










Supplementary Information 
 
Materials and Methods 
 
Mice 

 MMTV/neuOT-I/OT-II transgenic mice (1) were used as hosts for implantation of 

tumor lines. Such mice express NeuOT-I/OT-II at low levels in mammary epithelium and are 

immunologically tolerant to this protein.  CD8+ donor T cells were obtained from OT-I 

mice, which express a transgenic T cell receptor (TCR) that recognizes an epitope 

(SIINFEKL) from chicken ovalbumin (2). As a negative control, we used CD8+ T cells 

from P14 mice, which express a transgenic TCR that recognizes an epitope 

(KAVYNFATC) from gp33 of LCMV (3). OT-I and P14 mice were bred with Thy1.1 

and Ly5.1 congenic mice, respectively, to allow T cells from these animals to be tracked 

in Thy1.2 and Ly5.2 host mice. OT-I mice were crossed with CD25 -/- mice or with 

CD122 -/- mice that also carried a thymically expressed IL-2Rβ transgene (CD122 -/- 

Tg+ mice) (generously provided by Dr. Tom Malek, University of Miami) (4). All 

genotyping was performed by PCR (5). 

Tumor cell lines 

         The ovarian tumor cell clone ID8 was previously derived by in vitro serial passage 

of normal ovarian surface epithelium (OSE) from C57Bl/6 mice (6). A construct 

containing the wild type rat neu cDNA tagged at the C-terminus with the OT-I and OT-II 

epitopes from chicken ovalbumin (1) was cloned into pNA’, a mammalian expression 

vector containing the human β-actin promoter and a G418-resistance cassette (7). ID8 

cells were stably transfected by lipofectamine with the pNA’/neuOT-I/OT-II construct. Cells 

were selected for resistance to G418 and maintained in complete medium (DMEM with 



high glucose, Gibco # 11965-092, supplemented with 4% FBS, penicillin (100 U/ml), 

streptomycin (100 µg/ml), insulin (5 µg/ml), transferrin (5 µg/ml) and sodium selenite (5 

ng/ml)). 

            One transfected subclone (designated ID8-C1) with high stable expression of 

NeuOT-I/OT-II was chosen for further study. When injected into female MMTV/neuOT-I/OT-II 

mice, ID8-C1 cells formed tumors after about 120 days. A subline of ID8-C1 cells was 

derived from the resultant tumor. This subline, designated ID8-G7, continued to express 

NeuOT-I/OT-II at high levels yet generated tumors with a latency of only 30-40 days when 

re-implanted in MMTV/neuOT-I/OT-II host mice. Due to this favorable latency period, ID8-

G7 cells were used for all subsequent experiments. Multiple aliquots of ID8-G7 cells 

were frozen down, and cells with the same passage number were used for all 

experiments. 

Adoptive transfer 

         Lymph nodes and spleens from TCR transgenic mice (OT-I or P14) were isolated 

and passed through a 40 µm cell strainer to create a single-cell suspension.  Red blood 

cells were lysed with AKT buffer (150 mM NH4Cl, 0.1 mM EDTA and 1 mM KHC03, 

pH 7.2).  Where indicated, lymphocytes (2 x 107 cells/ml) were labeled with CFSE (2µM 

in PBS + 0.1% BSA) for 10 minutes at 37oC. Following two washes in PBS, cells were 

resuspended in PBS and the percentage of CD8+ OT-I cells (CD8+ Vβ5+ Vα2+) was 

determined by flow cytometry; on average, more than 95% of CD8+ donor cells were 

OT-I cells.  CD8+ OT-I cells were then injected via tail vein into recipient mice. Serial 

blood draws (10-20 µl) were taken from the saphenous vein on Day 1 to verify transfer of 



labeled lymphocytes and on Days 3, 7, and 10 to evaluate the activation and proliferation 

of donor T cells.   

Flow cytometry 

 Blood samples were lysed with 1 ml AKT buffer to remove red blood cells. 

Ascites was collected and left undisturbed for 5 minutes to allow small tumor aggregates 

to settle. 50 µl of ascites was then lysed with 1 ml AKT buffer to remove red blood cells. 

Tumor nodules were forced through a 40 µm cell strainer or nylon membrane to create a 

single-cell suspension and then left to settle for 5 minutes. Supernatants, which contained 

tumor lymphocytes, were then processed for flow cytometry. 

 Cells from blood, lymph nodes, spleen, ascites and tumors were stained with the 

following antibodies from PharMingen: anti-CD8a PerCP or PE (53-6.7); anti-Thy1.1 

PerCP or FITC (OX-7); anti-CD25 PE (PC61); anti-Vβ5 FITC (MR9-4); anti-Vα2 PE 

(B20.1); anti-Fas PE (Cat. No: 15401D); anti-FasL PE (Kay-10); anti-B7.1 PE (1G10), 

anti-B7.2 PE (GL-1); anti-Ly5.1 FITC; or anti-Ly5.2 FITC.  Tumor cells were stained 

with non-conjugated monoclonal antibodies against murine H-2Kb/Db (MHC class I, 

clone 28-8-6), I-Ab (MHC class II, Cat.No: 06261D), or Neu (Ab-4, Calbiochem, Cat# 

OP16) together with conjugated secondary antibodies. Expression of the SIINFEKL 

epitope in the context of MHC class I was assessed using the monoclonal antibody 25-

D1.15 (8) kindly provided by Dr. Jonathan Bramson (McMaster University). Cells were 

analyzed on a FACScalibur flow cytometer (Becton Dickinson, San Jose, CA) using 

CELLQuest and Flowjo software. 



Histological and immunohistochemical analysis 

          Tissue samples were fixed in 10% neutral buffered formalin for a minimum of 24 

hours, processed manually using a standard protocol, and embedded in paraffin. Whole 

tumor sections were cut, or where indicated, 2 mm cores were used to construct a tissue 

microarray using the Manual Tissue Arrayer 1 (Beecher Instruments). 5 µm sections were 

stained with hematoxylin and eosin (H&E) or subjected to immunohistochemistry with 

an antibody to CD3 (Sigma, C7930) following the manufacturers’ protocols. Detection 

was accomplished using a goat anti-rabbit IgG-biotin antibody (Jackson Immunoresearch, 

111-065-144) followed by a DABMap kit (Ventana, 760-124), as per our previous study 

(1). 

Statistics 

 Differences in the number of donor T cells between various experimental groups 

were evaluated with the two-tailed Student's t test. A probability (P) value of less than 

0.05 was considered significant. 
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