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GAETUEIXFIZ (Protein GIRAEFERBLE)

PE s P2 AR %
P2195S G B UTVE R £ (Protein GERISHEBEILIE) 201k
P2195M S TTIE IR £ (Protein GERISHEBEILIE) 100K

FEamiE T

> B RA P UTE R & (Protein GEEARFE L) (Immunoprecipitation Kit with Protein G Agarose Gel)/2& — i id & /i

H [ H 4 Protein GEEAEMEAERS, ALG B &R EDUAR, 47 B 08 A 2 DU 85 2 3L T iikin & A= 5 i

FETUE =), W LAHT B & A B0 E A S A AH s Rl

A GRS =R 2 M Protein GEERHE &K [ £33 AL BRI 1) S e P L BRI, {3 %% JiUE (Immunoprecipitation, 1P,

FrPull-down) Bl G LT i€ (Co-IP) LG T Infai 8. (B4, ik, BoademtEdiids, JTZHTHMEASRIEAZ SN %

PEDUTE e LPivE sAi b S5 5000 o

> T S L UTIE R W AU A R A 5 8 A A ELAE A (Protein-Protein Interactions, PPIS)HH FS2Ib A, i 4 =
PEPUR RN AT 25 S HUR 9 52 (Protein A/G AgarosenkProtein A/GHERK), Bl EL#E A AR IBCRS S MEHUAAR K/ JoR (Bt Fig Aot s o
WEER), SR B OB ) NI R 4 B RSO AW, R H bR A BN AR d B R, Bl S T AR T
Western B[ 75 o il 555 335 43 B 45 [1-2] .

> Protein G/ &CHYELGA! 5% BR 1 (Streptococcal bacteria) 7 1A ¥ s Bk &5 I 45 & 85 5 Protein A2 —Ff kI T 4 78 €44 %) BR 1A
(Staphylococcus aureus) 4R g BE R & H, 7078 42kDa. Protein GAlIProtein ATHAREMIMLL, AEks 1k b 5 W FLEh ) S s Bk
A (Immunoglobulin, 19)454, 456 WMEBALE S N GRZEEKE A RIFcX, {Hf %R R RProtein Ath2 AT A VH3Z % [ FablX 45
&, TMiProtein GH I SFabX A —E 4G, RN, P TA R ) S BRE H R4 SR A AN . 34 A SOE R
Protein A\ G5 EUIRFEALI LL—E M 77 Rgh &, T T R iiie Bk m4if[3-4]

> Protein GEx Jig ¥ it i i& & T . Z Ul ighuman 1gG1. 1gG2. 19G3. lgG4, mouse IgG1. 1gG2a. IgG2b. 19G3, rat IgG1.
IgG2a. 19gG2b. 1gG2c, LA M rabbit. goatZ mul%$iiE; MiProtein AZFAEHESEIE & T S viighuman 1gG1. 1gG2. 1gG4,
mouse 1gG2a. 1gG2bfrabbit 19G4F. T &3 = KProtein A, Protein G. Protein A/GERJIEREAER M5 A /MR KR
DL e 3R 2R I 45 & Be ) AR RI I S s B e 1B R .

A\

Species Ig Protein A | Protein G A+G Total Ig Protein A Protein G A+G
lgG1 ++++ ++++ ++++ Human ++++ ++++ ++++
1gG2 4+ ++++ ++++ Mouse +++ +++ +++
1gG3 - ++++ ++++ Rat +/- ++ ++
IgG4 ++++ ++++ ++++ Rabbit ++++ +++ ++++

Human
IgA ++ - ++ Goat - ++ ++
gD ++ - ++ Chicken = ¥ +
IgE ++ - ++ Cow ++ ++++ ++++
IgM ++ = ++ Guinea Pig i i T
19G; + ++++ ++++ Hamster + ++ ++
19G,, ++++ ++++ ++++ Horse ++ ++++ ++++

Mouse | 19G,, +++ +++ +++ Pig Tt Tt Tt
19G; ++ +++ +++ Sheep +/- ++ ++
IgM +/- - +/-
1gG, - + + ++++, Strong Binding

