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P2185S HAPRZE B A 56 8 DUE T & (REER ) 20-100%
P2185M HAPFRZE B A S 8 DT T & (REER ) 100-5007%

EEEN
> R RAFPAHARRE SR A S TR R & (HEREE) (HA-tag Protein IP Assay Kit with Magnetic Beads) & — i i i 5 1 1

Anti-HAREEREAT HARRZE il 2 1 S B e B Ao 8 FEUTUE A B e A i B s JTiE =4, vl AU T HARRZE Rl & 8 1 8L
HEAEGDHE D R .

AR &S = T I Anti-HAREER & 28 5 10 A 36 30F 1 G % e % B 5], 5 46 9% UUUE (Immunoprecipitation, 1P, K
Pull-down) Bk %33 3L 3T E (Co-1P) SIS B N 8. 58 =, |2 I T A HARR 2 Rl & 2 A B R L 2 AW e 2 T0E -
G ILPTIE AL S SE G

SRR PTIE B A % FEUTIE A 72 R A B R B 5 /& A A B4 F (Protein-Protein Interactions, PPIS)fIH I Szog A, @it fd F4s =
PEFUAAFN AT 25 A-HUAR A BT (MProtein AIG AgarosemkProtein A/GHEEK),  BR EL#E A FH A IR S ME BUAAR B9 o (Bt A W st e
WEER), SRJG I BB ) NI o B PR AR A, TR B AR B AN R AR S B ik, B S AT DA T
Western E[1 28 A6 I B35 1% 73 B 45 [1-2]

HAFRZ: (HA-tag). FlaghsZsi(Flag-tag). Mychrs(Myc-tag).  Hishyas (His-tag) I GSTHR 45 (GST-tag) 5 e T ik 4 Ak L 5 WL 1K
—UEFREE, I S X e RR A 1) il 2 A T DAAE R 7 S I H A A S B E A B SR A, e CUEER 7 A
THMEAR4.

HA-tag-2 9 M JL R 7k 52 (YPYDVPDYA) AL R 2 ik, U5 T N fiAT P8k B 9 25 1L ¢ % (influenza  virus hemagglutinin) 98106
MEFERFI], FTUFNHAZ L. HH AR RAHARSX HA, @it 2K fE AR TEHAtag IR 751 5 H % K 57
U ER3 IR, BT DAL RIS R HA-taglt H & . HA-tag LA LA AR A HA-tagili i A2 5 B R A EAEA, I H.
REHEOL N AW HKEARIIEE: HA-taglE AR EH, sl HAGT K (AH158/AF2858) . Anti-HAR 2k (P2121) 5%
Anti-HAZEFIEEK (P2287) B A] % H (BRI IA s A K DY RERFAT RN =it B i) d E AT 24k S DTvE B e 2 2L ie 45 .
T UL A, HARZEW) N TEARIE. ditk. %, HHEERMIhRESE 2 )5 Ik 73]

AR S0 i & BeyoMag ™ Anti-HA Magnetic Beads (Anti-HAR;EK). BeyoMag™ Mouse IgG Magnetic Beads (/) f.19G
Bk, A A I R B AR Ak 1) 4% R 22 it Lysis Buffer. TBS (10X). Protease Inhibitor Cocktail (100X). HA Peptide (25X)-
Acid Elution Buffer. Neutralization Buffer. SDS-PAGE Sample Loading Buffer (5X)% 5 ZE it iE 4 B 7], {7 ZE i ig nl sz
HptiE i B mfE e [F5E. mak. ARREET e vl RS FE L.
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> A&+ fiBeyoMag™ Anti-HA Magnetic Beads (Anti-HARGER) 1T LU S 45 S HARR S B &8 (1, FE AT UE Bk 77 40 4%
T 53 v e e AR AR S T A HARR 2 (Wil & 2 A SO B A B AW e BRI BRAL A S0 . AR A (V)fe SRR,
HEAZSEERE. SENIKSEEZE S, AAnt-HARERPURS &% B, S aHARSE A4S AA R
BRI, IFBREERRIAR /N, AN re A dERE b . M2 T AR B I & 2 10mghii Bk, & A/ F0.6mg HAGUA, 8% AT
ZEAAT0.6mg HARR Al & 8 1, HLAR 1 oK 45 & s RIS 2 B IR 20 1 5 K/ INSEAHE % o BR SOOI i, 388 1 75 1 FH 1020
AR, AT DA O AT S DU S0 . Q)W S B S M RIIHAREE H . Anti-HARL IR ATRF 57 14 1 45 4 H R 2 R
EAIRINSR HARE S 25 15 (Met-HA-Protein) . N3mHARE 22 I (HA-Protein) . CiHARES 2 1 (Protein-HA) . (3)4 & B IERE
BB, Anti-HAREER AR P REER (~200nm), BRI LRI, 8T Hua Py (Pl s & . 85 104380 BRI AT 58
TS B (I R, 30438 A 58 A B AR T S PRV 4 o 00 T 45V I 1) mT DA 280k S E I R B A v H B R T B
fREANE, FEMRAIE H AR AR . AR S Anti-HAREER I 3 B4 br i R &

