Supplemental Figure legends
Figure S1: Additional immunofluorescent images of AnkA truncation mutants at 24 h post-transfection in HEK293T. Nuclei were counterstained with Hoechst 33342. The left side shows the grayscale images of YFP-expressing AnkA or truncated mutants as indicated; the central column shows the grayscale images of the same frames stained with Hoescht 33342 for nuclear staining; the right panels show the colorized merge of the left and central columns; green depicts YFP-AnkA and AnkA truncation mutants; blue depicts Hoescht 33342 stained nuclei.
Figure S2: The 13th amino acid residues of the first 3 ANK repeats in AnkA are conserved hydrophobic positions.  31 distinct AnkA sequences from A. phagocytophilum in humans, animals, or ticks globally were aligned by CLUSTALX and the ANK repeats were identified by comparison with ELM predictions.  Hydrophobic residues at the 13th positions of consecutive ANK repeats form nuclear localization signals for many eukaryotic ANK repeat containing proteins. Each segment depicts an aligned ANK region labeled above and the vertical lines show the 13th residue in each. Red lines depict conserved hydrophobic residues in ANK repeats at the 13th residue where found (*); black lines depict non-hydrophobic residues.
Figure S3: Expression of recombinant truncated AnkA proteins. Truncated AnkA genes were cloned into the pT7-FLAG-MAT-Tag-2 vector (Sigma-Aldrich), overexpressed in E. coli and purified with a HisTrap HP column (GE Healthcare). Protein immunoblot analysis with anti-AnkA mab and anti-FLAG primary antibody confirmed expression of AnkA and truncated AnkA proteins. The AnkA mab used was prepared by immunization with a fragment similar to AnkA-ΔC and therefore does not react with that truncation mutant and reacts poorly with AnkA-ΔNLS indicating that the reactive epitope is likely toward the C-terminus of AnkA. Predicted molecular sizes for each were: AnkA-ΔN 80 kDa; AnkA-ΔC 71 kDa; AnkA-ΔN2 60 kDa; AnkA-ΔNLS 114 kDa. The FLAG epitope adds approximately 1 kDa to each.
Figure S4: An AT hook-like sequence is present on the carboxy-terminus of AnkA that is similar to AT hooks in other Alphaproteobacteria. AnkA-ΔNLS has impaired CYBB promoter binding. The amino acid logos show the similarity between the consensus AT hook sequences in 48 known Alphaproteobacteria species and 93 A. phagocytophilum AnkA carboxy-terminal sequences, especially at the critical RGR motif.
[bookmark: _GoBack]Figure S5: rAnkA lacks HDAC activity. rAnkA was tested for HDAC activity which was compared to a negative control and positive HeLa cellular extract (n=3). AnkA does not have significant HDAC activity, P = 0.084 (Student’s t-test, α=0.05). Data are represented as mean ± SEM.
