Supplementary figures

Supplementary Figure 1. Monocyte purity of different isolation steps. The proportion of T-cells was
determined in whole blood, the PBMC fraction after Ficoll density gradient, the purified monocyte
fraction after Percoll density gradient and after 1 hour adherence and washing of the purified Percoll
isolated monocytes. T-cell contamination is approximately 5% after adherence and washing.
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Supplementary Figure 2. Increased pro-inflammatory cytokine production is dependent on
both training and resting time. (A) IL-6 production after re-stimulation in pg/ml; cells were
trained for 2h, 4h or 24h with Bglucan (upper panel), BCG (middle panel) or oxLDL (lower
panel), and rested for 24h, 3d or 6d. (B) TNFa production after re-stimulation in pg/ml; cells
were trained for 2h, 4h or 24h with Bglucan (upper panel), BCG (middle panel) or oxLDL
(lower panel), and rested for 24h, 3d or 6d (n=6, * p<0.05, ** p<0.01, *** P<0.001).
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Supplementary Figure 3. Training induces changes in cell morphology. (A) Cell morphology
of cells from 2hr-T; 24hr-R trained with RPMI (negative control) Bglucan, BCG or oxLDL.
Pictures were taken before re-stimulation (20x). (B) Cell morphology of cells from 2hr-T; 3d-
R (C) Cell morphology of cells from 2hr-T; 6d-R (D) Cell morphology of cells from 4hr-T;
24hr-R (E) Cell morphology of cells from 4hr-T; 3d-R (F) Cell morphology of cells from 4hr-T;
6d-R (G) Cell morphology of cells from 24hr-T; 24hr-R (H) Cell morphology of cells from

24hr-T; 3d-R
RPMI B-glucan oxLDL

2hr-T;
24hr-R

2hr-T;
3d-R

2hr-T;
6d-R

4hr-T;
24h-R

4hr-T;
3d-R

4hr-T;

24hr-T;
24h-R

24hr-T;
3d-R




Supplementary figure 4. Anti-inflammatory cytokine production is increased in trained
monocytes. (A) Production of the anti-inflammatory cytokine IL-10. (B). Production of the
anti-inflammatory cytokine IL-1Ra increases upon training, not only after restimulation, but
also on baseline. Cells were trained for 2h, 4h or 24h with Bglucan (upper panel), BCG
(middle panel) or oxLDL (lower panel), and rested for 24h, 3d or 6d (n=6,*=p0,06 * p<0.05, **
p<0.01, *** P<0.001).

B-glucan training B-glucan training

' B
150 24h rest [ 3d rest H 6d rest 25000
1
1
: b 20000
1 ]
° ' ' 4
- [ N . 15000
= 1 H =
E ! 1 £ 10000
1
2 ' ' 2
i 5000
)
J::I s PC A s P F‘MLPS E:WM LPS PIC RAM LPS PXC
RPMILPE P3C RPMILPS P3C REMILFEPIC RFMILPEPIC RFMILPEPIC RFMILFS P3C RPMILES P32 RPMILPS P3C RPMILFS F3C 2h 4h 24h 1 2h 4h 2h 20 4h 24h
24h rest ' 3d | 6d rest
2h 4h 24h 2h 4h 24h 2h 4h 24h rest :
BCG training BCG training
8000
o 6000 ;
e 4 1
; = . 1 . .
= = ' ' ' '
= = 4000 1 1 . .
E £ ' ) H \
2 2 H H : :
2 2000 ' ' H H
1 H ' |
H 1 : |
' 1 : |
g g Y g 0 i g g
REMILPS PIC RPIMILES P3G REMILPSPIC REMILPSPIC REMILPSFIC REMILPS £3C RPMILES £3C REMILPS PIC REMILES P3C FAM LPS FOC M LPS FC RAM LS FICIRAM LPS POC RPMI LPS FOC RPM LPS PO RAM LPS ROC RPM LPS FOC RAPERC
2h 4h 24h 1 2h 4h 24h 1 2h 4h 24h
2h 4h 24h 2h 4h 24h 2h 4h 24h 24h rest H 3d rest H 6d rest
oxLDL training oxLDL training
15000
e & 10000
p ~
= ]
E E
2 2 5000

RAM LPS PIC M LPS PIC RAM LPS PICIRAM LPS FIC RFMI LPS FIC REM LPS POC) RFMI LPS FC RAM LPS PIC RAPSFC
REMILPS PIC RPMILES P3C REMILPSFIC REMILPSPIC RPMILPSPIC REMILPS F3C RPMILES FIC RPMILPS PIC REMILPS PIC ' i 2h ah

2h 4h 24h 1 2h 4h 24h
2h 4h 24h 2h 4h 24h 2h 4h 24h 24h rest ' 3d rest H 6d rest



Supplementary Figure 5. Morphological changes after 24hr training and 6 days resting

persist after 24h of restimulation. Cell morphology of cells trained with either RPMI, B-glucan,

BCG or oxLDL and restimulated with RPMI, LPS or Pam3Cys.
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