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AKTAmicro™
AKTAmicro
/
AKTA™ design
UNICORN™
- /
AKTAmicro™
RPC
* UV-900 190nm 700nm
- A-905 Peltier
- 384
- P-905

* ““Flow between run’”
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n e X ArticleNo  Product Name (Description) Product Group
28428952 | SYSTEM, VP-ITC 950
28428955 | SYSTEM, iTC200 951
e 28428983 | AutoiTC200 System 952
28428984 | Upgrade - iTC200 to 952
11 AutoiTC200 system
45
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ArticleNo  Product Name (Description) Product Group
28428944 | SYSTEM, VP-DSC DOMESTIC 953
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28428948 | SYSTEM, VP-Capillary DSC 954
28429058 | PPC Accessory 955

13



14

AKTA™avant25

MADb

UNICORN™6 AKTA™avant25 N N
MAb — ) AN
MabSelectSuRe™ A . ’ } ‘_‘? : ’ = }
= a2 s#d
Capto™adhere s e e
DOE T —slesta
HiTrap™ 24 m : el
UNICORN™6 DoE 1 UNICORNG
HiScreen™
MAb
| | Capto adhere
[
| | pH Capto adhere
!
[ | ( )
| : : : | (DoE)
[ [ /
| SPSephoroseFostF\ow/CoptoS| | CaptoQ* |
| Captoadhert |
| Captoadhere | Captoadhere |
[ [
| / |
| v A4 A4 |
“N02004/076485
UNICORNG6
2 MabSelect SuRe, SP (DoE) Capto adhere
Sepharose™ Fast Flow, Capto adhere| ( 1 6)
MabSelect SuRe  Capto adhere( ) 3
( pH) 2°=8
Capto ( )
11
1
1 MabSelect SuRe pH HiScreen MabSelect SuRe  20mM pH6.0 3.0
2 MabSelect SuRe HiTrap MabSelect SuRe PBS pH7.4 pH3.5
3 MabSelect SuRe  MAb HiScreen MabSelect SuRe  PBS pH7.4 pH3.5
4 Capto adhere ( MabSelect SuRe XK PBS pH7.4 pH3.5
50/20 ( =8.4
Vc=165 )
5 Capto adhere HiScreen Captoadhere 20mM 20mM pH78 40
6 Capto adhere (DoE)  HiTrap Captoadhere 20mM 20mM pH756.75, 60
7 Capto adhere HiTrap Captoadhere 50mM pH6.95 6.75 6.55
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AKTAmicro
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AKTAmicro™
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l
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LC-MS/MS MudPIT
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AKTAmicro 1 LC VEGF

Western blotting



EBM MV?2

0.2ug/ml
VEGF-A, 10ng/ml
20ng/ml 1
1% EBMM V2

5ng/ml
0.5ng/ml

VEGF-A VEGF-C

50ng/ml 20 mM

Tris-HCI, pH8.0, 150 mM NaCl, 8 M urea, 2 mM EDTA,
50 mMNaF, 1 mM Na,VO,, 2 jag/ml aprotinine, 1 jag/

mIPMSF, 1 pag/ml leupeptin

20 mM Tris-HC| pH 8.0, 8 M urea, 6%
illustra™ NAP™ 5

600ug Mono Q™PC 1.6/5
AKTA micro
2
0.4
Frac-950
DTT 50mM
60 8M
250mM Tris-Cl ,pH8.8
60 illustra NAP-5
20mM 1.0 ug
37=C 2
0.1%
600ug
Mini S™ PC
3.2/3 AKTAmicro
3
frac-950

0.8

RPC Ettan
MDLC
Zorbax™
300-SB C18 , 300pami.d. <5 mm, 3pam
(Agilent Technologies)
Zorbax 300-SB C18nanoscale
75pm i.d.><150mm
A HPLC 1%
1% lug
200nl/min

B HPLC

90min 0% 60%

Finnigan™ LTQ™

MS/MS
profile
centroid MS/MS
DeCyder MS  PepDetect
LC-MS
PepMatch
MS/MS TurboSEQUEST™
TurboSEQUEST
PepMatch
xcorr 15 2 25
1+ 2+, 3+
VEGF4-3
SDS-PAGE Hybond
Extras
ECL™
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ALQLSSHGGLRSANR VEGF-A
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western blot
IQGAP1,HIV-1,NEF,14-3-3 WNT8B
DeCyder MS
(A) IQGAP1 (B) HIV-1 Nef
LC-MS/MS m |
DeCyder MS LC-MS =2
m/z y RT x S
4B
m/z RT S
& &
MS AQ’ Q‘o
Wb, total Wb, total
M S / M S protein extract protein extract
A B
-1 LA I E
ekt A
d o2l ko
i r. ]- : l T AKTAmicro
|f I1 | |
fut. '-II "'IJ ) :?EJ' W LC-
MS/MS
2. A BIC VEGF-A
nanolC-MS/MS B DeCyder
MS A BIC MS VEGF
MS/MS Glth—Z-hS

VEGF-A VEGF-C
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+44 (0)29 2052 6445; +44 (0)29 2052 6230;e-mail: val.

