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Figure S1. Successful fractionation of A.
baumannii as determined by a marker of the inner
membrane. 10 pug of the A. baumannii cellular
fractions used in Fig. 1C were subjected to
immunoblot using a rabbit antibody generated against
the known A. baumanniiinner membrane protein ZrlA.
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Figure S2. ZnuAis induced in low Zn and ZnuA(H41A) is expressed. (A) Lysates of AznuA pznuA grown in LB
or LB + 30 uM TPEN were run on an SDS-PAGE gel and stained with Imperial Protein Stain. This gel was run in
parallel with Fig. 3A demonstrating loading of 10 ug protein per lane. (B) Lysates of AznuA containing an empty
pWH1266 vector grown in LB + 30 uM TPEN, as well as AznuA pznuA grown in LB or LB + 30 uM TPEN were run
on an SDS-PAGE gel and transferred to a nitrocellulose membrane, then stained with Ponceau S. (C) The
membranes from B were destained, then probed using an a-myc antibody. (D) Single nucleotide substitution of A
for H was made to znuA at position 41 on pWH1266. AznuA cells expressing either pznuA-myc or pznuA(H41A)-

myc were grown in either LB or LB + 30 uM TPEN and 10 pg of cell lysate was added to each lane for
immunoblotting.



E. coli —~—————-———- VVASLKPVGFIASAIADGVTETEVLLPDGASE DYSLRPSDVKRLONADL

S. typhi —————---—- VVASLKPLGFIASATIADGVTDTQVLLPDGASE DYSLRPSDVKRLQGADL

Y. pestis ——-——- SAAVVTSIRPLGFIAAATADGVLPTEVLLPDGASP DYALRPSDVQRLRSAEL

P. aeruginosa - ————---—-— VLTS IKPLQQIAAAVQEGVGSPEVLLPPGASP HYALRPSDVRRVGDADL
A. baumannii MSTLGWSQGLVVSTHPIYLIAKEITKGVEEPQLLLQO-GQSG DVQLTPAHRKAINDATL
N.menigitidis —--——-————-—-———-———--- VAKQIGGDRVAVQSLVGANQDS AYHMTSGDIKKIRSAKL

E. coli yVWVGPEMEAFMQKPVSKL PGAKQVTIAQLE DVKPLLMK— === ===——=——=—————————

S. typhi -VWVGPEMEAFMEKSVRNIPDNKQVTIAQLADVKPLLMKGADDDEDEHAHTGADEEKGDVH

Y. pestis VIWVGPEMEAFLSKPLTQVAENKQTIALSQLPSVTPLLMKSDEHDEAEEGESGHHHDHAKDN

P. aeruginosa LYWIGPDMESFLPRVLGSR-SKATVAVQSLPSMKLRHFGEDSHSHEEADHDEHDH D-—~~~
A. baumannii VIWLGKAHEAPLNKLLSNNKKAIALLDSGILSILPQRNTRG-—=——====—=====————-
N.menigitidis VLLNGLGLEAADVQRAVKQSKVPFAEATKGIQALKAEEGGHHHDHDHEGHH-—~ -~~~

E. coli ----SIHGDFNM H LWLSPEIARATAVAIHGKLVELMPQSRAKLDANLKDFEAQLAST--E

S. typhi ----HHHGEYNM H LWLSPEIARATAVAIHEKLVELMPQSRAKLDANLKDFEAQLAAT--D

Y. pestis PTDDHHHGEYNM H IWLSPAIAKQAAIAIHDRLLELTPONKDKLDANLRRFEYQLAQN--E

P. aeruginosa ----HRPGSLDA H LWLSSVNARVIAGKMAADLAQADPANAARYQHNLKVESDRMDAL--D

A. baumannii -—--AALPNTVDT H VWLEPNNAVRIGFFIAALRSQQHPENKAKYWNNANTEFARNMLOA--A
H

N.menigitid is ----HDHGEFDP VWT DPVLMGTYAQNVANALIQADPEGKTYYQORLGNYQOMQLKKLHSD

E. coli TQVGNELAPLKGKGYFVF H DAYGYFEKQFGLTPLGHFTVNPEIQPGAQRLHEIR------
S. typhi KQVGNELAPLKGKGYFVF H DAYGYYEKHYGLTPLGHEFTVNPEIQPGAQRLHE IR---=--

