FUJIFILM M

Code No. 202-15951 (20 pg X 5 vials)

Trypsin, from Porcine Pancreas,
Mass Spectrometry Grade

MIT L, TYRERAENE,

HESHMI7L—F
Source : Porcine Pancreas
Appearance : Lyophilized
Specific Activity : Indicated on the label

Optimal pH :pH7.6

Assay method
1. Principle
N-Benzoyl-L-arginine Ethyl Ester (BAEE) + H,0
Trypsin
—» N-Benzoyl-L-arginine + Ethanol
2. Procedure
1) Set up dual beam spectrophotometer with temperature
control as follows :
Cuvette Temperature : 30 C
Wavelength : 253 nm
Kinetic program capable of measuring absorbance over
60 seconds.

2) Resuspend Trypsin with 200 L of Dilution Buffer
(200-15952) (0.1 mg/mL).
Mix well by vortexing, and incubate at 30 C for 15
minutes, then place on ice.

3) Set up Activity Assays as follows :

a. Prepare a Blank Solution by adding 25 xL of Dilution
Buffer (200-15952) to 3.15 mL of Reaction Buffer (see
below).

b. Blank spectrophotometer by adding 1mL of Blank So-
lution to a quartz cuvette, placing in cuvette sample
holder, pressing Auto Zero, and monitoring Asss for 1
minute. If the A Ass; of the Blank is > = 0.005, clean
cuvette(s) and repeat.

c. Assay Resuspended Trypsin as follows :

25 pL of Resuspended Trypsin + 3.15 mL Reaction
Buffer.

Mix by inverting several times.

Immediately place 1mL into a quartz cuvette and mo-
nitor A Asss/minute over a period of 1 minute.

(Solutions)

Reaction Buffer : Make these two solutions first-

Buffer A (50 mmol/L Tris-HCl, pH 7.6 (25C), 1 mmol/L
CaCly)

100 mmol/L BAEE (N-Benzoyl-L-arginine Ethyl Ester)-this
should be prepared in Buffer A. For 10 mL, dissolve 342.8
mg BAEE in 9 mL of Buffer A. Mix well, then bring to 10
mL. This solution should be aliquoted into 200 xL samples
and stored at —20C.

Just prior to use, add 150 ¢L of 100 mmol/L BAEE to 31 mL
of Buffer A. Mix thoroughly.

- 1/6 —

[Trans]*
2. AEHE
1) SHKEFTHRD LD ICFHET S -
F a2y MEE :30C
¥ K :253nm
NART 47775 AT 60 B EHETE S
DOxHET %,

2) U7 (208-15953) 1 K% 200 2L @ Dilution
Buffer (200-15952) T L, #I=EZ% 0.1 mg/mL
ETh, BT v 7 AIFY—THHITRE L.
30 CTCISHIA v 2 X—F L. Kitd 5,

3) WEHEMEAZ KD LD IFTD -

a. Dilution Buffer (200-15952) 25 xL % 5 (FiC
£I8) 3.15mL Iz, ZEREBRIER & ¥ %,

b. 1mL OZERBKRBER A AEF 2 Xy FITAN, F
2Ny PRV E—ICEy FL, A= FEREL
T, 253nm OBKE R | HEHEIET 5, b L.
ZERBRD AAgsy/ 733+ 0.006 L ETHNIT, Fa
Ny bt L CHENE T %,

c. HRENY Y VOENEERDOLDICHETS :
25 nL OFHRE -V 73 /1 3.15 mL ORKIGHE %
Mz b, BMEHESEL, 7<CICAEF 2Ny T 1
mL Af, 253 nm OWNLE % 1 5 HLL EHIE 3
%

o

(C2I)

Ny 7 7 —A : 50 mmol/L Tris-HCI, pH 7.6 (25C),
1 mmo/L CaCl,

100 mmol/L BAEE : 342.8 mg ® BAEE # 9mL ®/Ny 7
7 —AIHEMRL., L<EALT, AN
v 77 —ATE£E% 10mL &9 5%,

: fEAHTIC 100 mmol/L BAEE 150 ¢L
% Buffer A 31mL iz, RSRE

%

ST

. Unit definition

One unit is the amount of enzyme, which increases 0.001 of
absorbance at 253 nm per minute at 30 C in pH 7.6 with
BAEE (N-Benzoyl-L-arginine Ethyl Ester) as substrate.

(Calculation)
Calculate Activity and Specific Activity as follows, and
record the average value :
Activity :

U/mL = [(4 Agss/min) X 1000]/ mLs Trypsin assayed
Specific Activity :

U/mg = (U/mL) / (mg/mL Protein)
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[Trans]”

3. HfIDFEH
N-XVYAW-L-7VFZVIF VT ATV (BAEE)
B L L TpHT7.6, 30CICIH\WT 1 4MIC 253
nm IZ B ARIE% 0.001 728 SFEEY
1 unit &9 %,

Gt &
% M : unit/mL = [(AAssz/min) X 1000] / 3% L
7o bV TV O A E (mL)
WGt © Umg = M (unit/mL) / 72 A BHRE
(mg/mL)

[Protocols for In-Gel Digestion ]

Use a siliconized microcentrifuge tube and Pipette-Tip to pre-
vent trapping any proteins. Use a gel staining kits for Mass
Spectrometry, such as Wako’s Silver Stain MS Kit (Code No.
299-58901) and Negative Gel Stain MS Kit (Code No. 293-
57701).

1. Separate protein samples by electrophoresis.

2.Cut the protein bands from the gel and slice them into a
microcentrifuge tube.

