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Target cells

Effector cells

$specific lysis* at E:T ratio®:

100:1

50:1

2541 2850

Syngeneic
tumor cells

Group | TIL®

Group | spleen cells®
Group N TIL®

Group N spleen cells®
Normal mouse spleen cells

18.7x£1.8 15.230.1 14.1£0.6 10.2:+0.2
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7 7 Before After
Collect a tumoral mass aseptically. centrifugation centrifugation

9

N2
Cut into thin slices with a scissor blade. Cel 1,200xg,20min.

N suspension
Filter with a 150 Pt mesh. e ‘ Lyumcyto

&+ temperature
Wash three times with PBS(1,200 rpm for 5 minutes). M-SMF

N
Adjust to 1 X108 to 107 with RPMI1640 culture medium added with 5% FBS.

Tumor cell
layer

Overlay an of cell suspension gently to 3ml of M-SMF(mouse lymphocyte isolate solution prepared by Japan
Antibody Institute).

Centrifug\cl; at 1,200xg for 20 minutes.

Collect Iy\k\phocytes (floating like a white band in an intermediate layer).

Wash thr;t times with RPMI1640 culture medium added with 5% FBS. Make it floating in culture broth.
Confirm #;e viability of cells with trypan blue and adjust to an optimum concentration.

Use for assay.

% Isolate and adjust the spleen cells with a specific gravity centrifugation method according to the same
_ procedures.
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spleen index

®—® Immunized mice
o0—o0 Non-immunized mice
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Days after tumor implantation (days)




Axillary lymph node

Diameter of lymph node (mm)
w

14 ©—@ Immunized mice
0—0 Non-immunized mice
l ®--@ Control

O \ N T I I o Ll
OF S92 MeRian e B afiil

Days after tumor implantation (days)




SF







Ralative fluorescence intensity(log)
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15 120  1/80  1/320
DILUTION OF SERUM

®—o Igroup TIL 0—o Igroup spleencells
m—a Ngroup TIL 0—0 N group spleen cells
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