
Figure e-1. GA did not alter monocyte TLR expression. WT monocytes differentiated in the presence of GA or 
vehicle only were stimulated with LPS (100 ng/ml), Poly(I:C) (10 μg/ml), Pam3CSK4 (TLR1/2) (100 ng/ml) or LTA 
(TLR2/6) (100 ng/ml) for 24 h. Cell surface (TLR4 and TLR2) or intracellular (TLR3) expression of TLRs was 
examined by flow cytometry. Data are representative of three independent experiments.

Figure e-2. GA treatment did not affect TNF production induced by TLR2 agonists. WT monocytes differenti-
ated in the presence or absence of GA were stimulated with Pam3CSK4 or LTA for 24 h at the indicated doses. TNF 
secretion was quantitated in cell supernatants by ELISA. Data are presented as mean ± SD (n = 3). Results are repre-
sentative of three independent experiments.



Figure e-4. CD11b does not contribute to the development of GA-induced M2 monocytes. (A) WT 
and CD11b-deficient monocytes generated in the presence or absence of GA were stimulated with LPS 
(10 and 100 ng/ml) for 24 h. IL-6 secretion was quantitated from cell supernatants with ELISA. Results 
are presented as mean ± SD (n = 3) and are representative of three independent experiments; (**) p<0.01 
as determined by Student’s t test. (B) WT or CD11b-deficient mice were intravenously injected with 50 
μg of FITC-labeled GA or OVA, or with vehicle (PBS) only. Blood was analyzed by flow cytometry 3 h 
after the injections. Plots are gated on monocytes (SSClo F4/80lo-med Ly-6G- Ly6Chi)(upper left panel). 
Upper right panel shows FITC fluorescence of the monocyte population of individual mice. Bottom right 
panel shows the profile of CD11b+ cells of the FITC+ population. Plotted data shows the geometric mean 
fluorescence intensity (MFI) of the FITC population. Data are representative of three independent 
experiments.

Figure e-3. GA treatment reduces ATF-2 binding of DNA.  Monocytes were differentiated in the pres-
ence or absence of GA and stimulated with 100 ng/ml LPS for one hour. DNA binding of ATF-2 was 
quantitated from nuclear extracts. (*) p<0.05; paired t-test.

ATF-2 DNA binding

O
D

45
0 

nm

Vehicle GA
0.00

0.05

0.10

0.15 *

LPS Stimulation (1h)



Supplemental Materials and Methods 
GA labeling and monocyte binding. GA or OVA were resuspended at 10 mg/ml in 0.01 M 

phosphate buffer (pH 7.4), and were conjugated to 5-FITC (Fluorescein-5-isothiocyanate) 

using the AnaTag™ 5-FITC Protein Labeling Kit (Anaspec, Fremont, CA), per 

manufacturer’s instructions. C57BL/6J WT or CD11b-deficient mice were injected 

intravenously with 50 µg of FITC-labeled GA, FITC-ovalbumin (OVA), or with vehicle 

(PBS). Peripheral blood mononuclear cells (PBMCs) were prepared from whole mouse blood 

by density gradient centrifugation (Ficoll-Paque™ PLUS, GE Healthcare Life Sciences, 

Pittsburgh, PA). Cell surface markers on GA+ cells from both WT and CD11b-deficient mice 

were characterized by flow cytometry. Monocytes were identified by expression of F4/80lo-

med/Ly6C+/Ly6G-. Anti-mouse F4/80 PerCP-Cy5.5 (clone BM8), anti-mouse Ly-6C APC 

(clone HK1.4), anti-mouse Ly-6G (Gr-1) PE-Cy7 (clone RB6-8C5) and anti-mouse CD11b 

APC-eFluor® 780 (clone M1/70) were all from eBioscience (San Diego, CA). 

Flow cytometry for surface and intracellular Toll-like receptor (TLR) expression. 

Expression levels of TLR2 and TLR4 on M1 and M2 L929-differentiated monocytes was 

studied by using PE anti-mouse CD282 (TLR2) (clone 6C2), or CD284 (TLR4) (clone UT41; 

eBioscience), respectively. TLR3 expression was studied by using purified anti-mouse 

CD283 (TLR3) (clone T3.7C3; eBioscience) as a primary antibody, followed by FITC mouse 

anti-Rat IgG2a secondary antibody (clone MARG2a-1; Thermo Scientific, Rockford, IL). 

Isotype-matched irrelevant antibody controls were used to detect nonspecific staining. To 

detect intracellular TLR3, cells were fixed and permeabilized with Cytofix/Cytoperm buffer 

(BD Biosciences) for 30 minutes on ice before staining. Flow cytometry was performed on a 

BD FACSCanto flow cytometer and analyzed with FlowJo software (Tree Star, Ashland, 

OR). 
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