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SWMMARY

Fathea.d mi nnows and .Q_~t!.ni a Qul i cari a \'Jere cxpos'ed to mi xtures of

copper and nickel in water from Lake Superior and the South Kawishiwi

River. The acutely toxic concentration of a copper-nickel mixture to the

fathead minnovi was approximately half of what it would have been if

copper and nickel were additive in their joint effect. This observation

held true in both test waters despite the difference in the relative

potency of copper and nickel in the two test v·raters.

The joint lethal effect of copper and nickel on Raphnjil.Eulicaria

was slightly more than additive in Lake Superior water, and additive

or slightly less than additive in South Kawishiwi River water, although

these departures from additivity were probably not large enough to have

practical significance. Variations in the ratio of copper concentration

to nickel concentration among b'ioassays conducted with Daph~ in South

Kawishiw River water were unrelated to variat-ions in LC50.

Results of copper and nickel bioassays using fathead minnows and Daphnia

pulicaria in different surface waters were used to develop models for

predicting copper and nickel toxicity to these species in nat~ral waters.

Hardness, alkalinity, pH and total organic carbon' (TOC) \'Jere considered

as potential predictors of LC50. TOC was the best predictor of copper

toxicity to both species. Hardness \<JClS the best pred-ictor of acute

nickel toxic'ity to the fathead minnmv, For -'2~1'!i!~ pulicaria, which

were exposed to nickel in an additional surface water, hardness together

with TOC were the best predictors of n-ickel toxic·jty. Dummy x-variables

were used to show that for both species there ~'l/a.s significant variation

in copper toxicity among test waters ~vhich vias not explained by variations

in JOC.
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Toxicity prediction models were also fitted after deletion of the

data from bioassays in Lake Superior water. Wtihout the Lake

Superior data, TOC remained the best predictor of copper toxicity to both

species and assumed more importance in prediction of nickel toxicity,

replacing hardness as the best, predictor of nickel toxicity to the fathead

minnow.

Bioassays of three copper-nickel leachates were conducted with Daphnia

pulicaria. In none of the nine bioassays was a leachate shown to be

more toxic than predicted, although the first three bioassays of the U.S.

Steel leachate, in which all test animals died, could not have detected

greater-than-predi.cted toxicity. In six of the bioassays, toxicity was

less than that predicted on the basis of total metal concentrations.

Four of these discrepancies can be satisfactorily explained by the presence

of substantial proportions of suspended copper and nickel, but in the last

two tests of U.S. Steel leachate, no ready explanation can be found for the

difference between observed and predicted toxicity.

In three separate 30-day experiments, fathead minnows were exposed to

,copper, nickel and cobalt in Lake Superior water from 1 day, after fertilizatior

unti 1 the early juven'j 1eli fe stage. Copper reduced growth of young fi sh

at a ~oncentration of 13.1 V9/l. A nickel concentration of 433.5 vg/l

reduced survival of embryos and young fish. 'Survival of young fish was

reduced ata cobalt concentration of 48.7 vg/1.
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ACUTE TOXICITY OF COPPER-NICKEL MIXTURES

The likelihood that copper, nickel and other heavy metals would

occur together in water effluents from copper-njckel mining and ore

processing necessitates an und~rstanding of the joint toxicity of

heavy metals. In a previous report, the literature dealing with toxic

effects of metal mixtures was surveyed (Regional Copper-Nickel Study 1978).

In 'the present study we examined the acute toxicity of copper-nickel

mixtures to the fathead minnow, Pimephales promelas, and the cladoceran

Daphnia pulicaria in water from Lake Superior at the ERL-Duluth intake

and from the South Kawishiwi River near the State Highway 1 crossing.

