Ekotoxikologie — zaver prednasek
nove pristupy a poznatky
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Tento projekt je spolufinancovan Evropskym socialnim fondem a statnim rozpoétem Ceské republiky.
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* Moderni pristupy experimentalni ekotoxikologie
— In vitro modely
— Biomarkery a ,MOA" (mode-of-action / omics) techniky

* Modely v ekotoxikologii
— SAR a QSAR
— AOP / PBPK / TOXCAST

» ,Nové“problemy v ekotoxikologii
— Nanocastice

* Novinky a zajimavosti




Vyzkum mechanismu toxicity
In vitro modely a biotesty

 ZjiStovani ucinku (Biologie, Toxikologie a Ekotoxikologie) -
existuje velké mnozstvi modelu

- Uginky na celych organismech
— Standardni biotesty in vivo: legislativa
— ,Nestandardni” biotesty in vivo: experimentalni vyzkumna prace

Pochopeni a identifikace specifickych mechanismu pusobeni
— In vitro modely: Organove / Tkanove / Bunecne
— Vyhody

» Mechanistické porozumeni

- Setfeni experimentalnich zvirat
(etické principy ,,3R")

— Nevyhody

« ,Jen“in vitro, chybi komplex a interakce v organismu




8.7 %: Toxicology

50 %: Regulatory
testing

12 million

RN ELS

\

15 %: Fish, birds,
amphibians
~ 80 000 animals

Commission of the European Communities, 2010




In vitro modely v ekotoxikologii 1 — rybi bunky

* Rybi bunky in vitro
— Relativné snadna izolace bunék a udrzovani v kulture (na rozdil od
savcich primarnich linii se rybi bunky in vitro chovaiji jako
imortalizované)
— Priklady linii
« RTL-W1 (Rainbow Trout Liver - W1)
» RTqill (Rainbow Trout Gill)
— Vyuziti napf. pro testovani akutni toxicity (snaha o nahrazeni testu
in vivo)
» podobna citlivost s in vivo modely -2 validace / standardizace




Reporterove testy
analyza ucinku zavislych na jadernych receptorech

Specificky vytvorené bunecne linie
Puvodné odvozené z lidskych, potkanich, rybich Ci jinych tkani
Nasledna Uprava (,GMO*)

— stabilni transfekce specifickymi geny, které se v bunnkach normalne
nevyskytuji

— Luciferaza (ze svétlusky), Beta-galaktosidaza

— Vlozeni do DNA v mistech, ktera jsou kontrolovana pfislusSnym
receptorem (AhR, ER...)

Princip — viz obrazek
— Meéreni svétla z luciferazy ~ mnozstvi dioxinové aktivnich latek

Nekdy oznacovane ,CALUX" (Chemical Assissted Luciferase

Expression)

— jde o komercCni nazev nékterych bunéek, ale v mnoha laboratorich
(vCetné RECETOX) se uzivaji principialne stejné ,nekomercni”
bunky (napf. H4lIE.luc / MVLD / MDAKb2)




Stanoventi toxicit zavislych na intracelularnich receptorech




Priklad — vyuziti reporterovych testi

Hladiny estrogennich latek (stanoveni pomoci MVLN testu) na
PFitoku a Odtoku COV Brno-Modfice

 Velka ucinnost Cisteni

 VVysledné kncentrace (az 5 ng/L) jsou i tak biologicky ucinné !

a'WWTP irfluent
aWWTE effuent

Date of sampling




Budoucnost ekotoxikologie:
Big data a ,,omics”




Traditionally — Evaluation of adverse effects using the whole organism models

Adverse Effects
Death
Altered Reproduction
Inhibition of Growth

Tumorigenicity

Chemical Skin irritation

REGULATORY FOCUS
(APICAL ENDPOINTS)

Newly added aspects
What are the mechanisms (MoA — mode of action)?
AIA Can mechanisms serve for predictions?