Characteristics Description
Product content 10mg/ml magnetic beads in specific protective buffer
Beads size ~200nm
Magnetization Superparamagnetic
Coupled antibody Anti-HA mouse monoclonal antibody
Isotype 1gG1
M.W. of antibody Approximately 150kDa
Antibody concentration >0.6mg HA antibody per ml beads
Binding capacity > 0.6mg HA-tagged fusion protein per ml beads
Specificity Met-HA-Protein, HA-Protein, Protein-HA
Acid, peptide competitive or SDS-PAGE loading buffer elution.
Elution method Note: If elute with SDS-PAGE loading buffer, the light (~25kDa) and heavy
(~50kDa) chain of HA antibody will be denatured and release from the beads.
Application IP, Co-IP, Protein purification

> RRFIERE=FGRB . R NEAMNSN . EVFEI6E G LN W ZREE, AR SR = Fpoe i i, a4
HAZJIK. BRYERISDS-PAGE G2 M i i AT BE Mt . FERHAZ KB G A B8 PR R EE M EEE, nT LUA SRk
TP UTUE fi5 Western S5 i 8 A 85 (0 T4 0 8. AR & H T GFP-HAR & 8 1 I e e SRS % 2, ARlHEH T
PS3FILTA (SV40 Large T antigen) )5 2 LT i 808 2% K3 [4].

1 2 3 4  1linput

2. Mouse 1gG Magnetic Beads

3. Elute by SDS-PAGE loading buffer

4, Elute by HA Peptide

— |gG heavy chain

— e ems —= GFP-HA
— 1gG light chain

IP by Anti-HA

Magnetic Beads
K2, 285 RHARRS R A %2 IR & (R ERIE) T GFP-HARR & 85 A 1 S e Ui ie RO R I o 293T 40 i (A ' 41 it ) 5 e
GFP-HAJF ¥i36/Ni) 5, £ Lysis BufferZe . ££ib14Input, E4=40 i 22 #7% (total cell lysate); #£ 52 5BeyoMag™ Mouse 1gG
Magnetic Beads (/) i IgGHEER) % 1 1T J5 4 SDS-PAGE Sample Loading Buffer (1X)%:fii 5 FUFE &, i%Mouse IgG 2 1E % 1/
B 19G (Normal Mouse 19G), AFIHEXTR: #5314 N 4371 & ' BeyoMag™ Anti-HA Magnetic Beads (Anti-HAREk) 5%
DUVEJE BIRE S, Horbke i 34 FISDS-PAGE Sample Loading Buffer (1X)¥EME, #5448 I A7) SR it O HA Peptided i . fi
FSDS-PAGE Sample Loading Buffer (1X)%efit f5 7 LU I BIHAY UK R S 4%, 17718 FHHA PeptideBt AN 5B GFP-HA, %4~
PRAEAAS I 2 . — 1 H R 2% . WesternE[1ZE S HiBeyolmager™ 600145 & 6 AR 5 4t 56 U (E1600) . S Frad S 23 BRI 526 2%
fF RS A R EZE 5, BIh R Ut 2% .
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IP with Magnetic Beads

