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Introduction and Aims and Methods Results 1
AMBRA-1 Loricri
Melanoma incidence is predicted to increase by +60% by 2040. Although AJCC Stage | A S | ﬂincrm
and Il tumours. repr_esent 91% of all melanomas, all patients diagnosed with early stage_ _tumours are Marginal (normal) // e e AMBLor Low. Risk
managed as high risk, even though fewer than 20% progress. Furthermore, the 8th edition of AJCC epidermis 7 [} | \ AJCC stage IA (T1a)
staging criteria are unable to identify subsets of patients with stage I/ll melanomas with low risk of - oy melanoma with retained
disease progression, emphasising the acute need for credible prognostic biomarkers to stratify * ; M_ . epidermal AMBRA1 and
patient follow-up based on personalised risk. Epidermis @ | NS Loricrin expression
We have recently identified the combined immunohistochemical expression of epidermal AMBRA1 overlying Soah (\“) overlying the melanoma
and Loricrin (AMBLor) overlying AJCC stage | melanomas as a robust prognostic biomarker and o o L NN
valuable pre SLNB test for non-ulcerated tumours (Ellis et al 2020). o
The aim of the present multicentre study, was to validate AMBLor as a novel prognostic biomarker for AVBRA-1 Loricrin
non ulcerated cutaneous AJCC stage | and Il melanoma. B | gy v . AMBLor Low- Risk
Automated immuno-histochemical staining for AMBLor expression was performed using gpﬁ;%fg:g”orma') 1% 2 AJCC stage IA (T1a)
recombinant antibodies to human AMBRA1 and Loricrin (AMLo Biosciences Ltd) in powered o0 e ;"?La;?nrz;c‘ A‘\"’J&fﬁg:} ;
retrospective cohorts of formalin fixed paraffin embedded non-ulcerated cutaneous AJCC stage | or |l reptained Loricrin
melanomas derived from the Roswell Park Comprehensive Cancer Centre, Buffalo, USA or the Peter Epidermis . expression overlying the
McCallum Cancer Centre biobank, Melbourne, Australia (Tables 1 and 2) with semi-quantitative Overlying W G melanoma
binary scoring analysis and concordance performed by 4 Dermatopathologists. Each cohort was melanoma g, oo,
powered to represent rates of metastasis of 10% for AJCC stage | or up to 20% for stage |l disease
and data correlated with clinical outcome between up 60 and 287 months. AMBRA-1 Loricrin j
AT
C . g |
I\/Ig(rjgma! (normal) |- - S AMBLor At Risk
epiaermis AJCC stage IB (T1b)
cases cases both epidermal AMBRA1
19 - 86 (56) 20-92 (60) Epidenmis and Loricrin expression
I IR Overying overlying the melanoma
Melanoma Sub-type Melanoma Sub-type melanoma
Superficial Spreading 109 Superficial Spreading 182 — —
27 15 .
Lentigo Maligna 11 Lentigo Maligna 25 Figure 1. Epidermal AMBRA1 and /or Loricrin expression identifies low versus at risk
AJCC stage | melanoma subsets.
Representative photomicrographs of AMBRA1 and Loricrin (AMBLor) expression in the
Nevoid _ . normal marginal epidermis or the epidermis overlying A and B: low risk AJCC
stage IA (T1a) melanomas or C: an at risk AJCC stage IB (T1b) melanoma. Scale bar = 100um
- -
Overall AJCC stage Overall AJCC stage
s B 85
29
m._ m._ 7
Results 2
Table 1. Patient demographics for Melbourne and Buffalo cohorts of non-ulcerated
AJCC Stage l/ll melanomas A —
s 100
©
Results 1: Retention of AMBRA1 and/or Loricrin in the £
epidermis overlying AJCC stage l/ll melanoma identifies low 7
. @
risk subsets. g 9
al’ —_— ' =
Immunohistochemical staining of AMBLor expression in the epidermis overlying both non-ulcerated L AMBLor Low Risk (n=r0)
cutaneous AJCC | and Il melanomas compared to the expression of either AMBRA1 or Loricrin in the _g —— AMBLor At Risk (n=341)
marginal (normal) epidermis revealed retained expression of either or both protein markers identified 0o 0
tumours at low risk of disease progression (Figure 2A and 2B). Conversely loss of both AMBRA1 and 0 100 200 300
Loricrin expression in the epidermis overlying either primary AJCC stage | or || melanomas was _ _
associated with melanomas at risk of disease progression (Figure 2C). Disease Free Survival (Months)
B Di ithin 5 No di
n m = ISease recurrence within o years O disease recurrence
Results 2: AMBLor is a prognostic biomarker for AJCC stage | within 5 years
Test Positive Negative Total
and " melanoma' Positive True Positive = 44 False Positive = | 297 341
Analysis of AMBLor in the mixed cohort of 334 AJCC stage | and 77 non-ulcerated AJCC stage | Negative | False Negative = 2 True Negative = | 68 70
cutaneous melanomas derived from Buffalo and Melbourne revealed retention of AMBLor in 70 stage Total 46 365 411

