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Auto.Blend'"Purificationof MouseLiverLactateDehydrogenase
Conditions:

_////////._. = EnzymeActivily Column:Waters Prolein-Pak"
pH 7.7

2.0AU SpoclIicAc,vltyII.U.lmGl0.71 65 UImL DEAE 8HR (I0x lO0mm)

e 45 FlowRale: 1.5ml/min.

_ Buffer:A: 100mMTris-HCI

25 B:100mM TrisBase

C: I.OM Sodiumchloride15 D:MilliQ_Wa_

J pH 7.7
0.O 0 0 I , v Time _ %B %C %D Cur,,,(

IN I .S 5 0 80 *

pH 8.62.0 AU SpecificActivily(I.U./mG) 3.0 65 U/mL 20 15 5 25 55 6

pH 8.6
E 45 Time %A '_oB _C %D Curv

iN 5 I5 0 eo •
20 5 15 25 55 6

2s

.J_ OelectJon:28OntoInjection:750pi mouseliver

O.0 "-- , , , , supematanl.{Homogenizedin
0 5 1'0 15 20 25 29 20mmTris-CI,pH 7.5 (3ml/gm)

Minutes cenlrifugeal 48,000g for 30
min.@4°}

TheuseoFWatersAuto*BlendMelhodforoptimizingproleinpurificalionschemesincombinalionwithProtein-Pakionex-
changecolumnsallowsForrapid delerminationd Ihe pH at whichmaximumresolutionand recoverycan beachieved.
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Objective: Details: System:

Theobjeclive of this applicationnole is Io demon- Theprotein chemisl'smaingoal is IoenhanceIhe Walers 650 Advanced ProteinPurificalionSyslem,
strafean aulomaled melhodsdevelopmenlfor Ihe separalionbasedon manyprinciplesto acheive a Waters Fraclion Collector, and 484 TunableUV/
selecliond thebesl gradientconditionswilh Walers highlypurified proteinwell resolvedfromIhe sample VisibleAbsorbanceDelector.
650 Advanced ProteinPurificalionSyslemwhich matrixlThebioi6gical samplemay vary in resolulion
hasIhe uniqueAulo-Blendmethod, and recoverydependingon manyvariables_pH,

buffer,packing malerial, saltsand samplesIhem-
selves.Manipulationand controlol thesevariables
mayimprove Iheresolutionand/or recoveryof Ihe
proteinsof interesl.TheWalers Auto.Blendmelhod
allows a convenienlway Io scouta varielyof pH's
which make thepurificalionprocesseasier and
reproducible.The650 systemallows accurale
blendingof fourbuffersand allow a varielyof pH's
Io be producedina reproduciblemanner.Using References:
slackbuffers,IhepH ischosenby Ihe% of acidic Aulo-Blend
bufferin IheA line (100ram Tris-HCIIand basic Warren,W.,el.al.," A New Slralegyfo Rapid
bufferin theB line(100mM TrisBasel.Thedesired Optimizationfor ProteinSeporalions.',American
saltconcentralionin Ihegradienl is managed by Biotechnofogytaboratory,June! 989, 7(6) 34-40.
blending sail fromIheC line IIM NaCI) and waler

in the D line. In methodsdevelopment,one can Warren,W.,el.al., "SyslemalicOptimizationof
easily scana wide varielyof pH's by programming ProteinSeparationson High PerformanceIon-
the650 systemIo blend differentproportionsof ExchangeChromalographic Media.', Journalof
acidic and basicbuffers.Combination of a unique Chromatography, 512 ( 1990l 13-22.
ion-exchangepacking to allow high capacily,

resolulionand recoverywilhWalersAuto-BlendIo ProteinPurificalionNotes, Vat 1, No I, tileralure
allow automaledmelhodsdevelopmentmakesan Code NO3.
attractivepackageforlhe proteinchemis_.In Ihis
particularsludy,varyingthepH form7.7 Io 8.6
significanllychangesIheelulionprofile d Ihe Valvingand Aulo-Blend
enzymetDH and lhe degree d purificalion is Aslephen,N. and WheaI,T., " A New Syslemalic
increasedfive fold in lessthanone day. SinceIhere Approach for IheDevelopmentof ProteinSepara-
is no differencein recovery,thechemistcan choose lions.°, PosterPresenlalionHPLC!990.
Ihebest resolulionwhich isdefined at the condilions
which give thehigheslspecificaclivily. Quantilalive Pfeifer,R., el.al. ° New Ion ExchangeSlralegiesfor
recoveryof Iheapplied I.DHactivily was oblained ProteinPurification.', PosterPresenlalionFASEB
al both pH 7.7 and 8.6. 1991 and ProteinSociely 1991.