++~+++, Medium Binding
19G,, - ++++ +4+++ +, Weak Binding
Rat 19G; = ++ ++ +/-, Weak or No Binding
19G,. + ++ ++ -, No Binding
IgM +/- - +/-

> APE S E 4L Protein GHT 5 2 X AL sh Y IgGIMFCkE T 45 &, /0 F 8 N22kDa. % E 4lProtein Gl ifid, AR T
519G Feii A MHRMEEZERT Y, BT &AM S A e S EEER RS S 1P 5, A AT LU 208D FERs R 45 4
A7 S 14N Protein G431 1T LLZE 53N gG 7T

> ARFI S m R E A Protein GERIEREEER . Normal Mouse 1gGHINormal Rabbit (1E 7% /NS IgGH 419G, 1 A Y% HE) K



AR 25 R 22 vk an Lysis Buffer. TBS (10X). Protease Inhibitor Cocktail (100X). Acid Elution Buffer. Neutralization Buffer.
SDS-PAGE Sample Loading Buffer (5X)55 S iiie W il ), i iiie Bl L ive sSEI . 5. mal. Ak
FIEHAT RPEVTIE IR FE S H KL, Protein GEIEHESEIR A IE Ll )a, MA—EERF R MHEYUE, Protein G 5HiikFcim s
S E, —EREINE &I RProtein GIx fa MBI - LR IR 54 (beads-Ab complex), SRJEMMANFEM, &Pk R Fab
Uity R P VR T T s Protein: GE AR WE It AR - B4 B S 50 9% &2 A (beads-Ab-Ag complex). BRIk RIEE AV LA EBRALS G INE
E, AR5 RS IB  BSDS-PAGE G2 il 55 77 1 MBS G W B I 1 e I 25 & 1) S % 5 G WD T I A

Agarose gel
preparation Centrifugation Centrifugation

¥
J

|
1)

Antibody
preparation

Mix & Incubation

& Centrifugation
—_—

|

Sample
preparation
6o Target protein
‘%ﬁfﬁ Antibody
%%« Other substances

A Agarose gel

Bl1. 28R R PEUTE IR & (Protein GE IR BEEERIE) 1 S L TTTE AR A .

Transfer

> AR E T Protein G Agarose Gel (ElProtein G Affinity Gel, #1344 % AProtein G5 fig it ok Protein G AE) AT LUF

SRS A AU, JERT DA B O AR E RN T B & AR (B A0 e Dl s Ak St . R
()RR, EEAZSER. ARA&IRMAtHProtin G Agarose Gel A25% )tk Bk, 4% FProtein G agarose beads
(LED) B B 292mgffiProtein G, T 4544 1d20mg human 19G, HARRME, JERMrEALESL. QWESFHA
LR, M. ELEFBELT, A7 0T HE SR g I a] BSE I 3-5:% . WA T e & e 5 &A1
MEAEH, REFEESE.

> A& Protein GERJIEHE BEM ) T 2L bR 0 T K :

Characteristics Description
Product content 25% settled gel in proper buffer
Beads structure 4% cross-linked agarose
Average beads size 90um
Coupled protein Recombinant Protein G
M.W. of protein 22kDa Protein G
Ligand concentration 2mg Protein G per ml settled gel
Binding capacity >20mg human 1gG per ml settled gel
Elution method Elution with acid, competing peptide or SDS-PAGE loading buffer
Application Suitable for IP, Co-IP, Protein purification
Storage -20°C

> REFIEREFEMEMITIE. RETEE St BEANSH . LW R G SR 2R A, AR S e ftpidh ik

JBiJ5 %, BAERR ML RAISDS-PAGE REG M. WA MINIITES LR IK,  tha] B AT %58 41 2 IREEAT Bt -

> ARG IProtein G Agarose Gel N25%kEI s, BAMABUN SR, B=TH 5 0.25mIZTRHR (DTEW). XF T

