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IgGRMBF—FEEIg, SEBALIGHIBS-75%EH . [ THERKS, MER, INGFEFLOMERFES. 2
PRSI —FTEEMR . IgMEAFEILEMIIE—Xlg, BRARRSREEREERIg, 5KIgFIgMERE, HHE
MESEENMEAREEERR . RANMETAZIgM, BLESHUAINIREIETE, RFEHBETIgM. IgATEIEF]
HRFEEERD, MBEIGAEESHRIgHI15-25%, BEIDWIRIIVZL, ER, REH, BEDWRIIXSESD
WiRPaERS. IgEABFEN, REBAMBSTZERPIg. IgEEMBHNERBFERENN, HEBREMZFIIER
SELERME, ERNAREREIMERZARES . IgDEEREAMBTRERE, LFENAE, IgDEREFET ABIHK
EAREEFANERNARZE, EETIgDZERMESELEGIQDERREEH . FEFUARLNISIES, Protein A,
G, LEERXS T A EADMAI AR RHUASREE M D BB AR .

Fxias, ALSE TENERIEESENMHEEE . SHRRHAIY BRSNS EERNSHIAE
B EECHEER AT LAY (B BRI SL IS

m
+4++ +++ +4++

Total IgG
1gG1 +++ +++ +H+
19G2 +++ +++ +++
19G3 + +++ 4+
1gG4 +++ +++ +++

Human
IgM + - +4++
IgD S - +4++
lgA + - +++
Fab + £ et
ScFv + - 4
Total IgG +++ +++ +4++
IgM = - +4++
IgG1 + ++ +4++
Mouse

1gG2a +++ +4+ +4+
19G2b +++ +++ +++
1gG3 +++ +++ e+
Total IgG + ++ Tt
IgG1 + THF +4++
Rat IgG2a - +++ T+
IgG2b = + +++
19G2¢c +++ +++ +++
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AmMag™ Protein A

Magnetic Beads

Cat. NO. L00695

SHRIRHAYER A BIARISEH Protein A EFHMMBEAERIAENL_E S~ mZ(ERIEIAZEZ 30-100 um AJE/R
WIS TR AP RIS TVRERE, BHHIAE, M99 HE  Protein A 2—FlEE EH EEATNERES RS RE
BKEREEIMRIERS FC FREE AAEH A BN REHREREAS USRS RS S 21 AmMag™
Protein A 3k (Cat. No. L00695) Fr{EFBREH A RETSUSHIEAER, BIFHRIFSHIERM, BRI 0.1-0.5M
NaOH,

) prorocoL

1| iffES

B8

Exchange Buffer 1xPBST, 0.1% Tween 20, 50 ml
Washing Buffer 1xPBS,pH 7.2, 2L

Elution Buffer 0.1 M NaAc-HAc, pH 3.0, 2L
Cleaning Buffer 0.05MHCl,pH1.5, 2L

NaOH 0.1 M NaOH, 2 L

Neutralization Buffer 1 M Tris, pH 9.0, 50 ml

¢ iE: 0.1MNaAc-Hac, pH3.0ERMEE AL, EHFEEmIEES, HN950 miZk, 1.3 ml, 5 M NaOH iFHPHE3.0, BERE1L, NREREETFIRE
1E€$0 1M, SSEERREIPRED R TR EEIRLER.

2 | #iRE
HWASRERFIERHEAR, TTRERMI#ER . JREEOETRR, BMEELSE, BETHIKRE, SEFSERE, Bl
0o BEDBERFAEMKRT100 miagEEm.

12 mm*400 mm

BT 3 s EcEthermo967LiRFLIR
_ v £295040462
L00762  OBFLRFUIRALERL L 1-5 ml =535 : e
1.
'-.-" o 8 7 8 ‘.' 4‘6595040470
R e 1. FBEEEEE
T 2. BORE
™ -
L00723 AmMag™MR 5-50 ml (OO SIS, 3. 15mIEIR
4. 50miEHR*1
L00778 Magetic rod—L 50-2000 ml : t

L00779 pEEElE A e 50-2000 mi

3| RESE

O

%
L. Incubation 1 hr
L 2. Transfer Ehe
| MagBeads
r
I AmMag™ protein A magnetic Add the beads
beads pre-treatment
{5 minutes)

Wash bv PBS
buffer,
3—5 tirmes

w w
Store in 20% ethyl [}iscard 0.1 N NaOH Wash with 0.1 N NaOH AmMag™ protein A Purity the sample
alcohol solution magnetic beads ready for re-use

4 | EHIREL

(1) HEERES

O BIERIRIE, ERMIE;

2 BUSERIHERIN15 mIzk50 mBIOE S, METEH L IREE F e ARk, 7 EiE;
(3 #21:10 I \Exchange buffer 385785, METERIRHNIRE Sk BREAIRM, FL5;
@) EEFRFUX;

() #1:1 I \Exchange buffer &2k 1%

6 I WIERBAERE, 5ERf@MAIAEXchange buffer #%1:1 EEfE, Fi#1E2-8 C. TR, BROEUERER.

(2) #miEE

QO BNESWHFMIEER, SERE, BEOERE0,

2 BHEmMETIRERGMN L, ZRFS, FFmEWMHTOEM, HRIKIRAT 50 m 89, FEEERES , HEETER
IERERB IR EIFIER (ER: HRAREFEEK);

@ WHAENREENESE

Working capacity

Sample concentration(hlgG) RT/2H 37°C / Overnight 4°C/2H 4°C / Overnight
0.01 mg/ml 2.5 mg/ml 5 mg/ml 2 mg/ml 2.5 mg/ml
0.1 mg/ml 20 mg/ml 30 mg/ml 15 mg/ml 20 mg/ml
0.5 mg/ml 35 mg/ml 60 mg/ml 30 mg/ml 50 mg/ml
1 mg/ml 45 mg/ml 70 mg/ml 40 mg/ml 60 mg/ml
3 mg/ml 70 mg/ml 100 mg/ml 60 mg/ml 85 mg/ml

& I JABETE0 mg/lLlY, FEIMKIFERIEE4 h,
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(3) k%

D RS EiEnS:

FiE—, PMERIRMIEER, B LERANT RGP HRSES;

FiET, BLAMAOZRER. B0 mBOEBETHAREL, BHHHERESREANBOES, B8X50 ml, #OKE
WRPIREER, 7 LB NT SRR, ESRIEHUR, ERMEIHIK;

(2 h010-20 MVIERENIR, FTOVEREER, (o F: MVISRIARERAIR )

B BELOEETHRE FIRM#HE, FLE;

@ EESHR2AX;

®) N5 MV ddH,0 ZEo iRk, RIBLL LSRR, FLES.

(4) iskhit

DREBRICIREEBEERNERR JINEERRE TR #E 5-10 MV ), BORIEET EHRERINER L5
LEWEE 5 min, B HAEEBWER 2-3 1%

@ BBEOEETHAHZR LIRMHER, BBRICE LERATENEPERE OET;

@ EEEHR1-2K;

@ MNEEFFRK, BOHFH, BT TS50 (0: BIKEN, REQN) .

(5) BAERENL
O FMOfEREERATRRI & Buffer iR 2-3)K ;
@ IIA10/54EATR 0.1 M NaOHES# K, 121830 min;
Q@ BEEL—FE,;
@ PR Buffer EiRmIIR2-3IX;
©) F20% CE2ESHIR, ET4 CR7F.

