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GST-Tag % i* 32
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Agarose base His-Tag Purification

Protino® Ni-NTA
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(A) Protino® Ni-NTA Agarose[MN] (B) Ni-NTA Agarose[Qiagen] (C) Purified Protein
Fig.] Recombinant His-GFPuv protein & * AKTAprime™ Plus 4 %] 12 1ml MN Protino™ Ni-NTA Agarose
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Fig.2 Recombinant His-GFPuv protein i * AKTAprime™ Plus 4 %| & * MN Protino® Ni-NTA Column
Iml & Qiagen Ni-NTA Superflow Cartridge 1ml & {7 % it » I #-'4 L {5 ch3-9 F SDS-PAGE 4 45 ©
MN i 7 03— B £ # Qiagen Ni-NTA Superflow ff 5 »F F-v B & + 4pf «L=Ecoli Lysate ;
FT=flow through ; E=elute)
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(A) Protino” Ni-NTA Column 1ml [MN]

Matrix 6 % beaded agarose (cross linked), precharged with Ni*™
Chelating ligand NTA (nitrilotriacetic acid)

Bead size 45— 165 pm

Binding capacity Up to 50 mg/mL

(Binding capacity will vary for each His-Tag protein)
Max linear flow rate 300 c/h

Bulk resin (50 % aqueous suspension in 30 % ethanol)

Fotmar ready-to-use 1 mL and 5 mL FPLC™ columns
TR
A5 L H ¢ % S A 5
25mL 745400.25
Protino” Ni-NTA Agarose 100mL settled beaded agarose 745400.100
500mL 745400.500
Protino® Ni-NTA Columns I mL 5 preps FPLC Column 745410.5
1 prep 745415.1
Protino® Ni-NTA Columns 5 mL FPLC Column

5 preps 745415.5




Silica base His-Tag Purification

Protino® Ni-TED
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» % silica base INi-TED > it B B ~ B i T {7 F0 it ¥ 2 3]
b iu i ERG L FEEG -
Protine® Ni-TED Mi-NTA Agarose
M CL Wash _ Elution _ M CL Wash Elution
1M 20 50 100 280 500 mM Imidarole 10 20 50 100 250 500 mM Imidazole
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Fig.1 Recombinant His-GFP protein 4 %] 12 Protino Ni-TED £ Ni-NTA Agarose & {7 % it » I & B[ 1Y
N % 10~500mM Imidazol ¢2elute buffer i (7 F % Protino Ni-TED it & %)k & Imidazol,i.lr:ﬂé—His
-GFP elute > @ Ni-NTA P & 50~100mM Imidazol 4 & Elute » @ ¥ Ni-TED % ¥ ihj-9 5% &
it Ni-NTA £ & ° (M: Protein Marker ; CL: Clear Lysate)

Chelating ligand TED (tris-carboxymethyl ethylene diamine)
Matrix Macroporous silica

Physical form Dry matrix, precharged with Ni**

Binding capacity ég;?fé%;ﬁi}iguv)

Max pressure 145psi (10bar)

L Bulk resin

ready-to-use 40mg, 250mg and 500mg gravity-flow columns

-

FRLT R

A& LA & x Ft i I A S

Protino® Ni-TED Resin 5g ~ 30g ~ 100g ~ 300g 10mg/g resin 745200.5/.30/.100/.600
Protino® Ni-TED 150 Packed