I/ll tumours was associated with a significantly increased disease free survival of 97% compared to
87% for 341 patients with stage |/ll melanomas in which AMBLor was lost (P=0.01; HR 0.20, 95% CI
0.09-0.42, Figure 2a), and with a negative predictive value of 97.14% and assay sensitivity of 95.6%
(Figure 2B). Although able to identify genuinely low risk stage I/ll melanomas, the low PPV value and
assay specificity indicates AMBIor is not however, a suitable test for the identification of patients at
high risk of metastasis. In contrast, the low assay specificity and PPV suggests AMBLor identifies
tumours with metastatic potential for which surgical removal of the primary tumour may have been a
curative event.

Figure 2. AMBLor is a prognostic biomarker for non ulcerated cutaneous
AJCC stage | and Il melanoma

A. Disease free survival (DFS, %, up to 287 months) for 70 AMBLor low risk or 341 AMBLor at risk
patients with non ulcerated AJCC stage |/l cutaneous melanomas derived from Buffalo, USA and

Melbourne, Australia B. Contingency table indicating AMBLor test effectiveness; assay sensitivity
95.6%, assay specificity 18.6%, PPV 11.2%% and NPV 97.14%

Conclusions

Collectively these data suggest AMBLor as a prognostic biomarker able to identify genuinely low risk subsets of AJCC stage I/ll melanomas.
Inclusion of AMBLor into clinical pathways may therefore aid the stratification of patients for reduced follow up and/or SLNB, with the potential for significant savings on
healthcare resources and improvement in patient anxiety.

SUMMARY:

AMBLor is a novel prognostic biomarker for non ulcerated AJCC stage | and Il melanoma

This study was funded by AMLo Biosciences and a National Institute for Health Research (NIHR) i4i programme as part of the NIHR. The views expressed are those of the authors and not necessarily those of the NIHR or the Department
of Health and Social Care.



	Slide Number 1


<<

  /ASCII85EncodePages false

  /AllowTransparency false

  /AutoPositionEPSFiles true

  /AutoRotatePages /None

  /Binding /Left

  /CalGrayProfile (Dot Gain 20%)

  /CalRGBProfile (sRGB IEC61966-2.1)

  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)

  /sRGBProfile (sRGB IEC61966-2.1)

  /CannotEmbedFontPolicy /Error

  /CompatibilityLevel 1.4

  /CompressObjects /Tags

  /CompressPages true

  /ConvertImagesToIndexed true

  /PassThroughJPEGImages true

  /CreateJobTicket false

  /DefaultRenderingIntent /Default

  /DetectBlends true

  /DetectCurves 0.0000

  /ColorConversionStrategy /CMYK

  /DoThumbnails false

  /EmbedAllFonts true

  /EmbedOpenType false

  /ParseICCProfilesInComments true

  /EmbedJobOptions true

  /DSCReportingLevel 0

  /EmitDSCWarnings false

  /EndPage -1

  /ImageMemory 1048576

  /LockDistillerParams false

  /MaxSubsetPct 100

  /Optimize true

  /OPM 1

  /ParseDSCComments true

  /ParseDSCCommentsForDocInfo true

  /PreserveCopyPage true

  /PreserveDICMYKValues true

  /PreserveEPSInfo true

  /PreserveFlatness true

  /PreserveHalftoneInfo false

  /PreserveOPIComments true

  /PreserveOverprintSettings true

  /StartPage 1

  /SubsetFonts true

  /TransferFunctionInfo /Apply

  /UCRandBGInfo /Preserve

  /UsePrologue false

  /ColorSettingsFile ()

  /AlwaysEmbed [ true

  ]

  /NeverEmbed [ true

  ]

  /AntiAliasColorImages false

  /CropColorImages true

  /ColorImageMinResolution 300

  /ColorImageMinResolutionPolicy /OK

  /DownsampleColorImages true

  /ColorImageDownsampleType /Bicubic

  /ColorImageResolution 300

  /ColorImageDepth -1

  /ColorImageMinDownsampleDepth 1

  /ColorImageDownsampleThreshold 1.50000

  /EncodeColorImages true

  /ColorImageFilter /DCTEncode

  /AutoFilterColorImages true

  /ColorImageAutoFilterStrategy /JPEG

  /ColorACSImageDict <<

    /QFactor 0.15

    /HSamples [1 1 1 1] /VSamples [1 1 1 1]

  >>

  /ColorImageDict <<

    /QFactor 0.15

    /HSamples [1 1 1 1] /VSamples [1 1 1 1]