3. Destain the gel. (Use Destaining solution which is included in
the gel staining kit for Mass Spectrometry)

4.Add 300 L Acetonitrile(ACN) to the tube. Shake the gel
pieces for 30 minutes with a mixer(Dehydration).

5.Remove the ACN and cover the microcentrifuge tube with
Parafilm.

6. Make some hole on the parafilm and vacuum dry for 15
minutes.

7.Reduce the proteins of the gel pieces with 100 xL of 10
mmol/L Dithiothreitol (DTT) in 100 mmol/L. Ammonium
Bicarbonate and incubate for 1 hour at 56 C.

8. After cooling to room temperature, replace the DTT solution
with the same volume of 50 mmol/L Iodoacetamide in 100
mmol/LL. Ammonium Bicarbonate and incubate the gel pieces
for 45 minutes in the dark with occasional vortexing.

9. Wash the gel pieces for 10 minutes with 100 L of 100
mmol/L. Ammonium Bicarbonate.

10. Dehydrate the gel pieces for 15 minutes with 300 L ACN.

11.Swell the gel pieces for 15 minutes with 100 L of 100
mmol/LL. Ammonium Bicarbonate.

12. Dehydrate again the gel pieces for 15 minutes with 300 xL
ACN.

13.Remove the liquid phase, and vacuum dry the gel pieces for
15 minutes.
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14.Swell the gel pieces for 45 minutes with 100 L Trypsin
solution™ in an ice-cold bath.
2 Stock Solution : Dissolve a bottle of Trypsin in 200 L
Dilution Buffer (200-15952).
> Reaction Solution : Dilute 10 zL Stock Solution in 50
mmol/L Tris-HCl, pH8.5 to 10 pg/mL.
15.Remove the Trypsin solution, and incubate the gel pieces
overnight at 37 C with 10 L of 50 mmol/L Tris-HCl, pH8.5.
16. Shake the gel pieces for 20 minutes with 50 #L of 20 mmol/L
Ammonium Bicarbonate and extract the peptides.
17.Shake the gel pieces three times for 20 minutes with 5% For-
mic acid in 50% ACN and extract the peptides.
18.1f necessary, concentrate the peptides with Speed Vac.
19. Desalt and purify the peptides with ZipTip®.
20.1If necessary, concentrate the peptides to 2 L with weak
vacuum.
21. Add the matrix and analyze it by mass spectroscopy.

[Trans]”

(FILAHEE7o ba—)L]

WEEOF 2 — 7y M, VU oAb SERE

WMEL/2bD&MHT 5, Fetald, BPREMS+v b

(Fi¥— F No. 299-58901) %5 ¢ 74 VGt MS

Fv b (Fa—F No. 293-57701) OB &S HHO

RELEH T 5,

1.2V Y VTV EBEBRKENC LD 58T 5,

2.7 VINTENV F YD L, BAICHIA
THERELT 2 —TICAN S,

3.7V Rt 5, (B, BESTHOLE Sy
McEENABEREERT 5,)

4.7 FZF U300 pL #I02 T30 M IFT—T
BEEL., Bk 5,

57 U EBTCIHMERLT o —7OO% /S
ST 4IVATED,

6./55 7 4 W AICE TR EMIT 7205, 15 4 fHEZew
Mg 5,

7.100 £L @ 10 mmol/L DTT % % ¢s 100 mmol/L H &
W7/ E=7 AT56C, 1HEET T %,

8. BIRICHL L7-BIC DTT B A T T, [H&ED 50
mmol/L I—F7 ¥ 7 3 F#%&ds 100 mmol/L K
7 /= AMIE S 2, 45 55 [ERE T TR < IR

T 5,
9.7 LK% 100 L ¢ 100 mmol/L R %7 v E =7 A
T 10 R L THkiE 4 %,
10. 7€ F = F UL 300 pL T 15 fEE# L <. Bk
%0

11.100 L @ 100 mmol/L EHREE T 2/ E =7 AT 1545
fMifEE L T, IS %,

12. 072 F =k UL 300 xL T 15 54R# L <, Bk
T 5,

13. T T, 15 SHEAGET 5,
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14.9k EC, BERIW 100 pL # 00 %., 45 fEHE L .

M4 %,

X RAFRWR - A 1AK% 200 pL @ Dilution Buffer
(200-15952) CHHHS %

X BERBW - AR 10 ¢L % 90 ¢L @ 50 mmol/L
Tris-HC1, pHS.5 CHMR L. HEE10
pg/mL IS 5,

15. ¥R B & 10 L @ 50 mmol/L Tris-HCI, pH8.5

(B¥Fm L) Nz T, 3TCHREA VF 2=+ 4%,

16.20 mmol/L EXKET /- E=7 L 50 pL Mz, 20 %

Mg L. WK A BT %,

17.5% ¥/ /50% 7 F = F UL 50 gL Nz, 20 %

MIRE L . WA B2 (3EHEDET),

18. MEIZJH U T Speed-Vac 7% £ 12 & D i+ 5,

19. Zip-Tip® 7z ¥ THitE 4 %,

20. LFETHNE, BFVEEET 2 L R & TR T 5,
21, T Uy 7 ALEML THEESHT %,

[Storage] Store at —20C in the dark.

[Package)
Trypsin, Mass Spectrometry .
208-15953 Grade 20 pg | 5 vials
200-15952 | Dilution Buffer 1mL | 1vial
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* is the Japanese translation.

ZipTip® is registered trademark of Millipore.
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FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile  : +81-6-6201-5964

http:/ffwk.fuijifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road
Richmond, VA 23237

Fuggerstrasse 12

D-41468 Neuss

U.S.A. Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile +1-804-271-7791 Facsimile +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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