Columns 10 preps ~ 50 preps 400ug 745100.10/.50
Protino® Ni-TED 1000 Packed

Columns 5 preps ~ 50 preps 2.5mg 745110.5/.50

Protino® NI-TED 2000 Packed 5 . s + 25 preps Smg 745120.5/25

Columns




Silica base His-Tag Purification

Protino® Ni-1DA
A St
» i¢ * IDA (iminodiacetic acid) (¥ 5 A & 4 » 23 3 B Fv 74
P AR B EcE > PRER R T TRRGFS
» 443t His-Tag protein & — 44&F - 4cH 8 IMAC AL { st @ d 225 - 22 & » @ (75
i FRRL R -

e
v
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P % silica base eI Ni-TED » ac B B ~ B i T8 {7 dv FHit ® 2 8350
v o L~ s O ek o e 2
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Protino® Ni-IDA Ni-IDA Agarose
M CL Wash Elution M GL Wash Elution
-
10 20 50 100 250 500 mM Imidazole 10 20 50 100 250 500 mM Imidazole
KDa kDa
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Fig.1 Recombinant His-GFP protein 4 %] 14 Protino Ni-IDA £ Ni-IDA Agarose i& {7 % it T & W14 p
% 10~500mM Imidazol 1 elute buffer i& {7 F % Protino Ni-IDA it 7 50~100mM Imidazol #-His
-GFP elute @ Ni-IDA Agarose B % 100 ~250mM Imidazol 4 &t Elute °>m ® Ni-IDA Agarose 7
10~100mM Elute i § #2 3+ o (M: Protein Marker ; CL: Clear Lysate)

Chelating ligand IDA (iminodiacetic acid)
Matrix Macroporous silica
Physical form Dry matrix, precharged with Ni**
o : 20 mg/g resin
Blndlng CapaCIty (refers t§6%His-GFPuV)
Max pressure 145psi (10bar)
Bulk resin
Format

ready-to-use 40mg, 250mg and 500mg gravity-flow columns

TR

AR ¢ % BoFaeE A5

Protino® Ni-IDA Resin 5g ~ 30g ~ 120g ~ 300g 20mg/g resin 745210.5/.30/.120/.600
Protino® Ni-IDA 150 Packed

Columns 10 preps ~ 50 preps 800ug 745150.10/.50
Protino® Ni-IDA 1000 Packed

Columns 5 preps ~ 50 preps 5mg 745160.5/.50

Protino® Ni-IDA 2000 Packed

Columns 5 preps ~ 25 preps 10mg 745170.5/.25

protinof® Protin Multi-96 Ni- 106 plate + 4x96 plate Img/well 745300.1/.4




Ni-NTA ~ Ni-IDA £ Ni-TED st §&
Ni-NTA Ni-IDA Ni-TED
3 i Agarose bead Silica resin Silica resin
52  NTA DA | TED
(nitrilotriacetic acid) (iminodiacetic acid) (Tris-carboxymethyl ethylene diamine )

Ni**# His-Tag & & =8P 2 3 1

Ni¥' @ e & 4 5 & m¥cp 4 3 5
EermiR BB B 14 /i >+ Ni-NTA £ Ni-IDA
(ngfglfm(ia&iigy = 50mg/mL = 20mg/g = 10mg/g

¥t His-Tag protein &

Elute protein #7 7 1
imidazol 7k & # Ni-TED

% Ni-IDA 3
A SR
= }é?bMﬁgﬁ*&
i s -
o Ti JE B ¢ sample
0 FRER BB
(A) Ni-NTA Agarose (B)