IgG  Anti-HA
HA-p53 + + - 4+
Myc-LTA + - + 4+
IB:HA - - 553
IB:Myc s | LTA

IB:HA | e s s D53

Input
|BZM)"C v— e (| TA

1 2 3 4

K3, 2= RHABRZER A 5 TR & (R ERE) T HA-p53AIMyc-LTAR & 2 [ 1 A B L e ORI . 293 TR (N IR
1 ) B ph B L 4 JepCMV-HA-p53 (D3033). pCMV-Myc-LTA (D3036) /5 436/ i, {3 F A 75 & 1 Lysis BufferZfi. ik
&1~ Mouse 1gG Magnetic Beads (/> iR 1gG 732 fii Ek) S BRI UE Ji 2 AR S 2 L FIHA Peptidede it f5 (AR, iZMouse 1gG 2
IEH/NR 1gG (Normal Mouse 19G), A5 3LitiE M FIPERT IR JkiE2. 3A14°hBeyoMag™ Anti-HA Magnetic Beads 4/ 11
I, SARRF SR HE T HA Peptide e it 5 AR i, MKIE A RT LR 235 JL () Myc-LTAS HA-p53 7] LUH EL/EF - InputRiI4:
i 247 (Total cell lysate) . WesternEJ12E i £ HiBeyolmager™ 6004k, % 't % 22 45 58 L (E1600) o 2 PRt B4 PR Szt 46414
RS E A FAAEZE S, B BRI 3% .

> TR DTSR, A5 AE500 A i B FH 20 AR B, A5 &/ B 4eP2185 S Al A9 6 P2185M 73 il v A4 720
UCFIL00 VR S IR G UTUE ,  [RIARE 43 501 T CAREAT A4 R120 4™ BH P4 %o HE PR G e L s 2 R A8 1 OO b A FH A Bk =k b ik, ) 93
AT LAREAT 100K RSO0 AF: it (1) S e L e, [FIESF 43 il AT BASEAT 204N 11004 BH 14 X6f HE P G 8 T

BRER:
P P 44 B gk
P2185S-1 Lysis Buffer 50ml
P2185S-2 TBS (10X) 5ml
P2185S-3 Protease Inhibitor Cocktail (100X) 0.5ml
P2185S-4 BeyoMag™ Anti-HA Magnetic Beads 0.4ml
P2185S-5 BeyoMag™ Mouse 1gG Magnetic Beads 80ul
P2185S-6 HA Peptide (25X) 80pl
P2185S-7 Acid Elution Buffer 2ml
P2185S-8 Neutralization Buffer 0.2ml
P2185S-9 SDS-PAGE Sample Loading Buffer (5X) 0.4ml
_ i BI45 163
L] 7 i 2R ok
P2185M-1 Lysis Buffer 250ml
P2185M-2 TBS (10X) 15ml
P2185M-3 Protease Inhibitor Cocktail (100X) 2.5ml
P2185M-4 BeyoMag™ Anti-HA Magnetic Beads 2ml
P2185M-5 BeyoMag™ Mouse 1gG Magnetic Beads 0.4ml
P2185M-6 HA Peptide (25X) 0.4ml
P2185M-7 Acid Elution Buffer 10ml
P2185M-8 Neutralization Buffer iml
P2185M-9 SDS-PAGE Sample Loading Buffer (5X) 2ml
— YIS 14y
REFFM:

-20°C{RAE, —4E % P2185-4 BeyoMag™ Anti-HA Magnetic Beads#1P2185-5 BeyoMag™ Mouse IgG Magnetic BeadsT] L14°C
TRATF-

ABREI:
> TEEEH B, WM K INL52mIEE s B4 (FMS004. FMS008. FMS012. FMS016. FMS024).
> WU UTUE I H 18 B0 R RRAAB I EBCE A B, R A B (0 Tl BRI i 7R AN 25 L AL R 7)o HEFE I
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3 7 K ER B A1 77 VE & 20 A (50X) (P1081/P1082)F12% £, Bk Ak Bl 11 1] 7711 92 540 (100X) (P1112/P1113).

