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2. Sample applied. 3. Buffer (mobile phase) ana sample 4. Large molecules leave the column first
move through column. Molecules diffuse followed by smaller molecules in order of
in and out of matrix size. Molecules larger than the matrix pores
l pass straight through.
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For very small For peptides and globular For larger molecules
molecules proteins or particles
1k 10k 100k 1000k
102 10° 104 10° 10° 107 10°
Superdex Peptlde |
| Superdex 30 prep grade
| Superdex 75 prep grade |
Superdex 200 prep grade
1
Sepharose 6 Fast Flow |
| Sepharose 4 Fast Flow |
| Sepharose CL-2B |
[ Sepharose CL-4B [
Sepharose CL-6B [
| Superose 6 |
Superose 12 |
Sephadex G-10
Sephadex G-15 |
Sephadex G-25F
Sephadex G-25M S=#
Sephadex G-25C F -4
Sephadex G-25 SF
Sephadex G-50 F M=
Sephadex G-50 M C =¥
Sephadex G-50 C
Sephadex G-50 SF
[ Sephadex G-75 |
Sephadex G-75 SF |
Sephadex G-100 ]
Sephadex G-100 SF | ]
| Sephadex G-150 |
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Superdex200

Column data
Matrix Composite of cross-linked agarose and dextran
Bed dimensions 10x300-310 mm
Bed volume Approximately 24 ml
Column efficiency, N/M  >30000 m"!
Average Particle Size 13pm
pH stability range

regular use 3-12

cleaning 1-14
Temperature

operating +4 to+40°C

storage +4t0o+30°C

Exclusion limit, M,,
globular proteins

Superdex 75
Approx. 1x10°

Optimum separation range

globular proteins, M, 3 000-70000
dextrans 500-30000
Flow rate (water at room temperature)
recommended 0.5-1.0 ml/min
maximum 1.5 ml/min

Pressure over column
maximum

1.8 MPa, 18 bar, 261 psi

Superdex 200
Approx. 1.3x10°

10 000-600 000
1000-100 000

0.25-0.75 ml/min
1 ml/min

1.5 MPa, 15 bar, 218 psi

Column Superdex 200 10/300 GL

Sample: 1. Thyroglobulin (M, 669 000) 5 mg/ml
2. Ferritin (M, 440 000) 0.4 mg/ml
3. BSA (M, 67 000) 8 mg/ml
4. B-lactoglobulin (M, 35 000) 2.5 mg/ml
5. Ribonuclease A (M, 13 700) 5 mg/ml
6. Cytochrome C (M, 13 600) 1.5 mg/ml
7. Aprotinin (M, 6 512) 2 mg/ml
8. Vitamin B12 (M, 1 355) 0.1 mg/ml
Sample volume: 500 pl
Eluent: 0.05 M phosphate buffer, 0.15 M NaCl, pH 7.0
Flow rate: 0.4 ml/min, room temperature
Detection: 0.5 AUFS, 280 nm
mAU
80 —
60 —
40 —
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0.0 5.0 10.0 15.0 20.0 25.0 30.0 ml

Fig. 3. Typical chromatogram from a function test of Superdex 200 10/300 GL.
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LOAD, position 1 INJECT, position 2 WASTE, position 3
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eSample loop: 0.01~5ml

eSuperloop: 1mI~150ml

eSample pump: 0.5~1L

eSystem pump: >50m|
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offdh: BAVEBERRA (AR E100uD

o : E0.1M NaCIFI Tris 21 iR

VoL SIS o JZHTHE: Superdex200 10/300GL

A=y o ** T I AR IR St L A28 0.45um I IEREREJE, - LAB7 3% 28 JZ M kE

o L1 TE A I Z R
*System Control & I /i) =32 F iy diManual, i%EFF Pump->Pump wash purifier, EF A% IEAHON, Execute.

eManual % #EPump->Flow rate, i AJRi#0.5mL/min, Execute.
GHETIERBI R G, TR AR N T
P ENTRE, FEUvEUE LA, FELET

CEFEMHENFE IR R RS 88, HERSUE, MinjectionValve I35 A HEN, LG ANEEL R VE R 8,
o SEREHE T AT (UV, IR TEAR L)
ﬂ:%}?ﬁ’f/h o [FE: fEManual B % £ Flowpath->InjectionValve->Inject, Execute.

I EUEERE S O WS
eFrac->Man_fractionation, fEfraction size i NEFEIEEIRTR,  exectues
o ZETUNEE: Frac>fractionation_stop, exectue.

o i T H A Hh ) end 4241 45 RS2 56
*20% ) LBEMUE RGANE T, 7 MEET
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ad26041 H6ERA 1537305 AND KPNA6 78T505 20151222:10_Cond¥

Hil0ad26041 HEERA153T305 AND KPNAG 78T505 20151222:10_Logbook

Sample:

Sample volume:
Eluent:

Flow rate:
Detection:

80 |

60 —|

40 —|

20—

o

Column Superdex 200 10/300 GL

1. Thyroglobulin (M, 669 000) 5 mg/m
2. Ferritin (M, 440 000) 0.4 mg/ml
3. BSA (M, 67 000) 8 mg/ml
4. B-lactoglobulin (M, 35 000) 2.5 mg/ml
5. Ribonuclease A (M, 13 700) 5 mg/ml
6. Cytochrome C (M, 13 600) 1.5 mg/ml
7. Aprotinin (M, 6 512) 2 mg/ml
8. Vitamin B12 (M, 1355) 0.1 mg/ml

00 pl

0.05 M phosphate buffer, 0.15 M NaCl, pH 7.0

0.4 ml/min, room temperature
0.5 AUFS, 280 nm

0.0 5.0

100 150 200 250 300

ml
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Fig. 3. Typical chromatogram from a function test of Superdex 200 10/300 GL.
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oFffh: 1mg/mLBSA, 0.5M NaCl¥&W 2mL

B LB TK

VL A o ZHTHE: HiTrap Desalting 5 mL

A =y ea o ** AT I AR ORI S b A3 0. 45um I SE BT 8, DB 3% 2E )2 AT A

o L1 TE A I Z R
*System Control & I /i) =32 F iy diManual, i%EFF Pump->Pump wash purifier, EF A% IEAHON, Execute.

eManual % #EPump->Flow rate, i AJRi#0.5mL/min, Execute.
A TERD ARG, JEEIEASIEHEAT
JHEFFESmL/min, “FHTENTHE

CEFEMHENFE IR R RS 88, HERSUE, MinjectionValve I35 A HEN, LG ANEEL R VE R 8,
o SEREHE T AT (UV, IR TEAR L)
ﬂ:%}?ﬁ’f/h o [FE: fEManual B % £ Flowpath->InjectionValve->Inject, Execute.

I EUEERE S O WS
eFrac->Man_fractionation, fEfraction size i NEFEIEEIRTR,  exectues
o ZETUNEE: Frac>fractionation_stop, exectue.

o i T H A Hh ) end 4241 45 RS2 56
*20% ) LBEMUE RGANE T, 7 MEET
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