Transcription

Metabolite

A dalsi ,,omy*
 Lipidém
e Mikrobiom ...



A Earthworm Toxicogenomics

Dose-response
olecular : !
experiments cDNA libraries

Toxicology ™ & Blology & Bioinformatics

RNA ex.traction EST cloning/sequencing

cDNA synthesis cDNAJOIligo array EST annotation
construction /

Genomics | ) =l
Array hybridization Probe design/validation

" Pathways
Statistical array data analysis in model

' Statistics * organisms
Differentially expressed genes

Mode of action and
| candidate biomarkers
Decoding :
RT-qPCR validation and biological confirmation
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Sbér omics podporuji strategické dokumenty & projekty

Toxicity Testing in the 21st Century: A Vision and a Strategy
US National Academies of Sciences
http://www.nap.edu/catalog/11970.html

TOMICITY TESTING IM THE 215T CENTURY

A VISION AMD A STRATEGY

o EPA
\__/
\’ United States Environmental Protection Agency

LEARN THE ISSUES | SCIENCE & TECHNOLOGY | LAWS & REGULATIONS | ABOUT

Computational Toxicology Research

You are here: EPA Home » Research & Development » CompTox » ToxCast™

Key Links

CompTox Home Research Projects R

Basic Information Chemical Databases Si
Organization CompTox Events C i

ToxCast™ mlm
fagpa )é |

Screening Chemicals to Predict Toxicity Faster and Better

Toxiclty Reference Database/TeaRelD8  Exposure Forecaster DatabasaExpoCasiDB TonCasl
(30 pearsS2? bilon of anemal Wesis) 1 gt CherT

BlonformatecsMaching Learning

Human Dusase Outcome

How ToxCast Fits Into CompTox Research




Traditionally — Evaluation of adverse effects using the whole organism models

e Adverse Effects (EC50)
g Death
- _'P Inhibition of Growth
AR Altered Reproduction
N Tumor
qg:g;‘ | | Skin irritation
Chemical N2 Organism -

New — Ex vivo / in vitro / In chemico / In silico Methods
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10”4 Chemicals HTS Chemical-biological interactions,
Mechanistic Toxicological Data

Key task/question:

How to link MECHANISTIC INFORMATION with APICAL ENDPOINTS ?




Vyuziti mechanistickych dat
- AOPs




bioavailability and uptake toxicity and response

dissolved
organic matter lethality
\ / narcosis /

reproduction
particulate freely
organic matter -« = dissolved|g——® Daphnia
membrane toxicity growth
impairment
minerals and / \ disturbance of [
sediments cell homeostasis —a defense
_aigg_e.._l
etc.

effects at
molecular
level

effects at
individual
level

environ- _ _ _

mental bioavailable effecth\.rﬁ
fat concentration concentration
" in organism

Figure 1 The effective concentration of a poliutant in an organism (e.qg. fish, daphnia, algae) or at the target site inside the organism is the
link between the environmental fate of a pollutant and its toxic effect.

Escher, B. |., Behra, R., Eggen, R. I. L., Fent, K. (1997), "Molecular mechanisms in ecotoxicology:
an interplay between environmental chemistry and biology", Chimia, 51, 915-921.




Adverse Outcome Pathway
Mode of Action

: Toxicity Pathway

v
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Macro- . . .
chemical I Molecular Cellular Tissue Organ Organism Population
Interaction Response Effect Response Response Response
Molecular
[ Key Key Key
ln":.t"/ae%fg Event 1 Event 2 Event 3 = AdvarselDiicama
. N Lethality
. Receptor/Ligand Gene Activation . -
Chemical S Interactions Protein = D.Alte';eg Ehysmlo?y . = D Imrl)alred N Altered Sex Ratio
Propert DNA Binding Production Isrupted Hlomeostasis | evelopmen Extinction
perty Protein Oxidation Altered Signaling Altered Development / Function Impaired
Reproduction
\ \ J
| |
In silico, In chemico, In Vitro, Ex vivo In vivo

The EXISTING KNOWLEDGE is used to link the two anchor points:
Molecular Initiating Event (MIE) and Adverse Outcome (AO)

Ankley, G. T., R. S. Bennett, et a
ecotoxicology research and risk

via a series of intermediate steps: Key Events

#hent.

