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ÅCases increasing every year

ï95 cases 2005

ÅStandard of care

ÅClinicians are getting

better at it

Case loads
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ÅCurrently Breast Patients only

ÅBlue die is used to localise nodes

Å2 to 3 patients a week

ÅAverage of  1 - 2  nodes per sample

ÅNodes arrive in formalin

ïSeparately labelled  pot
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Histology
ÅNodes are embedded intact if <4mm in diameter

ÅIf >4mm nodes should be sliced @ 2-3mm 

intervals 

ÅNo microwave fixation of tissue

ÅNodes are processed separately

ÅTissue processed on long overnight cycle on a 

Tissue Tek VIP processor (14hrs)



STATION REAGENT TEMP oC TIME

1 10% NBF 42 1:30

2 10% NBF 42 1:30

3 70% ALCOHOL 37 0:45

4 90% ALCOHOL 37 0:45

5 ABSOLUTE ALCOHOL 37 0:45

6 ABSOLUTE ALCOHOL 37 1:00

7 ABS. ALC./XYLENE 37 1:00

8 ABSOLUTE ALCOHOL 37 1:00

9 XYLENE 37 1:15

10 XYLENE 37 1:15

11 WAX 60 1:15

12 WAX 60 1:15

13 WAX 60 1:15

Histology ïProcessing 

Schedule (14hrs)
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Old Procedure
ÅRoutinely cut 3 levels

Å200 between levels

ÅCytokeratin stain (Cam 5.2) on level 2

Immunohistochemistry method
ÅDAKO LSAB+ system, Peroxidase (DAKO K0690)

ÅDAKO Liquid DAB+ Chromogen (DAKO K3468)

ÅCam 5.2 @ 1:5 dilution
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Current Procedure
ÅCut full face H&E slide

ïReviewed by pathologist

ÅIf initial H&E section is negative

ïTrim in 200

ïFurther 3 levels

ï200 between levels

ïCytokeratin (Cam 5.2) on the second level



Å95 cases in 2005 with sentinel nodes

ïApp. 50% of cases needed levels and Immuno

ÅUp to $1,400 in consumables

ïSlides

ïImmuno reagents

ÅStaff time

ÅSavings to department with no compromise to 

patient care

Rationale
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Immunohistochemistry
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ÅVentana Benchmark XT (max. 5 runs/day)
ïi-View DAB Detection Kit

ïEndogenous Biotin Block

ÅCam 5.2 (Anti-Cytokeratin)
ïBecton Dickinson  - Cat #. 349205 (monoclonal)

ï50 tests/vial diluted to 1:50

ïDispense 100 l per slide

ïMild Heat Antigen Retrieval



Immunohistochemistry ïBenchmark XT
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Treatment Temp oC Time

Depariffinization 75 20:00

Mild Cell Conditioning 100 30:00

Antibody Incubation 37 32:00

Endogenous Biotin Block 37 60:00

I-View Detection Kit 37 32:00

Haematoxylin 37 4:00

Bluing Reagent 37 4:00

Total run time app. ï3-4 hrs