96-hour LC50's of copper sulfate, nickel sulfate and copper-nickel mixtures

for the fathead minnow were determined using continuous-flow dilution

apparatus at a temperature of 25 C. for Daphnia pulicaria, 48-hour LC50's

of copper sulfate, nickel sulfate and copper-nickel mixtures were determined

in unrenewed solutions at 18 C. Dissolved oxygen concentrations were near

saturation in all experiments. Total metal concentrations and pH in all

treatment levels, and hardness, alkalinity and total organic carbon (TOC)

in controls were determined at least once in each bioassay. Experimental

and analytical methods were described in greater detail in the Aquatic

Toxicology Operations Manual.

With each test species two or more bioassays of each metal were conducted.

Weighted mean LC50's were calculated for each species and each metal.

Because the precision of indivjdual LC50 estimates. varied, each LC50 was

assigned a weighting coefficient equal to the LC50 divided by its 95%

confidence interval. For each species and each test water'a copper-nickel

potency ratio (copper LC50jnickel LC50) was calculated from these

weighted means.
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The relative concentrations of copper and nickeJ in biciassays of
\

copper-nickel mixtures were set in most cases a~cording to their

relative potencies. For each treatment level, the desired nickel

concentration multiplied by the potency ratio. equaled the desired

copper concentration. For a variety of reasons, the ratios of

measured copper concentration to measured nickel concentration in

some mixture bioassays were quite different from the potency ratios, but

concentration ratios within a bioassay were consistent. Total toxicant

concentrations in mixture bioassays were expressed as copper. The

nickel concentration in each treatment was multiplied by the potency ratio

and the product was added to the copper concentration. If a mixture LC50,

expressed as copper, equaled the weighted mean copper LC50 determined

earlier, it was concluded that the joint effects of copper and nickel

were additive.

Table 1 gives the weighted means of the copper LC50 ' s and nickel LC50's

for both test species in both test waters, as well as the potency ratio

(copper LC50/nickel LC50) for each species in each water. Tables2 and 3

give the individual LC50's from all bioassays of copper-nickel mixtures.

It is apparent from Table 2 that the joint toxicity of copper and nickel

to the fathead minnow is more than additive in both test waters, since

the ratio (mixture LC50 as Cu/copper LC50) would be unity if the combined

toxicity were additive. The ratios of copper concentration to nickel

concentration in each water were held fairly close to the copper-nickel

potency ratios given in Table 1 for the fathead minnow.

The joint toxicity of copper and nickel to Daphnia pulicaria (Table 3)

appears to be somewhat more than additive in Lake Superior water but

additive or somewhat less than additive in South Kawish~wi River water.

The ratios of copper concentration to nickel concentration in mixture
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bioassays conducted in South Kawishiwi Ri ver water varied above and
I

below the copper-nickel potency ratio given in Table 1 for Daphnia

~arL~~ but were not significantly correlated with LC50(r= -.369).

Tqc and hardness remained nearly constant during the entire experimental

'period in the South Kawishiwi River.

RELATIONSHIP OF RECEIVING WATER CHEMISTRY TO THE ACUTE TOXICITY OF

COPPER AND NICKEL

Predictions of the vulnerability of aquatic communities to heavy metal

pollution must take into account the relationship of water chemistry to the

toxi ci ty of heavy metal s. A previous report surveyed the 1iterature deal i ng

with the effects of hardness, alkalinity, pH and organic substances on

the toxicity of selected heavy metals to aquatic life. In this study we

attempted to develop models for predicting the acute toxicity of coppe~

and nickel to the fathead minnow Pimephales promelas and the cladoceran

Daphnia pulicaria in surface waters of the copper-nickel study area,

based on these water chemistry parameters.

96-hour LC50's of copper and nickel sulfates for the fathead minnow were

determined using continuous-flow dilution apparatus at a temperature of

25 C. For ~hnia pulicaria, 48-hour LC50's of copper and nickel sulfates

were determined in unrenewed solutions at 18 C. Dissol ved oxygen concentratio!

were near saturation in all experiments. Total metal concentrations and

pH in all treatment levels, and hardness, alkalinity and total organic carbon

(TOC) in controls were determined at least once in each bioassay. Experimenta'

and analytical methods were described in greater detail in the Aquatic Toxicolc

Operations Manual.