"Adverse outcome pathways: a conceptual framework to support
" Environmental Toxicology and Chemistry 29(3): 730-741.



I"::I".::'--lu

Estradiol

Ethinylestradiol
(EE2) g ’
OH MIE Tacar—
— Binding to ey
ESTROGEN
RECEPTOR

HO

KEs - Activation Target genes ( ’
- Proliferation/Apoptosis (sexual organs)
- Synthesis of egg yolk (fish, amphibia)

KEs - Effects

- Females: reproduction regulation
- Males: feminization

(+ e.g. cancer promotion, development,
immunomodulation)




Adverse outcome - fish population decline

Kidd, K.A. et al. 2007. Collapse of a fish population following exposure to a
synthetic estrogen. PNAS 104(21):8897-8901

EE2 - 5 ng/L (!)
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AOP a regulatorni
prediktivni toxikologie

OECD AOP Knowledge Base




OECD.org Data Publications More sites v News Job vacancies

) OECD .

BETTER POLICIES FOR BETTER LIVES
OECD Home About Countries Topics v Frangais

OECD Home - Chemical safety and biosafety - Testing of chemicals - Adverse Outcome Pathways, Molecular Screening and Toxicogenomics

Adverse Outcome Pathways, Molecular Screening and

- L
» Assessment of chemicals TOchogeno 1CS
» Risk management of chemicals
» Chemical accident prevention, WHAT'S NEW

preparedness and response

s Pollutant release and transfer SURVEY ON ADVERSE OUTCOME PATHWAY S (AOPS) TO IDENTIFY DEVELOPMENT PRIORITIES

register

€ The OECD has launched a survey to explore the utility of AOPs for regulatory assessment of chemicals and to identify development priorities. The objective is to collect
feedback on how the AOP concept and/or existing AOPs are already being used for regulatory purposes, to understand where they fall short regarding their utility, and

? Safel); Of_ Tanufactured to identify what directions and priorities future AOP development work should embrace to increase their impact on regulatory toxicology and chemical risk assessment.

nanomaterials

The survey is mainly for chemical safety regulators who are experiencing a transition in their work towards an increased use of ‘alternative’ methods and AOPs.
However, stakeholders that come from the regulated community and environmental NGOs are also welcome to participate.

» Agricultural pesticides and

biocides » The survey is now closed. Thank you for your submissions.

> Biosafety - BioTrack

http://lwww.oecd.org/chemicalsafety/testing/projects-adverse-outcome-pathways.htm




Adverse Outcome Pathway Knowledge Base (AOP-KB)

|| ADPKB || Background || How to contribute |[|

AOP Wiki

Collaborative
development of AOP
descriptions and evidence

Effectopedia
AOP Xplorer

Development of
quantitative AOPsin a
graphical environment

Visualizes attribute
networks to discover &
explore AOPs
in a broader
context

Intermediate
Effects DB

Third party

Put chemical-related
AOP components in a
regulatory context

Applications,
plugins

Shared chemical, biological and
toxicological ontologies

Please click on any of the AOP-KB elements you want to use.
Please note that the AOP-KB is work in progress and more elements will become available over time.

http://aopkb.org/

Key documents

OECD Guidance
document and a
template for
developing and
assessing adverse
outcome pathways
(Series No. 184,
Series on Testing
and Assessment)

Handbook for
AOP developers



Listing AOPs

Name MIE AO

EGFR Activation Leading to Mucus EGFR
Hypersecretion

5-hydroxytryptamine transporter (5-HTT, SERT) 5-HTT Qi:reased predaliD

inhibition leading to increased predation

Acetylcholinesterase inhibition leading to acute AChE acute mortality
nortality

Glucocorticoid Receptor (GR) Mediated Adult GR decreased male fertitlity
Leydig Cell Dysfunction Leading to Decreased
Male Fertility

