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Figure S1. Successful f ract ionat ion of A.
baumannii as determined by a marker of the inner
membrane. 10 g of the A. baumannii cellular
f ract ions used in Fig. 1C were subjected to
immunoblot using a rabbit antibody generated against
the knownA. baumannii inner membrane protein ZrlA.
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Figure S2. ZnuA is induced in low Zn and ZnuA(H41A) is expressed. (A) Lysates of znuA pznuA grown in LB
or LB + 30 M 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 g protein per lane. (B) Lysates of znuA containing an empty
pWH1266 vector grown in LB + 30 M TPEN, as well as znuA pznuA grown in LB or LB + 30 M 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 -myc antibody. (D) Single nucleotide substitution of A
for H was made to znuA at position 41 on pWH1266. znuA cells expressing either pznuA-myc or pznuA(H41A)-
myc were grown in either LB or LB + 30 M TPEN and 10 g of cell lysate was added to each lane for
immunoblotting.

C
LB

LB
+ TPEN

-myc
37 kDa

25 kDa

empty
vector

A

20 kDa

37 kDa

75 kDa

50 kDa

25 kDa

LB
LB

+ TPEN

37 kDa

25 kDa

LB
LB +
TPEN LB

LB +
TPEN

pznuA pznuA(H41A)

-myc

D

B LB
LB

+ TPEN
empty
vector



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.



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.