millar@ge.com
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1. IN Cell Analyzer 2000
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AKT,-EGFP

(b) GPCR
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(c) (d)
ECs 1Cs
SSMD
-o-

FITC Cy3™ Texas Red™ Cys™

Hoechst™ 33342

IN Cell Analyzer 2000

2.
Neuro-2a
IN Cell Analyzer
2000
1gG

Cy5

Hoechst 33342



( 3la)) IN Cell Investigator
( 3(b))
X-Y
GPCR
[6] GPCR
pH CypHer5E
pH pH 4 IN
Cell Analyzer 2000 IN Cell Investigator
MTA
9.5 SSMD 063 Z~
120
11
o
£ s
% 50
c 40
2 30
& 20
“ 10
-1 —_—TT
0 50 <48 -45 44 -432
lal 1b!| l“"‘l"ﬂi malar]
3. (a) IN Cell Analyzer 2000
4><
Hoechst (b)
(retinoic acid)
[e]€]
N2a -o-
IgG (a) FITC  [RAJ=40 uM
SSMD=5.6 (b) Cy3 [RA]=30 UM SSMD=6.9 (c) Texas
Red [RA]=30uM SSMD=7.6 (d) Cy5 [RA)=35 uM;

SSMD=4.2

:
i
£

LS
i
13
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i
&
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i
£
i
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4. IN Cell Analyzer 2000 20
HEK293
CypHer5E -VSV-G
(b)
/ +/-SD  n=48
SSMD=9.52~ =0.63
DNA
(mytomuycin) CHO-K1
Hoechst 33342
18
5 Investigator

6

VSV-G B-2

Hoechst 33342

50%

(c)
?

(etoposide)

5. IN Cell Analyzer 2000

(@ (b) CHO-K1

20  0.45NA

(c)
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6. CHO-K1 (a) (b)

+/-SD n=8 4

AKT1-EGFP AKT1-EGFP
CHO -1(IGF-1)
AKT1-EGFP
PI3K/AKT

AKT
EGFP-AKT1
IGF-1 Hoechst 33342
IN Cell Analyzer

2000 IN Cell Investigator MTA

EC,, (7
IGF1
Tesxa Red (phalloidin)
F-actin
<<5p >3
IN Cell Analyzer 2000

& 4 4 .4 H % B

Lo 8- et
7. AKT1-EGFP CHO-hIR
IGF-1 96 Matriplate
IN Cell Analyzer 2000 10></0.45 NA
Hoechst AKT1-EGFP
IGF-1
3 +/-SD n=8

SSMD

8. AKT1-EGFP CHO-hIR IGF-1
40 IN Cell Analyzer 2000
Hoechst 33342
Texas Red- AKT1-EGFP
(a) (b)
<<op 5o
(b) 2D
(a)
HCA IN Cell

Analyzer 2000
GPCR AKT1-EGFP

IN Cell Analyzer 2000
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NTA

CM5
2 BSA
MilliQ
0.15 M NaCl
100 pg/mi
8000-11000 RU pH

NTA

TR

Biacore
Ni?*
NTA
NTA
CM5
NTA
NTA
Biacore®3000
NTA
NiClz NTA
EDTA EDTA
Ni?* NTA
NTA

20 W/min

30 Ug/ml

NiClz 500 UM
EDTA 350 mM
EDTA 1 min
Ni%*- 1 min
3 min

EDTA 1 min

NTA Ni*
NTA NTA
NTA

1

1
C3CB 11000 10 N-
S3CB 11000 10 N-
S3CB- 3 11000 10 N-
Ubiquitin 8500 6 N-
MBP( ) 43000 6 N-
CYP2C19 55000 6 C-
CT-17 ScFv 30000 6 C-
MUC-159 ScFv 30000 6 C-
FITC-8 ScFv 30000 6 C-
(SA) 58000 6(4 ) C-




CM5 3a b
5 W/min
25-30Ug/ml
pH 45-55
EDC/NHS 7 min
3 min
7 min
10mM 30
pH
20W/min 3
30 Ug/ml
3min pH
(streptavidin)
biotinylated carbanhydrase
PENTA Qiagen www.giagen.com
TETRA Qiagen www.giagen.com NTA EDTA
N-70796 Novagen www.novagen.com
dia 910 Dianova www.dianova.com
H-3, BSA-free Santa Cruz www.scbt.com
Murine Ab 6-His Covance Www.covance.com PENTA
RDI-HISTAGabmX RDI www.researchd.com C3CB 15
2 S3CB 2.5
MBP 2.5
-MUC-159 ScFv ab 2.5
Sa-c SA 2.5
SA+ 2.0
NTA 3 10mM PENTA
pH
NTA
SA CYP2C19
-FITC-8 NTA 9
3 NTA-
4
C- N- NTA
MBP NTA 2
-MUC-159
PENTA NTA NTA 4
20 C

PENTA TETRA N-70796

NTA

23
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2500 stop of injection

cyp2c19

(RU)