5| B AER

el R A FRS RE S

Y = 1 S
R TE Z B EBEER BRI a Ebuffer 183 H2RUETY R S SRR, SRR
/EIXEZO /O ZJE—?EP o
BoKISS s B/ SRR 1 FE TR RIN0.05%-0.1%15820/80
e o o B P o s CominaR b A
SRS, AR BRI TSR

- - e = 1. BB IZRGER;
43 EEAREERERIR, MRS 2R -
HERTR R BREAHEEHRIERIR, BRI D RS,

HIRFENRE IR

SRR A BN PEARSERIRPH; BCVZIRitHR;

B (T2 FPBSHIPH,
PRSI s
- e —RZHERE2 ho
RS FIARIET50 mo/L AT FE S A .
ISR R e TR R T SRR B e EEE TR MA D> Btween 20/80.
RERRE(E HHEINBE, SoARATLE A IR ERINRER, R/ \ABLAIR

(88) KiFESEHI—: AmMag™ protein A BB

FEMBLEREYAMMag™ protein A #iEREH1TEL, FHIKEZS
S M
105 MV PBS & %k3%
2.00A20 MV 0.1 M NaOH ;8155 ¢, EERARIEI0H
3.00A5 MV PBS =X

ER] AmMag™ Protein A BERESFIFA0R TAEHEBHIRSE/NTF20%.

saturated capacity after alkaline-treatment cycles

hlgG: hlgG: hlgG: hlgG: hlgG:

sample 5mg/ml,5ml  5mg/ml,5ml  5mg/ml,5ml  5mg/ml,5ml 5 mg/ml, 5 ml

AmMag™ Protein A
Magnetic Beads volume 0.1ml 0.1 ml 0.1 ml 0.1 ml 0.1 ml
(lot. LFD1129-1 Protein A)

Incubation time 1h 1h 1h 1h 1h
cycle of NaOH treatment 0 10 20 30 40
Binding capacity (mg/ml) 91.71 76.57 74.82 73.17 73.48
Percentage drop in load 15.14% 18.42% 20.34% 19.88%
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(VS) S3LLARI S Protein A BEERTRAL Wi

SCRG R

FERIRES mg/ml, BERAFR0.1 mil, ZEMEE 1/

BEQ (1) BRABVEEPotein A MHHESE.

(2) 0.1 M NaOH B84 IE24h, HRAETEHE NE17.26%, SEIHHETH2.21%.

(3) MiidtRi24 haMIBERAHESE, £HRAmMMag™ Protein A BEIKEIMERRM EEZ T 5h

R 1
RE

(mg/ml)

= /\
C/N

=T Protein A itk .

NEY-0.1 M
NaOH

~ET-0.1 M
NaOH

THilh

EHH6-0.1 M
NaOH

10

0.1 M
Hak
(PH3.0)

0.5

0.5

0.5

0.5

0.5

2.045

1.559

12.751

10.388

15.693

15.281

0.5

0.5

0.5

0.5

0.5

0.5

0.408

0.906

1.555

1.448

1.653

1.693

0.5

0.5

0.5

0.5

0.5

0.5

0.205

0.189

0.19

0.158

0.199

0.2

1.329

1.327

7.248

5.997

8.7725

8.587

13.29

13.27

72.48

59.97

87.725

85.87

\

0.15048909

17.2599338

212014134

OEE=

Purification
method

AmMag™ Protein

Amagnetic beads

(R30011702) —by
manual

Resin—by Tecan

EEEBEER

ERCR R

Beads

0.5 ml IgG1A

0.6 ml IgG1A

1
L

Protein
Volume Name

=

Host cell
line

293-6E

293-6E

A SELEE RIS

concentra-
tion of the
samples

153.83 mg/L
(Test by
Elisa)

153.83 mg/L
(Test by
Elisa)

123 & 38T KNGV ITINDRN RN

Signal VWD1 A, Wavelength=280 nm

RT Height >
m“

0.2684

10.459
12.079

13.950

63.0205

0.0904

Tiing jire]

0,7797 12.5559
0.4422 1672.1206
0.4939 2.6790

Sum 1687.3555

0.7441
99.0971

0.1588

AmMag™ Protein A Magnetic Beads

Samples

volume

50 mL

50 mL

c8EE8E

122458

10.501

12.110

Elution
volume cycle

715.6257

Elution

1.1 ml 2

0.7 ml 5)

7.729 mg 99.36%

7.818 mg 99.09%

TR AN RANGIT IR 2DNS
Tirma |min]

Signal VWD1 A, Wavelength=280 nm

0.4503

Sum

Tecan

EE] AmMag™ Protein A BEZKTESE{EhIgG 1A 5 RIS EIRIIHHAS RO SRERITIEE

RT Height Width e Area%
(min) (min) (min)

27711 0,7453

123.9112 0.6368
19333.3516  99.3632

19457.2628

11
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(88) FIFBSOIM: MRIIERLEMAHIE

OEE

BI=: MERREKRPLEEIE

Sample(M063-1, . . . L . . .
Vouse 10G 1 K Dlute 10 mi Mouse ascites with 10mi PBS  Sample(MOB3-1, - 1y 6 40 ) Mouse ascites with 10 mi PBS Sample(A00199-2)  Dilute 10 mi Rabbit serum with 10 mI PBS  ample(A00199-2)  Dilute 10 ml Rabbit serum with 10 ml PBS
ouse IgG1, k) Mouse IgG1, k)
MagBeads AmMag™ Protein A Magnetic Beads . MagBeads AmMag™ Protein A Magnetic Beads
Resin 1 ml Monofinity A Resin Prepacked column Resin 1 ml Monofinity A Resin Prepacked column
MagBeads volume 1mL MagBeads volume 1mL
Wash Buffer PBS Wash Buffer PBS
Wash Buffer PBS Wash Buffer PBS
) ) } ) Elution Buffer 0.1 M Acetic Acid-Sodium Acetate,pH3.6 Elution Buffer 0.1 M Acetic Acid-Sodium Acetate,pH3.6
Elution Buffer 0.1 M Acetic Acid-Sodium Acetate,pH3.6 Elution Buffer 0.1 M Acetic Acid-Sodium Acetate,pH3.6
AmMag™ SA Cat No.L00768 AKTA Pure-25 AmMag™ SA Cat No.L00768 AKTA Pure-25

Sample 1st 1st 2nd 2nd 3rd 3rd
Processing Elution Elution Elution Elution Elution Elution

Sample 1st 1st 2nd 2nd 3rd 3rd
Processing Elution Elution Elution Elution Elution Elution