AhR activation leading to embryo toxicity in fish AhR embryo toxicity
Protein Alkylation leading to Liver Fibrosis Protein alkylation liver fibrosis
NR112 (Pregnane X Receptor, PXR) activation PXR hepatic steatosis

leading to hepatic steatosis

_ https://aopwiki.org/aops




>

(1]
[=]

b [ isla

_1_ CFemala

=j
[

{frmeditmigr'br -1}

Aromatasa Activity

[-]

Q ]
Fadrozole {ugil)

E2 {ngiml)

Fig. 3. An adverse outcome pathway in tish [2,50]. Aromatase inhibitor example. (A) Aromatase inhibition by fadrozole; (B) Reduction in circulat ing estradicl
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Aromatase inhibition leading to reproductive dysfunction (in fish)
https://aopwiki.org/wiki/index.php/Aop:25
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*5ize of node reflecks
essentiality of event

*Width of line reflects strength
of evidence for relationship




Regulatory Toxicology and Pharmacology 70 (2014) 629-640

Contents lists available at ScienceDirect

Regulatory Toxicology and Pharmacology

|] [f| journal homepage: www.elsevier.com/locate/yrtph
Applying Adverse Outcome Pathways (AOPs) to support Integrated @ CrossMark

Approaches to Testing and Assessment (IATA)

Knut Erik Tollefsen?, Stefan Scholz”, Mark T. Cronin®, Stephen W. Edwards ¢, Joop de Knecht ©,
Kevin Crofton, Natalia Garcia-Reyero', Thomas Hartung ¢, Andrew Worth ", Grace Patlewicz**

* Norwegian Institute for Water Research [NIVA ), Gaustadalléen 21, N-0349 Oslo, Norway

" UFZ - Helmholtz Centre for Environmental Research, Department of Bioanalytical Ecotoxicology, Permoserstr. 15, 04318 Leipzig, Germany
 Liverpool John Moores University, School of Pharmacy and Biomolecular Sciences, Byrom Street, Liverpool L3 3AF, UK

4 U.S. Environmental Protection Agency, Office of Research and Development (ORD), Research Triangle Park (RTP), NC 2771, USA

* Environment Health and Safety Division, Environment Directorate, Organisation for Economic Co-operation and Development {OECD), 2 rue André Pascal,
75775 Paris Cedex 16, France

MInstitute for Genomics, Biocomputing & Biotechnology, Mississippi State University, Starkville, MS, USA

£ Johns Hopkins University, Bloomberg School of Public Health, Center for Alternatives to Animal Testing {CAAT), 615 N Wolfe 5t, Baltimore, MD 21205, USA
"Eurnpean Commission-foint Research Centre, Institute for Health & Consumer Protection, Systems Toxicology Unit, Via E Fermi, Ispra, Varese, Italy

i DuPont Haskell Global Centers for Health and Environmental Sciences, Stine-Haskell 320212, 1090 Elkton Road, Newark, DE 19711, USA




« TOXNET - http:/[toxnet.nIm.nih.gov/

— searching databases on toxicology, hazardous chemicals,
environmental health, and toxic releases
 Tox21 - http:/lwww.epa.gov/ncct/Tox21/

— 10,000 chemicals

— 14 concentrations, 4 logs, 3 replicates
— 1536 well plates, 2-8 uL volumes

— 50+ assays

 ToxCast - http://www.epa.gov/ncct/toxcast/
— App. 2000 chemicals

— 700+ assay, 300 signaling pathways

— DATA AVAILABLE iCSS Dashboard

 http://actor.epa.gov/dashboard
» http://ww.epa.gov/ncct/toxcast/data.html




 ToxRefDB (Toxicity Reference Database)
— In vivo toxicological data
— http://actor.epa.gov/toxrefdb/faces/Home.jsp
 ExpoCast