U G P PUPE SE S, 4% R LO0pIRE i 8 FH 20l Jie 2y i, AR 7 8 /B8 6P 2195 S Fl A8, 3 P2195M 73 331l T LA iSE 47207l
100K FF S I G R0 0E s TR A 43 300 AT AR AT 4 VK R 207K BF M %of B ) B S UL

12
LELEE] I i AR ok
P2195S-1 Lysis Buffer 50ml
P2195S-2 TBS (10X) 10ml

217 P2195 AEPliERFl&(Protein GERBE e IE) 400-1683301/800-8283301 ZK/Beyotime
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P2195S-3 Protease Inhibitor Cocktail (100X) 0.5ml
P2195S-4 Protein G Agarose Gel 0.4ml
P2195S-5 Normal Mouse IgG (Img/ml) 10ul
P2195S-6 Normal Rabbit 1gG (1mg/ml) 10ul
P2195S-7 Acid Elution Buffer 2ml
P2195S-8 Neutralization Buffer 0.2ml
P2195S-9 SDS-PAGE Sample Loading Buffer (2X) 0.6ml
_ LRE )
P P AR 4k
P2195M-1 Lysis Buffer 250ml
P2195M-2 TBS (10X) 30ml
P2195M-3 Protease Inhibitor Cocktail (100X) 2.5ml
P2195M-4 Protein G Agarose Gel 2ml
P2195M-5 Normal Mouse IgG (Img/ml) 50ul
P2195M-6 Normal Rabbit 1gG (1mg/ml) 50ul
P2195M-7 Acid Elution Buffer 10ml
P2195M-8 Neutralization Buffer Iml
P2195M-9 SDS-PAGE Sample Loading Buffer (2X) 3ml
— Y 14y

FEM:

-20°CHR A7, —HFHRL.

BEEI:

W SR G e TUVE ) H (0 05 R B RRAAS I BAE SRR AAB, 75 B2 15 % AF IR F Bl R T 00 11 77 R 25 IR ARG 751 R0 )l
3 7 KB ER B A7 VE & 20 A (50X) (P1081/P1082) 2% £, Bk Ak Bl 1] 771 ¥ 541 (100X) (P1112/P1113).

AN G AL Lysis Buffer& )R ZINR, & AR 218 00T 1 S BT VE B G2 SR UTue i IR i LR A 5 BRI ek . (R T4
PEUUIE B AR IL YT R AR AL 0 B 24 M R BR I, AKLysis Buffer R — & & & T A R TR R S0k . 7EAE P AR
IS BEMILysis Buffer®OR RS NL T, 752 AT T 2R BRI BRI BEAT BIZ IR BE o St 2 O SOk B 47 e ) 22
FEBRIVEIE I, BUER = RIS & M https://www.beyotime.com/support/lysis-buffer.htm.

Agarose Gelff i — @ B 4 s, BRI 780 Ba) 35 TR iR 5 35,

Agarose Gel& A TE IR, A iem s M & H R O E AW A G TTsE . UG 8205 S B s R I i S5 7 F
FURTREF= AT PR S8, A A1 S FH TBS A& MV M PE VR B 3T, LAFR 20T Bk 9 5 35 mT 7= A 1) 4t o

FE S B UTUE I, G WU FH oAb & A 5] 1) 1F 55 | g G T il A 5] A3 R LU BRZR BE I IE B 19G AR,  LAR T 22 bR ARAr et 45 5 5.
1B N B 5 B8 . A< 38 57 £ o 3R 44 3 #:Normal Mouse 1gGHINormal Rabbit 19G, ¥ £ Fsk, #J LAIT 2 = K 1 AlgG
(A7001). 1l13£1gG (A7007). flgG (A7016). /MR I1gG (A7028). K9G (A7031). 3F'1gG (A7039) .

AR SRS R BRI SE R A TAE, FERIAG & UE EACEIKTE, LARGE & [ P A s AR 1

R B O ANRE T8 AR 25 ERE S R AN, T LUK RE S 0.45 R S5 31

AP AUR T N RRHERE A, AR TIRR 2 EEgssT, AMFHTEREZA N, AR T SEtEN.

N TR AR, 15 LR IR B — T BRI

PR -
BRI
a. ZE TR, BT 100 2RI LLB,  HE & AH R .

