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transcriptome analyses on
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Project objectives: _

To determine active cellular
processes in acanthocephalans and
fish intestine under different metal
exposure regimes by profiling:

quality isolated from
acanthocephalans

De novo sequencing of
transcriptome of

04.1. metal distribution within proteins acanthocephalans -~

04.2. transcriptome and gene expression

and pollution impacted site



T
. — ”
S A
, 5 4
(, , - b g
B

LN2/-80°C 6x

: 6x samples
specimens

Miniprep

reference” site ,polluted” site
(Krka spring) (Knin)




Acantocephalans exposure to CdCl2, modified protocol Brazova et al., 2012, Sensors

Cd?* exposure
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Daily analysis of motility (vitality)
and integrity



EXPERIMENTAL
SAMPLES

Results of metal analysis

a) Digestion in HNO3(2ml) and H202 (1ml) in the oven overnight (90°C)
b) ICP-MS analysis after samples dilution

Uncultured parasites from
reference site
Cultured parasites from
reference site untreated

Cultured ites treated (3
ultured parasites treated ( 1886 ) 0,038 154 12,3

days, 10 mg/mL)

Cultured parasites treated (5
0,017 3,42 10,8

days, 10 mg/mL)

0,32 0,046 9,91




RNA isolation - QC Methods

‘ Sample Quantitation

N

Sample Purity

Sample Integrity

Nanodrop
Agilent 2100 Agilent 2100

Agarose Gel
Electrophoresis

Agilent 2100



Isolation of RNA of appropriate concentration and
guality isolated from acanthocephalans

FKRN210226091-1A

10

Overall Results for sample 2 :
RNA Area:

RNA Concentration:

rRNA Ratio [28s / 18s]:

RNA Integrity Number (RIN):

Result Flagging Color:

Result Flagging Label:

Fragment table for sample 2 :

Name Start Size [nt] End Size [nt] Area

188 1,720

3,063

2,054
3,289

4000 [nt]

FKRN210226091-1A
13.3
17 ng/pl
0.2
6.7 (B.02.10)

RIN: 6.70
FKRN210226091-1A

% of total Area

18
0.3

13.9
23

FKRN210226092-1A

Overall Results for sample 3 :
RNA Area:

RNA Concentration:

rRNA Ratio [28s / 18s]:

RNA Integrity Number (RIN):

Result Flagging Color:

Result Flagging Label:

Fragment table for sample 3 :

Name Start Size [nt] End Size [nt] Area

188
288

1414
2,757

2,068
3,777

4000 [nt]

FKRN210226092-1A

108.8

141 ng/pl

0.9

8.3 (B.02.10)

RIN: 8.30
FKRN210226092-1A
% of total Area

221
20.0

20.4
18.4




Results:

First time transcriptome of D. truttae

DEGs for ,reference”/ ,polluted” and , control” /
Jtreated” groups

|dentification of genes included in metal pathways

Thanks:
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https://www.irb.hr/eng/Divisions/Division-for-Marine-and-Environmental-Research/Laboratory-for-Biological-Effects-of-Metals

Thank you for your attention!