Mo CLWash

Ni-IDA

T RAEE- L

Elute protein #7 % = imidazol Jk & # Ni-NTA <

F=¢ B binding i 4 #&
Ni-TED % » 7 i * 3 %
)k B ¢ sample

3
>

fgfﬁﬁi TRBEF A
LR S

~

0 FERF > NIi-TED |d-v F@ AR B3

(© Ni-TED

M CL Wash

Elution
Elution

10 20 50 100 250 500 mM |Imidazole
KDa

10 20 50 100 250 500 rmM Imicazole

10 20 50 10D 250 500 mM Imidazole
KDa

BT —

L 5 - 3 -

20 ‘_-' - .- an -- e a o T —
201 0 201 o

A 14.4 faiy il

Figl. Ni-NTA ~ Ni-IDA % Ni-TED 4 %] 17 gravity column #f 6xHis-GFPuv & {7

it @ % 10~500mM Imidazole elute

recombinant protein » I #-% Jz ;% ( # 4% wash flow through)!? SDS-PAGE 4 37 °

Ni-TED d ** 82 v Frenis & 4 & > F]@t & 10mM Imidazol 3k 35

# F-v B band ; Ni-IDA ¢ target protein i
50~100mM) » e & 2t
(50~250mM) -

P35 e # Ni-TED %

2L ¥

: Ni-NTA > Ni-IDA > Ni-TED
§~w ¥ A © Ni-TED > Ni-IDA > Ni-NTA
Yok s Fd %‘Uﬂ,z ¥ resin B &
(@F5 Fivy

Vi Flh g ApES S 9 ’Fﬁ“%

#eiy #- 6xHis-GFPuv elute > ® %725 #H

% 10~250mM Imidazol }k & * FRF 14 elute 6x-His-GFPuv (EkR 2

; Ni-NTA 2 & 4.3 )& & Imidazol ™ 4 i elute 6xHis-GFPuv

A FAR REHE L PF FHI resin e

=B ELE Y Ni-NTA ikt
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resin (0% £ i 4 )



Agarose base GST-Tag Purification
Protino® Glutathione Agarose 4B

A S
P it s % 4p % > Glutathione Sepharose™ 4B
SRS ENET SRS Y
DTkt L a3 54 @ 4% batch binding - gravity flow - FPLC — & * # B A
PR AEhsF ) A MARE E kY %’K? Fa

o

ElAuU]

11.8mg

2
12.2mg
ot ,

%o Elution butter
Elution bute
i

0 | r 4 |

GSTrap™ 4B 1 ml columns [GE]

(Iml sample)i¢ * AKTAp
B 1mlcolumns :& 7 & it >
WAy FHitEaSRE
through ; 2=elute)

A St

Ligand Glutathione, linked via sulfur atom
Spacer arm 12 atoms

Matrix 4 % beaded agarose

Bead size 90 um

Binding capacity >8 mg recombinant GST/mL

Max linear flow rate

( Binding capacity will vary for each GST-Tag protein)
250cm/h

Bulk resin (75% (v/v) aqueous suspension containing 20% ethanol )

Format
ready-to-use 1 mL and 5 mL FPLC™ columns

3T Eg_-‘ﬁt 21
Anii : 0 A 5

10mL 745500.10
Protino®™ Glutathione Agarose 4B settled beaded agarose

100mL 745500.100
Protino® GST/4B Columns 1 mL 5 preps FPLC Column 745510.5

] 1 prep 745515.1

Protino® GST/4B Columns 5 mL FPLC Column

5 preps 745515.5




£ q 0 Precast PAGE
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Numbered wells for

easy, non-sequential _

sample loading | e 4
10 cm x 10 cm for 2 Ruler f:hﬂws exactly
total compatibility i mhﬂw“ n: :amphs

with most tanks

A

Full length resolving gel Gels up to 10x Stronger
for better resolution making tears a thing of the
past

RunBlue gels g2k :
B E S & ik )
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BaE M~ 0 12well 72~ 3 & 35ul s 23 0% -
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ESEZS DY BEE N
10cm x 10cm or 8cm x 10cm %} 3 » 3§ #* 3+ < Wi ey A H o
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W RunBlue gel 4}; ? ﬁ_ '+ AU SDS-PAGE RAPID Buffer SDS Buffer f{
: % Native-PAGE »# £ A 5 Ha kR 2 oA 11
kR o &4 SDS-PAGE #pe # Running B’
Buffe —(1).RunBlue SDS Running Buffer E E E g\
(2).RunBlue RAPID Running Buffer » i - :: — = - E
PEVRARRE FREE - &8 EB| = I‘_{""”‘ E
i 1.RunBlue SDS Running Buffer : s= B i - e
is a Tris-Tricine buffer system, # 4~ dgox | = g8 ' g s - iR
% #g >t ¥ e MOPS buffer system, % = 3 z ' g0 sne %
DA A A R Ry TRk i o e ! 4
: 2.RunBlue RAPID Running Buffer : -e i - |
is a Tris-MOPS buffer system, # & x4 » g
# >t § R MES buffer system, #4304 4 ._ :
ol R g ke 10-20%RunBlue SDS-PAGE
................................................................................................................... ; 5
7

