or pknA+pknB kinase depletion strain (there were
too few increased Ser-phosphorylated peptides in the pknB-depletion strain to analyze). The
red horizontal line indicates P = 0.05 after Bonferroni correction.

(TIF)
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