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Describe the test/validation SMART by filling in this form.

	Titel:
Comparative research of human tissue treated with Histolog DIP and human tissue treated the conventional way: follow up for CISH, FISH and NGS

	Comparative research will be done by comparing 2 groups of differently treated fresh human tissues on microscopic level. One group is treated with Histolog DIP before processing for paraffine, the other group has no pre-treatment before processing for paraffin.
Results of CISH, FISH and NGS will be reviewed independently by different assessors.
When the results of the two groups are comparable, a tryout will start at the department of Pathology of the Erasmus MC with the Histolog Scanner.


	Field of application and involved workplace:

	Cutting room, histology laboratory, immunohistochemistry laboratory, molecular pathology, tissue-bank.

	Target test:
Try to prove that Histolog Dip has no negative influence on the processing and morphology of fresh human tissues.

	

	Criteria test/prestatiespecificaties:


The results of the CISH, FISH and NGS of the tissues pre-treated with Histolog DIP have to be of the same quality than the tissues treated in the conventional way.

	

	Involved departments and co-workers


	Client: Saman Tree Medical SA, Bastian Rachet. Lausanne,                                       Switzerland.
Main contractor: PARTS ErasmusMC.

Assessors: Esther Korpershoek, ??FISHenCISH??, Alex Nigg and Folkert van Kemenade

	Research material (number):

	Fresh human mamma tissue 5x.
· CISH and FISH for Her2Neu

H20-26324-II, H20-27159-I, H20-27159-II, H20-27853
· NGS ??
H20-22885-I, H20-26324-II, H20-27159-I, H20-27159-II

	Start datum: 20-10-2020

	Beoogde eind datum:

	Test SMART (Specifiek, Meetbaar, Acceptabel, Realistisch, Tijdgebonden) geformuleerd:

	Specific:

Collecting of fresh tissue from patients and process this as described in METHOD:
Measurable:

Fresh human tissue 4x: mamma
Acceptable:
Patiënts will not be burdened unnecessary; material will be collected from resection preparations 

Realistic:

Collecting and processing of the materials within the specified period depends on availability. 
Time:

Start 20 october 2020 with: Collecting, processing and assessing. 



	

	


Method:

	1. Collecting fresh tissue from patients. Tissue is divided into 2 parts: 1 part will be treated with Histolog DIP, fixed in formalin and processed for paraffin; the other part will be directly fixed and processed for paraffin.

2. 4μ slides are cut from the FFPE-material for further processing. 

3. Slides are used for CISH for Her2Neu.
4. Slides are used for FISH for Her2Neu

5. Slides are used for DNA-isolation (chelex-method) 

6. NGS??meer
7. Scanning of the slides on the Zeiss Axio Imager with a 63X oil lens and the Zen-software
8. Review of the CISH and FISH images are done by ?? and counted with ImageJ.



Results / bugs:


See:  CISH-FISH-ImageJ-results.xlsx  and  Saman Tree-NGS-results-4samples.pptx
Microscopy CISH:
There was no difference in staining of the dots (shape, intensity) or background staining in both pre- or non-treated tissue. There were no significant differences in the ratio’s DAB/Red spots.

Microscopy FISH:
There was a difference in staining of the red dots (intensity) with H20-26324-II: the red dots were weaker in the pretreated sample resulting in a high green/red ratio. The FISH samples in genuine show more variation in ratio independent of pretreatment. 

DNA-isolation/NGS: 

Mail van Peggy: Vergelijkbare resultaten obv kwaliteit.
NGS resultaat geeft geen significante verschillen, alleen geeft H20-27159 IA een lagere on target% dan IB. On Target% is het percentage wat geamplificeerd is, ook overeenkomt met wat theoretisch geamplificeerd moet worden.  

Een lagere % kan komen doordat regio’s, welke geamplificeerd moeten worden, het niet/minder optimaal hebben gedaan en dit kan komen door de kwaliteit… maar obv kwalitetsPCR is DNA kwaliteit gelijk.

Maar goed n=1.
End conclusion:

	The ease of cutting and quality after cutting of the FFPE material was comparable for both methods.

	Microscopy CISH (see : CISH-FISH-ImageJ-results.xlsx):
No differences could be seen between treated with Histolog DIP and non-treated tissue.

	Microscopy FISH (see : CISH-FISH-ImageJ-results.xlsx):

Differences were found after counting with ImageJ, especially in one sample. This can be explained by the differences of the recording of the images (shutter speed of the camera) which has a big influence on the settings of the ImageJ program, resulting in different numbers. 

	NGS (see: Saman Tree-NGS-results-4samples.pptx)
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