Continuous-flow bioassays with fathead minnows were conducted in water from

Lake Superior~ the South Kawishiwi River and the St. Lbuis River. Bioassays
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with !2aphil~ were conducted in these waters as well as in samples from

Lake One, Colby Lake, Cloquet Lake and Greenwood Lake. Water chemistry

parameters and LC50's are presented in Tables 4-7., For :each metal and

test organism, a forward selection procedure (Draper and Smith, 1966) was

followed to choose the best model for the prediction of LC50 from the

four water chemistry parameters. Transformations of variables were not

considered. Because the precision of LC50 estimates was variable, each

LC50 was given a weighting coefficient equal to the LC50 divided by

its 95% confidence interval.

In copper .bioassays with the fathead minnow (Tat>le 4), TOC was the

chemical variable most highly correlated with LC50 (r=.9982). LC50 was

regre~sed on TOC along with each of the other variables made a significant

contribution to the regression at the .10 level. Therefore, the best

predictive model for acute copper toxicity to the fathead minnow was:

LC50(~g 'Cull) = -67.3 + 44.8 (TOC in mg/l)
2R = .9964·

Dummy x-variables (Draper and Smith, 1966) were used to determine vJhether

or not there were differences among the three test waters in their

effects on LC50 which were not fully explained by the chosen model. The

dummy variables made a significant contribution to the model (~= .05),

increasing R2 to .9997. Inclusion of these dummy variables would therefore

improve the fit of the model to the existing data but could not be used

to enhance its predictive capability for other waters.

In copper bioassays with Daphn~ (Table 5), TOC was the chemical variable

best correlated with LC50 (r=.7010). Deletion of an outlier from the

St, Louis River increa~ed the correlation coefficient to .9637. Hardness,

alkalinity' and pH did not contribute significantly (~= .10) to the
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regression of LCSO on TOC, so the best model fo~ prediction of

acute copper toxicity to Daphnia Eulicaria was:

LC50 = -12.5 + 5.48 (TOC)

R2 = .9287

Dummy x-variables were used to isolate the differences in LC50 among

test 0aters which were not explained by TOC. Only Lake Superior, the

South Kawishiwi River and the St. Louis River, where multiple bioassays

were conducted, were i-eluded in this analysis. For the eight bioassays

considered,~cthe regression of LC50 on TOC had an R2 value of .9519.

Inclusion of the dummy variables increased R2 to .9833. The contribution

of the dummy variables was signiffcant at the .025 level.

Next, the five LC50's in St. Louis river water including the outlier

initially rejected were regressed against TOC)" yielding a predictably

low R2 value of .3297. Because the high turbidity associated with periods

of high river flow seemed to increase copper LC50's for ~lni~, and

frequent turbidity measurements were not avai-lable, flow rate as measured

by a nearby gauging station during each bioassay was entered into the

regression of LC50 on TOC. Inclusion of the second x-variable increased

R2 to .9967 although flow rate alone was not significantly correlated

with LC50 (r = .5590).

Of the four chemical variables considered in nickel bioassays with the

fathead minnow (Table 6), hardness was best correlated LC50 (r = .8716).

Alkalinity, pH and TOC did not add significantly (ox = .10) to the regression

of LC50 on hardness; therefdre the best predictive model for the acute

toxicity of nickel to the fathead minnov</ v</as:

LC50 = -1969 + 170 (hardness in mg/l as CaC03)

R2 = .7597; significant at .025 level
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Addin9 dumnlY )(~var -j ab1eS Y'cpresen t"j ng t est wa t ers did not s i 9ni f i can t 1y
\

improve the regression of LC50 on hardness (cc ::: ';.10), indicating that
\

deviations between fitted and observed LC50's were as great within the

three blocks of td oassays from the three tes t waters as they were

among the blocks, i.e. hardness explained variations in LC50 equally well

both within blocks and among blocks.