RunBlue gel g3

RunBlue 4-2096 SDS f“‘.‘l}jﬁl 4-12% . — -
izl
-— ._—-'. -_— !
- P - "EETESET mee
5 - IS E—Se_ B2
 om| - -
wE- R
- - — . .
A -i |
|- -- & -'
|- -= ey
= & “ERR-8 %
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gel immediately ready for blot- foot” from side slot must bg prei = -
ting or drying cut off to blot or dry
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A 3ot | 344
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Gel selection charts

SDS SINGLE PERCENTAGE GELS SDS GRADIENT GELS
8% | 10% | 12% | 16% 4.8% 412% 4-20% 10-20%
G 200
C110
200 200 97.4 —
” e L I -
03 |- eEs 974 2 SESUES | SESOO 974
66.2 ol
::': L 500 ) 110 97.4 66.2
2} T mmsmmm sio | 74 662 puepa
oZ 66.2
05 |10 - EE300TE s
- 450 31.0 21.5 i
o 574 200 a5 310
- 66.2 144 -
07 . 31.0 i _ 31.0 ZLBT C1a4
144 | Fi s )
08 | Co7.47 W2L5SS s .
——— - 35 66.2 S— fi- 2.
mESE 35
09 | — ———  m— '
31.0
e =2
A &R B
SDS-PAGE(10X10cm)- for Invitrogen & Hoefer
Acrylamide 1 well 2 well 12 well 17 well
Concentration
6% NXGO0s01  NXGO0602  NXGO06I12  NXG00627
8% NXGO0S01  NXGOO0S02Z  NXGOOS12  MXGO0S27
10% NXGOIOO1  NXGO1002  NXGO1012  HXG01027 8X10 cm SDS precast gel
12% NXGOI201  NXG01202  NXGO01212  HXG01227 for Bio-Rad
16% NXGOI601  NXGO1602  NXGO1612  MXGO1627 Acrylamide 12 well /
20% NXGO02001  NXGO2002  NXG02012  MXG02027 concentration 17well
4-8% NXG40801  NXG40802  NXG40812  MXG40827 8% BCGO0812 /
4-12% NXG41201  NXG41202  NXG41212  MxG41227 BCG00827
4-20% NXG42001  NXG42002  NXG42012  NXG42027 12% BCG01212 /
10-20% NXGS2001  NXGB2002  NXGS2012  MXGS2027 BCG01227
4 -20% BCG42012 /
NATIVE-PAGE(10X10cm)- for Invitrogen & Hoefer BCG42027
Acrylamide 1 well 2 well 12 well 17 well
Concentration
0% MEENO 00| MEENO 002 MENOIOT2 N0 027
20% MEMOZ00 MMOZ002 MHMOZ0 2 MM02027
2.8% MM Z080 | MMZ0802 MEMZ08 2 MEMZ0827
3.20% MEME2001 MHME2002 MHMIZ012 MHM32027




Ready to use-& ™ i< ]

Agheit o 15 AHP RF L

R BE D A B
F 2% ¢ % ~ InstantBlue ¢ ¥
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WA R s F I AR RBERA T Tl o F* R
¢ * ;%3 Coomassie Brilliant Blue-R250 Stain(CBR) %
Silver Stain - Silver Stain ] * 445 317+ & 3= 5 0 C00
BLEUBH L RARIFIRRIIFRI LGN R I o BARGAR

o e iTiEAE A %5 A CBR stain PIE % CBR & &+ }+ &n
BERE IS Pk R o LI FARARE G D
LRAFEEMERES chdy FTdF  Adt*hd iz
InstantBlue £ 2 Coomassie® stain 3 & 5“4 & chd &) o