Steps Solution required Volume per assay
Lysis Buffer with Protease

Cell lysis and sample preparation Inhibitor Cocktail 100pd
Preparation of Agarose gel TBS ~1.5ml
Immunoprecipitation Agarose gel 20ul
Wash for beads- .
ash Torbeads TBS 500ul each time

Ab complex (3 times)
Wash for beads-Ab-Ag complex (3 Lysis Buffer with Protease

500yl each time

times) Inhibitor Cocktail
Acid elution and neutralization Acid Elution Buffer 100ul
(optional) Neutralization Buffer 10yl
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SDS-PAGE sample loading buffer SDS-PAGE Sample Loading

elution (optional) Buffer (2X) 20ul

b. EMFIFIRMEBATSH . =% LR, FEEEE50-100 77 40 A £ F 100-200pl 25 410 il 77 22 i 0 T 24 /% DL K 300-600ul 5 411141

FRAE TP o L), e )3 & 1Y) 0 R 24 . ¥ Lysis Buffer5Protease Inhibitor Cocktail (100X)$%100:1(%)

ELR A, Bl a0fE1mIffiLysis Buffer i A 10ul Protease Inhibitor Cocktail (100X), RIS 1ml& #7552 # 7 (Lysis Buffer

with Protease Inhibitor Cocktail). it fill 27 i 25 410 1) 771 S i VR e ik B TE UK IR l4°C o

WL WR G TTIE R H 0 E A R RRAASINEE BB, 75 B I IR I 4 ) 71 B 2k R REAM R . A

F 82 R I B BR B0 H1 75076 &4 A (50X) (PL081/P1082) 1 2 Z B AL B 7776 &-4(100X) (P1112/P1113). U FA ik

K, AT R B LT IE S NHI TR AY): https://www.beyotime.com/support/lysis-inhibitor cocktail.htm.

2. ARSI Lysis Buffer MU TFEM AR, WBHT/ELLMBEEPIR, WERINER “FEREFDD bR .

VE3: S HHI AR B BB, A EES SRR EE G . R AR TR, TUERE R RN EZE

Ff. BERREEA 2 Z B AL BESMHI SR A4 https://www.beyotime.com/support/lysis-inhibitor cocktail.htm.

TBSHIEE#]. K TBS (10X)HMA K /KFREZELX, BINTBS. #iltniml TBS (LOX)MAImIFEZLK, V85 JEEINTBS.

BRARWE BRI % . A< Agarose Gelfiti £71E 750% H i I ERA I, BT DARE BELE IINEE S AT ek . DA e D iR .

(a) % H EProtein G Agarose Gel, JRFJE ALY SI IR B, 3% FROE & & 100pl = A N 2078 & 35 5 IR A B i iR
(BATF 4 98 30 v 25 B8 v #8 DU AR BE N N 20 5% Ji2 2 i i A f5)) ,  BXE &= Protein G Agarose Gel & — i i 55 0 &
((FTUB306/FTUBO065/FTUB015)), MMALX TBSZ i AR N£10.5ml. . A RFLAR I Sk (an FH BY 7T 8 2538 73 W=k
W H g e e 2 LU T A

(b) 327 = B Protein G Agarose Gel, 6000xg7E4°CE.0308), /INOEM LR, AEWEEHE. B8 ERSERIX.

(c) TRIEHILA B B R A, FH1X TBSE & Protein G Agarose Gel.

(#%:f4) SDS-PAGE Sample Loading Buffer (LX)HJFC#]. Hd& & SDS-PAGE Sample Loading Buffer (2X) FH 7K i 55 A4 U B

NSDS-PAGE Sample Loading Buffer (1X). f51%10.2ml SDS-PAGE Sample Loading Buffer (2X)iA0.2mliEB4liK, 821G

R ~SDS-PAGE Sample Loading Buffer (1X).

