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Supplemental Digital Content 4, Figure 1: Cell proliferation in mesenchymal stem cells treated with local anesthetics
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Fold-increase in cell number over a time period of 72 hrs in MSCs treated with increasing concentrations (10, 100, and 500 M) of the local anesthetics lidocaine (Panel A), bupivacaine (Panel B), and ropivacaine (Panel C).  Bupivacaine 500 M was toxic to the cells, resulting in cell death after 48 hrs. A dose-dependent increase in lactate dehydrogenase (LDH) release was measured in cells treated with local anesthetics for 24 hrs (Panel D; ANOVA p-values are 0.04 (lidocaine), 0.001 (bupivacaine), and <0.001 (ropivacaine)).  CTL = control without treatment. Data are mean (SD); n=5 to 8.

*significantly different from 24 hrs; # significantly different from both 24 hrs and 48 hrs.
Supplemental Digital Content 4, Figure 2: Colony forming assays
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Panel A-D: representative plates for lidocaine (LIDO), bupivacaine (BUPI), and ropivacaine (ROPI) at increasing concentrations (10, 100, 250 M).  Panel E: concentration-dependent loss of colonies (ANOVA p-value (LIDO)=0.006; Kruskal-Wallis p-value (BUPI)<0.011; ANOVA p-value (ROPI)<0.001).  CTL = control without treatment, LA = local anesthetic.  *significantly different from CTL/10 M.  Data are mean (SD); n=5 to 8.
Supplemental Digital Content 4, Figure 3: Apoptosis markers mesenchymal stem cells treated with local anesthetics
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AnnexinV (early apoptotic) and annexinV/propidium iodide (late apoptotic) positive mesenchymal stem cells after exposure to increasing concentrations (100, 250 M) of local anesthetics for 24 hrs (ANOVA p-value (early apoptotic)<0.001 for all local anesthetics; ANOVA p-value (late apoptotic; bupivacaine)=0.011; n=4).  CTL = control without treatment
*significantly different from CTL; +significantly different from 100 M.  Data are mean (SD); n=6.
Supplemental Digital Content 4, Figure 4: In vitro wound healing assay
[image: image4.jpg]wound closing
[% of wound area at T

:O]

-10 -

P anova=0.002

Panova<0.001

|
I
I
] 1 |
l I
L_p=0.003 , I
|
L p<0.001 ; l 0=0.016
| 1
1A rTNFa |
[1rTNFo+LIDO |
1 @ rTNFo+BUPI : |_P<0.001
B rTNFa+ROPI | L p<0.001
%change T3 %change T6





Direct comparison of the inhibitory effects by lidocaine (LIDO), bupivacaine (BUPI), and ropivacaine (ROPI) at 100 M.  rTNF, tumor necrosis factor-T3/6 = 3 and 6 hours after wounding.  Data are mean (SD); n=6.