— information on human exposures
— http://www.epa.qgov/ncct/expocast/

« Human Toxome Project

— information on human exposures

— http://www.ewg.org/sites/humantoxome/
« Agriculture Health Study

— Occupational Exposure to Pesticides — a cohort study
— http://aghealth.nih.gov/



http://actor.epa.gov/toxrefdb/faces/Home.jsp
http://www.epa.gov/ncct/expocast/
http://www.ewg.org/sites/humantoxome/
http://aghealth.nih.gov/

Modely SAR a QSAR




SAR, QSAR

 SAR = Structure Activity Relationships

— hledani vztahu mezi STRUKTUROU a AKTIVITOU latek
(struktura -> eko-toxicita)

— predpovédi efektl bez nutnosti experimentalnich testovani

« Rada pristupti
— kvalitativni

» pfitomnost urcité charakteristiky implikuje aktivitu (viastnost)
— dlouhy alifaticky fetézec -> afinita k membranam

— kvantitativni (=QSAR — Quantitative SAR)

* matematicky popis vztahu
— jednorozmérné vztahy — korelace, regresni vztahy ...
— vicerozmérné modelovani (PCA, PLS), neuronove sité ...




SAR, QSAR v ekotoxikologii

* Techniky QSAR pulvodné vyvinuty pro design farmak

« Aplikace SAR, QSAR v ekotoxikologii

— predpovédi environmentalné vyznamnych parametru latek
* logKow
» biokoncentrace, bioakumulace

» predpovédi biodegradability
a metabolismu

— odhady rychlosti degradace
t1/2, vznikajici metabolity

— predpoveédi toxicity




Princip vyvoje modelu QSAR

« 1) Vstupni data — ZNAME udaje
— Skupina podobnych latek

— Znama (zmérena) vlastnost — napf. aktivita / toxicita
— Znama fyz-chem data (stovky riznych parametru)

« 2) Hledani modelu ve znamych datech

— Napf. Aktivita = a * parametr1 + b * parametr2 + c

— (viz priklady dale)
« 3) Vyuziti modelu pro predpoved’
,»Aktivity* neznamé latky

— Fyz-chem parametry - dosazeni
do modelu - vypocet ,toxicity”

STructure

Priklad — vstupni data pro QSAR

ktivit

Activity

Area

Chemicka data

Cipole

Emeray

1. xIE: > 3,150 /wq 270566 7139 1W
V.
2. )J:I\‘hg 50 g.sssm? BEZrzave 56 ﬁm.ﬁm
3. I:I\ 4130| 1176404 | 252980 1.037| 103.760
4. I#(kﬂ: 3450 | 1076+04 | 257214 2313| 108687
5. I:IA‘}( 3690 | 8656403 | 215372 1028 | 80.970
6. I';l}‘k 4010 | 1176404 | 242563| 2286| 83813
1YY 4280 1.176+04| 251587 1558 | 100894




SAR, QSAR - pfiklady

* Predpovédi environmentalné vyznamnych parametru
chemick;'/ch latek (viz také uvod prednasek)

— Fyzikalné chemické parametry

Log P (log Kow) ‘ Piiklady software, rizné modely a principy vypoé&tu

* ClogP (www.biobyte.com)

« KOWWIN (esc.syrres.com)
(www.epa.gov/oppt/exposure/docs/episuitedl.htm)

« SLIPPER (www.ibmh.msk.su/gsar/molpro)
* KlogP (www.multicase.com)

« ABSOLV (www.sirius-analytical.com)

* ProLogP (www.compudrug.com)

« SPARC (ibmlc2.chem.uga.edu/sparc)

* |A (www.interactiveanalysis.com)

« ACD (www.acdlabs.com)

* QikProp (www.schrodinger.com)