Antibody
recovery

Antibody

recovery

Method volume |concentration] volume oncentration| volume |concentration| Method volume |[concentration| volume oncentration| volume [concentration

uncentrifugal and uncentrifugal and

AmMag™ SA o 3.88ml 2178 mg/ml  3.76 ml  0.245mg/ml 351 ml 0.006 mg/ml 9.393 mg AmMag™ SA e 311 ml 10400 mg/ml 3.04ml  3.916 mg/ml  3.09ml 0.870 mg/ml 46.937 mg
unfiltration unfiltration
AmMag™ SA Ce“:rlifuga' and 374ml 2044 mg/ml  3.65ml  0261mg/ml  344ml  0.011 mg/ml 8.635mg AmMag™ SA Ce”:.rlitf”?.a' and 3.02ml 10201mgiml  3.18ml  3.856 mg/ml  3.11ml  0.936 mg/ml 45.980 mg
iltration iltration
AKTA centrifugal and 2.009 mg/mL(Con.)*4.4 mL(V)=8.840 mg AKTA centrifugal and 6.365 mg/mL(Con.)*7 mL(V)=44.555 mg
filtration filtration
M 1 2 3 4 5 6 7 Lane M: Marker (M00516) l A R A Lane M: Marker(M00516) l
Lane 1: Sample 1ul ' Lane 1: Sample 1ul
Lane 2: Resin-Flow through 1ul Lane 2: Resin-Flow through 1ul
120KDa Lane 3: Resin-Elution 4 ug 120KDa Lane 3: Resin-Elution 5ug
80KDa Lane 4: Magnetic Beads- uncentrifugal and unfiltration 80KDa Lane 4: Magnetic Beads-uncentrifugation and unfiltration
60KDa
60KDa -Supernatant after incubation 1ul -Supernatant after incubation Tul
40KDa Lane 5: Magnetic Beads- uncentrifugal and unfiltration 40KDa Lane 5: Magnetic Beads-uncentrifugation and unfiltration
30KDa -1 st to 3 rd Elution mixture 4 ug 30KDa -1 st to 3 rd Elution mixture 5ug
Lane 6: Magnetic Beads- centrifugal and filtration Lane 6: Magnetic Beads- centrifugation and filtration
20KDa 20KDa
-Supernatant after incubation 1ul -Supernatant after incubation 1ul
10KDa
10KDa Lane 7: Magnetic Beads- centrifugal and filtration Lane 7: Magnetic Beads- centrifugation and filtration
-1 st to 3 rd Elution mixture 4 ug -1 st to 3 rd Elution mixture 5ug
EER] AmMag™ Protein A BIEKELUENIGGTA KR EATLUSEIRMIARHA S OSEEEAIEUCE . ] =AmMag™ Protein A BAKEBAIBIIR STESHIHIOBIRIA . ERIFHS KIS RINEDEISIERE

12
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Ni-charged MagBeads

Cat. NO. L00295

EHfI% Ni-charged Magbeads FERF4a L ilTHE T EHSBRASEAR, BE#OoBELIEHAITZSITES
MRABRIFER, B OE@ARK, HERT AT RERIINE OLE £ il Ni-charged Magbeads FRHMBEAEIF 1Y
B2 40 um BIBIMBEREER IR b SRARAIRLERTE 20% IZBEHLL 25% HOSIRIRFZIUFTE B =F Ni-Charged ZBf#Ek (4
ml 25% S8R JAJ 454 40 mg 6xHis-tagged M .

) ProTocoL

B FERURHTHT ERRFEERW
1 [iffES

Lysis Equilibration Buffer (LE buffer)
Binding/Washing Buffer

50 mM NaH,PO,, 300 mM NaCl, pH 8.0
50 mM NaH,PO,, 300 mM NaCl, 10 MmEKE:, pH 8.0

Elution Buffer 50 mM NaH,PO,, 300 mM NaCl, 250 MmPBXE, pH 8.0

6 i AL ERIART, 8 MERED6 M Gu-HCI i AZIBinding / Wash FIElution & & LSS EARAARE .

2 | @H5REE

(1) HpaRAER

D BEETERSESENSHILE Buffer &, 2 AJLUTELE Buffer FIINESHIPMSF s EfthEE REsHEIR,
LARR L2 I ER AR

2180 x 17 ¥pAYRKFIk LBFELMRAR, 1REIATEI 37,

TR WRHMERAR, WiRIIRNase A (10 pg/ml) #iDNase | (5 ug/ ml) , HEXEMREE10-155%,

@7 4 CTFLL 12000 xrpm BOHER 15 DELUTIRMABRE R, WE LERAF 10-20 |l EERBTF
SDS-PAGE %#f.

(2) BEHI=
QO B ENERIE SRS TEER .
2 ¥5100 pINEEFREBEI T #IXETF
Q) B ERMIEAMMag™ MR #4258 (L00723 ) LSRR, REHEFLS.
@ EdESIA1T mL LE Buffer, FHSIAERIEIURIHITRE. FREHOBRNERTFHERLER. E8IE
BRIR.

(3) #miEE

O REEHRFNEIERT, EEMRE, BFOERHO.

QEHRETIRRRENLE, =EFE2 h (REAS|ETF0.5 mg/mLAt, HFE4NNT) , BHERSHKTOER,
RIRRATE0 mipy, FEEERRS, BEFSMIEEBEHKSFR®X (T8 BEAREEEX) .

B WHAEREENESE,

14

Ni-NTA 7582 (L00295)

Sample concentration(MBP) RT/2H 37 °C / Overnight 4°C/2H 4 °C / Overnight
0.01 mg/ml 2.5 mg/ml 2.5 mg/ml
0.1 mg/ml 30 mg/ml 20 mg/ml 20 mg/ml 20 mg/ml
0.5 mg/ml 50 mg/ml 40 mg/ml 30 mg/ml 40 mg/ml
2 mg/ml 60 mg/ml 50 mg/ml 40 mg/ml 50 mg/ml
(4) HEmikis
VBELEErS:

FiE—, PMERIRMIEER, B LERATERMPERSER;

FiEZ, BLAMAOLER. B0 m BOBEBTHAOREL, B HERESRENBOES, 8X50 ml, #IEEE
IRPIREER, 7 LESENT RIS, ESRIEHR, ERMIE I,

(2 5010 MV Washing Buffer, FE5350R0HEER; (8 % MVISRINARERAVAIR)

@ BBOEETH KR FIRM#EEE, FL5;

@ EESRE2IR

(5) B
D PRIk EIE BAESRAINSRK . IINESElution Buffer (#55-10 MV ) , O BEGEEFLHEEED K2
FERIENFES min, IFEHREES#ER2-3)K;
Q BBOEETH AR LR, BRRISE LEEATENEPEREOEF;
B JEEHM1-21K;

(6) BEEREING
B e ESFERANREERNERR, BERUTEE.
&F: WHERATATEWESER, RSIEEFE/MA5K.
@ FERR&R (500 mM BK4, 300 mM NaCl, pH8.5)i&1E3X
2 FAXIARAdI ( XBF ) KiRhiEHEk. iRIE10H, REEFK, EEHTE =R,
@) F4xATII20% 2 ESimbER TR . IRBE10R0EH, FEF20%HNIEE, EEHTE=RE,
@) BHERFHIE20%M 2+, BEEH—SER.

(7) HEREE
FBNBEERPRAIIENT:
BAE MK 20 mM Tris-HCI, 300 mM NaCl, 100 mM EDTA, pH7.4
*MAZE MR 100 mM NiSO4
BMERBLELSER:
D BEEBEEMIRRERE, MEIRM, £BEER, REBWI.
QIMANOERKARNBEE TR, RIERS1028 (IFEESERR ) , BERM, RREER, EERSE—R.
@ MIAN10fSHEMAIREETK, RIERH1008, KRN, Kbk EER, ESHTERX.

15
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@ MONSIESHEIRRTRAMNAE R, RIERHI0DINES , MBI, K& 5K, @ o . X —

VHZEHI—: Ni-NTA 4 BXTELZEH
B MMAN1OSHIRATIESFIK, BIERH1098, MR, Xt 5K, EEHEERX., RIFZEH IR SEEA TR BRI L0
© BARHMMEERT T RERL, 020 % (viv) ZEESIK, 2~8 CRElpiRFEEA.

