SIRT3 Purification
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SIRT3 plasmids were transformed to BL21 cell.
Plate the above chemical transformation product on LB argar with Ampicillin (1:1000) at 370C overnight.
Single colonies were detected and were cultured firstly in 500 ul LB broth/Amp till OD to 0.6.

Transfer 20 ul of above culture to 5mL LB broth/Amp overnight at 370C with 250 rpm SIRT3 (102-399)
Scale up for 100ml of cell culture. lLJniPrEF |2|;:8Q9NTG7
Add IPTG for final concentration (2mM) at 370C 250 rpm for 3 hours. Me;'f:(ba): 32,700

Centrifuge to get the cell pellet and stored at -800C till use.
Add lysis buffer + bugbuster and sonication.
Centrifuge to obtain supernatant

Under current condition, protein expression level is good.



10. AKTA first Ni-column purification

Equilibration 4.5 ml
* Wash 20 column volume (20 ml,5ml /fraction)

* Elution 10 cv (10 ml, 0.5 ml/fraction)
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 Raw sequencing data for SIRT1 and SIRT2 have been obtained from OriGene.
e The circular maps have been drew.
* The restriction sites have been obtained
* SIRT1: Kpnl and Notl
e SIRT2: Ecorl and Notl
* Double digestion was performed for SIRT1 and SIRT2

Plasmid (First run) Plasmid (Second run)
Trackil™ 1 Kb Plus DMA Ladder
50 bp DMA Ladder
bp SIRT1IA SIRT1B SIRT2A SIRT2B SIRT1A SIRT1B SIRT2A SIRT2B
bp
LCFF 12000
LA
430
350
£'L 1] 2000
::"ﬂ 1650
200 1000
150 80
200
L] 00
200
S0 100

Tarrazing




Since different restriction enzymes have different working buffer, the double digest
Finder from NEB web site was used to find right buffer.

Double Digest Finder

SIRT1

Use this tool to guide your reaction buffer selection when setting up double digests, a common timesaving
procedure. Choosing the right buffers will help you to avoid star activity and loss of product. Learn more

nformation about double d

Select 1st enzyme

ts, including how to set up a reaction.

Double Digest Finder

SIRT2

Use this tool to guide your reaction buffer selection when setting up double digests, a common timesaving
procedure. Choosing the right buffers will help you to avoid star activity and loss of product. Learn more
information about double digests, including how to set up a reaction.

Select 1st enzyme
Select 2nd enzyme Select 2nd enzyme
bl =3
Enzyme Cat# Temp  Supplied NEBuffer Supplements % Activity in NEBuffer Enzyme Cat# Temp Supplied NEBuffer Supplements % Activity in NEBuffer
SAM 11 21 34 CutSmart SAM 11 24 34 CutSmart
Kpn [ Rot42 | 37°C | NEBuffer 1.1 no 100 |75 |10 | 50° EcoRl [7RY] | RO101 | 37°C no 25 | 100* |50 | 500
Notl XM RO189 | 37°C | NEBuffer 3.1 no 10 (50 |100 |25 Notl 7R | RO189 | 37°C no 10 |50 | 100 | 25

e SIRT1 NEBuffer 2.1
e SIRT2 NEBuffer 3.1

New protein ladder was ordered.
NEBuffer 2.1 was ordered.



Sl RTl Open reading frame

I Crigin of replication
B Other gens

B Fromoter
f1 arigin At lacO reg . Fegulatory sequence
\ ."II RE5_Kozak other B Reporter gene
. / ,ﬂ"’f o1l 662 W selectable marker

] Pstl 6§ i Do i
. . . B Unigue restriction site

b i -’ Arcl 1193

[f/sagm 1203

SO0k

B0 0bp

lacZ_a reporter
amp prom

- SO0bp
. F_J___,...-rpBR322 origin

= T———Hindlll 1855

BamHI 43?5/
lac |:|r|:|m/ / L \.®
Narl 4022 / vy A

Hpal 3888

EcoRV 3832 \

%,
lacl reg

25 of the 25 labels are shown Created using PlasMapper




Sl RT2 Open reading frame

I Crigin of replication

B Fromoter
@ . Fegulatory sequence
1 origin sl T M Reporter gene
/,'»” °8 . Selectable marker
Mcaol 283 i o ]
v . 2 :_.#!,_,/"’" B Unigue restriction site
. |
oo
> — % !
ER Bolll 212
o F ' _Fr'_._,_,..--"'""
lacZ_a reportar - Kpnl 1062
. amp prom = ~add
" ' Stul 1224
':r- __—=dacl 1285
. 1500bp —
- A0
pER322 origin
- /
- F .
/ o | i 1 EBC.“_BQ
BamHI 2221 — i i A R——_Ia-_l reg
lac prom-—" _ﬁ Apal 2539
Marl 2268

Hincll 2834 pHpal 2834

28 of the 28 lsbsl are shown Created using PlasMapper




