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Guidance on evaluating HER2 expression by IHC'

( )
Membrane Visual estimate Staining pattern and intensity Magnification rule Score
staining

o 0 tumor cells Membrane staining not present No staining visible at any magnification, IHC O/absent
o 4X(5X)* to 40X membrane
= staining
=10% tumor cells Faint/barely perceptible Staining barely perceptible at IHC 0+/with
4X(5X)* and 10X, visible at 20X membrane
e and confirmed at 40X staining
(]
s >10% tumor cells Faint/barely perceptible Staining barely perceptible at IHC 1+
g 4X(5X)* and 10X, visible at 20X
g and confirmed at 40X
>10% tumor cells Moderate to strong Staining visible at 4X(5X)* confirmed IHC 2+
at10-20X
>10% tumor cells Weak to moderate Staining visible at 4X(5X)* confirmed IHC 2+
at10-20X
i
2 <10% tumor cells Strong Staining visible at 4X(5X)*, confirmed IHC 2+
o
£ at 10-20X
o
© >10% tumor cells Strong/intense Readily visible ‘chicken wire’ pattern IHC 3+
at 4X(5X)*

When close to the cut-off point, it may be necessary to perform actual cell counts.

Three representative fields at 40X or greater magnification should be chosen, and 100 cancer cells per field counted.*

*Depending on the type of objectives available, pathologists will use 4X or 5X.

J
Optimal tissue handling and HER2 evaluation by IHC"356
sectioning requirements?
IHC 0 IHC 0+ IHC 1+ IHC 2+ IHC 3+**
* The time from tissue acquisition
to fixation should be as short as
possible 40X 40x 40x 20X 10X
* Tissue samples should be sectioned o o
at 5-10 mm intervals No memprane Faint, |ncom'plfate' Faint, |ncom!JIfete. Weak to moderate Strong complvet'e
. . . staining membrane stainingin  membrane staining in complete membrane membrane staining
* Tissue samples should be fixed in =10% of tumor cells >10% of tumor cells* staining in >10% in >10% tumor cells
10% neutral buffered formalin for of tumor cells
6-72 hours
* Cut sections of tissue samples ; -
L Negative Positive
should be processed within 6 weeks Reflex ISH test
IHC O/absent IHC 0+/with HER2-low HER2-positive
membrane staining membrane staining IHC 1+, IHC 2+/ISH- IHC 2+/ISH+, IHC 3+

Figure adapted from CAP. Reporting Template for Reporting Results of Biomarker Testing of Specimens from Patients with
Carcinoma of the Breast. Version: 1.6.1.0. Wolff AC, et al. 2023, Tarantino P, et al. 2020, Roy AM, et al. 2023256
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Method for consensus scoring

Select breast cancer cases within the HER2Know IHC image gallery were independently reviewed and scored by expert breast pathologists to establish consensus.
HER2 IHC interpretation was based on recommendations from the 2023 ASCO-CAP guideline updates,® and expert alignment on analyzing staining patterns and intensity.

*This definition does not cover unusual staining patterns that are considered HER2 IHC 2+, such as moderate to intense but incomplete membrane staining and circumferential membrane staining
that is intense but in =10% of tumor cells.® **The image shown is the positive control.

ASCO, American Society of Clinical Oncology; CAP, College of American Pathologists; HER2, human epidermal growth factor receptor 2; IHC, immunohistochemistry; ISH, in situ hybridization.
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