Hardness was the chemical variable best correlated with LC50 (r ::: .9056)

in nickel bioassays with Da.phnia Crable 7). At the .05 s"ignifi,cance level,

alkalinity, pH and TOC did not contribute significantly to the regression of

LC50 on hardness, but TOC added significantly to the regression at the

.10 level.

Alternative models for predicting the acute toxicity of nickel to paphnia

£.ulicari.~ are:

LC50 (v9Ni/l) = 372 + 32.8 (hardness in mg/l as CaC03)

R2 ::: .8201; significant at .005 level

LC50 ::: 188 + 27.4 (hardness) + 22.1 (TOC)

R2 ::: .8723; contr-ibution 'of TOC significant at .10 level

Dumn~ x-variables representing test waters did not significantly improve

the regression of LC50 on hardness and TOC (~=.10). The single

experiment in Greenwood Lake water was not'included in the data set for

this analysis. The -importance of TOe as a predictor of nickel toxicity

to Daphni~ but not fathead minnows is related to the fact that toxicity tests

in Greenwood Lake water, which has low hardness and 'high TOC, were conducted

only with Daphnia. Bioassays with fathead minnows were conducted in waters

where hardness and TOC were highly correlated (r-.8362) so that the

individual importance of each is difficult to discern.
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Since Lake Superior does not lie within·the Study Area, and it has
I

somewhat different characteristics from the other waters discussed here,

regression analyses were performed with the Lake Superior LC50's

deleted from the data set. Without the Lake Superior data, TOC was again

shown to be the only significant water chemistry parameter with respect

to copper toxicity. The best prediction models' were:

Fathead minow: LC50 = -112 + 46.4(TOC)

R2 == .9949

Daphnia p,ulicaria: LC50 == -32.1 + 6.17'(TOC)

R2 == .8527

Without the Lake Superior data, the best model for predicting acute

nickel toxicity to the fathead minnow was:

LC50 == -4371 + 544 (TOC)

R2 == .8382; significant at .05 level

The regression of LC50 on hardness fit the data nearly as well:

LC50 = -1670 + 167 (hardness)

R2 == .7423; significant at .10 level

This model was nearly identical to the prediction model derived from

the full data set.

The best model for predicting the acute toxicity of nickel to Daphnia

£.!:!Jjcar·ia with Lake Superior data deleted was:

LC50 == -362 + 22.9 (hardness) +50.2 (TOC)

R2 = .9398; contribution of TOC significant at .025 level.

The x-variables in this model were the same as those in the two-variable

model derived from the full data set, although the contribution of TOC

to this model was greater.
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\
\

Bioassays of three copper-nickel leachates were conduc~ed with Daphnia
\
I

pulicaria. 48-hour LC50's were determined in unrenewed dilutions of

leachates at 18 C. Dissolved oxygen concentrations were near saturation

in all bioassays. Metal concentrations in treatments were either measured

directly or calculated from measured concentrations in leachates. If the

concentration of a trace metal in dilution water was less than 2 ~g/~, its

contribution to trace metal levels in leachate dilutions was ignored in calculations.

pH was measured in all treatments, and hardness and organic carbon (TOC) in

treatments was calculated from levels in leachate and dilution water.

Table 8 summarizes the chemical characteristics of leachate dilutions representing

48-hour LC50's, where LC50's could be determined. For bioassays in which full

strength leachate was not lethal, or in which the weakest dilution was lethal to

all the test animals, the chemical characteristics of those concentrations are

listed. Predicted copper LC50 ' s and predicted nickel LC50 ' s in the listed dilutions

were calculated from hardness and organic carbon using the models given in a

previous section. It must be noted that none of the test waters in which the

prediction models were derived had hardness levels as high as the Seep 3 or INCO

leachates. Model predictions were assumed to hold beyond the range of hardnesses

actually tested. Organic carbon in leachates and in the EM-6 dilution water was

measured only in the dissolved form, whereas, the prediction models are based on

total organic carbon measurements. Dissolved organic carbon levels were usually

more than 90% of total organic carbon levels in the waters from which the

prediction models were derived.

