Immuno-Biological Laboratories Co., Ltd.

REFHERIIVA/SY SORBHEROBIQES %
(Tris/ TP Zo U BBRIC K D B &)
Preparation of transgenic mice or rat brain extract tissue samples
(Tris / Guanidine Solution)

1. BNz

1. Remove brain tissue

2.200mg & 7=V) 0.8mL @ TS(H)ZMAB(FTILICHL T 4 ZE)
2. Add 0.8mL TS (+) per 200mG of brain tissue (4 fold of the sample volume)
3. IREDFR— DB (grass-Teflon homogeniser) 10 A NO—72

3. Homogenate (grass-Teflon homogeniser) 10 strokes

4. 350,000g (100K rpm) 4°CT 20 7 &

4. Centrifuge at 350,000g (100K rpm) at 4°C for 20 minutes

5. ppt (supernatant &, TS(+)AIBMED EL TE2TH)

5. ppt (keep and store the supernatant as TS (+) soluble fraction.)
6. Y 7INICHL T 4 ZED TBS(+)Z2MZA B

6. Add 4 times TBS (+) to samples

7. REZFR— B (grass-Teflon homogeniser) 10 strokes

7. Homogenate (grass-Teflon homogeniser) 10 strokes

8. 200,000g (70K rpm) 4°C 20 %7 &

8. Centrifuge at 200,000g (70K rpm) 4°C for 20 minutes

9.ppt (FLICHEALBEWVWES, TS(H+)TAMESD & L T-80°CR1F)

9. ppt (store as TS (+) insoluble fraction at -80°C if it is not immediately used.)

10.6M 7 Z2 1&# (in 50mM Tris buffer pH7.6 )% 50mg %> 7" JLEICX L T, 5004l
mzs,

10. Add 500yl of 6M Guanidine solution in 50mM Tris buffer pH7.6 per 50mG sample.

11. Sonicate (25% output;) 5sec.x4 Z 2set

11. Sonicate (25% output;) 5sec. x 4 x 2 sets

12. Incubate 30min ZE&

12. Incubate for 30minutes at room temperature

13. 200,000g (70K rpm) 4°C 20 % BEiE D

13. Centrifuge at 200,000g (70K rpm) 4°C for 20 minutes

14. Supernatant Z ELISA AICEIUR T2 (AIERIC(E IBL HRATELICHFRL THEH)

14. Harvest supernatant for ELISA (dilute the sample with EIA buffer supplied as a kit

component)
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Content of TS-inhibitor (TS(+))

50mM Tris-HCI buffer pH7.4

NaCl 150mM, TM|LCK 1ug/mL, EGTA 1mM, antipain 1ug/mL, DIFP 0.5mL, pepstatin 0.1y
g/mL, PMSF 0.5mM, leupeptin 1ug/mL