2. YMERAE SRS S RRIE S . RN SR BT RIEAT T R 1 e B UIE B R R VTTE . WHRRRET B HEAT IS SR S e, T
PA-20°CHL-80°CIA A7, (HURRIATRE M S A S A A AR o BT BOAE i A0 0 IR B E VKV BRACCHEAE, DU R/ B
AR AT REME . BRSNS SS, R — 2 & N Inputa Total, LU T Ji5 2L (1) Western & 46 1 o
a. VRN HIRE S RAAE S . 250-1000xgE IR B Coomini AT . WA, BT LU HPBSYEG—IR, SRIE TRk 1)

C.

Witk . B Rvortexsl # 3 o & i LAE AN AR 20 B . 148 4550-100 /3 41 AN A\ 100-200pd F9 EE A1 i X\ 255 40 861 771 AR o

R REGE Y RET, AR ORMEAE. o3RG N A W ENMRITE. wRmER L, @R 50-1007741

W, SRIGHERM. KEMMRBRAER 7R, M/ Bt T2 00R 5 M 78 e, MIXT EL A 5 24 78

7. FUArRMR)G, 10,000-14,000xg7EACES 03-570 81, HU LG, BIRTEAT G 2L 0 s Plie Al s Seyiie S5, e 25

SIS EREEYI, EEONFENADNAY, Bl E S ETEY .

Ut B O PR R O SRR . BB IR, AT R, FHPBSYETE — K, ARG T R B A . 4 18 43:50-100 75 4H i

(A 24T 6 FLAR ¥ — L) In N 100-200pd 1) 75 F I UL AR 0L, 38 KT, SRR 4l i 70 40 ik . I o M B i 3 )

L-2F0 5, ANt . 4N B e UK B 2#2-10min. 783245, 10,000-14,000xg7E4°C B 023-5%3 4, HX

i, BDNTIEAT RS G DUTE R B L e S . e BB E S IV BRI, FEONEEKADNAY, HO )5

SR YTED)

B R B RERE R IO BYRAME . S T ImIE R e BRI, 202 B, RAWE, W UFERPBSHA—IX, ARG

B EH B . B2 vortexalk o B I DA 40 1 B EE RE R 2 0 BUT . N 100-200ul & 3055 AR, 32 vortexal & #

HE K ARES), UK -2E2-10min. W B A RS 50 0 I 2R RCR A0 o8 R BT DL 2y Sl P A T 8 (lysozyme) A BE g

(Iyticase) ¥ 1k, SR Ja F- 156 75 Skl I 2L g AT 240 . 78 /0 24 )5, 10,000-14,000%g7E4°C B5.003-550 81, HX LiE, BiwAT

HEAT 5 S S e DvE A S PTIE S . ¥ MR R RS BB BB, FEONERNADNAS, B0 587

HEVTEDD .

R S BRI

(@) ALY RAN NIRRT o WRH SR A G w4/, A ORI T8,

(b) F% e 4310-20 2 v 2H 25 1 100-200pd (1 LA NN 25 $ FU MR Tn SR A AS 78 40 T LAASE FH 5 22 () 25 ikl 75 284 it
W, WRFEEIREREASS, 7T RLE 4080 R =

(c) HBEmEsIR s, wifl F 2= KA 0 TissueMaster ™ F- £ 2020 ZUHF BE 1Y (E6600) 5% TissueMaster ™ =3 & 2H 20T &
1X(1.5/2mIx48) (E6618)HF %, FL4A 7670 %M. o nl LUEHZURE B Ja VRS, WF IR 76 00 Ja NN S 5 e i Y ik
1T54R

(d) Fr#fRIE, 10,000-14,000xg7E4°CE 023-557 81, B LiE, BIATHHT RS2 S viie e L yiie % . B20mgikifr
170N BT 4. 23 FH 200 257 300 35 4 AR T S AR S SR A9 1 s, LR IR 49 N 15-25mgiml, REPRASMA AL H
i vE: 2R IRTEE S I EARNEEYR, FEENERADNAY, .06 2= E Ty .

