Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of Inhibitor 2 [1—205]

Enzyme description:- Inhibitor 2 [1 —205]
Clone number :- DU 3247

Sour ce: - Recombinant
Expression system:- E.coli

Tag:- None

Purification method:-

Boil (15 mins), Q-Sepharose and Mono-Q

Method based on:

Helps, NR. Street, AJ. Elledge, SJ. And Cohen, PTW. (1994).

“Cloning of the complete coding region for human protein phosphatase inhibitor 2 using
the two hybrid system and expression of inhibitor 2 in E. coli”

FEBS letters. 340. 93 - 98.

Expression level:- 1 mg/L
Calculated molecular mass: - 23, 001 daltons

(migrates at approprimately 31, 000 daltons on SDS-Page)

Purity:- 90 %
Activation protocol:- Constitutively active
Enzyme stor age buffer:-

20 mM Ammonium acetate pH 7, 0.1 mM EGTA, 1 mM DTT

Storage temper ature: - -70°C
Assay:- Standard phosphatase assay

IC,, of 1 nM against PP1 gamma using [*P] phosphorylase a as substrate



Division of Signal Tranduction Therapy

CLONE DATA SHEET

Inhibitor 21— 205]

Protein Inhibitor 2 [1 —205]

Clone number DU 3247

Species Human

Accession no NP_006232

Tags None

Bacterially MAASTASHRPI KG LKNKTSTTSSMASAEQPRGNVDEEL SKKSQKWD

expressed prtosin ~~ EMNI LATYHPADKDYGLMKI DEPSTPYHSMVIGDDEDACSDTEATEANVA
PDI LARKLAAAEGLEPEYRI QEQESSGEEDSDL SPEEREKKRQFEMKR
KLHYNEGLNI KLARQL| SKDLHDDDEDEEM. ETADGESMNTEESNQGS
TPSDQQONKLRSS

Native sequence Amino acids M1 — S205 (end) of human Inhibitor 2.

Protease cleavage None

Cloning sites Ndel and Bglll of pCW



Nucleotide
sequence of insert
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cat ATGGECGEECCT CGACGCECCT CGCACCGECCCATCAAGGEATCTTG
AAGAACAAGACCTCTACGACTTCCTCTATGGTGECGT CGECCGAACAG
CCCCGCCGEGAAT GTCGACGAGGAGCTGAGCAAAAAAT CCCAGAAGT GG
GATGAAATGAACATCTTGGCGACGTATCATCCAGCAGACAAAGACTAT
GGTTTAATGAAAATAGAT GAACCAAGCACTCCTTACCATAGTATCGATG
GGGGATGAT GAAGATGCCTGTAGT GACACCGAGGCCACTGAAGCCATG
GCGCCAGACATCTTAGCCAGGAAAT TAGCTGCAGCT GAAGECTTGEAG
CCAGAGTATCGGATTCAGGAACAAGAAAGCAGT GLAGAGGAGGATAGT
GACCTCTCACCTGAAGAACGAGAAAAAAAGCGACAATTTGAAATGAAA
AGGAAGCTTCACTACAATGAAGGACTCAATATCAAACTAGCCAGACAA
TTAATTTCAAAAGACCTACATGATGATGATGAAGATGAAGAAATGI TA
GAGACTGCAGATGGAGAAAGCATGAATACGAAGAATCAAATCAAGA
TCTACTCCAAGT GACCAACAGCAAAACAAATTACGAAGI TCAL agacg
agatttgttcaacact gcaattgtttgttagatgtaaaccctgtgact
atagtacgttgcttcttgttcttcacaattcatgacttaagtaccaaa
at gcat accagt t at t at at at t gccaagaat t aaat gat aaact t ag
agact gat t agact gaaaat gcct aat cgat gat aagct gt caaacat
gagaat t aaat caat ct aaagt at at at gagt aaact t ggt ct gacag
ttaccaat gctt aat cagt gaggcacct at ct cagcgatctgtctatt
t cgat cat ccat agt gcct gact ccccgt cgt gt agat act acgat ac
gggagggact acat ct accccagt gct gcat gat act gcgagacccac
gcct cact gct cagat t t at cagcat aacagcagt cggacgccgacgc
agact gat ct gccact tt at ccgcct cat ccagat ct