The combined concentration of copper and nickel in the listed leachate dilutions

was expressed as copper using potency ratios derived from the prediction models

and listed in Table 8. Mortality observed at this combined
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concentration could then be compared with the predicted copper LC50.

The joint toxicity of copper and nickel in leachates was assumed to be

additive. This assumption was consistent with the findings of the

copper-nickel mixture bioassays reported in a previous section.

Chemical analyses of leachates and prediction models for copper and nickel

toxicity were not available at the time most of the leachate bioassays

were conducted. This made it d-ifficult to select leachate dilutions

necessary for conclusive test results.

Two bioassays were run using leachate from Seep 3 at Erie Mining Company's

Dunka Mine. In the first, no mortality occurred 1n the undiluted leachate

despite a combined copper-nickel concentration 3 times as great as the

predicted lethal level. An explanation may be found in the fact that the

leachate was muddied during sample collection, probably causing adsorption

of metals onto suspended sediment particles. It was found that only 20%

of the copper and 30% of the nickel in the leachate sample were present in

the dissolved* fraction.

While the toxicity prediction models were derived from LC50's expressed

as total metal, dissolved copper concentrations in the prediction experiments

ranged from 80% to 100% of total copper, and dissolved nickel ranged

from 90% to 100% of total nickel. Because of the discrepancy in percentage

dissovled metal between this leachate and the waters used in toxicity pre-

diction experiments, it seems more realistic to compare the predicted

copper LC50 with the dissolved, rather than total, combined copper-nickel

concentration, in the leachate, Since the concentration of d"issolved

copper and nickel, expressed as copper is less than half of the predicted

copper Le50, the 1ack of morta1i ty 'i n the 1eachC\t.e is cons i stent wi th

model predictions.

*Dissolved metal and d'issolved organic car'bon are defined he~ as the
'f:Y';:w-/-;nn nrl,~in(1 thY-OLloh a 0.45 micron membrane filter



Page 13

In the second bioassay of Seep 3 leachate, the 48·-hour LC50 was 2.2%
I

leachate diluted in water from the Erie 011 dissharge. The combined

concentration of total copper and total nickel in this dulution was

50% greater than the predicted LC50. Since no metal filtrations were

performed with this leachate sample, it cannot be determined how much

of the di fference between observed and pr'edi cted taxi ci ty can be

attributed to absorption of metals on suspended matter. How~ver,

in this case the substrate was not disturbed when the sample was

collected. For all Seep 3 samples in which filtr~tions were performed

(except the muddied sample) an average of 75% of total copper and 97%

of total nickel was in the dissolved fraction. If this proportion of

dissolved metal is assumed for the second Seep 3 sample, the combined

dissolved copper-nickel concentration was equivalent to 32 ~g copper/l,

just 20% above the predicted copper LC50.

Five bioassays were conducted w-ith leachate from the u.s. Steel bulk

sample site. Filtered copper and nickel levels in this leachate averaged

more than 95% of the total levels. The f-jrst two bioassays were run

concurrently using different dilut-ion water's, the South Ka\"!ishiwi River

and the EM-6 site on Unnamed Creek. In both tests there were no survivors

in the lowest treatment level, which contained 1.7% leachate. The combined

copper-nickel concentration in this di10tion was 4 times as great as the

predicted LC50 in South Kawishiwi River water, and 8 times as great as the

predicted LC50 in water from Unnamed Creek.

In the third bioassay of leachate from the u.s. Steel pit, the dilution

water was from Lake Super'j or. Camp 1ete morta1i ty occured in the lowest

treatment level, containing 0.1% leachate. In this dilution, the combined

copper~nickel concentration was 17% greater than the predicted LC50.
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The first and second bioassays of u.s. Steel leachate in water

from the South Kawishiwi River and EM-6 on Unnamed Creek were repeated

using lower concentrations of leachate. The 48-hour LC50 in South

Kawishiwi River water was 0.7% leachate. This dilution contained a combined

copper-nickel concentration 1.8 times as great as the predicted LC50 of

the mixture. In water from the EM-6 site the 48-hour LC50 was 1.0% leachate.

