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Figure S1. Evaluation of the subtraction efficiency of the SSH assay. (A) The subtraction efficiency was evaluated by comparing the cDNA levels by 
PCR in serial dilutions of subtracted and nonsubtracted control GAPDH cDNA. The PCR products after serial dilutions were electrophoresized on the 1.5% 
agarose gel. The number of dilutions is indicated. (B) Densitometry analysis of the intensity of PCR products. One representative from two independent 
experiments is shown.

Figure S2. Location match of positive clones in the Rcan1 gene. The Rcan1 gene consists of seven exons. Exons 4–7 encode the isoform Rcan1-4. 
All eight positive clones for Rcan1 identified by SSH match the Rcan1 gene within exons 4–7.
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Figure S3. No effect of Rcan1 deficiency on mast cell maturation. Bone marrow cells from wild-type (+/+) or Rcan1-deficient (2/2) mice were 
cultured in conditioned media in vitro for 5 wk. (A) Cells were examined by flow cytometry for c-kit and IgE receptor expression. Rcan1-deficient or wild-
type mast cells express similar levels of c-kit and IgE receptor. Representatives from three independent experiments are shown. (B) Cells were examined by 
Toluidine blue staining. Rcan1-deficient or wild-type mast cells showed similar levels of granulation. Specimens were viewed on a microscope (Eclipse 
E600; Nikon) equipped with a camera (DMX1200; Nikon) and a CFI Plan-Fluor DDL 1003/1.30 oil-immersion objective lens. Acquisition was performed 
with Nikon ACT-1 software (version 2.20). Images were processed using Adobe Photoshop software (version 5.0). Slides are representatives from five in-
dependent experiments. Bars, 5 µm.
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Figure S4. Rcan1 deficiency led to 
increased NFAT nuclear transloca-
tion. IgE-sensitized mouse BMMCs 
were either stimulated with 10 ng/ml 
TNP-BSA for 6 h or left untreated (NT). 
Cells were then fixed, permeabilized, 
and stained with anti-NFATc1 antibody 
(Santa Cruz Biotechnology, Inc.). Alexa 
Fluor 594–goat anti–rabbit IgG was 
used as a secondary antibody. The cell 
nucleus was visualized by DAPI stain-
ing. Slides are representatives from two 
independent experiments. Bars, 5 µm.
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Figure S5. Effects of Rcan1 deficiency on IgE-mediated synthesis of IkBa. BMMCs from Rcan1+/+ or Rcan12/2 mice were sensitized with anti-TNP 
IgE and stimulated with 10 ng/ml TNP-BSA for various times or left untreated (NT). Total RNAs were isolated and subjected to real-time quantitative PCR 
analysis for IkBa using reagents from Applied Biosystems. IkBa expression was normalized to endogenous control GAPDH. Error bars represent SE (n = 3 
independent experiments).

Table S1. Analysis of positive clone sequences from subtracted library
Clone Gene name Accession no. Identity Size (bp)

1B6 Rcan1 NM_019466.2 100% 670

1G2 Rcan1 NM_019466.2 98% 637

2C3 Rcan1 NM_019466.2 100% 673

2C10 Rcan1 NM_019466.2 99% 710

2E4 Rcan1 NM_019466.2 97% 642

2F4 Rcan1 NM_019466.2 98% 644

2F8 Rcan1 NM_019466.2 100% 600

3A1 Rcan1 NM_019466.2 95% 784

2A10 Egr1 NM_007913 99% 628

RNAs from mouse BMMCs treated with 10 ng/ml TNP-BSA or untreated cells were subjected to SSH to identify genes up-regulated by TNP stimulation. Several positive clones 
were sequenced and analyzed using the BLAST program at the National Center for Biotechnology Information.