> ARG &SR Lysis Bufferz e S, 1& G 1R 2500 T K S22 e B Ao 22 LU I (RO ol AR 5 BRI ek . HLE T4
PV B G S R AR I B 2 AR R, A Lysis Buffer N— 5 3@ & BT S BE L VERE S O 2 S ek . R A8 T A3t
A S Lysis BufferdUR RAERIG LT, 752 BAT X T 2N BE B BOIAT BE R IR B2 o M SO Sk B 47 e i 2
TRV, B R = R e IE 42 hitps://www.beyotime.com/support/lysis-buffer.htm.

> BeyoMag™ R FIMEERA I, SRS L, Al AR .

> BeyoMag™ Magnetic Beads# 4EfFpH N6-8, 85 il B0 . THREGAAT; 20K I A HEER B T-Hidah, 50 R 5l

T ER R A
> BeyoMag™ Magnetic Beadsf# F il ZLi&E M 78 4 S &, BIEURA T IR REERIE S 18], IREIBAEIR, NERZIRREHE,
WP NS,

> TESIEUTIENS, EE S B B AR 15t R 4H (BeyoMag™ Mouse 1gG Magnetic Beads). A7 &P AtiE &R IE, &
Z K, ATLLTINEE = K ffBeyoMag™ Mouse 1gG Magnetic Beads (/)M SR 1gGHAER) (P2171).

> BRI G BRI SERAL TAE, JFR G & B AE4°CEK, LAIRGE & (1 B Al ol AR 1

> SR L TR S A A TR, A R A TR RO, DA SR IR e R R SR ARG ER

> MRVEERCE AR T RE S A AE RS, BT IEWNS, AMmRiEkIER 4 H . 0.1%3E 5 124 K457 (Wi Triton X-100.
Tween-20EKNP-40) i] 4 2487 (EREER R AR, IF HA S FMBLER M HUR S & 2%

> AR TR N R IRFEET R, AR TIRKIZEEGETT, AMEHTE RN, AT EEEN.

> AT ZEAERE, 157 LRI E— T EERE.

fE A AR:

1 BRIEHEE.
a. TR, HBEAFET A 100-500p 2R I LB, HE A R

417

Steps Solution required Volume per assay Volume per assay

Lysis Buffer with Protease
Inhibitor Cocktail

Cell lysis and sample preparation 100l 500ul

Preparation of HA Peptide elution
buffer and magnetic beads

Immunoprecipitation Magnetic Beads 4ul 20l
Lysis Buffer with Protease

TBS ~0.52ml ~1.6ml

Wiash (3 times) Inhibitor Cocktail 100p1 each time 500ul each time
Peptide competitive elution (optional) Peptide solution (1X) 20pl 100ul
Acid elution and neutralization Acid Elution Buffer 20pl 100p1
(optional) Neutralization Buffer 2ul 10ul
SDS-PAGE _sample _loading buffer SDS-PAGE Sample Loading 204l 100u1
elution (optional) Buffer (1X)

EMEIFIRRRIEH] . 2% LR, $%HREE50-100 77 41 L FH 100-200pl 7540 1l 751 A5 FH T 24 L 1 300-600 L 75 411 il 751

SR T I B A5, T A P 5 3 R 24T . 5 Lysis Buffer 55 Protease Inhibitor Cocktail (100X)#2#8100:1 ¢ Eb 451

RE, BlinfEimIfLysis BuffersF i\ 10pl Protease Inhibitor Cocktail (100X), RIS 1mlI-& i FIZLEM (Lysis Buffer with

Protease Inhibitor Cocktail). it {15 0 i) 771 R b e ik B E VK BR4°C o

L SRR TN R H R A KBRS SR AB,  FR EIR N B R G ) 70 B 2 L BRALEEHI F). HEREEAE

JH 282 R I R BRI H 1 751076 & A (50X) (P1081/P1082)Fil 2 . Ik Ak MM il 711 A4 (100X) (P1112/P1113). WA KTk T

sk, A R L B M AR TR A Y: https://www.beyotime.com/support/lysis-inhibitor cocktail.ntm.