» AP-Algorithms (www.ap-algorithms.com)
* ProPred (www.capec.kt.dtu.dk)

« Cerius? (www.accelrys.com)

+ QMPRPIus (www.simulations-plus.com)



SAR, QSAR - piiklady

— Predpovéd biokoncentrace

Modely doporucovaneé TGD (technical guidlines) pfi registraci novych
chemickych latek v EU (REACH)

(neni treba testovat biokoncentraci — staCi model — Setreni zvirat)
logK,,, <6 logBCF = 0.85logK,,, - 0.7
logK,,, values 6 — 10 logBCF =-0.2 logK,,,? + 2.74logK,,, - 4.72

Table 11. Molecular structures and groups used by
Geating (1981) 1o evaluate biodegradability ]

_ P‘r"edDOVéd, biodeg radability Description Coctlicient”
také nékdy,' QSBR Single occurrence of sulfur in 2 ring -39
More than two carbocvelic rings ' -10.3

Alkyl chain (CH.) ar CH.(CH.), _, where

| ' 3 =10 or more (chain fragment) 5.03
jednoduché korelace degradabilita- o bfh""-“““ G T 3.94
. ’ dore than one —N= or HN= aro
chemicky parametr (ubelifienl asunt) e e
i}nc —C=0 group (sub. fragment) 4.71
v org s ré . . . s V4 l hi hc H ~
séitani vlivu charakteristickych subdomén B e -
na degradabilitu ("+" degradace, "-" stabilita) sl Ll b Bamcny 3.03
- Substituent hvdroxylamine =16
-> suma pro celou molekulu = degradabl/lty Score Single occurrence of carbonyl in a ring 12::’3
Substituent primary amide = II.()
Presence of suffix -‘4:3{)

1 i OCClOvani : the |
More than one —O— group (chain
fragment) =544




Moderni vypocetni toxikologie




Viz také dfive v prednaskach:
Dokazeme z koncentrace latky v prostredi predpovedét (matematicky) ucinky ?

Adverse outcome pathways

Zakladem je dokonalé porozuméni

1) toxikokinetice (modely PBPK — viz dale) a 2) nasledné mechanismum (dynamika)

Adverse Outcome Pathweany
i
Vi TN
Toxicant Toxicant :
concentration * interaction = I'ECElI::'IaE.rE — mﬂrgmm - ?Ergam
at target with target L Ll p
Toxicokinetics Toxicodynamics
{incl. PEPK)
Damage accrual,
Uptake, Damage recovery,
Biotransformation, Energy allocation,
Distribution, Thresholds,
Elimination Links to effects at next higher level




PBPK modely

PBPK (PBTK)
Physiologically based pharmacokinetic (toxicokinetic) models

Vnitrni

,fozdéleni“ organismu
a parametrizace
béZicich procesu

—> Slozity model
: Predikce koncentraci

~| Arterial v jednotlivych tkanich
Blacd




Li et al. BMC Systems Biology 2011, 5:63
http://www.biomedcentral.com/1752-0509/5/63

BMC
Systems Biology
RESEARCH ARTICLE Open Access

A computational model of the hypothalamic -
pituitary - gonadal axis in female fathead
minnows (Pimephales promelas) exposed to
170.-ethynylestradiol and 17B-trenbolone

Zhenhong Li', Kevin J Kroll”, Kathleen M Jensen®, Daniel L Villeneuve®, Gerald T Ankley”, Jayne V Brian®,
Maria S Sepulveda®, Edward F Orlando®, James M Lazorchak?, Mitchell Kostich’, Brandon Armstrong®,
Nancy D Denslow” and Karen H Watanabe'~