Wash before staining

destain

Non toxic and easily dis-

posed

True single step staining

Total operation time

A ETRTR

Catalogue Description storage Shelf Life

Number

ISB1L InstantBlue, 1Liter |i4°C 1 year from receipt

oy

EE

6n|8111‘818u1—5§j;g7m33 \n‘\;f; »a;(g‘- -

15
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1. 7 % %44 reducing agents, detergents, chelators,
amines -+ 3§ -
2. Ready to use -
TE G BAR B o
BrafordUltra | 0.001- 11* CBG-250 #23-v Fd & |Rd v 2 £ 51 F 57 - *
0.025mg BES EP L TR detergent # 4%
Braford 0.01- Jl* CBG-250 &2 3% FR & |Rd P 3L 5 EH FRE
0.05mg B kR (ex.EDTA -~ B-ME) » & %
detergent # %8
Biuret 0.05- SIER S S RO & R
5.0mg -C=0 AL %k 22 (4- Tris ~ Fifit %)
Lowry 0.05- £ Biuret j#eut il »e—H | E 4 W AT 5 i
0.5mg Sen § BN S AL P o
Folin reagent ¥ Tyr = &
¢ (blue) % = #
BCA 0.02- i Lowry i# » 1 % ¢ - %% & %(EDTA - EGTA) -
0.5mg bicinchoninc acid B RA(DTT ~ B-ME)frfqasg 228> 7
Folin reagent % detergent(4- SDS ~ Triton X-
100 ~ Tween)# ¥
UV asobance [ 0.05- JI* 36 FE A ERAR A EAT v i Frig=
2.0mg 280nm it £ e ivr &
£
®

BMr -+ e+ §* e Braford -\BAC = /2 £ %
g;fgzza By el LM o
v TR A% i 1% detergent F

FR G TP B

Brilliant Blue 3 A # sigip >

Brafold

7 8 detergent ~ £ &

B H R R
{— 2 Coomassie
w8

BT oo gy

sk Rl v FOER > I RFSUPR T Braford ~ BCA i€ * b oehak gk o



AT F T T 2

2.500
2.000
OD 595nm 1565
1.000 Ii I
0500 | O |
0.000 |
Expedeon | _ Expedeon| _
0500 |Bradford | Pierce | Bradforg | Pierce
Ultra Ultra
Standard Assay with | Micro Assay with

1% detergent 0.1% detergent

Bradford Assay Signal at 595nm

e BrafordUltra #

O Tween20
% % detergent =
B Brij35
: FTL SRRty
. 2L 2
sSDS T B
O TritonX100
HCTAB

MNovexin BradfordUltra Assay

1.5
15 so-f--- ge
f-’._.‘s__",,.-ﬁﬂ
0D 595nm —8—— lgG 1% CTAB . 1
1 — E
s 5]
a seslese BEA % 05
3 [m]
0.5 = § [®]
A ——8—— BSA 1% Triton 04
0

0 03 06 08 12 15

Protein (mg/ml)

Pierce Bradford Assay

DL e -

o .n —®— GG MCTAB

——— BSA T Triton|

03 06 09 12 15

Protein (mg/ml) \\

‘?%&$ﬁ%ﬁﬁﬁ

BrafoldUltra i #

L E

1. For high protein range(0.1mg/ml-1.5mg/ml) sample:reagent =

2. For low protein range(1ug/ml-25pug/ml)

A SE3TRLT R

sample:reagent

Catalogue Description storage Shelf Life

Number

BFUOSL BradfordUltra, +4°C 1 year from receipt
500ml

BFU1L BradfordUltra, +4°C 1 year from receipt
1Liter

1:15
1:1

B o

e)|NpIojpeIg-

17



F et 39 7 refolding

REEd T

W f v fr aggregate - # 4c i3 fR R

#F Fo Feow o

=g A iv % 2

WO E AT R0 F et 2 ex.MS,NMR

SR

NVoy i

Carbohydrate Backbone

O?OO?CEQC?OOC?C{)O?OQCFC?O(})?