IEE AR NI RGN

Experiment Condition

Supplier SHilh ARG AEB »EZ

B EEHEH THTERBRITEEREN
1 iR

Lysis Equilibration Buffer (LE buffer) 100 mM NaH,PO,, 10 mM Tris e CI, 8 M urea, pH 8.0
Binding/Washing Buffer 100 mM NaH,PO,, 10 mM Tris  Cl, 10 MmBKI, 8 M urea,pH 8.0

i Ni-charged magnetic
Elution Buffer 100 mM NaH_PO,, 10 mM Tris e Cl, , 250 MmBkKE, 8 M urea,pH 8.0 Medium

beads (Lot. C40021802)

IDA-Ni Agarose

: P N
His Mag Sepharose™ Ni ~ Company B IDA-Nickel magnetic beads

& ENERLLREHTERIRGALM, FRIRRANNELETERESHTENMREZNEEENE

Medium Volume 0.1 ml 0.1 ml 0.1 ml 0.1 ml
2 | BRESEE
) S?é NN e L ] E_ BT 7D3=|=2 zZy 7:%
D BRI EERIE1XPBS, PH 8.0, EITHEF KA Sample MBP E. coli broken liquid MBP E. coli broken liquid MBP E. coli broken liquid MBP E. coli broken liquid
(2 1:A12000 romBE ORER 1008, WEEIRR
3 F31x PBS, pH8.0i% & EiHR3R
@ ¥R FRFLESELE buffer(F10 mg EIHANNIN0.5-1 ml LE buffer ) SRR sml Smi i mi
6 BEERERIE TIFE30-60724, 1412000 rpmB /U302 #EBRARAY . B LEEREIT 2t E T,
Incubation Time RT,2 h RT,2 h RT,2 h RT,2 h

HRPRUSEEERHRE THTASRITEERET.

Binding buffer 60 mM sodium phosphate 300 mM NaCl 10 mM imidazole pH 8.0

3 | B R

(6620071 "ON 18D) speagbe|y pabieyo-iN €) —

Wash buffer 60 mM sodium phosphate 300 mM NaCl 10 mM imidazole pH 8.0
o) IR FE S [FE S Elution buffer 60 mM sodium phosphate 300 mM NaCl 500 mM imidazole pH 8.0
Oxp e s O L A e e e “ YreEEFEANEE AETHE, F/aoEDNasel iFINZE5 pg/ml,
HRHES HRPeaEeRENEEZR SEMG2 RIS MM, FHERK IEE0-155540. M1 2 3 4 5 . l
Lane M: Marker
TSR IR, D= IR Bf . Lane 1: Start material
wamEnEns oo SROERNE o ane 1 Startmateria
BELRERAR, ToRI0ER. Lane 2: Elution of Ni-charged mag beads (£Hf1%)
120KDa
142 18 Lane 3: Elution of His Mag Seph TM Ni (AZIG
WL SRR, Bk IR i 80KDa ane 3: Elution of His Mag SepharoseTM Ni (A5IG)
2 ]I Rt TITIE 60KDa Lane 4: Elution of BeaverBeadsTM IDA-Nickel (4A5]B)
| HTEAERS, RRESAERITE. 1 S R 40KDa Lane 5: Elution of IDA-Ni Agarose magnetic beads (AE)Z)
2. REIKFEXR 2 RIRE 30KDa
A BREER KRIIE=7: = & = 3V EZHEmR.
e LA 4 R FRE B I KOR 4 3B P EpHE G NAK K SRR S R BRI B TR o
5 EE¢HEE R MagBeads EA1RESHISEA. 5{FEFEEDTA E{EGTA (10-100 mM ) K[SiEBF I 20KDa
6% E AR . BEER. 1oKha

sz 1 EOREANIE. )
sojpsemes 2 HRTFEARMESSARROE
AR.

16

6.754 CRHUTAIBEAMNWESRR, FHERERRINGHHI.

1 IEINSRAT BIE R M RAYAIR .

2. RIS Z AT, E=IERRIE pH E(/7F pH 4 71
pH 6 Z[8) RIS &I E HRE IR —IR.

3. I pHAB SRR B PRI EZ ST o

4 (RS — PRI AE R T5 T IREE(L

E] S imsNNTA BERESTIR MR F 555N B2
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(88) MuFISAI—: Ni-NTA BARKEURERI TESUBATLLSEp) continue RIFBSEMI—: (EFINI-NTA BREBREHIBTLENY IR iXRIHis-tagged T
N NE N=1 i A=}
WIEEAEIAEIN BEER TAFEE MagBeads NI-NTA MagBeads (GenScript C42951903)
Working Binding Capacity Resin 1ml Ni-Excel Resin Prepacked column
Sample IGF-BP-4(His Tag Protein expression by 293)
Supplier SHils KEG ~ElB rEZ
Equilibration buffer PBS
Ni-charged magnetic ) N ) R Elution 1 buffer 25 mM Tris 300 mM NaCl,50mM Imidazole (pH8.0)
MagBeads beads (Lot. C40021802) His Mag Sepharose™ Ni  Company B IDA-Nickel IDA-Ni IZfE¥EMI TR
Elution 2 buffer 25 mM Tris 300 mM NaCl,500mM Imidazole (pH8.0)
MagBeads Volume 0.1 ml 0.1 ml 0.1 ml 0.1 ml Volume per sample 50 ml

MBP: 0.5 mg/ml MBP: 0.5 mg/ml MBP: 0.5mg/ml MBP: 0.5 mg/ml : . . . . . Recovered
Sample 10 ml 10ml 1oml 10 ml Incubation |Incubation ] Elution | Elution 1 | Elution 2 o o T
temperature time entriugation magbeads| workload | volume (A280) (A280) p(ro e;n ecovery
mg
i i RT,2h RT,2 h RT,2 h RT,2 h
Incubation Time Yes 300 ul 2ml 012 0087 0414  5656%  0.96
RT 2h
EleRlgalbatiel 20 mM PBS+0.1% tween80 No 300 ul 2ml 0186 0139 065  88.80%  1.15
2.5 mg/ml
Wash buffer 20 mM PBS Yes 300 ul 2ml 0.151 0.04 0.382 52.19% 0.91
4 C overnight
Elution buffer 60 mM sodium phosphate 300 mM NaCl 500 mM imidazole pH 8.0 No 300 ul 2 ml 0.185 0.044 0458  62.57% 0.93
Binding Capacity 40.46 mg/ml 42.42 mg/ml 39.12 mg/ml 40.62 mg/ml Ni-Excel Resin: Elution Volume:3 ml  Elution Protein Concentration:0.244 mg/ml Eexpression:14.6 mg/L
M 1 2 3 4 5 6 7
Lane M: Marker (M00516)
Load Comparison Lane 1: Sample 20 ul
120KDa Lane 2: flow-through 20 ul
50 80KDa Lane 3: Ni-NTA Centrifugation Elution 1 20 ul
60KDa ‘ L
45 Lane 4: Ni-NTA Centrifugation Elution2 20 ul
= 40 40KDa Lane 5: flow-through 20 ul
?E» iy 30KDa ane 5: flow-throug u
S Lane 6: Ni-NTA Not centrifugation Elution 1~ 20 ul
=z 30
- 20KDa o . . )
-g 25 Lane 7: Ni-NTA Not centrifugation Elution 2 20 ul
a 10KD |
8 20 @
2 15
g 10
© s B = HNNTA BEAA B SO N AR-R A fOhis-tagged TES, URFERTS
0

GenScript ~NEG Supplier A=B YN=1VA
ER] srmsniNTA BER TR B S5 mA.
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(6) BAEREIK
. . EEHESEANBRACERNERR, BERAUTHE. (I35 BURSSHHUANTIRNER, HYE
TM B #E
Am Mag Ni Mag nhetic beads BESE. WSERARTFERESEG, BETESERK.
Cat. NO. LO0O776 O IESEBE S, xR (£BF ) KRSk, R0, RAEEFK. SEHSE=E.
@ FRAXKIRNI20% Z ESIRIERIER . RITIORMEH, FHEF20%MZE. SEWLE=R.
@) BRI IE20% M2 Beh, EE—H 1A .

