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Supplementary information

KIT model Circle values
wild-type 2.43
D419del 3.95
D419del R420W_L421G 2.64
Y418R_D419del R420W 2.35
Y418A D419del 2.44
T4171 _Y418-D419del 3.59
D419-R420del_L421F 3.06
T417V_Y418-D419del 2.97
T417R_Y418G_D419del 4.23
T417N_Y418-D419del 3.19
Y418-D419insFF_R420G 5.27
A502-Y503insYA 3.91

Table S1. Circle values of mutant human KITs. Based on thgordthms of PDFAMS

17 18
l. l.

software, the circle values of mutant human KliTorggd by Kohlet al and Luxet al
were calculated. To compare the stability of alltamti KITs, circle values were calculated
taking into consideration 24 amino acid residues4{429, 449, 489-491, and 501-504),

which are located within 4.0 A from residues 41742 501-504.



Figure S1
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Figure S2
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Supporting figure legends

Figure S1. Characterization of a clinical MCT sample harborihg KIT Asn508Ille mutation.
(a) Cytospin preparation of primary cultured tumolieA dog was diagnosed with multiple
grade Il MCTs occurring in both the mammary gland perianal region. Primary tumor cells
were cultured in AIM-V medium following collagenasiigestion. The image shows a
cytospin preparation of the tumor obtained fromri@mmary gland, which was stained with
toluidine blue. Original magnification, x20()(RT-PCR analysis of dMCP-3 expression in
primary tumor cells. The data shown are represeetaf 2 independent experiments. The BR
cell line is a tumor-derived canine mast cell lifat was used as a positive contra) (
Western blot analysis of primary culture tumor €elfhe phosphorylation status of KIT was
examined using cell lysates of primary tumor cgilswn in culture. HMC-1 cell lysates were
used as a positive controtl)(The full length sequence ofkit from a canine mast cell tumor
with the 1551 A>T point mutation. Numbering corresds to GenBank accession No.

AF044249, and the capital “T” indicates the sitéhaf 1551 A>T point mutation.

Figure S2. Effects of KIT inhibitors onde novo synthesis and internalization of KITa)(
Expression of KIT mRNA in IC#%' cells in the presence or absence of KIT inhibitors
RT-PCR analysis was performed using cells treatét whe indicated concentrations of
STI571 or AMN107 for 1 h.K) The relative KIT/GAPDH expression ratios + SDrr@3
independent experiments are indicatez). Gell surface expression of the KIT receptor in
IC-2"°%®! cells in the presence or absence of KIT inhibitt@s2"°%' cells were treated with
STI571 or AMN107 for 4 h at the indicated concetiras, stained with an anti-KIT-APC
antibody, and analyzed by flow cytometry analyddmta shown are representative of 3

independent experiments.