Hydrophobic Side-chains

NVoy srF s

1. NVoy & - i S5kDa st % &4 » % § Bk -9 Fenidp» ™7 §
block #-v &gt o (4rt B)

2. NVoy &- ®7 4 T j7 e 44§ > £ pH-independent » ¥ if
LIRS I B e s E R TP E

NVoy £ 3¢ Fiht 3 i£%

Hydrophobic Patches

S ERT o ded PR AWK § R NVOy f§4 sk it enipleas? 3o § chpn-k &
T% @ & 4 Uk 2 ig s v "P‘r%: m ZEE — BFE R AU AR iig dv hoRiB R
Peni & o PR ER 0 KWL Bu BT A A6 2




NVoy 3tirt et

NVoy Refold™ |——|Protein refolding

Protein stabilization

NVoy™ Technology B
Products — Protein purification
NVoy Stabil-PAC™ >
|| Protein analysis
— Protein crystallization
® NV
NVoy # * ;» 42 1 @
NVoy Stabil-PAC™ NVoy Refold™
(#-NV10 4 3 lysis buffer or wash buffer (#-NV10 *: 1 refolding buffer # )
or elution buffer # )
T & fme T & fmre
& | ¥
® Lysis buffer to lyse ‘m ¥ Lysis buffer to lyse ‘m*z
+1% NVI10(w/v)
2 lysis buffer ‘ ‘
(without detergent) Soluble form InClLiSiOl’l body
I # g clarify the lysate 1 * Denaturant buffer
‘ (urea or guanididne hydro-
7 3 el A A chloride) to solubilize 5mg/
A s s K R RS IPE VAR ml protein
o F(Ex.B+ < 3%/ r & YN
M R
A 1) @ #- Smg/ml protein ff# 20x
+0.3-2mg/ml NV10 " .
4. R 3 refolding buffer %+ Refolding buffer #
@ .| 10x CV Wash buffer
+1% NVIOW/N) |« ]
e . NVI0 & wash RT, overnight, i& {7 refolding
. S ALY € AL
: | f v
.lf\- B% Tag & LESFG T Elute protein only Refolded protein
+ | Elution buff Elution buff
preer— ution buffer ution buffer | e NVI0
< Sl b E v v 5% v/v Release agent
+ |Eluted protein Eluted protein
t ol w0 — vy -
. , overnight
+ [10% v/v Release agent
. v
: . 10x CV Wash buffer
¢, |RT, 10mins to remove NV10




1. #£ 3 refolding = #
2.7 Fif prRplz# refolding i
S HBEAFFEMEY oz

solubilise 4
dmina DENATURED VULNERABLE INACTIVE
acid chains FORM INTERMEDIATES AGGREGATE

| NVOy it %% B A% » @& G feerdfidp > & &3 & 2 35 endo o e

@ / f’ - N\
extract & Cak

solubilise -
amino DENATURED PROTECTED ACTIVE
acid chainsg FORM INTERMEDIATES PROTEIN

Case study of GFP

z
o
=
&
g
i
e
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(¢}
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gQ
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z
o
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(@)
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%fl]ﬁ’lu aggregation>60% _\
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ol
L]
L

Aggregation (A492nm)
bt

L2
o

Control NV30 NV20 NV10

Relative Yield
O 4 N oW RO

Control NV30  NVZ0 NV10
Increasing Protectant Strength

Fluorescence (-)

0 50 100 150

Time {min)