Koncepcni model
- ZOOM

EE2 — toxikant
ER, AR atd. — receptory

VTG - vitellogenin
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Figure 6 Comparison of model predictions with measured data
in female FHMs exposed to EE; n = 28 at each sampling time.
White boxes represent model predictions, and grey boxes represent
measured data [42]. The x-axis represents EE, concentrations in ng/
L. The solid line within the box marks the median; the boundary of
the box farthest from zero indicates the 75™ percentile; the
boundary of the box closest to zero indicates the 25™ percentile;
the whisker (error bar) farthest from zero marks the 90™ percentile;
whisker (error bar) closest to zero marks the 10™ percentile; the
circle farthest from zero marks the 95™ percentile; and the circle
closest to zero marks the 5 percentile.,

Vysledek:

Srovnani
MODEL vs. MERENI
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A Computational Model of the Rainbow Trout Hypothalamus-
Pituitary-Ovary-Liver Axis 1,656 4

View Share
Kendall Gillies, Stephen M. Krone, James J. Nagler, Irvin R. Schultz
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Reproduction in fishes and other vertebrates represents the timely coordination of many Subject Areas
Methods

endocrnne factors that culminate in the production of mature, viable gametes. In recent years

]
_ PLoS Comput Biol. 2016 Apr 20;12(4):e1004874.
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Fig 1. The HPOL signaling network in
rainbow trout as formulated in our model.

Arrows and symbols on graph follow CellDesigner vs. 4.4
notation (www.celldesigner.org). GnRH is secreted from the
hypothalamus into the pituitary stimulating the production of
mFSH and mLH, which then leads to formation of FSH and
LH, respectively. FSH, which is being continuously secreted
from the pituitary, travels to the ovaries to stimulate
production of E2. E2 then travels to the liver to bind with E2
receptors (R; translated from mR) to form ER. ER then
stimulates the production of mVTG, which produces VTG,;.
Secreted VTG then travels from the liver to the ovaries via
the plasma (VTG;) where it is absorbed by follicles in
stages 3 through 6 (the proportion of follicles in these
stages are denoted by S;, j = 3, 4, 5, and 6) during
vitellogenesis, the rate of which is affected by FSH, to
promote oocyte growth (O,,4). Oocyte growth then
progresses the oocytes through the stages using a Weibull
distribution created from O,,, together with Oy, In the later
stages LH; stimulates the oocytes to produce DHP. Finally,
oocytes undergo final maturation (Sgp),) and combined with
DHP, determine when the fish ovulates

PLoS Comput Biol. 2016 Apr 20;12(4):e1004874.
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Fig 3. HPOL model
predictions for (A)
pituitary levels of
FSHB subunit mRNA,
(B) pituitary levels of
LHB subunit mRNA,
(C) Hepatic levels of
E2 receptor mRNA
and (D) Hepatic levels
of VTG mRNA
Observed data (dark
grey circles; mean
TG mRn = 3)
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Nano-eko-toxikologie




NANOCASTICE

+ ,NANO" — relativné nova oblast, rada praktickych vyuziti

« ALE: unikatni vlastnosti

— Vlastnosti nanocastic (vcetnée toxicity) nelze odvodit z viastnosti
Castic z tehoz materialu o vetsich rozmerech a ani z vlastnosti
chemikalie, ze ktere je material tvoren

* Definice
— Nanocastice (nanoparticles): alespon jeden rozmér <100 nm

— Nanocastice prirodniho plivodu - ,ultrafine particles® pfitomné
v pfirodnich aerosolech nebo jako vedlejSi produkt lidske
cinnosti (prach, dym, kour apod.)

— Vyrabéné nanomaterialy (manufactured, engineered NM)

— Nanoaerosoly: aerosoly jednotlivych volnych nanocastic nebo
nanostrukturnich ¢astic (= aglomeratu nanocastic nebo
nanovlaken) — pfirodniho puvodu nebo vyrabénych




