Supplementary Figure Legends

Supplementary Fig. S1. 

The cytotoxic effect of anticancer drug and CEA expression on the cellular surface on human cancer cell lines. (A) 5-FU indicated the cytotoxic effect on human solid tumor cell lines in a time- and dose-dependent manner.  MKN-45 (open circle) and MKN-74 (open triangle) cells were more resistant to 5-FU than to KATO III cells (closed circle).   (B) The tumor cell lines were damaged with CDDP as well as with 5-FU.  The sensitivity of tumor cell lines to CDDP appeared to be KATO III > MKN-74 > MKN-45. The human cancer cell lines were incubated for up to 48 hr with the anticancer drug, and the surviving cells were determined using a plate reader at 450 nm with Cell Counting Kit-8 (CCK-8; Dojindo laboratories, Kumamoto, Japan) according to the manufacturer’s protocol.  Data were expressed as a percentage of survival, compared with controls, calculated from the absorbance and corrected for background.  A series of concentrations of anticancer drugs up to 1 mg/ml were tested after 40-hr incubation and the anticancer effect was also determined with CCK-8.  The EC50 of anticancer drugs was calculated using GraphPad Prizm™ (GraphPad software, Inc., San Diego, CA).  As models of stable disease (SD) and partial response (PR) or complete response (CR), the concentrations of these anticancer drugs that resulted in about 80 and 50% cytotoxic effect, respectively were employed after 40-hr incubation. The EC50 of 5-FU was calculated as follows: MKN-45, 62.9; MKN-74, 27.8; KATO III, 6.92 µg/ml.  As SD or PR/CR models, we used 5-FU at 10/100, 5/50 or 2/20 µg/ml (MKN-45, MKN-74 or KATO III cells, respectively).  The EC50 of CDDP, another anticancer drug, was calculated as 15.4, 8.2 or 5.0 µg/ml (MKN-45, MKN-74 or KATO III cells, respectively).  Thus, the concentration of CDDP as a model of SD or PR/CR was used: 4/40, 2/20 or 2/10 µg/ml (MKN-45, MKN-74 or KATO III cells, respectively).
Supplementary Fig. S2.

CEA-expression was analyzed by flow cytometry with C2-74 and FITC-conjugated rabbit anti-human Ab on MKN-45 (A), MKN-74 (B) and KATO III (C) cells. Cells were harvested and resuspended in PBS supplemented with 5% appropriate blocking serum.  Then, cells were incubated with 1 µg/ml of non-specific human Ab (filled line) or C2-74 (plane line) as the primary Ab for 1 hr on ice.  After washing cells twice, a second Ab conjugated with FITC was added (1:40 secondary Ab in the media) for 30 min on ice in the dark.  Cells were washed twice with PBS, and were resuspended in PBS with 5% blocking serum.  Fluorescence-1 was read on a FACSCalibur (Becton Dickinson, San Jose, CA).  Positive and mean channel fluorescence (MCF) were recorded. All tumor cell lines expressed significant amount of CEA on their cell surface.
Supplementary Fig. S3.  The efficacy of C2-74 with or without an anticancer drug on MKN-45 cells.  (A) 51Chromium-release cytotoxic assay in the presence of PBMCs in the combination of C2-74 and an anticancer drug.  The mixture of target cells labeled with 3.75 MBq of Na51CrO4 (PerkinElmer, Qaltham, MA, USA) and PBMCs at an effector: target cell ratio of 50: 1 were incubated with up to 100 µg/ml of C2-74 at 37°C for 4 hr in a round-bottomed microtiter plate.  Triton was added to target cells to obtained maximum release values.  After centrifugation at 200 × g for 5 min, 50 µl of the supernatant was used to determine the 51Cr concentration using a gamma counter (Packard, Downers Grove, IL, USA).  The percentage cytotoxicity against target cells was calculated as follows: (experimental cpm – basal cpm)/(maximal cpm – basal cpm) × 100%.  At a higher concentration of C2-74, MKN-45 cells were significantly damaged in the ADCC assay.  (B) CDC assay in the combination of C2-74 and an anticancer drug.  In the CDC assay, C2-74 indicated cytotoxicity in a dose-dependent manner both in monotherapy and in combination therapy with an anticancer drug.  Although the cytotoxicity of C2-74 tended to increase the effect in combination with 5-FU both in the ADCC and CDC assays, the combinational effect was not significant compared with the group without the anticancer drug at the same concentration of C2-74.  These results indicate that the cytotoxic effect of C2-74 was independent from that of the anticancer drug in the combination therapy.  The combinational effect of C2-74 and the anticancer drug was, therefore, additive, but not synergistic.  Columns, Mean percentage of cell viability in the anoikis assay.  Bars, SE (n = 6).  Asterisk indicates p < 0.05 compared with relative control.  
PAGE  
1