3. $itkEProtein G Agarose Gelf1454 .
a. HUARROUER . Hepu A T UG B b R AR R LU T TBS AR B H A, O PR TAE R BRI ) B 2% UK -

417

50pg/mIFIHifR TAEW . BT UK o WIReil: 8 AR AR R 0 1E % |g GG A [R5 % bL B2k I 1 IE % 19G LA
W AT 5 BRARRS S 5 G s/ A PE X I8 P il s A R (K IR W 9G24, 9 4 i 8 S e D TE I F R AR /DN B

P2195 AT (Protein GHR S HEREIRE) 400-1683301/800-8283301 2= K/Beyotime


https://www.beyotime.com/support/lysis-inhibitor%20cocktail.htm
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1gG, I7EA 5% AT L) TBSH B & Y Normal Mouse IgGE;Normal Rabbit 1gGZ5 LU T FRAKTY 5B AE g 9 15 1

b. HiAAMRME. #PR1dHE & LF¥IProtein G Agarose GeliEAT 550240 55, 6000xgrE4°CES 308D, /N 2Bk i, ANEENL 3kt
JBE o IIANL100u PR TAER L IE#19G TR, BEEEAZEMER SN LR TFI558 -1/, ¥ BT ESAED
R1di¥IProtein G Agarose Gel F M I& EH LIRS IEH IgGHEATIFE -

c. ¥e¥k. IA500ul TBS, HEProtein G Agarose Gel, VKiI: B THEK L5504, #RJ56000xgfE4°CH030F, /v Zkr L
W, AEWEER . BRI RBYIMGAFE, HTBSHE EProtein G Agarose Gel.

4. YL (Immunoprecipitation, 1P).

a. ERIEREFELE S (TEM). BB RS T 1IE%19gGIKProtein G Agarose Gel 5K i 4°CHT & /NN 5 55040 B8, |
EREH T RS . AP IR H 2 X5 IE 196 A Jr R 4 A 1 E H .

b. BER54E THESIER IgGHIProtein G Agarose Gelf#E . 1% I AF100W £ A 1 0 N 2058 o B it 7 1) LU A8 N 485 &
T PR IE H 1gGfIProtein G Agarose Gel, B TR REUEFSIR AN L, iR & 2/N 8i4°CiF & i 7.

e RIS EPUASIE F 119G 5 R i S IR B 1-2/Ni B4°CH B 5, TN 10-20 i 2 i i == iR 0 & L/ .

C. BOUAE. MAETH)E, 6000xgfE4°CE L30Fs, /N0EBR BiE, AZEWRBNEL. E: rTREHS LEE, H TR %
PEDUTE I ROR .

d. Tesk. MAOSMIFEHGIFIRMR, EEER. KBIHE TRIK B8, S8/56000xg7E4°CE 03080, /N0 LB i,
ANEG PR o ¥ BT DL A M A5 21 PR R OD s e 4 W7 & T el 8 4%, 450D K 17005, N 3d 4 G Ak vk
AL

5. YeMi. ARYERAEEE I RE S S SR SEIG B, AT LSRR R 3R ik — AT e

a. FRMEBEMLEE. AJ7ONARAR MR, HREPUE E Ak, VRIS 1S IR 2 AE DL T eI EE R A E T, TR S
.

() 20l FHA B 2 h AR AR, INN100pul Acid Elution Buffer (BRTEVERIR), B2 B T MR K EUe R A4k, =
B E 5Bl . PRV AR — BB R R 1565 . vE: B I TR Bk 155 B o

(b) ¥ E 5EEE G, 6000xgTE4ACES 030F), H HiGHZRF MBSO H, L ZIIN A 10pl Neutralization Buffer (HFF1),
MRS ¥ AOLZIMA R ARIERST, BN A AT R R 5 S8 R A R R TE .

() AT IR BRI, TEEDE@M(b), FHIGHFERREH.