NV10-2.5mg/ml
NV20-1mg/ml
NV30-0.25mg/ml

Unpurified inclusion bodies £ 41 * 7 3 GnHCL # denaturation buffer(6M GnHCL, 50mM MES, pH 5.5 )i3 f& - £
{1* % 3 NVoy s refolding buffer(50mM Tris buffer, pH 8.0)# Denatured protein(4.9mg/ml )i& = refolding -

2 =2
A&ETTHRTR
Catalogue |Description storage |Shelf Life
Number
RSK Refold Starter Kit to |14°C 1 year
refold 5mg protein
(40mg NVoy)
RM20 Refold Master Kit to |14 1 year

refold 20mg protein
(160mg NVoy)




NVoy Stabil-PAC™ Kit - §&# protein stabilisation

LRI R R R de A
VHEE B0 ?{*fmnﬁ:ﬁﬂ?@

R R T RR
VELBER B0 TR R

=~ W DN =

* 24F enzyme 3% 1

Ratio (mass)

5 NV10
: Protein and NVoy mix ~ — [ Dilutions to prepare set of standards
! [protein |
100
M Freshly prepared standards £ 100 W Freshly preparad standards with NV10 -
80 W Standards after 5 hours 20 | M Standards with N'V10 after 96 hours
_ |
§ &0 a §_;, 80 4
E 40 4 - ™ g B
20 20 4
m |
8 = ] 0B T T T
0 1 2 3 4 0 1 2 3 4
[Citrate synthase] (ug/ml) [Citrate synthase] (ug/ml)
Citrate synthase £i§ Shr 4 & (% i » Citrate synthase 4t} NV10: F#& & 96hr
’i'ﬁl‘#ﬁ ﬂ-ﬁ-ﬁ-}ii fy s 7% a-&#%ﬂ?ﬁ/rf?—!ﬁ‘*é ﬁ'ﬁ‘ﬁt}—é

S Lol el R S k2

Cleavage buffer @
NVIO { :|—> Cleavage according to the standard protocol

Cleavage buffer | protein

011
E 008 NVoy + * #z ¥ k-MBP % tag #
% 160 FORRR S
=0
=
5 004
s
3
< 0.02
= Fusion protein i ¥ & * k}j+c AR E 3 2
0 1 | e, oL ™ i, =, s 2 Xk o nk N 4 N
0 1 25 5 75 10 B0 & orrd it 3 o f tag ks ‘,? AAER I
0,02 ] NV10 concentration (mg/mi) v R R 2 A om NVoy ehig * 7 rrec g b

Aggregation (RT,4hr) R

after tag cleavage of 1mg/ml k-MBP
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NVoy Stabil-PAC™ Kit - B2 [#* protein purification

1.2 K,ﬁ; endotoxin
2 B0 R Feun A
3. i3k

L3R 30 Feom R

* 7 »t2 *% endotoxin
3

Method Protein Endotoxin Activity
Yields (EU) (% Control)
(% Control)
Control 100 120000 100
Detoxi Gel 32 3000 55
Triton X114 45 80 32
NVoy 78 Non Detected 72

KB B BV TR

g

NVoy 5 »z3 &
endotoxin > ¥ &S 3
A T

=5

Bl Comparision of protein processing using NV10 vs. detergents

Lvsate

Target Protein

IIT]

% protein processing

5

5 _E Elution Fractions

2 FE — A —
T 2 Triton X-100 (1%) Brij (1%) NV10 (1%)
[ 1 2 3 1 2 3 1 2 3

. Tes e e H-
Vet et
p— e

KOG LR AR TR A ey ’?;fr‘ifﬁ 4

el s S S
AAFERAE I Fahin 4

g

# 15 5 47 AL -

iz ? o NV10 eni@ #
v detergent i 7 33 R
{dr LEamio o

P ST 0 - R Bl g B kS

Initial protein concentration

Recovered protein (% yield)

