MRC PPU Reagents and Services

Standard Operating Procedure
Preparation of FLIP [1 — 480]

Enzyme description:- FLIP [1 —480]
Clone number:- DU 23321
Source:- Recombinant
Expression system:- E.coli,

Tag:- N-terminal MBP
Purification method:- Amylose resin

Calculated molecular mass:-

Monoisotopic 103, 062.00 daltons

Average Mass 103, 127.26 daltons

[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 6.21
Purity:- >80 %

Enzyme storage buffer:-
50 mM Tris-HCI1 pH 7.5, 150 mM NacCl, 270 mM sucrose,
0.1 % 2-mercaptoethanol, 1 mM benzamidine, 0.2 mM PMSF

Storage temperature:- -70 °C
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FLIP [1 - 480]

FLIP [1 - 480]
DU 23321
Human
015519-1

N-terminal MBP

MKIKTGARILALSALTTMMFSASALAKIEEGKLVIWINGDKGYNGLAE
VGKKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDI I FWAHDRFGGY
AQSGLLAEITPDKAFQDKLYPFTWDAVRYNGKLIAYPIAVEALSLIYN
KDLLPNPPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGG
YAFKYENGKYDIKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDYSIAE
AAFNKGETAMT INGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVL
SAGINAASPNKELAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEE
LAKDPRIAATMENAQKGE IMPNIPQMSAFWYAVRTAVINAASGRQTVD
EALKDAQTNSSSNNNNNNNNNNLGIEGRISELALEVLFQGPWGSPEFP
GVDSAAAMSAEVIHQVEEALDTDEKEMLLFLCRDVAIDVVPPNVRDLL
DILRERGKLSVGDLAELLYRVRRFDLLKRILKMDRKAVETHLLRNPHL
VSDYRVLMAE IGEDLDKSDVSSLIFLMKDYMGRGKISKEKSFLDLVVE
LEKLNLVAPDQLDLLEKCLKNIHRIDLKTKIQKYKQSVQGAGTSYRNV
LQAATIQKSLKDPSNNFRLHNGRSKEQRLKEQLGAQQEPVKKSIQESEA
FLPQSIPEERYKMKSKPLGICLIIDCIGNETELLRDTFTSLGYEVQKF
LHLSMHGISQILGQFACMPEHRDYDSFVCVLVSRGGSQSVYGVDQTHS
GLPLHHIRRMFMGDSCPYLAGKPKMFFIQNYVVSEGQLEDSSLLEVDG
PAMKNVEFKAQKRGLCTVHREADFFWSLCTADMSLLEQSHSSPSLYLQ
CLSQKLRQERKRPLLDLHIELNGYMYDWNSRVSAKEKYYVWLQOHTLRK
KLILSYT*

Amino acids M1 — T480 (end) of human FLIP.
Residue M440 of the fusion protein is equivalent to M1 of the native
enzyme. The MBP tag is located at residues 1 - 367.

Factor X (IEGR) residues 409 — 412
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