Zakladni charakteristiky vyrabenych NM

Kovy Uhlikove NM

- stribro « nanotrubic¢ky
- ZzZlato « fullereny

« Zelezo * Saze

e dals$i - nanodiamanty

Dalsi anorganické NM

Omdy kovi - magnetické materialy
TO, « kompozitni nanomaterialy

- Al 0 . kvantové tec¢ky

. SiO2  silikaty, zeolity, jily

- ZnO « anorganicka nanovlakna

i3 Organické NM

- nanoviakna polymeru
- dendrimery

polystyren




Priklady - nanocCastice
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(Eko)toxicita nanocCastic — specifické vlastnosti

e, (Neznamé) parametry
castic, které mohou
P mit vliv na toxicitu
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Nanocastice 2 mechanickeé vlivy = toxicita

Depimia magna 48 howr mostality after exposure to nano-ron
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Daphnia exposed to various concentrations of
nano-iron used in remediation. A = control; B =
3mg/L;C=75mg/L; D=15mg/L; E =30 mg/L;
F =125 mg/L (dead daphnid). All daphnids
shown are 21 days old and eggs are visible in
their brood pouches (green circles). Note the
darkening of the digestive tract from A (normal
greenish color) to D with increased ingestion of
nano-iron particles (black arrows). Antennae
become clogged with nano-iron in E and F (blue
arrows). The 24 and 48 hour mortality curve is
shown on the right.
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Sperm of colourful males are better protected
against oxidative stress
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Abstract

Sperm cells are highly vulnerable to free radicals, and sperm quality and male fertlity are
critically affected by oxidative stress. Recently, sexual ornaments, particularly carotenoid-
based colourful traits, have been proposed to depend on a male’s capacity to resist
oxidative stress, and thus to signal sperm quality. We conducted an experimental test of
this hypothesis on great tits Parus major, in which adults are sexually dichromatic in
carotenoid-based breast plumage. We report the first evidence that ornaments and sperm
quality may be linked through oxidative stress. When experimentally subjected to
oxidative stress resulting from increased workload, less colourful males suffered a greater
reduction in sperm motility and swimming ability, and increased levels of sperm lipid
peroxidation compared to more colourful males. Moreover, the level of sperm lipid
peroxidation was negatively correlated with sperm quality. Finally, carotenoid supple-
mentation increased sperm quality of less colourful males, suggesting that pale males are
deficient in carotenoid antioxidants.

Barevnéjsi samci sykor

—> Atraktivnéjsi pro samice ...
- Lepsi kvalita spermatu
(karotenoidy brani proti
oxidativnimu stresu)
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Combined pesticide exposure severely affects
individual- and colony-level traits in bees
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- Cmelaci a pesticidy
— Velice vyznamni opylovaci
— Specificka biologie oproti vCelam
» kolonie s velmi malym poctem jedincu

— Soucasné aplikace ruznych pesticidu na sousednich polich
» V praxi neni koordinace mezi farmari: koexpozice
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Figure 1| A complex exposure landscape. Ina typical agricultural setting, different crops may be
sprayed with different pesticides at different times and doses. Bees will obtain food both from these
crops and from wild plants, which makes it difficult to estimate their overall exposure to chemicals.
Furthermore, bees returning to the colony after foraging may pass on the pesticides as they feed larvae.
Inan attempt to partially mimic this exposure complexity, Gill et al."” placed pesticide-laden feeders and
filter paper (not shown) at the entrance to boxed colonies of bumblebees, which could also access flowers
on crops and wild plants in the wider landscape. The researchers measured the effect of these added
pesticides at both the individual-bee and colony level.




Vliv pesticidl na ¢melaky — polni studie: aplikovany povolené davky
- 2 individualni latky ,I“ a ,LC"
- souCasna expozice ,M" (mixed)

Celkové ztraty
délnic v
prabéhu experimentu
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Figure 3 | Overall worker losses. Mean (= s.e.m.) overall percentage of
workers lost per colony, including workers lost outside (below the dashed line)
and worker mortality (dead workers found in nest box; above the dashed line),
during the 4-week experiment. n = 40 colonies. #P < 0.1, **P < 0.01,

#**P =0.001 (comparison with control).



