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This Chapter Contains:

■ aÉí~áäÉÇ=ëíÉéë=Ñçê=éêÉé~êáåÖ=íÜÉ=Éìâ~êóçíáÅ=ÜóÄêáÇáò~íáçå=ãáñ=Åçåí~áåáåÖ=ä~ÄÉäÉÇ=í~êÖÉí

~åÇ=Åçåíêçä=Åok^K

■ fåëíêìÅíáçåë=Ñçê=ÜóÄêáÇáòáåÖ=íÜÉ=í~êÖÉí=ãáñ=íç=~=Éìâ~êóçíáÅ=dÉåÉ`Üáé∆=éêçÄÉ=~êê~óK

After completing the procedures described in this chapter, the hybridized probe array is 
ready for washing, staining, and scanning, as detailed in Section 2, Chapter 4.
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Reagents and Materials Required

The following reagents and materials are recommendations and have been tested and 
evaluated by Affymetrix scientists. For supplier phone numbers in the U.S. and Europe, 
please refer to the Supplier and Reagent Reference List, Appendix A, of this manual. 
Information and part numbers listed are based on U.S. catalog information. Additional 
reagents needed for the complete analysis are listed in the appropriate chapters. 
Appendix A contains a master list of all reagents used in this manual.

■ t~íÉêI=jçäÉÅìä~ê=_áçäçÖó=dê~ÇÉI=_áçtÜáíí~âÉê=jçäÉÅìä~ê=^ééäáÅ~íáçåë L=`~ãÄêÉñI=

mLk=RNOMM

■ ^ÅÉíóä~íÉÇ=_çîáåÉ=pÉêìã=^äÄìãáå=E_p^F=ëçäìíáçå=ERM=ãÖLãiFI=fåîáíêçÖÉå=iáÑÉ=

qÉÅÜåçäçÖáÉëI=mLk=NRRSNJMOM

■ eÉêêáåÖ=péÉêã=ak^I=mêçãÉÖ~=`çêéçê~íáçåI=mLk=aNUNN

■ dÉåÉ`Üáé=bìâ~êóçíáÅ=eóÄêáÇáò~íáçå=`çåíêçä=háíI=^ÑÑóãÉíêáñI=mLk=VMMOVV=EPM=êÉ~ÅíáçåëF=çê

mLk=VMMPSO=ENRM=êÉ~ÅíáçåëFI=Åçåí~áåë=`çåíêçä=Åok^=~åÇ=`çåíêçä=läáÖç=_O

■ `çåíêçä=läáÖç=_OI=P=åjI=^ÑÑóãÉíêáñI=mLk=VMMPMN=EÅ~å=ÄÉ=çêÇÉêÉÇ=ëÉé~ê~íÉäóF

■ Rj=k~`äI=ok~ëÉJÑêÉÉI=ak~ëÉJÑêÉÉI=^ãÄáçåI=mLk=VTSMd

■ jbp=cêÉÉ=^ÅáÇ=jçåçÜóÇê~íÉ=páÖã~räíê~I=páÖã~J^äÇêáÅÜI=mLk=jROUT=

■ jbp=pçÇáìã=p~äíI=páÖã~J^äÇêáÅÜI=mLk=jRMRT

■ baq^=aáëçÇáìã=p~äíI=MKRj=ëçäìíáçå=ENMM=ãiFI=páÖã~J^äÇêáÅÜI=mLk=bTUUV

Miscellaneous Reagents
■ pìêÑ~ÅíJ^ãéë=OM=EqïÉÉåJOMFI=NMBI=máÉêÅÉ=`ÜÉãáÅ~äI=mLk=OUPOM

Miscellaneous Supplies
■ eóÄêáÇáò~íáçå=lîÉå=SQMI=^ÑÑóãÉíêáñI=mLk=UMMNPV=ENNMsF=çê=UMMNPV=EOOMsF=

■ píÉêáäÉI=ok~ëÉJÑêÉÉI=ãáÅêçÅÉåíêáÑìÖÉ=îá~äëI=NKR=ãiI=rp^=pÅáÉåíáÑáÅI

mLk=NQNRJOSMM=Eçê=Éèìáî~äÉåíF

■ jáÅêçéáéÉííçêëI=EmJOI=mJOMI=mJOMMI=mJNMMMFI=o~áåáå=máéÉíã~å=çê=Éèìáî~äÉåí

■ píÉêáäÉJÄ~êêáÉê=éáéÉííÉ=íáéë=~åÇ=åçåJÄ~êêáÉê=éáéÉííÉ=íáéë

■ eÉ~íÄäçÅâ
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Reagent Preparation

12X MES Stock

(1.22M MES, 0.89M [Na+])

For 1,000 mL:

70.4g MES-free acid monohydrate

193.3g MES Sodium Salt

800 mL of Molecular Biology Grade water

Mix and adjust volume to 1,000 mL.

The pH should be between 6.5 and 6.7. Filter through a 0.2 µm filter.

2X Hybridization Buffer

(Final 1X concentration is 100 mM MES, 1 M [Na+], 20 mM EDTA, 0.01% Tween 20)

For 50 mL:

8.3 mL of 12X MES Stock

17.7 mL of 5 M NaCl

4.0 mL of 0.5 M EDTA 

0.1 mL of 10% Tween 20

19.9 mL of water

Store at 2°C to 8°C, and shield from light

Do not autoclave. Store at 2°C to 8°C, and shield from light. 

