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Table 1  List of HLA-A24-binding peptides from PSMA

No. of positive wells/Total no. of wells*

Peptide Position’ Size’ Sequence Binding score’  ICs,! (nM) Induction-1 Induction-2
PSMA24-1 298 9 GYYDAQKLL 240 >10,000 0/40 (1) 0/48 (2)
PSMA24-2 624 9 TYSVSFDSL 240 197 0/40 (1) 0/48 (2)
PSMA24-3 227 9 LYSDPADYF 120 406 1/48 (1) 0/40 (3)
PSMA24-4 606 9 KYADKIYSI 120 15 0/48 (1) 0/40 (3)
PSMA24-5 178 9 NYARTEDFF 100 67 2/48 (1) 0/48 (4)
PSMA24-6 74 10 LYNFTQIPHL 300 1,268 0/48 (1) 0/48 (5)
PSMA24-7 565 10 FYDPMFKYHL 240 153 0/48 (1) 0/48 (5)
PSMA24-8 699 10 KYAGESFPGI 120 838 0/48 (1) 0/40 (6)
PSMA24-9 624 10 TYSVSFDSLF 100 14 0/48 (1) 0/40 (6)

“The relative positions in the protein sequence of PSMA.
"The numbers represent peptide size.

“NIH binding score, which is available through the Internet website, > was evaluated as HLA peptide binding predictions.
“Measured as concentration of test peptide required for 50% inhibition of binding of standard peptide as described in “Materials

and Methods.”

“The numbers of wells that showed positive CTL response are presented. The numbers with parentheses indicate each of the

individuals whose PBMCs were used for the study.
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Fig. 1. Immunohistochemical staining with the use of anti-G-CSF mAb. Sections. of the $% formalin-fived and paratfin-embedded bladder tumor tissue specimen were studied by
the avidin-biotin-peroxidase methidl The mAb that reacied with the umor cells is shown as brown-colored granular staining, primarily involving the cytoplasm (A: % 300), The CHO

cells transfected with human G-CSF cDNA and transplanted in SCID mice 15 a positive control were strongly positively stained (8;
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Fig. 3. Detection of G-CSF mRNA and G-CSF receptor mRNA by the RT-PCR method, A, the S-actin-specific fragment was dezeeted by PCR (20 cycles st 94°C for 1 min, 65°C
for | min, and 72°C for 3 min) with primers 5'-GATATCGCOGCGTOGTOGTOGAC-3' (forward primer) and 5'-CAGGAAGGAAGGCTGGAAGAGTGC-3' (reverse pamer); 8, the
G-CSF-specific 278-bp fragment was detected by POR (40 cyeles at 94°C for 1 min, aad 50°C for | min) with 5"-CTGTGTGOCACCTACAAG- 3" (forward primer) and
5GOCATTCOCAGTTCTTCL-3' (tevense primerk; C, the G-CSF receptor a-chain T27-bp fragment was detected by PCR (35 cycles at 94°C for | mir, 65°C for 1 min, and 72°C
far 1 min) with $“ACAGTCCTCACCCTGATGACCT-3 (forward primer) and 5" TGCCTCTTAAAGGCCTGAGCT A3 (reverse primer); £, the 441-bp GM.CSF-specific fragment
was, detected by the PCR (43 cycles at 94°C for 30 &, and 63°C for | min) with primers 5 -CTGGAGATCTGGCTGCACACCC-3' (forward primer) and §'-TGCTGGGAGCCACTC-
CAGGAGTGA-3 (reverse primer); and E, the 621-bp GM-CSF receptor a-chain fragment was detected by PCR (40 cycles at 84°C for | min, 60°C for 1 min, and 72°C for | min)
with primers 3~ TGACCACCACCATGCTTCTCCT-3" (forward) and 5'-ACCAGOCCAGAAATTOGCATCCAA-Y {reverse primer). To further confirm that the amplified products
ariginated from the respective cDNA, they were subjected 1o sppropri iction enzyme digestions. Size markers from sop, 4.3, 1.8, 1.1, 0.68, 0,38, 0.25, and 0.12 kb, RT-PCR
exhibiled a 278-bp band signal for G-CSF (B). & 727-bp band signal for the G-CSF receptor (C), and 3 441-bp band of GM-CSF (D)) in samples from the cultured cells. However,
the 621-bp band of GM-CSF receptor was not identified in the sample from the cultured cells {E).
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