H2: AT G Lysis Buffer MY TAE 2%, B TR LMo IR, TER BT & R I A I

3 SANEI AR LIS, AN ERSEAAIEHERSMEH . R ARRFER, TUEREZROHEEZHE

Ff . BERREE A2 Z B AL EESMHI SR A9:  https://www.beyotime.com/support/lysis-inhibitor cocktail.ntm.

TBSHIREH]. H4TBS (10X)H 4K KFBEELIX, HATBS. liniml TBS (L0X)IMAImIFELIK, 415 HTBS.

TEERMITES o B T ARG AAAERFIR ORI R, BT AR ZEAEIDNRE i T I A e 5

(2) IS BRI T BB Bk, 1R B AR S00p e 3 FH 20 G Bk By b ], B BB ok 28—V 14 3 0 8 b (FTUB01S),
IIATBS R e ZAAF U NZ0.5ml. B8 WERAIIARHLERIAFR T-0.2ml, W LA BOE BAE B T 158 15y 3100, 236k
EiE, ARG FINATBS Z S &R RN £10.5ml

(b) WA RRIRGT B k. B THIIZE B es108, Kbk bib. B85 FIRBEHIR.

(c) ILMAIIAAR R, FTBSHE BRiEk.

HAZ Bk Bt v RO BC 1 - 1 HA Peptide (25X) FH TBSH R 2515 B AHAZ ik e i 7, 2145 10ul HA Peptide (25X)H11A240ul TBS

HIRSIRITT . JC I A HAZ JER I BB 7E VKR B4°C . ACHA Peptide (25X)&il flifk, &R TR 28, R s

HEHFEER, WD . R EZMHAZ K, AT = K IIHA Peptide (HAZ JIK) (P9808).

SDS-PAGE Sample Loading Buffer (1X)HIFC#]. Hli& & SDS-PAGE Sample Loading Buffer (5X)FH 7K i Be5 15 B Jy

SDS-PAGE Sample Loading Buffer (1X). #1#10.2ml SDS-PAGE Sample Loading Buffer (5X)IIA0.8ml##4l/K, &4 5 EIA

P2185 HA Fr&8 & 1 A B UT I Wl & (REER VE) 400-1683301/800-8283301 Z = K/Beyotime
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SDS-PAGE Sample Loading Buffer (1X).

2. HMERA SRS RS . PR S B RIEHT 5 2R 1 S UUIE B S TE , WA RESL AT IS S SR, AT
PA-20°CHL-80°CIA A, (HIRRIAT e UM 8 A S B A EAEH o A BOAE an R0 3R B AE VK BRACCHRAE, U B/ B
MR AT R . AR IS, TR EAE N InputsliTotal, LA T+ 5 2 ) Western <545l .

a. BTRHMIIRE SRS . 250-1000xg 5% 25 03-5minli B4 . WiE M E, T RMEHPBSHRR—IK, ARG IR
IR . 2R vortex sl & i o B IS A4 S & 7 BT . 4% BB 5:50-100 75 48 i il A 100-200ul Y BEAZ N 25 00 i 770 228 Ak
R R EOE Y IRAT, AR AR . o AR S A R A AR E . WR AR RS, By 3 a50-100 75 4
JWI/E, SRS PR . KA 40 M B e 2R 70 53, T /D 8 PO L pR T 2R S 0 RN A B 7 o0 Bk, AR LU 2 R 78 57
Fe4r %R )5, 10,000-14,000xg7E4°CES 023-550 81, B LiE, RIATHET G 4L i) e DUie M L Uiie . ¥ #Mia ol
WA BEAREYI, FEENERNADNAY, BEO)Gar=ETEY .

b. WEEESHMIRE S KRR R SRR TR W B, FPBSYRIR—IR, S8R5 I 5k B I i . $44RF50-100 /5 41 i (#H
T 6FLAR B —ANFL) I1 N 100-200pl 1) 75 51 7RV ZRARR, 3& 4 IRT, A LARVRRI A0 B 70 7 # ik o 38 R Ak S ) 2
1-2F0 )5, ANt weR. MR EEK E3#E2-10min. 7843 %4f# )5, 10,000-14,000xg7E4°C 2 .0x3-550%F, H 1%,
BT 3R 47 o S S e M e L TTIE S . 1 R JE S PV BB R, EEONIERADNAY, B Ear En
VERD .