Discard solution if yellow.
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Eukaryotic Target Hybridization

Please refer to the table below for the necessary amount of cRNA for appropriate probe 
array format. These recipes take into account that it is necessary to make extra hybridization 
cocktail due to a small loss of volume (10-20 µL) during each hybridization.

1. Mix the following for each target, scaling up volumes for hybridization to multiple 
probe arrays.

2. Equilibrate probe array to room temperature immediately before use.

3. Heat the hybridization cocktail to 99°C for 5 minutes in a heat block.

4. Meanwhile, wet the array by filling it through one of the septa (see cáÖìêÉ OKPKN for 
location of the probe array septa) with appropriate volume 1X Hybridization Buffer 
using a micropipettor and appropriate tips Eq~ÄäÉ OKPKOF.

5. Incubate the probe array filled with 1X Hybridization Buffer at 45°C for 10 minutes 
with rotation.

q~ÄäÉ OKPKN

eóÄêáÇáò~íáçå=`çÅâí~áä=Ñçê=páåÖäÉ=mêçÄÉ=^êê~óG

`çãéçåÉåí
QV=cçêã~í=Epí~åÇ~êÇF=L=

SQ=cçêã~í=^êê~ó

NMM=cçêã~í=

EjáÇáF=^êê~ó

QMM=cçêã~í=EjáÅêçF=^êê~ó=L

NSV=cçêã~í=EjáåáF=^êê~ó

cáå~ä=

`çåÅÉåíê~íáçå=

cê~ÖãÉåíÉÇ=Åok^=GG NR=”Ö NM=”Ö R=”Ö MKMR=”ÖL”i

`çåíêçä=läáÖçåìÅäÉçíáÇÉ=_O=
EP=åjF

R=”i PKP=”i NKT=”i RM=éj

OMu=bìâ~êóçíáÅ=eóÄêáÇáò~íáçå=
`çåíêçäë=EbioBI=bioCI=bioDI=creF

NR=”i NM=”i R=”i NKRI=RI=OR=~åÇ=
NMM=éj=êÉëéÉÅíáîÉäó

eÉêêáåÖ=péÉêã=ak^
ENM=ãÖLãiF

P=”i O”i N=”i MKN=ãÖLãi

^ÅÉíóä~íÉÇ=_p^=
ERM=ãÖLãiF

P=”i O=”i N=”i MKR=ãÖLãi

Ou=eóÄêáÇáò~íáçå=_ìÑÑÉê NRM=”i NMM=”i RM=”i Nu

eOl =íç=Ñáå~ä=îçäìãÉ=çÑ=PMM=”i íç=Ñáå~ä=îçäìãÉ=
çÑ=OMM=”i

=íç=Ñáå~ä=îçäìãÉ=çÑ=NMM=”i

cáå~ä=îçäìãÉ PMM=”i OMM=”i NMM=”i

GmäÉ~ëÉ=êÉÑÉê=íç=ëéÉÅáÑáÅ=éêçÄÉ=~êê~ó=é~Åâ~ÖÉ=áåëÉêí=Ñçê=áåÑçêã~íáçå=çå=~êê~ó=Ñçêã~íK

GGmäÉ~ëÉ=ëÉÉ=pÉÅíáçå OI=`Ü~éíÉê NI=é~ÖÉ=OKNKOMI=Ñçê=~ãçìåí=çÑ=~ÇàìëíÉÇ=Ñê~ÖãÉåíÉÇ=Åok^=íç=ìëÉ=ïÜÉå=ëí~êíáåÖ=Ñêçã=íçí~ä=ok^K

It is imperative that frozen stocks of 20X GeneChip Eukaryotic Hybridization Control 
is heated to 65°C for 5 minutes to completely resuspend the cRNA before aliquotting.

It is important to allow the arrays to equilibrate to room temperature completely. 
Specifically, if the rubber septa are not equilibrated to room temperature, they may 
be prone to cracking, which can lead to leaks.

It is necessary to use two pipette tips when filling the probe array cartridge: one for 
filling and the second to allow venting of air from the hybridization chamber.
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6. Transfer the hybridization cocktail that has been heated at 99°C, in step 3, to a 45°C 
heat block for 5 minutes.

7. Spin hybridization cocktail(s) at maximum speed in a microcentrifuge for 5 minutes to 
remove any insoluble material from the hybridization mixture.

8. Remove the buffer solution from the probe array cartridge and fill with appropriate 
volume (q~ÄäÉ OKPKO on page 2.3.8) of the clarified hybridization cocktail, avoiding any 
insoluble matter at the bottom of the tube.

9. Place probe array into the Hybridization Oven, set to 45°C.

Avoid stress to the motor; load probe arrays in a balanced configuration around the 
axis. Rotate at 60 rpm.

10. Hybridize for 16 hours.

During the latter part of the 16-hour hybridization, proceed to Section 2, Chapter 4 to 
prepare reagents required immediately after completion of hybridization.

q~ÄäÉ OKPKO

mêçÄÉ=^êê~ó=`~êíêáÇÖÉ=sçäìãÉë

^êê~ó eóÄêáÇáò~íáçå=sçäìãÉ qçí~ä=cáää=sçäìãÉ

QV=cçêã~í=Epí~åÇ~êÇF OMM=”i ORM=”i

SQ=cçêã~í= OMM=”i ORM=”i

NMM=cçêã~í=EjáÇáF NPM=”i NSM=”i

NSV=cçêã~í=EjáåáF UM=”i NMM=”i

QMM=cçêã~í=EjáÅêçF UM=”i NMM=”i

cáÖìêÉ OKPKN======

dÉåÉ`Üáé∆=mêçÄÉ=^êê~ó