(d) P b RIbR S R A LB EWE TACHH, B -200CHK-80°C K HAMR-AF

ML PRMEVEME BRI, (B AT REAK T 55 4 BEM V2 BUSDS-PAGE - AE L2 e Mt v -

E2: BT H R A0 2 5 0] REXT TR ME D B2 I e AR A — e s, an SR e B R R B R L Ry, R R PR e

TIIPHTE2.5-3. 12 [AHEAT — & (TR, AH S A A AR A pH AR Bl B B3R AT — S IR, R TR 2 (AT DRI A ORS00 2%

o AT DA RER FH K03 1T 6 B e 1 22 0K 5 4 e JB0 72 B RO T0U Bz 1= PRI SDS-PAGE P AE SR MRS, Ja 3 Ik U TE

ARPESEE R TIPS SR R SR T A S R BRI SE 0 PR A R

b. SDS-PAGE LFESMWRTEILE . AT/ A8 L, 331 8 AR iE 4 SDS-PAGE LIk Bl Western il «

() BE20plFHAEE 2 h AR AR, InA20ul SDS-PAGE Sample Loading Buffer (2X), 95°CHI#G54i .

(b) 6000xg7EA4°CHY & i 2500 30FF, HY ki B AT F - T-SDS-PAGE Hi ik sk Western £l .
vEL: @ SDS-PAGES A FAFZ MR S A DTTEIRER, HueMaE 8 &E AR b & &6 DUk R FE M EEE .
VE2: R EFAE RAIRE AR, tBa] LLZE A 20ul SDS-PAGE Sample Loading Buffer (2X) /5 F#h 78 I i &
SDS-PAGE [ L FEZE MR (LX)
c. ZBMRTRVME: WRBMEORWEED, HEHMP AR STUARBAT GBEITIE, W AT A8 A R 1) 2 RT3 4k
o ATPF AR R, iR, HP S 8 B R R R A IS, (TS S Hrkil . DU DAFlaghn 2 5r A
il
(@) 3X FlagZ IRLeli i fic#l: HGE 83X FlagZ Ik (P98OL)¥A i T-TBSH, i HLZIKEE N150pg/ml, BiFBE5mg/mIfi3X
Flag ik % (P9801) % 150pg/ml.

(b) BE20pl S aG R SR AARR, IA100pl 3X FlagZ IRVE B (150pg/ml), =i #8 K 5 30-6040 8,  El4°CHEIR I H 1-2
AN N T HREVEBCR, AT R SR E R Y. 3X Flag 2 R B AR R — A B B R 56

(c) WETEEE, 6000xgfE4A°CE030F), ¥ LiEH# IR OE Y. HIFRUNEI M Flaghi 28t H

(d) VEMEHIFlaghs 252 (B T4°CHF . B -20°C K -80°C K AR 17

% DO Io) R :
1. AR R HiE SRR PRI A & 2
BT HR eI S iR 45 G A SPUIR M R SRIR K 8 WA O, tndifk Br)& W2 5 Protein A GERA/GIVSER JTIRAK, W]
LIS 38 D0 044 55 B I B v S 1 i 5 B[] o 42 /=0 TB S pHAHL(8-9) B FRAIK 75 7 78 5 (25-100mM NaCl)5 5 £ moi Fl 77
2. AT B AR AR B A T S B DT Ve B A B LTV S B A 1 R Sk 2
a. ZELRAbFNEE, WTLUDBEETIESHERETINE, TERIUE-PUREEY), FRProtein A, GELA/GE i HEHRERL
WHEEEY, XHEURETERSTRMLS SRR, JERRE NS 58 Bek fOmta], AT B8 & Ui P20 i s 52
P o T8 UM IR T e B G 07 T Sy AR 0k ik
b. %4, FHLE T IEWIgGHEIEREE R S E LM E, LD IUER AR RS 6. B0, WrT P
EEFERPMA TR QGGG , REFHMATURIITIRE, BEG FIBIEREEE R AT DUk i S e I e »

- R/Beyotime  400-1683301/800-8283301 P2195 HBEPLIERAE (Protein GERAEMBEREE) 5/7



c. WEIEWIgGIE PRI, AT LUl Go Bl s Be I ITve - M (ks 5 1k
3. HEW WM. JREFMRITE:

Problem

Possible Causes

Solution

Very few or no
target protein
exists in the
eluate.

Protein is not completely eluted.

Change elution methods.

No target protein expressed.

Make sure the protein of interest contains the target protein by
Western blot or dot blot analyses.

