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In the article titled “Establishment of a Consistent L929
Bioassay System for TNF-𝛼 Quantitation to Evaluate the
Effect of Lipopolysaccharide, Phytomitogens, and Cytodif-
ferentiation Agents on Cytotoxicity of TNF-𝛼 Secreted by
Adherent Human Mononuclear Cells” [1], the figures were
missing due to a publisher error. The figures are as follows.
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Record Abs. 570 nm (reference 650 nm) using ELISA plate reader

Seed 2 × 104 cells/well murine L929 �broblasts in 96-well tissue culture plate

Add 100�휇L/well of DMSO and incubate for 10min

Discard supernatants and add various dilution of AMC supernatants
containing 1�휇g/mL actinomycin D

Centrifuge at 500×g for 10min and discard the supernatants

Incubate at 37∘C, 5% CO2 for 24h

Incubate at 37∘C, 5% CO2 for 20h

Add 20�휇L/well of 2.5ng/mL MTT solution and reincubate at 37∘C for 4h

Figure 1: Flowchart of modified L929 cytotoxic bioassay system for TNF-𝛼 quantitation.
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Figure 2: (a) Dose-response curve of human HEp-2 cells in response to rhTNF-𝛼. Various concentrations of rhTNF-𝛼 were diluted with
complete RPMI-1640 medium. Details were described in Materials andMethods. Positive control wells containing 200 ng/mL rhTNF-𝛼were
used as blank. IC

50
of rhTNF-𝛼 to HEp-2 cells was estimated to be more than 10 ng/mL. (b) Dose-response curve of murine L929 fibroblasts

in response to rhTNF-𝛼. Details of L929 bioassay and MTT stain were described in Materials and Methods. IC
50
of rhTNF-𝛼 to L929 cells

was estimated to be 0.18 ng/mL.
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Figure 3: (a) Time course of TNF cytotoxicity produced by AMC cultured in complete RPMI-1640 containing 0.02𝜇g/mL LPS. Crude
supernatants were harvested at time indicated and TNF cytotoxicity in 10x diluted cell-free supernatants was analyzed. (b) Time course of
TNF cytotoxicity produced by AMC activated under 1 h of 0.02 𝜇g/mL LPS stimulation. Crude supernatants were harvested at time indicated
and TNF cytotoxicity in 4x diluted cell-free supernatants was assayed.
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Figure 4: Neutralization curve of TNF-𝛼 cytotoxicity in LPS-stimulated AMC supernatants by anti-TNF-𝛼 monoclonal antibody. TNF-𝛼
cytotoxicity in 10x diluted AMC supernatants containing final concentration of 5, 20, 50, or 100 ng/mL anti-TNF-𝛼monoclonal antibody was
assayed. Details were described in Materials and Methods.
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Figure 5: Effect of MTX on TNF-𝛼 cytotoxicity. AMC were activated by 0.02 𝜇g/mL LPS in the presence of MTX at various concentrations
(1 ng/mL–1mg/mL). After overnight culture, cell was washed to remove the LPS and MTX and then subsequently further incubated in the
presence (a) or absence (b) ofMTX for 24 h to allow TNF-𝛼 secretion. TNF cytotoxicity in 10x (a) or 5x (b) diluted supernatants was analyzed.
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Figure 6: Effect of MTX on cytotoxicity of TNF-𝛼 secreted by LPS-pulsed AMC. After 1 h of 0.02 𝜇g/mL LPS stimulation, AMCwere washed
and further incubated for 2 h (a) or overnight (b) in the presence of MTX at various concentration (10−6 to 10−2 mg/mL). TNF cytotoxicity in
10x diluted supernatants was analyzed.
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Figure 7: Effect of cytodifferentiation agents (HMBA, Ra, and SB) on cytotoxicity of TNF-𝛼 secreted by AMC. AMC were activated with
0.02 𝜇g/mL LPS in the presence of cytodifferentiation agents at various concentrations (as summarized in Table 1). After overnight culture,
cell-free supernatants were harvested and TNF cytotoxicity in 10x diluted supernatants was analyzed.
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Figure 8: Effect of cytodifferentiation agents on cytotoxicity of TNF-𝛼 secreted by LPS-pulsed AMC. After 1 h of 0.02 𝜇g/mL LPS stimulation,
AMC were washed and further incubated overnight in the presence of cytodifferentiation agents at various concentrations (as summarized
in Table 1). TNF cytotoxicity in 5x diluted supernatants was analyzed.
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