EHiFRAMMag™ Ni B4ER(LO0776)E RN BEXZISEIIBERENT0 umpYBIRBEREEREIR_E o FREAVBIERTT20%A0 2B (7) BHBE
FLA25%HIE BRI S IFE . B=FFAmMMag™ Ni Magbeads #5if#3%k(4 ml 25% Si#&) 1454510 mg His-tagged M, B ZHEEREIUESEANMMag Ni #Ek, NeILIESER#YR. JEFHEESH (<100 mM EDTA ) AT,
= R .y 4=z . +Z, H A . _ " N N
BSEREDTARIDTTHME (20 mM EDTA, 10 mM DTT &Jfi#524 h; 100 mM EDTA, 20 mM DTT AJTi#5 1h), FFREIS7EEK AmMag Ni S EZ oI IUESFHEIR . HEPPAFEESTIRT, AmMag Ni ZERESFRIRESHERNAEEFIHERE
BRFETEEEAR. FERSEEINK, EEENBEENAE, IHTE2 MERNESFER. % BEEEE100MEER ., EAEASETR:
O BEREWIE, BEEREBRZ ERAMERRANdIKRIERIR . RIE1000, REEFK. EEHEEHX.
@ PROTOCOL @ INAEAFRRGEEER (1 M NaOHAT2 MNaCl) , IRIERER309 5 (RSB ) .
Q) FMEHAIINEBEFKE R, BT MEpH (£94-5(F ) .
R @) SHIRETRTES “CRI20% ZEEA R, BEEH—2FH.
1| ik .
Lysis Equilibration Buffer (LE buffer) 20 mM NaH,PO,, 10 mM NaCl, pH 7.0
Binding/Washing Buffer 20 mM NaH,PO,, 150 mM NaCl, pH 7.0 3 | BRI RE R
Elution Buffer 20 mM NaH,PO,, 150 mM NaCl, 500 mMEXI, pH 7.0
‘ ! - N o) R ER FE S
6 T AL EIRIRRT, 188 MERZEE6 M Gu-HCI JIAZIBinding / Wash #Elution Z&/fi& LIRS EHRRIARE .
B
2 | EA5REEHL | BT EARRS, RREAERS FEHE
, . 2. INEBIEARRE 3.7154 CEMH TN TR RE, [FREEESHHIF
( 1 ) ?H]Hﬂgéﬁ (%%NI-NTA EZBHDROTOCOL fl;q%) S BRES 3 ERECER 4 SNBSS R A R
BT 4 B RANE 5. IE NSRS Y )
(2) BiEkAIS (SENi-NTA BEPROTOCOL 1) B - 6 I Tween20/805Trton-100, SEERFEER
6 BEEEEAES TR ( binding SHEHIR) B )

(3) RS (RERESPESHTSETE) 7 B e s e
(4) BE%E (3% Ni-NTA #EPROTOCOL $&)

(5) ¥R (2% Ni-NTA BEPROTOCOL $)

1. SBIMSESRA AR R R AV AR .
HYBEESR 1 IR R 2. ERBRERZE, BERERREpHE (/1FpH 4

oA %0 A yn e 8 ) BSFEEEE FREITE—IR.
AmMag Ni-Magnetic Beadssh&2iE (L00776) BEFRFTEN  2HBPEEREASERRNEER zﬂzlgﬁ?%gﬁiﬁ@; ;';ﬁ A

4. (ERS—MPHRSRIBE TSR IR .

Sample concentration(MBP) RT/1H
0.01 mg/ml 1-2 mg/ml
0.1 mg/ml 8 mg/ml
AL Yy SN 1. EERSIERBEERIR L. 1. FANaoH &%tttk
== S,
0.5 mg/ml 9 mg/mi 2. WHRESREAS. 2. PR
1 mg/ml 9 mg/ml

20
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(88) mumIsAi—

: AmMag™ Ni BERTRITERTIEDTA izt

MEEXAMMag™ Ni BZEEm iR :
1 mIZEREIRBINAMMag SA {428, RE10 MV PBS i%Z¥2)X, 10 MV 1 M NaOH i2i8300%h, {BIR2000K. izt
TRABIRASRIEE -

Capacity Change after Regeneration

M M
(=] w

—
w

full capacity(mg/mi)

10

0 50 100 150 200 250

NaOH cycle No
== HY-supplier =@ Genscript

MiAmMag™ Ni BEEKEEDTA FESETHHS:
151 mIZERZIEINAmMag SA (Y88, I8E10 MV PBS j%£Z%2)%, 10 MV 1M NaOH i2i83044%H, 1EIR2000% . e
BEEEE.

Capacity(mg/ml) 26.68 25.58 25.16 23.67 17.71 19.41

ER] syAnMag™ Ni BIFEEBIX200R, FEREDTA REMSM TERA-SERHEA TR

22

RIFEZEBI—: {EFAmMag™ Ni BEEREE(LIHFLENAMEPRIXAIHIs-tagged &R

RT

4 C

MagBeads AmMag™ Ni MagBeads (GenScript 20181106-1)
Resin 1ml Ni-Excel Resin Prepacked column
Sample IGF-BP-4(His Tag Protein expression by 293)
Equilibration buffer PBS
Elution 1 buffer 25 mM Tris 300 mM NaCl,50 mM Imidazole (pH8.0)
Elution 2 buffer 25 mM Tris 300 mM NaCl,500 mM Imidazole (pH8.0)
Volume per sample 50 ml

Recovered
protein | Recovery |[A260/A280

Incubation Incu.bation G i Elution Elution 1 | Elution 2
temperature time magbeads| workload | volume (A280) (A280) (mg)
Yes 300 ul 2ml 0.12 0.087 0.414 56.56%
2h
No 300 ul 2ml 0.186 0.139 0.65 88.80%
2.5 mg/ml
Yes 300 ul 2ml 0.151 0.04 0.382 52.19%
overnight
No 300 ul 2ml 0.185 0.044 0.458 62.57%

120KDa
80KDa
60KDa

40KDa
30KDa

20KDa

10KDa

Ni-Excel Resin: Elution Volume:3 ml  Elution Protein Concentration:0.244 mg/ml Eexpression:14.6 mg/L

M1 2 3 4 5 6 Lane M: Marker (M00516)

Lane 1: Sample

Lane 2: flow-through

Lane 3: AmMag™ Ni Centrifugation Elution 1
Lane 4: AmMag™ Ni Centrifugation Elution 2
Lane 5: flow-through

Lane 6: AmMag™ Ni Not centrifugation Elution 1

Lane 7: AmMag™ Ni Not centrifugation Elution 2

0.96
1.15
0.91

0.93

20 ul
20 ul
20 ul
20 ul
20 ul
20 ul
20 ul

ER] srmmAmMag™ Ni BRI AT b EIEIEERIA NS agged BE, MRS, (SEIMERESITHUAN.
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OEEL