Y. pestis KNIVIMLKPVQGKGYFVE H DAYGYFENHFGLSPLGHFTVNPEIQPGAQRLHQIR----—-
P. aeruginosa ERIKARVAGIAGKPYFVF H EAFDYFEAEYGLKHTGVFSVASEVQPGAQHVAAMR-—-—-—
A. baumannii OQOAYDSSSN---GKPYWSY H DAYQYLERSLNLKFAGALTDDPHVAPTAAQIKYLNDSRPKA
N.menigitid is AQAAFNAVPAAKRKVLTG H DAFSYMGKRYNIEFIAPQGVSSEAEPSAKQV-——--—-——-

Figure S3. ZnuA sequence is conserved among Gram-negative pathogens. znuA sequences from 6
different Gram-negative pathogens were aligned using CLUSTALW. Predicted Zn-binding residues are
highlighted in red, and H41 mutated in Fig. 3B is boxed.
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—-MLFYKNILTLSILAAISI PVFAAENENVEKLETIRIKAHPLEQTS----KDFAVADTVVDQKHLTEGAATIGDALNSEVGIYANQFGAGS SRPVIRG
MAQTTLKPIVLSILLINTPLLAQAHETEQSVDLET VSVVGKSRPRAT SGLLHT STASDKIISGDT LRQKAVNLGDALDGVPGIHASQYGGGASAPVIRG

QODGPRVKVLONSSENVDVSTLSPD H AVTVDPVLAKQVEVIRGPSTLLEGAGTVGGLVNVIDNKIPTQMPENGYEGQVGLRYNTGSDEKLASAGVTVGL
QTGRRIKVLNHHGETGDMADESPD H AIMVDTALSQQVEILRGPVTLLYSSGNVAGLVDVADGKIPEKMPENGVSGELGLRLSSGNLEKLTSGGINIGL

GSQVALRVEGLTRDANNYIAPNYIHEGEKERRVDNTFAQGDSVNVGLSWIYDRGYTGISYSNRRDQYGLPGHSHEYETCSAHLTGR
GKNEFVLHTEGLYRKSGDYAVPRYRN----LKRLPDSHADSQTG SIGLSWVGEKGEIGVAYSDRRDQYGLPAHSHEYDDCHADIIWQKSLINKRYLQLYP

LHCDAHEHDHEEGE EAHAH---EEHEHEHGG-PWIDLKSERYDFKTELNDPFAGFQKLRAQAS YTDYQHDEIEEGAIATRFQNKGYDGRIELVHNPIAD
HLLTEEDIDYDNPGLSCGEFHDDDNAHAHT HSGRPW IDLRNKRYELRAEWKQPFPGFEALRVHLNRNDYRHDEKAGDAVENEFFNNQTQNARIELRHQPIGR

WEGVIGTQLGQQK--—---- LNLTGEEAFMAPT TTKKWS VEALEHKQWKAVHFELSARADQQE IDVDDN SKQD---==-===—-—=———— FDGSAFSYAGAA
LKGSWGVQYLQQKSSALSAISEAVKQPMLLDNKVQHYSFFGVEQANWDNETLE GGVRVEKQKAST QYDKAL IDRENY YNHPLP DLGAHRQTARSFALSG

NWEFAPNYKLSFVASHQERLPLAQELYANGA H FATNTYELGNDQLSKEKSNNVELGLHEDNDKLDYHLHVYHNWEDDY IYAQTLDR---------— YKDF
NWYFT PQHKLSLTASHQERLPSTQELYAHGK H VATNTFEVGNKHLNKERSNNIELALGYEGDRWQYNLALYRNRFGNYIYAQTLNDGRGPKSIEDDSEM

RLVQYTQDKARFYGAEGEIGYQITPMYKISAFGDYVRG-—-——————--— KIDAEG--—--——---- NAPRIPAGRLGTKVDADEGDGESGSAEY YHIFNQDK
KLVRYNQSGADFYGAEGEIYFKPTPRYRIGVSGDY VRGRLKNLPSLPGREDAY GNRPFTAQDDONAPRVPAARLGFHLKASLT DRIDANLDY YRV FAQNK

IAAYETETEGYNMLNLGVAY SGQYGAKTDYRVYLKANNLLDDTVYQHASFLSNIPQVGRNETVGVDESF
LARYETRTPGHHMLNLGANYR-RNTRYGEWNWYVKADNLLNQSVYAHSSFLSDTPQMGRSETGGVNVKE

Figure S4. ZnuD is a conserved outer membrane protein with predicted Zn binding residues. znuD sequence from A. baumannii was aligned
with znuD from N. meningitidis using CLUSTALW. Residues shown to bind Zn in N. meningitidis are highlighted in purple.



