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Ratio of clumped to single-cell M. smegmatis is not altered by low-g centrifugation. Three
mid-log phase M. smegmatis cultures grown in 0.05% Tween80 7H9 with continuous
agitation at 150rpm (3 biological replicates shown in blue, green and red), processed

three ways. Control sample: 101 dilution in 0.1% Tween80 PBS, no physical disruption.
Centrifuge sample: 10ml+5ml 0.1% Tween80 PBS; spun in 15ml centrifuge tubes at 120g
for 8min with no brake. Emulsified sample: 101 dilution in 0.1% Tween80 PBS, 12needle

emulsified. Supernatant used for counts, as per ref 42 main manuscript. All samples heat-
killed and stained with SYBR-gold prior to flow cytometry on BD Accuri-C6, with

thresholding on SSC and FL1. Data are for three technical replicates of each culture. (A)
Qualitatively, the FSC by SSC flow plots were similar for centrifuge method and control,

compared to the needle-emulsified sample where the cell-clump population (P2) was not
evident. (B) The ratio of clumps to single cells (p2:p1) was the same in the control and
centrifuge preparations, but was much lower (and with less variation across replicates)

with emulsification. Apparent cell counts were lower with centrifugation (owing to loss of
cells in pellet) and higher with emulsification (owing to disruption of clumps). Three

independent culture replicates (read, blue, and green; each processed 3 times in each
condition for technical replicates); p-values from repeated measures ANOVA (technical

replicates nested within culture replicates). The BD Accuri C6 software was used to
analyze the acquired data. It gives a snapshot of the sample and allows sorting of the
acquired information. The following 12 parameters can be identified (among others):
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Surface expression of CD38 was determined on cell surface of PBMCs after 24 hours of incubation
with the anti-CD38 antibodies at different concentrations of IgG. Cells were stained with the

appropriate secondary antibody followed by 10,000 events acquisition on the flow cytometer BD-
Accuri. Positive and negative controls were included in each experiment. CD38 expression was

determined by fluorescence intensity on the BD-Accuri. Graphs of the flow cytometry data from 6
individual experiments are shown as: a Representative controls for CD38 fluorescence intensity; b

Mean fluorescence intensity c Concentration-response of CD38 fluorescence intensity in response to
IgG d Ratio of CD38/antibody concentration tested e Effect of anti-CD38 antibodies on GFP-protein-
expressing cells, after 6 hours of incubation (left side) or 24 hours (right side) of incubation in the
presence or absence of IgG. f Mean fluorescence intensity of GFP g Fluorescence intensity of CD38
labelled with anti-CD38 antibodies h Pearson correlation of the intensity of CD38 antigen on PBMCs
and the intensity of CD38 on GFP-expressing cells. The graphs show representative data from one
individual sample from 3 experiments. Intensities were determined in flow cytometry on BD-Accuri.
Graphs show mean±S.D. Pearson's correlation was assessed by Spearman Correlation Coefficient. P
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