J=: {ERAmMag™ Ni #EkEE(CIBZLEhAEPZzRIZEAHis—tagged &R

OEET

Pq9: AmMag™ Ni #EFSRmEEREECERIILE

¥ MBP KIZHTEZERR G MBP KIZHTEIZERR

%4 20 mM Na,HPO,, 0.15 M NaCl, pH 7.0 %% 20 mM Na,HPO,, 0.15 M NaCl, pH 7.0

#eBt#&: 20 mM Na,HPO,, 0.15 M NaCl, 0.5M imidazole pH 7.0 #eBS&: 20 mM Na,HPO,, 0.15 M NaCl, 0.5 M imidazole pH 7.0

B (1) 2EmANMag™ Ni BHEITE100 mM EDTARI0 mM DTT, {ENI-NTA BERETLL. ER] (1) EmBatitAmMag™ Ni BERAHLSRINAE SRR,
(2) EBRBRERMAIO mM BKELIERT, (EFAmMag™ Ni BEKEBAAISBEERS (2) EHifmAmMag™ Ni BERRIHER T 56,

-

TR R AR
¢
T TERTTE

—
=
—
o ¢
w
IS
—
=)

M123456789101 Lane 1: stock solution (MBP) l

Lane 2: stock solution (MBP + 100 mM EDTA)

Lane 3: supernatant (MBP) - HY magnetic beads
Lane 4: supernatant (MBP + 100 mM EDTA) - HY magnetic beads

Lane 5: elution (MBP) - HY magnetic beads

mu'lﬁ"l ®
i AR -
FIRN
F
R o
i Hﬂ?ﬁ'ﬁ! o

2 = >
Z EE B=S & -2 i Lane 6: elution (MBP + 100 mM EDTA) - HY magnetic beads
" - . Lane 7: Supernatant (MBP) - AmMag™ Ni magbeads
regular NTA- Ni beads TED-Ni beads

Lane 8: supernatant (MBP + 100 mM EDTA) - AmMag™ Ni magbeads

Lysis Buffer: 20 mM Na2HPO4, 0.15 M NaCl, 10mM imidazole pH 7.0 ) )
Lane 9: Elution (MBP) - AmMag™ Ni magbeads

e D 458 783210 LZEZF4 387 3810 Lane 10: Elution (MBP + 100 mM EDTA) - AmMag™ Ni magbeads
- - - - - — - > - - .
- - - s = Lane 11: Marker
- - - - - - - - - e e e
5 A 4 . A 5 A g S S
- -3 :
[— - AmMag™ Ni bead MBP Conc. MBP Volume | Incubate Time EDTA Conc | Load Capacity
-~ o =
- - == e '

P . AmMag™ Ni
regular NTA- Ni beads TED-Ni beads 9
g (Lot No. 20180723) 4 mg/ml 1 ml 0.1 ml 100 mM 27.97 mg/ml 69.92%
Lysis Buffer: 20 mM Na2HPO4, 0.15 M NaCl, pH 7.0

HY-TED-Ni 4 mg/ml 1 ml 1h 0.1 ml 100 mM 23.37 mg/ml 58.43%

Lane 1: marker l

Lane 2: protein solution (His-tag)

Lane 3: supernatant (His-tag)

Lane 4: elution (His-tag)

Lane 5: protein solution (His-tag +100 mM EDTA)

Lane 6: supernatant (His-tag +100 mM EDTA)

Lane 7: elution (His-tag +100 mM EDTA)

Lane 8: protein solution (His-tag +100 mM EDTA +10 mM DTT)
Lane 9: supernatant (His-tag +100 mM EDTA +10 mM DTT)
Lane 10: elution (His-tag +100 mM EDTA +10 mM DTT)

24
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ProteinG Magbeads MX f#&Ek

Cat. NO. L00673

EHIRIRMAY Protein G IR ELE Protein G EEHAMNMBEXZIFIIER 40 um RYBIREEEER L . 1RIEAIHEIRTE
20% H9Z,E2RLA 25% HISHBEFIFIE . BTt Protein G ZEH4EK (4 ml 25% SR ) 454 25mg Human IgG,

S THLAFEILM Protein G( 5 FE~22KDa) gi& 7 Protein Al Protein G 1Y 19G A& RIS 7T N i%aY 6xHis-tag
AL —SBEE{L X TFIBZLENYD 19G RIZE(L | Protein G b Protein A BESAIZEFNST, 1551253 F Human 1gG3, mouse
IgG1 # rat IgG2a . /~[ETF Protein A, Protein G T5i%454 Human IgM, IgD F IgA,

) prorocoL

1 |ik#0EE

Exchange/Binding/Wash Buffer 20 mM NaHZPOA, 0.15 M NaCl, pH 7.0
Elution Buffer 0.1 M glycine or 0.1 M NaAc-HAc, pH 2-3
Neutralization Buffer 1 M Tris, pH 8.5

6 T “ERIRRT, 8 MFRED6 M Gu-HCI I A\ZIBinding / Wash #]Elution & & FLURSEARIARE .

2 | @HLREE

(1) HEHIE
O BIERRNE, BRI
2 EHHRERE T 2R OE R,
QBBUEETHHLRLE, WKW TFEEE, XHKLE;
@ %881 10A9tLAIINAexchange buffer TT53/BS), FAMDZRINM#HE, 75, EELLSERX.

(2) #miEs

O BESWHINAFRTRIIRS, SERE, BEORE0;

2 BHEmMETIRERS L, EEES 1 h, (R SHKT D ER SARRAT 50 ml i, FEEERES , HEHE
RIERESEHIREFiEk ((ER: BEARSERR ).

(3) #Z
A BSOS SHERETH AR L, F EEE LB ETRNR PSS EES;
(2 ANA10 MV wash buffer, FE370RMER (o : MVISRISRERER ) ;
B BEOEBTHAOZ LIRM#EE, FLE;
@ BEERREBREZIR

26

(4) ikt
@ PONIEEelution buffer (¥#E5E5-10 MV) EIELES, RORIEAEZERE NE T AHIEESITELR LR IEFE55
. HBHEESHIR2-3K;
2 BBULEETHARLIRM#EL, BRRICE LBEATSHEPESE OET;
B BEEMAR-2K;
@ PINEEHFIR (EFE100 ul elute SIA10 ul FFIR), BIHH, #HIT LW (0 BRE, BikElE) .

(5) HHEKEML
() Protein G BAEAARSA I, PILANRIANaOH EEBEE. MBRIHFRRNISHE, TNENESFRWHKENTEE
S[ESTF

@ BN E—FEAEAUTEMEEABE (BEERERS4R) ;

a. JAIA10 MV 6 MEERANEL8 MR, 1218300, ILAEMHSEREMEEEHNER, BREaFRE;

b. IIA10 MV{EpH (2.07£4 ) MERMEAKRGIERE, EEERW), 28305, BIIAPBS HEFHIK=X.

B FH20%Z BEE 8Tk, BF4 CIR1F. 19t alAalFexchange buffer %1: 1 ZEEE, BF4 CIRF. MR, 8
S BEEER.

3 | EREEAL R

)RR A RE 3 [REISH

IR ARSI ER RO SRR BfY (EEINEZ73ES IR DR E

URIMAXERR, ERED
SRRMETUMESTIE]

1NFHE LS m, ERTMEEAE

RRAEAREIR 2 A A RIBBEIRIE EHTRRAIAUY

1. 28BN RES S (3.5 M MgCI2, 10
mM phosphate, pH 7.2 )
2 SRR I TR R BT, INE
& MR R buffer # )

FRMERAENERER (£ T
R IR B TIEE )

1IAEREEEpH BYERR
2. Nk S A #buffer A<PLED

EX S HESAMMag ProA @& Protein A/G

e AR AR E T HUA ik

HmPRIUATIEES S Protein G

27
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AmMag™
747 AT L A=A

4

AmMag™ SA Plus ¥ Bza{biEEkeIY

i AmMag™ SA Plus BRGNS —AETHIKBMNB RS, BT eBEIARISIIERSEY,
EHE LE—NSBEHREU RS, RESMEEER, TRTAEARRRIMARER, FMESH 50 ml BLUEB&
L—Hts B8N, RARE MRESBENFREALCNEEREIR, 8X T8O, T, BEFRE, E2ETERS
T, BrfZeikst, mRMBE SRR AUHRIBEER D X, BIFEBENIAN , AU E&ES L 70%.

