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Modeling Immune Evasion and Vaccine
Limitations by Targeted Nasopharyngeal
Bordetella pertussis Inoculation in Mice

Appendix
_LUNG 02072019-9143 LUNG 02072013-9143 LUNG 02072019-9143 o g LUNG 02072018-8131
g g 25 &5 A g
g° 879 a8 =
= » & =8 .
g <gd G leuks b3 ag CD45+
S R o3 &
7 @53 25 > leucocytes
B3 —p | - 2 - | s L~ cy
=le|III\|IIII|III|VIII| M Ty m
0 100 150 200 250 50 100 150 200 250 8,409 o 10* 105 & [] 100 10* 10°
FSC-A  (c1.000) SSC-H (< 1.000) ©TT 625050 Violet-A 8 Alexa Fiuor 700-A
Unstained lung Myeloid cells LUNG 02072019-11
g
LUNG-UNSTAINED LUNG-1199171 S T cells
k1 & /"’d
ze CD11bpos CD11b pos ) -~
3% (73]
it w
™ T Us " s m
] w o W0
9 PE-CyT-A pa O 107wt w0f
2 £ ' APC-A
Neutrophils / Neutrophils

UNG-1198171 Non T cells .
=3 NK cells LUNG 02072019-91%
- < 3 & 29
b S 4 § =~
= by g -E
S s ] &% !
s 2 3 &% & B cells
g - § = 583 g el
< < 9 ad e
3 L R
g 2 B E ﬁ Gt o
il L e L o M
= L"'lor g 0 et e e 0 00 w0 w0
APC-A APC-A d PE-Cy7-A

Appendix Figure 1. Gating strategy used to identify T cells, B cells, natural killer (NK) cells, and
neutrophils in the lungs and nasal washes of Bordetella pertussis-infected mice. Leukocytes were gated
based on forward scatter (FSC) and side scatter (SSC). Singlet cells were selected among the
leukocytes; dead cells were removed based on Zombie-Aqua dye—positive cells. Total lymphoid cells
(CD45+ cells) and total myeloid cells based on CD11b+ were gated among the viable cells of both the
lungs and nasal washes. Neutrophils were gated among the CD11b+/CD115—-/Ly6G"9" cells. T cells were
gated among the CD45+/CD3+ cells and B cells were gated among the CD45+/B220+ cells. NK cells
were selected among CD45+/CD3—/NK1.1+, as indicated. Antibodies used for flow cytometry were
Biolegend products (Thermo Fischer Scientific https://www.thermofisher.com). APC, allophycocyanin;
APC-A, APC-Alexa Fluor Leuk, leuokocyte; PE, phycoerythrin; PE-A, PE-Alexa Fluor; pos, positive; +,
positive.
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Appendix Figure 2. Bordetella pertussis colonization in nasal cavities of mice with after pretreatment with
gentamicin. C57BL/6 mice (n = 4) were intranasally pretreated 3 times with 45 ug gentamicin in 10 pL of
phosphate-buffered saline (PBS) before being inoculated with a low dose (500 CFU) of B. pertussis
resuspended in a low volume (5 uL) of PBS. Colonization of nasal cavities was assessed by isolating the
dorsal bones and internasal septum of the nasal cavities and homogenizing the tissue (3 days post
inoculation). Bacterial CFUs were enumerated by growing serial dilutions of the homogenates on Bordet-
Gengou agar supplemented with 10% sheep blood and 20 pg/mL streptomycin at 37°C. Dashed line

indicates the limit of detection. Inoc., inoculation.
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Appendix Figure 3. Colonization profile of Bordetella pertussis 536 in the respiratory tracts of C57BL/6J
and BALB/CJ mice 7 days post inoculation. Graphs compare the number of CFUs of B. pertussis
recovered on days 3 and 7 from the respiratory tracts (hasal cavities, trachea, and lungs) of C57BL/6J
(black columns) and BALB/CJ (gray columns) mice intranasally inoculated with 500 CFU of B. pertussis in
5 L of phosphate-buffered saline. No statistically significant differences were observed. Error bars
indicate SD of the mean of 4 mice per group. Dashed lines represent the limit of detection. nd, no bacteria

recovered from C57BL/6J mouse lungs on day 7.
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