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Figure S1. Anti-immunogen IgG titers in diluted sera from CF4-
C12L or CF4-C182L immunized mice. The D7 sera of mice with 
high antibody titer in Fig. 5 were analyzed (n=3). The open circles,
open squares, and closed triangle indicate the serum from 
individual mouse. Serum IgG titers against each immunogen were 
determined by ELISA as described in the Methods.
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Figure S2. Titers of immunogen-specific serum antibodies in 
αGalCer-immunized mice. Mice were immunized with αGalCer, 
and serum was prepared 7 days (gray bars) after the final 
immunization. Closed bars, serum from non-treated mice. Titers of 
serum IgM (upper panel) and IgG (lower panel) against αGalCer
were determined by ELISA. Titers of immunogen-specific serum 
antibodies in CF4-C12L– and CF4-C182L–immunized mice are 
shown for reference. Error bars: mean ± S.D. (n = 4-7). *P < 0.05, 
**P < 0.01, **P < 0.001 BG vs. D7.
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Figure S3. Serum antibody titers in mice repetitively immunized 
with CF4 conjugates. Serum of mice immunized more than 4 times 
with CF4-C12L (closed squares with solid line) or CF4-C182L 
(open circles with dotted line) was prepared 3 days after the final 
immunization (4th). Titers of serum IgG against each immunogen 
were determined by ELISA. BG, serum from non-treated mice; 2nd, 
serum from second booster immunization. Error bars: mean ± S.D. 
(n = 3-4). **P < 0.01 anti-CF4-C12L vs. anti-CF4-C182L.



Figure S4. Serum immunoglobulin isotypes in CF4-C12L–immunized mice.
A mouse (No. 3 in Fig. 8) was repetitively immunized with CF4-C12L, and 
serum was prepared 3 days after the final immunization. Figure shows serum 
immunoglobulin isotypes determined using a mouse antibody isotyping kit.
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Figure S5. Immobilization efficiency of artificial glycolipid on 
microtiter plate. A 96-well microtiter plate was coated with 500 ng 
of several derivatives of ceramide portion of the 6'-sialyl LacNAc-
C12L. Immobilized efficiency was determined by binding of an 
anti-6'-sialyl LacNAc antibody FR9 as described in the Methods. 
BG: absorbance of uncoated wells. Error bars: mean ± S.D. (n = 3).


