














myeloma cells were used for fusion. Positive clones were selected by screening
against the peptide coupled to ovalbumin in ELISA, with specificity of the
MHCI-mADb clone TD50 illustrated in 5/ Appendix, Fig. S12.

FulHength devil gm was amplified from ¢cDNA derived from fibroblast
cells with primer B2mF (5’ TTGCCATATGGTCACAAGTCCTCCCAGAGTTC 3')
and B2mR (5' GCACCAAGTTCTGTTCTGGATCCCATTTAATTAC 3°). The sub-
sequent amplicon was cloned into the pET22b* vector (Novagen) and
transformed into Rosetta pLysS cells (Novagen) according to the manu-
facturer's instructions. Details of the expression induction and protein pu-
rification can be found in S/ Appendix.

Rats of the Sprague-Dawley strain were immunized s.c. at 2- to 3-wk
intervals by using ~30 pg recombinant devil pom in 100 uL of PBS mixed with
100 pL of the GERBU 10 adjuvant (Gerbu Biotechnik). Two weeks after each
immunization, the rats were bled from the tail vein and antibodies were
recovered as EDTA plasma. Specificity of the p.m-Ab is shown in Fig. 1 by
preincubation of the antibodies with purified recombinant devil p,m.

Flow Cytometry. Cells were incubated on ice with protein-G purified g,m-Ab
(3 pg/mL) or protein-G purified preimmune rat serum for 20 min, followed
by secondary antibody (goat anti-rat igG conjugated to FITC; Sigma, F6258)
for 20 min. In addition to secondary antibody-only and no-antibody controls,
the specificity of the antibody was determined by adding 1 mg of devil §;m
protein to the §,m-Ab and incubating on ice for 30 min before incubation
with cells. Cells were analyzed on the FACScan cytometer (BD Biosciences),
with data analyzed by using FlowJo software.

Western Blots. Cells were detached by using PBS with 2 mM EDTA, cell pellets
were lysed on ice for 30 min in alysis buffer [100 mM TrisCl, 150 mM NacCl, 1 mM
MgCl;, 0.5 mM 4-(2-Aminoethyl) benzenesulfonyl fluoride hydrochloride, and
1% digitonin], and the lysates were clarified by centrifugation to give 10® cells
per mL, as described (35). The total protein in lysates was measured by using
Bradford Reagent (Sigma) following the manufacturer’s instructions. Elec-
trophoresis and blotting was performed as described (35) with the primary
antibody, a tissue culture supernatant containing mAb TD50, and incubated
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overnight at 4 °C. To ensure equal loading of all samples gels were stained
with Commassie Brilliant Blue posttransfer and membranes were stripped
(Restore Stripping Buffer; Thermo Scientific) and blotted with a primary actin
antibody (clone AC-15; Sigma) according to the manufacturer’s instructions.

Immunohistochemistry. DFTD primary tumors and metastases were fixed in
10% (mass/vol) PBS-buffered formalin solution for 2 to 4 d. Tissues were
processed and embedded in paraffin blocks, which were cut onto 3-amino-
triethoxysilane-coated slides at 3-um thickness. Sections were deparaffinized
in xylene and rehydrated through graded alcohol solutions to water and
antigen epitopes were retrieved by using heat treatment with citrate buffer
solution (pH 6) for 15 min. Endogenous peroxidase and nonspecific protein
binding were blocked by Incubation of the slides with 3% (mass/mass) hy-
drogen peroxide (Analar) and serum-free block solution (Dako). Sections
were then incubated with protein G-purified anti-devil g,m-Ab (1.5 mg/mL),
protein G-purified preimmune rat serum, anti-periaxin (Sigma; diluted 1:300),
or anti-CD3e (Sigma; A0452) (list of antibodies in S/ Appendix, Table S5), all
diluted in antibody diluent (Dako) and incubated overnight at 4 °C. Primary
antibody binding was detected with peroxidase-coupled secondary antibody
(Envision kit; Dako). Sections were counterstained with hematoxylin for 40s,
dehydrated through graded alcohol solutions to xylene and cover-slipped.
Sections were visually analyzed by using a Leica DM 2500 microscope, and
selected micrographs were obtained with a Leica FireCam DFC320 camera.
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