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FO exposure
+ F1 embryo development in
marsupia in uncontaminated
conditions in 12L buckets

F1 generation rearing from
neonate to adult stage
in 2L tanks

F2 generation rearing from
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in 2L tanks

F3 generation rearing from
neonate to puberty
in 2L tanks
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* Random sampling of organisms

-> individual replicates for the measurement
of body size, feeding rate (pooled organisms),
female reproductive markers, sperm DNA
damages, DNA methylation levels

for each condition

* Regular exhaustive population censuses
-> survival, puberty, sex

* Random sampling of organisms

-> individual replicates for the measurement
of body size, feeding rate (pooled organisms),
female reproductive markers, sperm viability,
sperm DNA damages, DNA methylation levels

for each condition

* Regular exhaustive population censuses
-> survival, puberty, sex

+ Random sampling of organisms
-> individual replicates for the measurement
of body size, female reproductive markers

for each condition

* Regular exhaustive population censuses
->survival, puberty, sex

+ Random sampling of organisms
-> individual replicates for the measurement
of bady size

Figure S1: Description of experimental design and the schedule for the
measurement of biological endpoints over the generations
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Figure S2: Life cycle graph of the Gammarus fossarum laboratory
proportion of surviving and
remaining organisms in size-class i, Gi = proportion of surviving and
moving individuals from size-class i to size-class i+1, F; = fertility in size-

population with 7 size-classes. Pi

class i.
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Figure S3: Feeding rate of FO parents. n = 4.
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Figure S4: Standardized mean secondary follicle surface of FO females.
n=9 (control),n=6 (0.3 ug Cd /L) andn =5 (3 Cd pg/L).
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Figure S5: Sperm viability in FO male gammarids. Control: n = 10, 0.3 pg
Cd/L: n=9, 3 pg Cd /L: n=8.
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Figure S6: Global cytosine methylation level in FO male gammarids.
Control: n =10, 0.3 pg Cd/L: n=11, 3 pg Cd /L: n=10.
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Figure S7: Survival of F1 juveniles. The star denotes a significant
difference between C-F0O and 0.3Cd-FO conditions, p<0.05.
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Figure S8: Weekly growth rate of F1 juveniles. n=20.
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Figure S9: Oocyte production in F1 generation (size-standardized
oocyte number per females). n=10.
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Figure S10: Standardized mean secondary follicle surface of F1 females.
Control: n =3, 0.3 ug Cd/L: n=7, 3 pg Cd/L: n=4.
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Figure S11: Feeding rate of F1 males. n = 4.
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Figure S12: Sperm viability in F1 males. Control: n =9, 0.3 pg Cd/L: n=9,
3 ug Cd/L: n=10.
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Figure S13: Mean tail DNA intensity (comet assay) in sperm of F1 males.
Control: n =5, 0.3 pg Cd/L: n=7, 3 ug Cd/L: n=5.
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Figure S14: Global cytosine methylation level in F1 males. Control:
n=10, 0.3 ug Cd/L: n=9, 3 pg Cd /L: n=14. The star denotes a significant
difference between 0.3Cd-FO and 3Cd-F0 conditions, p<0.05.
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Figure S15: Survival of F2 juveniles. The star denotes a significant
difference between conditions.
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Figure S16: Weekly growth rate of F2 juveniles. Control: n = 15,
3 ug Cd/L: n=13.

25

1.5

0.5

Standardized oocyte number per F2 female

control 3
FO cadmium exposure (ug/L)

Figure S17: Oocyte production in F2 generation (size-standardized
oocyte number per females). Control: n =11, 3 pg Cd/L: n=10.
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Figure S18: Embryo number per female in F2 generation (size-
standardized embryo number). Control: n = 11, 3 ug Cd/L: n=7.
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Figure $19: Mean tail DNA intensity (comet assay) in sperm of F2 males.
Control: n = 7, 3 pg Cd/L: n=7. The star denotes a significant difference
between conditions, p<0.05.



