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Figure S1. A representative standard curve of ELISA over the range 50 – 1000 ng/ml, for 7 

quantification of free 8E3 concentrations in mouse plasma. The curve was fitted with a 8 

quadratic equation with coefficient of determination (R2) of 0.995. n = 3. The data are 9 

presented as mean ± standard deviation.  10 
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Figure S2. Stability of 8E3 exposed to A. baumannii. (A) 8E3 (100 µg/ml) was incubated 15 

with 1 × 107 CFU of A. baumannii in 1 ml of LB medium at 37oC. A. baumannii strains of 16 

different capsule types were used in the assay, including K1 (strain AB307-0294), K2 17 

(strains AB899 and HUMC6), K4 (strain HUMC1), K11 (strain AB985), and K16 (strain 18 

AB955). Remaining 8E3 concentrations were measured at 1, 2, 3, and 6 hours using the 19 

developed ELISA. 8E3 concentrations were below LLOQ (5 µg/ml in undiluted LB medium) 20 

when incubated with K2 strains AB899 and HUMC6 at all examined time points. (B) 21 

Antibody concentrations did not change significantly in all tested A. baumannii cultures 22 

when a mIgG3 isotype control (50 µg/ml) was used in the assay. (C) 100 µg/ml of 8E3 23 

were incubated with 1 ml of sterile filtered mid-logarithmic A. baumannii culture 24 

supernatants at 37oC. Substantial reductions of 8E3 concentrations were detected in 25 
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bacterial supernatants of K2 strains AB899 and HUMC6 using ELISA. (D) Western blot 26 

analysis of 8E3-bacterial supernatant samples collected at 3 hours. The supernatant 27 

samples were heated in boiled water for 5 min prior to electrophoresis. Intact 8E3 antibody 28 

or fragments were detected by anti-mouse IgG (H+L) horseradish peroxidase conjugates 29 

and were visualized using enhanced chemiluminescence substrates. Lanes 1 – 10 are 30 

ladder, 8E3 in LB medium (non-reduced sample), 8E3 in LB medium (reduced by β-31 

mercaptoethanol), AB899 (K2) supernatant, 8E3 in AB307-0294 (K1) supernatant, 8E3 32 

in AB899 (K2) supernatant, 8E3 in HUMC6 (K2) supernatant, 8E3 in HUMC1 (K4) 33 

supernatant, 8E3 in AB985 (K11) supernatant, and 8E3 in AB955 (K16) supernatant, 34 

respectively. (E) Sodium dodecyl sulfate – polyacrylamide gel electrophoresis (SDS-35 

PAGE) analysis of fresh purified 8E3. Lanes 1 and 2 are ladder and 8E3. Dash line 36 

represents the LLOQ of ELISA. n = 3 – 4, * p < 0.05; ** p < 0.01; **** p < 0.0001 (two way 37 

ANOVA followed by Dunnett’s multiple comparisons). The data are presented as mean ± 38 

standard deviation.  39 
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Figure S3. Negligible cytotoxicity of NCI-H292 was observed in AB899 41 

adherence/invasion assay (n = 3). AB899 was incubated with anti-K2 capsule mAb 8E3 42 

at concentrations range from 13.3 to 333 nM for 60 minutes. The opsonized bacteria (5 × 43 

106 CFU) were allowed to react with 5 × 105 NCI-H292 cells in a 24-well plate for 60 44 

minutes at 37oC. Cell supernatants were then harvested for lactate dehydrogenase (LDH) 45 

cytotoxicity assay. % cytotoxicity = 100 × (sample value – NCI-H292 spontaneous release 46 

– bacterial spontaneous release) / (NCI-H292 maximum release – NCI-H292 47 

spontaneous release).  48 
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Figure S4. Formation of high order antibody-bacteria complexes. AB899 (1 × 106 CFU) 53 

were incubated with mAb 8E3 at concentrations range from 13.3 to 667 nM for 60 minutes 54 

at room temperature. (A) Formation of complexes was detected by goat anti-mouse IgG 55 
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(H+L)-FITC conjugates and was assessed using flow cytometry. High order antibody-56 

bacteria complexes were defined as the particles with sizes ≥ 2 × mean size of a 57 

bacterium (obtained from PBS control group), and the particle size was determined by 58 

forward scattering (FSC). Values shown in panels Q2 and Q3 represent percentages of 59 

formed high order antibody-bacteria complexes in the sample, and the values in panels 60 

Q1 and Q4 are percentages of simple antibody-bacterium complexes (i.e., a bacterium + 61 

at least one molecule of 8E3) in the sample. PBS was used to determine the average size 62 

of a bacterium, and a mIgG3 isotype control was used to account for nonspecific binding. 63 

SSC-A, side scattering area; FSC-A, forward scattering area. (B) Generated antibody-64 

bacteria complexes were visualized under a microscope. White arrows indicate a single 65 

bacterial cell or simple antibody-bacterium complexes; black arrows indicate high order 66 

antibody-bacteria complexes (i.e., ≥ 2 bacteria + antibodies). Pictures were taken using 67 

a microscope digital camera (MU500, AmScope).   68 
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Table S1. Precision and accuracy of the ELISA for quantification of 8E3 in mouse 69 

plasma.  70 

Actual concentration 
(ng/ml) 

Recovered concentration 
(ng/ml) 

Recovery (%) CV (%) 

Intra-assay Variability 
(n=3) 

   

50 48.0 96.0 14.6 

400 363 90.8 3.10 

800 754 94.3 3.90 

Inter-assay Variability 
(n=3) 

   

50 48.0 96.0 4.17 

400 400 100 11.7 

800 851 106 9.95 
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