C. ZHTRBREERRRE S IR . AT ImIE B B, B0k i, WA DR, AT DME FPBSHEG— IR, ARG IIE TR
BERITAR . B vortexal s # o 2 ) LAIE AN B sl B RE R 43 BOF . I N100-200pl & FHIFIZLARIE, i vortexal 4 # o &
JRCAVR AT, UK E2MR2-10min. Gn Ay BE AR AS T 4r (R A AR AR, 4 R RN I B 1T DL 43 Sl A FH 9 B I (lysozyme) ik B i
(Iyticase) VAL, AR5 FRALE A & ik 7R 2RV EAT 28R . 784 MR )5, 10,000-14,000xg7E4A°CES023-57 %, BL L3, BIW]
HEAT G B S R U P e e 3L TE 55 . B RS IR T RE 2 ML EAVEVE, R EONEERIADNASE, B0 )52 E
DUEY)

d. ALRFERRBMREE.

() ALY/ NI o R AR AR S AR AN, BT U BT ).

(b) 4% 5510-202& 5 4H 2348 FH 100-200pul (¥ EE AN 25 #0581 SRR M an SR 2R AS 78 43 T LAASE FH 5 22 1 35 061 ) 2
W T E mIR BRI R AR, P DOE Y R & .

(c) HIBIE A1 28513, BRAd B 28 5 K A4 72 IRIE6600 TissueMaster ™ -5 AH VR BEAX BT S, B 784024k . T LA
ZURE AR VR IS VRIS . WIS 7890 J5 NN R 5 P e AT R4

(d) 75 %f# /5, 10,000-14,000xg7EACES 023-550 8, B biF, BIRTEEAT 5 42 00 S % DT vE A e e FLive 55 . 4:20mg ik A7
(180 7I5 BT FE ZHL 23 FH 200 75 0 1) 77 R M 24 A JE AR AT 1 13, R R BE£9°815-25mg/ml, AS[ERIRES AN [FI 20 236 B
AN ¥ RRERTTRS I ENEEN, FERARLFLDNAS, B0 a2 ETTE .

3. AEUTRE(Immunoprecipitation, I1P).

a. MABIREWE . &HREES00uE FFE &I 20 BBk BB i LL I NREER, B T MR RRIKEOE R A1 1, =R
2/ BR4CHE A AR
HEL: 5 EL N\ BeyoMag™ Anti-HA Magnetic Beads T F B U e i AT HARRZE I H 8 B R = A), TRIE )
T LE 420 B 7 i A BeyoMag™ Mouse 1gG Magnetic BeadsitE47 42 1T e LA A B P % HE
VE2: WEERET, WIREER KA RASE REIERRE, Ao s iR,
¥E3: XTff HiBeyoMag™ Anti-HA Magnetic Beadsitf 47 Ui iE 5 28 K B stk m G 0L, 1T BA% &A% HIBeyoMag™
Mouse IgG Magnetic Beads# 4T TRUTIEALHE, LAVHBRAEREFVEML, 4R )5 1541 HBeyoMag™ Anti-HA Magnetic Beadsit{T
GPETITE. BeyoMag™ Mouse 1gG Magnetic Beads ] T34 Gz iive AR L £, FE BITITIH.

b. B E. WHTEE, BTRIZE EE108, Kbk bil. W rTREES RIS, TR e i MaseR .