Q) e

ZTEEAS: EHATRINRGEES, TRERAS!

SHER: SRE12 MR (B MMERIFFR2-50 ml ) B¥{E/bF4558
HfERE: HmiHEEOMTE, 12880 SRRERE

REES: RESTEANR, FERARANEENLUREFREAS .

KM E¥em 2 (2B % snid VS wbenwy @
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(38) RiBsEfi—: 50 miAH RS BEL

BR VARSI E ZBI ISR T EETFAIHIREEN . £970-80%RITUAZE(L 2 ProteinA FProteinG AIEHT
k. ZITEZWEAKTA IREHT HmptIBELRES, LMEER, TFARR. BEREREZIFREIR BT
EESA S BEM R EEMIRIISEENVALE LTS ETHIAp ARIA TIFE Be<illrvILE .

Resin Purification Magbeads
— Purification
ﬂe“"”l‘ge P ; . / No clarifying step \
Supe‘liatant — EE needed
{/' centrlfuge _
Fi#; r v NO filtration ii L tlncuhatmn
i! Magbeads

pretreatment :

Binding | | |. © t Wash
Washing | i \'/
Elution T T 1 B Q

\ ) - | /\* Target proteins \El"'ti““ /

LAS0 miFLALEt 915, 5 BMERBAKTA, SimELaE-THIAmMag™ SA plus #{T3C5, BiFAmMag™ SA plus BEEEEE(L,
AEEHERERMES R F/ O EARK 12 NEEsEaAt, SHERIFEE, 0.5 ol BalsLiSiRiE, AXKIRS TIERER.

FreEshdia (h) FrEshdiE (h)
8 60
48

50
6 6

40

4
4 30
1.5 20 16
2 - []
15
. [ ] 5
Akta ESGHELATEEIN SAplus Akta Z@EHY SAplus

FRTFE50 mIBAMEFRAELEHIIEL FREE12MEA(50 mI)EGFRFRIHLILL

(38) RiFsEfi—: 50 miAH RS EEL continue

FRFEES0 mIBEMERLELIHIIIEL

AKTA

Z@BEA-Te 8 1h 2h 1h 1h 0.5h 0.5h 6h

GenScipt

) . 12 1h 0h oh 0h 02h 0.3h 1.5h

¢ iE: HrhAmMag™ SA Plus RIRFALME hptE ARFIRERAIT B RTE), TREEMAIERIE.

EFE12MEAR(50 mi/Ef) LRI L

AKTA

ZBBAY-Te 8 6h 3h 2h 1h 1h 1h 3h 16 h

GenScipt

AmMag™ SA plus 12 1h 0Oh Oh Oh 0.2h 0.3h Oh 1.5h

¢ iE: HiAmMag™ SA Plus RIRFALME hptE AFIRERAIT SRTIE), THEEMAIERIE.

BEQ it ASHEAEIE, AmMag™ SA plus REKETIVST ARSI, BELUIA. 55
FERSBKET, AmMag™ SA plus BIERSHLATA KB TREEI0RILE, BASIRRERS, W, SRS
GARRSEERE, EREEESRS . (EUMIEBS Mprotein A BEKTAHS . )

31

KM AGYR T (2E % snid VS whenwy @) m—



WH BN (EE F Snid VS whenwy € m—

32

(88) RuFBsEHI—: MATRREASEL

12105 mIFUAEREBAY, HERTATEBRIIERRA RS Genscript AmMag™ SA Plus BEEREADLSGRITARL .

_ Genscript AmMag™ SA Plus 28 T &Y

HEaiAIR 5 ml 5ml
HAERATR 100 ul 100 ul
Wash {£F3 2ml 2ml
ddH,0 {471 2ml 2ml
Elution {£F3 0.5 ml 0.5 ml
IR b, BIRTAR RZ, BHERRMTEFLR E

UAREIBEE 85% 80%

B2 (1) AmMag™ SA Plus £E8845162-5 Ik
(2) BN FEmBELIHIIRE, EsiohuRElER

pEI=E 0
1. BEFRAERNTS mily, BITEESEARRNERE, IMAZEM00 ul#E Bkt THEE R .
2. EE, ICERHIR—EEEEIAmMag™ SA plus BLERIS0 mIRMEOET, HNELRYER, Hli

T"ﬁ/giﬁo

ZiBEAHRMSEALL

(88) rAmpI=:

SHREABRSNA, BEREHNS, EREEER, BEoMNOYELRAR. EEHEANEFR, GAETREN
NBEXEE, EESENREARFNEMNGE, WFRSERINEE, EriInAsBEEENF 0. BriEdEEANEL
ZLIAKTA BRI AERTE . EMEAKTA fi{lE8aT: LI50 miER A,

20 min 40 min 10 min 20 min
i iEhR
f=—]

I I
‘ ¢
il
LK
&° .
1 2 3 4

EHITSMEERRRN, 5RIENEAR TRESGUNTFIIRERIENAHFRT, FEFENS N EEHITEW, Lt
Y, B RIBBRIAKTA T4, EELRIZH.

FrashdiE (h) FreshdiE (h)
5 60
4 48

4
3 40
5 1.5

20
1 .

1.5
0 0
Akta SAplus Akta SA plus

#5450 mIEAERFERFAFEILL 2V (50 ml) SE(EFRERHRIILL

33

KM AG¥R T (2E % snid VS whenwy @) m—



AW EFYeA A (2B 7 snid VS wbenwy @) m—

(88) muFEspI=: SEBEGLAATERIL,

continue
- 1;;;2&%{5 | I%\Ej’l\Ej
AKTA 1 1h 0.5h 0.5h 1h 0.5h 0.5h 4h
AmMag™ SA plus 12 1h Oh 0h Oh 0.2h 0.3h 15h

6 iT: EhAmMag™ SA Plus RIREARGMRE 1 hotEAFNHAERAONT SIS, TREMMIRIRE,

12444 (50 ml/# ) SEEFRBEHRIIEL (5AKTA)

/I

AKTA

B84 SBTE

6h 3h 6h 12h 6h 6h 9h 48 h

AmMag™ SA plus 12 1h Oh 0Oh Oh 0.2h 0.3h 0h 1.5h

6 ;E: HAmMag™ SA Plus fIHEARSMET htERFIBERIIEERTE, TREML BRI,

EHIRAY AmMag™ SA plus BAIREEC R GERES IR D ZRUREEMCHRAVSEINIRE, [ERY, IRSSEINIIEIA 10 FLAELALE
£ 50 ml #FRRE G , (5 AKTA EEAML , FELZEIL 3-4 h RUAE , BEREXFEREITHERE . B0 EGE miEmA
AmMag™ SA plus RIERIIHTT 12 MBIERFmERTEEW, AFEFF, 2.5 h BIA a2 #R4E

B #oenscript OSBRI, BRANINTA B, AXMEARONSERARRAL, BUE, SERIESE
HRALEEEIE,

@ RIFEZEGIN: (RFERERAELEEA)

EXFRAIEIES, HMNSEBEEBENEASTFFRESRNISR, XMNEASAELE AREESHER, B
MAEREITS %, MEENRFEEEARITERENE, BHTEN, WKREN ., SHiwAmMag™ SA Plus IR ECS
Protein A B#AERBI£1390.02 mg/mIpIE A TR BELN, HREEEIRSRILIKER .

