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PRIN2022: Targeting the intratumoral microbiota to reverse therapeutic resistance in
lethal prostate cancers

Meeting objective: To provide an update on the current state of research and share the latest
findings on the role of microbiota in cancer, with a particular focus on data from three research
units.

11.30-12.15  Session 3: Intratumoral Microbiota and Pathology: The UNIVR
Experience

Updates from Research Unit 3

Speaker: Matteo Brunelli
Topic: “RNAscope and ISH Technology and Intratumoral Microbiota”
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view of RNAscope technique
detection and visualization

cohort of studies — UNIVR experience
human prostate adenocarcinoma

results
criticisms and future directions
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rRNA 16S detection in human adenocarcinoma and mouse models
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RNSscope concepts ]

- Target Transcript
ZZ Target Probe =1 Amplifier

© Detection Probe (+HRP)
‘ DAB Puncta

Preamplifier



RNASCOPE" MANUAL SOLUTIONS
BIOMARKER ANALYSIS BY
RNA /N SITUHYBRIDIZATION

Get Quantitative Molecular Detection
with Morphological Context in a Single Assay
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[ EPCAM/EGFR ]




VISUALIZE

EACH PUNCTATE DOT SIGNAL
REPRESENTS A SINGLE
TARGET RNA MOLECULE AND
CAN BE VISUALIZED WITH

A MICROSCOPE
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UNIVR cohort — human prostate adenocarcinoma

castration resistant prostate adenocarcinoma
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around 50 haematoxylin and eosin glass slides per

single case



human prostate adenocarcinoma
University of Verona




WHO 2022

3+3 = GRADE GROUP 1
3+4 = GRADE GROUP 2
4+3 = GRADE GROUP 3
4+4 = GRADE GROUP 4
4+5; 5+4; 5+5 = GRADE GROUP 5
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Sheets/Cords/Single Cells/Solid Nests/Necrosis (Gleason Pattern 5)
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human prostate adenocarcinoma

selection of paraffin blocks
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[ cribriform 4+4 Gleason J nested and single cells 4+5
Gleason




rRNA 16S - bowel as control
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ScanScope image
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rRNA 16S prostate Ubiquitin - prostate
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26221
rRNA 16S in human prostate
adenocarcinoma
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1.6 mm per core
252 cores from human prostate adenocarcinoma
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rRNA 16S live metastases from prostate
adenocarcinoma
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UNIVR cohort of human prostate adenocarcinoma - 115 cases

rRNA 16S has been observed in:

1) 23% (16/72) castration resistant human
prostate adenocarcinoma

2) 11% (2/22) of lymph-nodal metastases

3) 14% (3/21) visceral metastases



Bellinzona - mouse models
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[ liver metastases, rRNA 16S ]







rRNA 16S primary tumor — mouse model




rRNA 16S has been observed in:
1) 42% (10/24) of Bellinzona cohort — mouse models
2) 54% (5/11) of primary tumors

3) 44% (4/9) of liver metastases

4) 20% (2/10) of pulmonary metastases
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Shighella Sonnei




1202250005 oo TS il Shighella Sonnei
NP14 26221 2 SHIG | (m

™
NP14 26485 0 SHIG \5

NP14 26485 1 SHIG
NP14 26485 2 SHIG 1/5, 20%

NP14 26223 0 SHIG

Negative CTRL (non contiene batteri)
NP14 26221 1 PBS
NP14 26221 3 PBS
NP14 25284 2 PBS
NP14 26223 1 PBS
NP14 26482 1 PBS

controls: all negative







E?\ Aperic ImageScope [v12.4.6.5003]
File Edit Image View Tools Window Help

EEaASEFTLr0 OO0 vBFEAB FoR 00 ONR@mddiwdON#EEREE Wi -0

+

.

NP15 LIVER 32349 1 SHIG
Ki67.svs - ScanScope image

¥

NP1S LIVER 32349 1 SHIG
EE svs - ScanScope image

NP15 LIVER 32349 1 SHIG CONT
+{UBIQUITINA) svs - ScanScope
image

-

NP15 LIVER 32349 1 SHIG
16SRNA svs - ScanScope image

| 148776 x 88059 x 3 = 36, 6GB, File = 1,7GB | 79184 31376 : 1715 x 874 41917 , 34164 prefetching / trackmap / progressive rendering l
15:59
a

= o Qo ALD=fB8E 668 SR

~ Parzial. sereno







S
.



¢

-t

X

-

s

1657

o

.3235323.0

NPLIVER15

-

. p ’ A AY
£ W N _ MO
D -y o e a k St . 5
: / u.n...‘, ' : B 3
o NS N <
o f/ ' (% @
o | N hR B
-
l®) ” My -\
b ' a » - ' e
o | SN LV
O Y 8 K g™
] g
(V)] » R T - g 9
e O T, 68 0 NN 5
| Z | @32 ¢ YW e
o | @ oAb
go B4\ |
& %, }f ’;I ’.k.‘. /4 . \
eu - . J.’. /r” < .
h .nﬂlw i > W
— : AR .
“9 x ’
Ty N Yo AN
\ N - " ve
[l\ = -~
8 '
R S |
D = %
= ’ b A )
/ & nk.,’,.
' - - / .
v = ‘o b ™My {r
) - % a
"y . ¢
{ A '
.- . . -
-, £ oy i \ ‘ Y NN
; Iv % - R Lo MLy =S
v, & - ¢ ! o
» » [» : % L.\ -
d : ’ RN W Wi Se =3y
' 4 % ' < WY - ,
» L " R - - LB \ AL -
) .4 4 ' L4 ’ > .( .s\r J~
L A |




e

\‘,‘- d ,_ A lx' y\' :5
03T e e
.‘g ' -.'t ._ o 3 %‘L\lh .

>
0

..“ e p |
& W’,"‘ >
A y

\
-
pe

L

K e \
.o NS



e
s

S I




Actual results for discussion
1) rRNA 16S has been observed in 23% of castration resistant human prostate
adenocarcinoma and in 11% of lymph-nodal metastases and 14% of visceral

metastases

2) rRNA 16S has been observed in 42% of Bellinzona cohort — mouse models;
54% primary tumor, 44% liver metastases and 20% pulmonary metastases

3) S.Sonneihas been observedin 1/5 primary tumor (Bellinzona)

Future directions

Shigella Sonnei to be completed on remaining cases

Candida Glabrata

Additional fiedl: AMACR immunoexpression in PSMA negative prostate adenocarcinoma

Tissue from bone metastases to be tested
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AMACR and prostate carcinoma 2001
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