  >>

  /JPEG2000ColorACSImageDict <<

    /TileWidth 256

    /TileHeight 256

    /Quality 30

  >>

  /JPEG2000ColorImageDict <<

    /TileWidth 256

    /TileHeight 256

    /Quality 30

  >>

  /AntiAliasGrayImages false

  /CropGrayImages true

  /GrayImageMinResolution 300

  /GrayImageMinResolutionPolicy /OK

  /DownsampleGrayImages true

  /GrayImageDownsampleType /Bicubic

  /GrayImageResolution 300

  /GrayImageDepth -1

  /GrayImageMinDownsampleDepth 2

  /GrayImageDownsampleThreshold 1.50000

  /EncodeGrayImages true

  /GrayImageFilter /DCTEncode

  /AutoFilterGrayImages true

  /GrayImageAutoFilterStrategy /JPEG

  /GrayACSImageDict <<

    /QFactor 0.15

    /HSamples [1 1 1 1] /VSamples [1 1 1 1]

  >>

  /GrayImageDict <<

    /QFactor 0.15

    /HSamples [1 1 1 1] /VSamples [1 1 1 1]

  >>

  /JPEG2000GrayACSImageDict <<

    /TileWidth 256

    /TileHeight 256

    /Quality 30

  >>

  /JPEG2000GrayImageDict <<

    /TileWidth 256

    /TileHeight 256

    /Quality 30

  >>

  /AntiAliasMonoImages false

  /CropMonoImages true

  /MonoImageMinResolution 1200

  /MonoImageMinResolutionPolicy /OK

  /DownsampleMonoImages true

  /MonoImageDownsampleType /Bicubic

  /MonoImageResolution 1200

  /MonoImageDepth -1

  /MonoImageDownsampleThreshold 1.50000

  /EncodeMonoImages true

  /MonoImageFilter /CCITTFaxEncode

  /MonoImageDict <<

    /K -1

  >>

  /AllowPSXObjects false

  /CheckCompliance [

    /None

  ]

  /PDFX1aCheck false

  /PDFX3Check false

  /PDFXCompliantPDFOnly false

  /PDFXNoTrimBoxError true

  /PDFXTrimBoxToMediaBoxOffset [

    0.00000

    0.00000

    0.00000

    0.00000

  ]

  /PDFXSetBleedBoxToMediaBox true

  /PDFXBleedBoxToTrimBoxOffset [

    0.00000

    0.00000

    0.00000

    0.00000

  ]

  /PDFXOutputIntentProfile ()

  /PDFXOutputConditionIdentifier ()

  /PDFXOutputCondition ()

  /PDFXRegistryName ()

  /PDFXTrapped /False



  /CreateJDFFile false

  /Description <<



    /BGR <>

    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>

    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>

    /CZE <>

    /DAN <>

    /DEU <>

    /ESP <>

    /ETI <>

    /FRA <>

    /GRE <>



    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)

    /HUN <>

    /ITA <>

    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>

    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>

    /LTH <>

    /LVI <>

    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)

    /NOR <>

    /POL <>

    /PTB <>

    /RUM <>

    /RUS <>

    /SKY <>

    /SLV <>

    /SUO <>

    /SVE <>

    /TUR <>

    /UKR <>

    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)

  >>

  /Namespace [

    (Adobe)

    (Common)

    (1.0)

  ]

  /OtherNamespaces [

    <<

      /AsReaderSpreads false

      /CropImagesToFrames true

      /ErrorControl /WarnAndContinue

      /FlattenerIgnoreSpreadOverrides false

      /IncludeGuidesGrids false

      /IncludeNonPrinting false

      /IncludeSlug false

      /Namespace [

        (Adobe)

        (InDesign)

        (4.0)

      ]

      /OmitPlacedBitmaps false

      /OmitPlacedEPS false

      /OmitPlacedPDF false

      /SimulateOverprint /Legacy

    >>

    <<

      /AddBleedMarks false

      /AddColorBars false

      /AddCropMarks false

      /AddPageInfo false

      /AddRegMarks false

      /ConvertColors /ConvertToCMYK

      /DestinationProfileName ()

      /DestinationProfileSelector /DocumentCMYK

      /Downsample16BitImages true

      /FlattenerPreset <<

        /PresetSelector /MediumResolution

      >>

      /FormElements false

      /GenerateStructure false

      /IncludeBookmarks false

      /IncludeHyperlinks false

      /IncludeInteractive false

      /IncludeLayers false

      /IncludeProfiles false

      /MultimediaHandling /UseObjectSettings

      /Namespace [

        (Adobe)

        (CreativeSuite)

        (2.0)

      ]

      /PDFXOutputIntentProfileSelector /DocumentCMYK

      /PreserveEditing true

      /UntaggedCMYKHandling /LeaveUntagged

      /UntaggedRGBHandling /UseDocumentProfile

      /UseDocumentBleed false

    >>

  ]

>> setdistillerparams

<<

  /HWResolution [2400 2400]

  /PageSize [612.000 792.000]

>> setpagedevice