10 pg/ml B-lactoglobulin 77%
10 ug/ml B-lactoglobulin + 10 ug/mI NV10 | 85% /1
10 pg/ml B-lactoglobulin + 100 pg/ml NV10 [ 100%

NV10 = 12 "% %35 47 i
feirig S v Fin 4 en
BFhe > UFEFFICEF o

2 ml iy sample loading = Pierce Slide-A-Lyser dialysis cassette - dialysis



NVoy Stabil-PAC™ Kit - E® ¥~ protein analysis

1. ¥ &* * MS, CD, Crystallisation...i%ﬁ..‘;éﬁ&ﬁm\ 17
2 J&* »r HTS assay, %4 3 F <7 3 |21 % i< non-specific binding
3B R R AA L 2 ¥ 54 47 eh detergents

* &+ > MS & 47

Matrix Assisted Laser Desorption lonisation (MALDI)

Maldi MS spectra of 0.1 mg/mil

1007 protein samples (5 uM),

containing NV10 (1x stock)

90 were acquired on an ABI 4700

Proteomics  Analyser  with

0 TOFI/TOF optics. The mass

range m/z 6000 - 23000 was

70 analysed.

60 The protein sample was run in
z 180055 an a-cyano-4-hydroxycinnamic
iw acid matrix (10 mg/ml in 50%
*®

MeOH:water).
40-
S L ™ The aquecus protein sample

o was mixed in a 1 to 1 ratio with
the matrix solution.

The protein ionised well in the

presence of NV10 (1x stock)

and a well defined protein peak

was ohserved at 18.4 kDa,

63830 101294 e i 176022 213386 which corresponds to the mass
of B-Lactoglobulin.

% & * >* Crystallography 4 47

Lysozymb
alone

5 hours
Room temp.

Lysozyme +
0.05% wiv NV10

5 hours
Room temp.

Lysozyme +
0.1% wiv NV10 +
2% v/v release agent

5 hours
Room temp.

W3y FerA it BT R F RESGDRY Tk NVOy 7 2§ »cdt it v e
IR RIRR > F BN EEA -




Bl A 1 mg/ml solution of NV10 is compatible with many analytical techniques

Protein Concentration Column Chromatography
BCA Assay vvv IMAC VvV
Bradford Assay” Vv Ion Exchange VvV N
ren *Use a blank containing NV10.
UV spectroscopy v'v'v" Reversed Phase v'v" | NV10 will give a weak Bradford
signal. The assay will show a
. . P reduced sensitivity for protein
Protein Structure Protein Activity concentrations lower than 0.25
. mg/ml. Use Expedeon’s
Biacore v Cell Based ASS&YS vy BradfordULTRA Assay for higher
Circular Dichroism v'v'v' ELISA Assays VvV | sensitivity and less background
interference.
Crystallography v'v' FRET assays VvV o
] ** Standard C4 zip tip clean up
Electrophoresis vy recommended
Mass spectrometry vV sx5 Use of guard column
NMR 'y recommended

m# ",4rt NVoy - %2 3 4

ir- Y S B AT S AR 47 0 & wash b B R % -

* 7%= 1 4]* release agent* > 35 NVoy £ target protein 2 e 3 it#
4 .ﬁ—w’i’r =7+~ » 3> wash rf’H-I;'?F:‘ ggﬁi % o

*weak release agent:DMSO
*strong release agent:NV10 removal solution

90

70+

50 4

Recovery (%)

A ETRTR .

Catalogue |Description storage |Shelf Life __ Wash 1 Elution
Number
STP Stabil-PAC, contains |Ambient |1 year

6x10mg NVoy & Re-
lease agents- suffi-
cient to work with at
least 12mg protein

STP-MX Stabil-PAC MAXI, Ambient |1 year
contains 6x40mg
NVoy & Release
agents-— sufficient to
work with at least
48mg protein