Very low protein expression
level.

1. Use larger volume of cell lysate.
2. Optimize expression conditions to raise the protein expression
level.

Washes are too stringent.

Reduce the time and number of washes.

Incubation times are inadequate.

Increase the incubation time.

Interfering substance is present in
sample.

Lysates containing high concentration of DTT, 2-mercaptoethanol,
or other reducing agents may destroy antibody function, and must
be avoided.

Detection system is inadequate.

If Western blot detection is used:

1. Check primary and secondary antibodies using proper controls to
confirm binding and reactivity.

2. Verify that the transfer was adequate by using prestained protein
marker or staining the membrane with Ponceau S.

3. Use fresh detection substrate or try a different detection system.

Background is
too high.

Proteins bind nonspecifically to
the antibody, insufficient washing
on agarose gel, or the
microcentrifuge tubes.

1. Pre-clear lysate with Mouse IgG Agarose (P2265) or Rabbit IgG
Agarose (P2267) to remove nonspecific binding proteins.

2. After suspending beads for the final wash, transfer entire sample
to a clean microcentrifuge tube before separation.

Washes are insufficient.

1. Increase the number of washes.

2. Prolong duration of the washes, incubating each wash for at least
15 minutes.

3. Increase the salt and/or detergent concentrations in the wash
solutions.

4. Centrifuge at lower speed to avoid nonspecific trapping of
denatured proteins.

Multiple protein
bands found in
the eluate.

The protein is not stable at room
temperature.

Purify the target protein at lower temperature, such as 4°C.

Protein degradation due to
proteases activity during
purification process.

Add protease inhibitors to cell lysate.

Non-specific binding.

1. Prepare cell lysate again.
2. Add additional wash steps.
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] B 34
P2175S S I IR £ (Protein AREERIE) 20-1007%
P2175M G PLIE IR £ (Protein AREERTE) 100-5007%
P2177S G UTIE R & (Protein GREERIE) 20-1007%
P2177M G 3% JUEE IR £ (Protein GRAZRIE) 100-5007%
P2179S o B VTR T £ (Protein A+GREERIE) 20-1007%
P2179M o UTHE IR £ (Protein A+GREZRIE) 100-5007%
P2181S Flaghr2s 2 1 9095 DTTE 1) & (G BRI 20-1007%
P2181M Flaghras 8 [ S5 UTUE T & (MR 100-5007%
P2183S Mychr %8 i H S g% Pl R & (HEERE) 20-1007%
P2183M Mychr % i H 9% PTie R & (HEERE) 100-5007%
P2185S HAPRZ T [ P2 JLiE ) S (G BRIZ) 20-1007%
P2185M HAR 2 B A S B UTE ) & (R R2) 100-5007%
P2187S V5FRE [ ST e R & (R E) 20-1007%
P2187M VEREE B [ S B UTIE AR & (R ERTE) 100-5007%
P2193S o RV VE R £ (Protein AZs IS B i 15) 20K
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P2193M S8 TIE IR £ (Protein AZR IR BB ) 1007%
P2195S S B VIE IR T B (Protein GIR A EEIE) 209Kk
P2195M S B VTIE IR T B (Protein GIR G A EEITE) 1007k
P2197S S B TTIE IR £ (Protein A+GERIEERERZ) 207Kk
P2197M Ha U E R £ (Protein A+GE ek %) 1007
P2202S Flaghs 25 85 [ 5o 2 ive 77 6 (Bl i W it Jie %) 20K
P2202M Flaghn 25 £ 1 G35 Ui 370 & (B i b e %) 1007k
P2204S Myc 25 B G 2T T TR 6 (Bt i W Je %) 20K
P2204M Mychr 8 [ G % TTE R o (B N W et fic ) 1007%
P2206S HAPFRZE 8 A e 2 Pl 7 S (B AR Bl B 1) 209Kk
P2206M HAPRZE & A 2 DU S R AR b e 1) 1007k
P2208S VEHREE R H S BT HE R 6 (B e e ) 209Kk
P2208M V5FREE i H s PTTE T S (B B R R 122) 1007%
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