Resin Purification Result

Amount of
Incubation Incubation Type of Type of Volume of | Volume of | Theoretical | recovered | Recovery
temperature time magbeads sample magbeads sample workload an(tibo)dy rate
mg
50 ul 50 ml 20 mg/ml 0.704 70.35%
higG
4C overnight freezedried .02 mg/ml 100 ul 50 ml 10 mg/ml 0.756 75.60%
powder
200 ul 50 ml 5 mg/ml 0.760 76.00%
AmMag™ 200 ul 50 ml 5 mg/ml 0.815 81.50%
. higG
I 400 ul 50m 25mgml 0816  81.60%
RT 2h Magnetic reezedried 0.02 mg/ml u m .5 mg/m . .60%
Beads powder
1000 ul 50 ml 1 mg/ml 0.770 77.00%
50 ul 50 ml 20 mg/ml 0.536 53.55%
higG
37¢C overnight freezedried 0.02 mg/ml 100 ul 50 ml 10 mg/ml 0.635 63.45%
powder
200 ul 50 ml 5 mg/ml 0.610 61.00%
Magnetic Bead Purification Result
Amount of
Type of resin Type of sample Sample con Flow rate Elution volume reC?\t/)eEjEd Recovery rate
antibody
Mabselect sure higG
1 ml prepacked freezedried 0.02 mg/ml 0.4 ml/min 3ml 0.658 mg 65.80%
column powder

B st RARA, IERIRRIERIRE 5 mg/ml, BFAmMag™ SA plus S5{L75}%, FISEILLE
dresin SECEIFAOREABIER,
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(88) RuFBspIA: EA— SR EREg)

M B, M, ¥hE

FHikik: PBST (1x PBS, 0.1% Tween 20, pH7.0)
HEZYi1: 0.1 M Tris, pH 8.0

HEFK2: ddH,0

7R 0.1 M Glycine pH 3.5

5'"&3&55?&
. HEmEE:
(1) BE®&LL25%AProtein A HERNESHREREIROES, BE
K. FI1X PBST ARBHERH T, H=IR.
(2) RIZRIHASDS-PAGE EHEN40 miERPESEERL1-5 mg, RIBMITEASM#EGTFHEN BIEERTIIAN
200-400 ul ZEfEEE . MNDEFSREIN, ERIEEIEE2 h, BEREKFES@O°,

HEame e WELaE IABEE

EWMANEARE, WK, AisEIKESRTPAIR

PV 20 mg/mL 400 uL
2 pUEe 8 mg 20 mg/mL 400 uL
3 UL 1 mg 10 mg/mL 200 uL
4 X 1mg 10 mg/mL 200 uL
5 p\Ent 1 mg 10 mg/mL 200 uL
6 B 2mg 20 mg/mL 300 uL

2. SAPlus {228zt :
(1) P BUELHN0.1M Tris(pH8.0), 50mM HCIiAi&R, 0.1M NaOH &%, 0.1M HEEA R (pH3.5)
(2) BE RS/ NITHIERNYEE S, BREEREmuT: (FA&8)

=
&R 3 2 3 0 0

Magbeads Wash Wash Elution Wash Wash Elution Time

0.2-0.4 ml 10 MV 5 MV 9 MV N/A N/A 10 Min

36

(88) ARAIE: BA—SitBIERERE) continue

(3) ¥5Port1 EEEHIANO.1M Tris j&K(pH=8.0 ) &, Port2 BIEHMAdIH,0 F, Port3 EEEMAN0.1M HEREAR(PH3.5)
m1,NaOH EE&HIN0.1M NaOH /1, cleaning buffer &M A50 mM HCI &%

(4) (NEEE—RERTRE, Kikhibuffer WWEZEP &9, {EMANano Drop MELERRAINRE, RIEIMARTLRRR
A1, ITBEERIRARIE.

(5) mEEFHA, WITHERER, Eikkibuffer IWEZREP & (FAEHEARE L)

(6) AR EMEEIT:

A

7.86 mg 0.51 mg 8.37 mg 93.91%
2 9.07 mg 0.59 mg 9.66 mg 93.89%
3] 0.81 mg 0.02 mg 0.83 mg 97.59%
4 0.61 mg 0.01 mg 0.62 mg 98.39%
5 0.63 mg 0.02 mg 0.65 mg 96.92%
6 1.98 mg 0.06 mg 2.04 mg 97.06%

6 E: AIINAEEREERATRATF800 ul, MEBLRIAIREILAAE MV,
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(88) KaFsEfl7<: AmMag™ SA plus BERBLEINAEN

Sy

1.5R0.5 mIRSRE D BIRIAS0 mIEgB OB, H6f, IIA10EHEKATIRIPBS #HTiEE T4, H3X,

2.5 5IEN8 mIfV AR, MAZFEPBS FiFaImEr+

BN EFRRPERFS h

4 FENAMMag SA HFFH TR PBS B3R, 10fSHERATR; ddH,0 1R, 10fSHEERAFT; Elution 20K, SERAER
RFR, ERRATIE)10 min/iR; WIEEISERRRFFINAN1/1 OfSHEERAFRAY1 M Tris-HCI [EiEpH

5. WEBRSERE, BU10 ulBERIENBBRE, FIRAVBLERIITI(NEEMICIP 727 5 mIFIPBSIE3IR; 0.1M NaOHEFIR, K
SBA5ml, 10ml, 15 ml, BMRREFE N FET, 8X15 min, RS2 min{YSEMT#I%—X; A5 mIAIPBS %
IRo

6. BURSI2 IR R FERIREER S 10 ul, JIAN20 ulf9EBF7K, BIIA30 ulfiy2xloading buffer, Z=iRiE5I10 min, BX
FiEREAEX,

Lane M: Marker(M00516) l
Lane 1: #Mm1 5ESEERD

Lane 2: #Mm1 5 miELER
Lane 3: #&2 WALIER]
Lane4: #Mm2 5 mlRgtiES
Lane 5: @3 HAERD

Lane 6: &3 10 miEa RS
Lane 7: #m4  HRALER]

Lane 8: #Hm4 10 miRSIES
Lane 9: #M5 THALERD

Lane 10: &5 15 miEatEE
Lane 11: @6  HiIERD
Lane 12: #&6 15 miEHIES
R VKRS EREEJ920 ul

AmMag™ SA plus B{IREBAETNRENIR SR :
(1) {FEFEAMMag™ SA plus A LASEREREERHOEELE ;
(2) ENFERLEEBAAT5EHE20 CVER30 CVREERATRAINAOH AR Tk BLE ..




Iz R 93 4% BRES ~mBA R
L00695 AmMag™ Protein A Magnetic Beads
ik ai{ik L00673 Protein G MagBeads MX
L00277 Protein A/G MagBeads
L00295 Ni-charged MagBeads
L00776 AmMag™ Ni Magnetic beads
mEEE%K L00327 Glutathione MagBeads
L00424 Streptavidin MagBeads

MonoRab™ Anti-DYKDDDDK

L00835 Magnetic Bead

L00722 AmMag™ MR-mini

L00723 AmMag™ MR

40