C. We¥c. MAOSMIFIEHIHIFIRMA, HBRSRRRVATEEMR. B TH IR Frs108r, £k BiG. EEEH SIS
TR =R e AT DU I A I e % 15 20 IR A () O Dggo K FI T & 5 eIk 5E 4%, 457 ODggo K 170.05, S 4 14 A
Pl Ik EL

4. Velt. MRAEARAEE AR UG SESEER SR, T RUE R A N 3R TV L — AT e .

a. HAZFKFSVEMIE. Aoy dRe v, velidces, He s E o ReEA K AEYEE, (8T 520 kil .

(2) FF20plSIEREERARRA, IIA100ul HAZ BREENR, W55 B TR PR KRB R A1 b, IR0 5259 5 30-604)- 4,
BACCHF E 1-2/Mf o A T AR, P IE K & I IR B S e .

(b) WETEEE, BTHAREAELION, ¥ EEEEIHNE0E . RSN AEMIHAREEA KHEEY.

(©) VeMHFIHARZEA KL EEYE TA4CHH, 23 -20°CE-80°C K HI R 77 .

b. REEBEMLVE. A5 ARy, PRt mak. elit)s i SR 2 18 00 T Re CRRF A M AEYIEYE, (8 T 5 2L B il .

(@) FR20ul R ASREBRAFY, IA100ul Acid Elution Buffer (FRMEVERGR), REIE B TR KRR G L, EEBEHES
YRR, T TR AN BB 1590 B

(b) WETEEE, BTHAREAEI00, ¥ EEEIH NS CE S, H 22 A10ul Neutralization Buffer (1 F174),
&R AULZIIMAN R AEIERST, B A [ AL T B De vi h 22 75 5) 3 8— L8 BR AR 2T 1k o

(€) AT IR ER MBI, ATEE S Rafb, IR EFE A I

(d) Pefli I h A HARRRE R E KL S E T4°CHeH, B -200CHL-80°CK IR AF -

L. FRVEGEMOE BAR SR, AT AT BRI T 5 4+ e Bi2: BUSDS-PAGE L AE G2 i BE Mt i

% R/Beyotime  400-1683301/800-8283301 P2185 HA #7225 A A BEUTIE RIS (REBRIE)  5/7



2. BT H I E A ZE TR R PR VR VA (B RCR A — e AR, RO AR A R LA, I R B I
WpHTER.5-3. 12 8] BEAT — € (IR 58, AR L0 AR pH AR B th B AT — s I R B, BAR R B AT R SR 2
AT DL RE R AR AT e B v IO HA S JIKGE Sl V25 s T B e (19 SDS-PAGE _E RS e i i, Ji 37 (KR il R AE AR
PESRAF N AT VR, T RE 0T 5 S X T BT A TEAT R A S AR R