N70796 Ab 307

PENTA Ab 440

TETRA Ab 198

Ni%*- NTA 2915

Ol W] Ol O ©

NTA 162

4
*200-300 RU

N NTA

MBP

anti-CT-17
. anti-MUC-159
s sA
£ 1000 —— s3cB
é anti-FITC-8
—_— T MBP
s00 ——cacs
5384 3
o Ubiauitin
T
] 0 o ) o o T
o
ww
3000 stop of injection

CYpP2C19

—sa

—— s3c8
anti-CT-17
anti-MUC-159
S3CBA 3

—— cacs
MBP
anti-FITC-8
Ubiquitin

T
s 200 o o o o0 ey
i
w
o stop of injection

sA

—— s3cs
CYP2C19
S3CBA3
anti-CT-17

—— mep
Ubiquitin

= C3CB
anti-MUC-159
anti-FITC-8

00 600 00 1000 1200 1400 600

2+
2¢. Ni NTA
v

1500

1600

1400 -

1200 — 5T
5 1000 — 107
g oo 15%C
H — 207

a0

— 257
a0
— a7
10
o
1) 0 w0 w00 ) )
Time .
v

2000

2100

2100

2100

000
2 1500 — 1T
< 1m0 157

a0 — 20

o0 — 257

0

350 S0 750 a0 50 1350
Tim

3b.

NTA

NTA

NTA

5 NTA

RU
4500

4000

3500

3000 ] his—protein analyte

2500

2000 analyte

Response

1500

1000

500

— N70796
— PENTA
— NTA

-500 T T T T
350 550 750 950 1150
Time

T
1350

4 SA
biotinylated-CA
50-55%
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IEFERRREM RN IR D E MR ARGSBINN A, BHEABREIFRENRARERER, BREEDEMAMDCK, VEROF
NP, BJ/MBERIIEFEARR.

BHIHAR T MOCKABRRAEHICYTODEX™ E AFEWAVERIRE MR N B P BIFIBFMAARS . WAVEEMR NI SSERMESNER
MBIRRCELLBAG™ FISERIEHIZSWAVEPOD™, £BMIXHIMIRIEFIVER. BE. COZRE. pHRERES.

Preparation
-3 g Cytodex 3 /L

Microscope pictures of microcarrier cell culture

1 hour 16 hours

65 hours

A
Equilibration

-37°C in WAVE

- geration 250 mL/min

v

Inoculation
-0.3-10° cells/mL

!

Cell attachment

Virus infection

- A/PR/8/34/HIN1
-3 days, 33°C
-MOI10.01

infection

Cell growth by crystal violet staining of the nuclei,
counted in Burker chamber.

Mixing during the WAVE cultivation. The rock and
angle were constant from 30 to 140 hours (not shown).

. Cgtodex 3 - \l/ 15 ottachment growth phase 15
- intermittent rocking o oo
-4 hours E oe ~ J
= g —
E g ’C;}m}q‘r,,,f)f)f)f'*' 08
T 3 I <
3 ] uw\‘” o
= S =
2 o4 o ' Q
Cell growth 2 2 5] s g
g S @
-3 days, 37°C S 8
8
0.0 0 0
50 100 150 T 15 2 % E
A\ 4 time (h) time (h)

v

Harvest

- 2.6 ug HA/mL
10 “?ivp/mL

v

Downstream
processing

WAVE BIOREACTOR with WAVEPOD controlling unit

&5k

> MOCKHMEATZERRAREDP, WAVERIREVMR NSRS HASBZAE

MERSNBRRELET I RPERIRIELER, BIFHEHERSETRAMLIBE 2
BRGHIHMERIEYRMNT, ANMEKHENFEEH,
REKOEKBURALUNABZSOIMEACYTODEE~BIRES, SBERNRSTE

Y V V

BRREKRY
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SDS

2-D
GE Healthcare Ettan

Sample Grinding kit

>

Q DNA

A
gDNA

2-D Protein Extraction Buffer

2-D
6
6
2D
Q
A Trial Kit 10-20 100mg
50-100

Vivaspin sample concentrators
Vivaspin
Vivaspin Sample Concentrators

30
95%
Q
A
= / MWCO
MWCO 1/2
- —  0.1mg/ml
MWCO

2-D clean up kit 2-D

2-D 2-D
2-D
2-D
Q 2-D cleanup kit
A
1 IPG — IPG
2 8000V
7cm
3000-5000V
1 2-D cleanup kit wash
a wash buffer

wash buffer

wash buffer



Sample Grinding Kit

b 6 7
40ul (
3-4 ) 5
2 2-D Clean-Up Kit
3
A 2% SDS 1M
kit
IgG
— IgG
19G

Hitrap Albumin &IgG Depletion, Albumin

& IgG Depletion SpinTrap, WWW.

gelifesciences.com/sampleprepare

A
- kit
- kit buffer
PH I9G
- 2-8
buffer
= I9G PH
- IgG
19G 1D 19G

marker, marker

= kit
kit
IEF
AB
A A
1
2 BSA
a BSA
B Y
1
2 BSA
3
4
A 480nm

TCA-
2-D SDS-PAGE
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