C. SDS-PAGE BREZMRUEMIVE. AT7VENARMEE, 1330 H AR iE & SDS-PAGE Hi jk 2l Western & il «
(a) FE20plFUAREFRARFRIBERE, NN 100u] SDS-PAGE Sample Loading Buffer (1X), 95°CHN#A5%: 4t .
(b) B THEIIZE oy 100, H_F i R 0T A -T-SDS-PAGE HE ik 5 Western 3l .
1. i HSDS-PAGEH H_EREG R & A DTTAEIL IR, FLpe A5 2 a R b b 2 & A U IR e A B
E2: H B SDS-PAGE REZE il AT LA Bk 38 = K [ISDS-PAGE & 1 FREZE P (2X) (PO015B). SDS-PAGEE I k¢
22 (5X) (PO015). SDS-PAGE A _EAEZE il (6X) (PO015F).
& )
Problem Possible Causes Solution
Protein is not completely eluted. | Change elution methods.
. Make sure the protein of interest contains the tagged protein by
NG Rt Qe EEssse, Western blot or dot blot analyses.
1. Use larger volume of cell lysate.
Very low protein expression level. | 2. Optimize expression conditions to raise the protein expression
level.
Washes are too stringent. Reduce the time and number of washes.
Very few or no = : ; S
tagged protein Incubation times are inadequate. | Increase the incubation time.
exists in the Interfering substance is present in Lysates containing high concentratlon_of DTT, Z-mercaptoethanol, or
eluate. other reducing agents may destroy antibody function, and must be
sample. :
avoided.
If Western blot detection is used:
1. Check primary and secondary antibodies using proper controls to
Detection svstem is inadequate confirm binding and reactivity.
Y quate. 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.
PIEEIS K nonspeu_flcally E 1. Pre-clear lysate with Mouse 1gG Magnetic Beads (P2171) to
the monoclonal antibody, O -
. . . . remove nonspecific binding proteins.
insufficient washing on magnetic - . .
. - 2. After suspending beads for the final wash, transfer entire sample to
beads, or the microcentrifuge | . if be bef if ;
tubes. a clean microcentrifuge tube before centrifugation.
Background is 1. Increase the number of washes.
too high. 2. Prolong duration of the washes, incubating each wash for at least
15 minutes.
Washes are insufficient. 3. Choose other wash buffers. Increase the salt and/or detergent
concentrations in the wash solutions.
4. Centrifuge at lower speed to avoid nonspecific trapping of
denatured proteins.
G B [ 60 S0 S Purify the target protein at lower temperature, such as 4°C.
temperature.
Multiple protein Protein degradation due to
bands found in proteases activity during Add protease inhibitors to cell lysate.
the eluate. purification process.
. o 1. Prepare cell lysate again.
. 2. Add additional wash steps.
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ESNLE
k] 77 i A4 TR (283
P2175S ST IR £ (Protein A BEERIZE) 20-100 %
P2175M G 3% PUEE R & (Protein A BEERIE) 100-500 ¥
P2177S S U IR TR £ (Protein G WEERTE) 20-100 X
P2177M G BT IR T £ (Protein G WEERTE) 100-500 &
6/7 P2185 HA & 1 G BEUTIE Wl & (RERVE) 400-1683301/800-8283301 Z = K/Beyotime




P2179S Fa e DT HE R T & (Protein A+G RiERE) 20-100 X
P2179M G UTIE IR £ (Protein A+G REERIE) 100-500 %
P2181S Flag #2558 A S B U0 e R & (R ERTE) 20-100 X
P2181M Flag #2558 F S B U0 e R & (R ERTE) 100-500 ¥
P2183S Myc bR A B ITE R S (REERTE) 20-100 X
P2183M Myc FrRE & A BT T S (EERTE) 100-500 &
P2185S HA 725 8 1 o 2 e R & (R 20-100 X
P2185M HA 725 8 G 2 e 7R & (R BR V) 100-500 &
P2187S V5 P2 H 1 G B DT R B (R ER) 20-100 X
P2187M V5 P2 H 1 B UTE R B (REER) 100-500 7%
P2193S S8 IR R £ (Protein A TR IE B EEI %) 20 %
P2193M GBI IR B (Protein A B IS AL E) 100 &
P2195S S I R A (Protein G B SHEBEIRIE) 20 7%
P2195M S VI R B (Protein G B IS HEBEIRIE) 100 &
P2197S S UTIE IR £ (Protein A+G B JIEERER ) 20 Ik
P2197M S UTIE IR £ (Protein A+G B IEHERERZE) 100 &
P2202S Flag b5 8 1 G2 UUUE I 1) 2 (B M BB V) 20 X
P2202M Flag #7258 1 o BT e 3 7 & (B i bR e v25) 100 &
P2204S Myc PR A G TIE R S G RS B 1) 20 %
P2204M Myc FR% & A G UTIE R S G AR PE B 1) 100 &
P2206S HA FR28 8 9% DTvE 77 6 (B I i e e ) 20 %
P2206M HA FR28 8 A 9% DTTE 77 6 (B R e e %) 100 &
P2208S V5 2 H 1 G B UTTE B & G i i B I 1%) 20 %
P2208M V5 B4 B 1 S UTTE R 7 & B B R 1) 100 &
D3031-1pg pCMV-3X Flag-p53 lpg
D3031-100pg pCMV-3X Flag-p53 100pg
D3033-1pug pCMV-HA-p53 lug
D3033-100pg pCMV-HA-p53 100pg
D3036-1pug pCMV-Myc-LTA lug
D3036-100pg pCMV-Myc-LTA 100pg
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