In this dilution the combined concentrations of copper and nickel were

nearly 8 times higher than the predicted LC50 of the copper-nickel mixture.

No explanation can be offered for the unexpectedly low toxicity of the

U.S. Steel leachate in the last two experiments.

The toxicity of leachate from the seep at the INCa Spruce Road bulk

sample site was tested twice. In both bioassays~ all test animals

survived in the undiluted leachate. The combined concentration of

total Cu and total Ni in the first leachate sample was 5% greater than

the predicted LC50, and was 75% as great as the predicted LC50 in the

second sample. Metal filtrations were performed on the second sample,

and showed that only 43% of the copper and 78% of the nickel in the

sample were dissovled. When expressed in terms of filtered metal, the

combined copper-nickel concentration in the second sample was 43% of the

predicted LC50. It is probably safe to assume that a similar proportion of

suspended copper and nickel was also present in the first INCO sample.

In addition to copper and nickel, the three leachates contained elevated

concentrations of zinc, cobalt and manganese (Table 8). Biesinger and

Christenson (1972) found that the 48-hour LC50 of zinc for unfed Daphnia

magna in Lake Superior water was 100 ~g/l, or 10 times the copper LC50.

Tabata (1969) showed that the toxicity of zinc to Daphni~ sp. was diminished

more than the toxicity of coppel~ or nickel by water hardness~ Except for the

second sample from the INCa seep, zinc concentrations in the leachates



were substantially lower than copper concentrations. In the INCa

sample~ the concentration of dissolved zinc was 50% greater than the

dissovled copper concentration, but nevertheless only 15% of the LC50 for

a congeneric species in Lake Superior water. The low toxicity of zinc

relative to copper in soft water and the effect of hardness on zinc

toxicity suggest that zinc could have contributed little to the toxicity

of this or any of the other leachates.

Recent work by the present authors has shown that the weighted mean

48-hour LC50 of cobalt for unfed Daphnia pulicaria in Lake Superior

water was 2253 ].1g/l, or 240 times the copper LC50~, Taba.,ta (1969) found

tnat coba1t taxi ci ty to Darnni a sp. vIas· affected 1ess oy hardness tha,n

was the toxicity of copper or nickel. Cobalt was present in a higher

cQncentr~tiQn than copper only in the first Seep 3 sample and the second

I:NC0 sa,mple=! and ttle cobalt concentrati,on in both. samples \',as less than 1(4 of

the LC5U determined ;-n Lake Superi or water, vlhi ch had lower hardness and

TQC th~n either leachate.

Th-e 48~hQur LC50 of manganese for unfed Daphnia magna in Lake Superior

water was- 9800 ].1g(l, or 1000 times the copper LC50, according to Biesinger

and Chri'stenson ()9.72I.. Tabqta ()969) found that th.e toxicity of manganese

to Daphnia sp. wa~ affected les5 by hardness than was the toxicity of copper,

ntckel, zinc 0r cob.alt. Ma,nganese was present in a higher concentrati,'on

than copper only in the two Seep 3 samples.. (Manganese was not measured in

th.e INCQ seep),. I'n the fi,rst s·ample, the concentration of filtered manganese

was, 1ess, than 1/'10 of the LC50 measured for paphriia magna in La ke Superi or

water, and in the second sample the tQt~l manganese concentration was qbout

2% of the LCSO in Lake Superior Wqter~
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CHRONIC TOXICITY OF COPPER, NICKEL AND CODALl

In an attempt to evaluate the chronic toxicity of heavy metals, fathead

minnows were exposed for 3D-day periods to copper, nickel and cobalt

in Lake Superior water. In each of the three experiments, five test

concentrations and a control were supplied by a continuous-flow dilution

apparatus. Exposures began with embryos 1 day after fertilization and

continued for 30 days. Temperature in all bioassays was 25 C and dissolved

oxygen concentration was near saturation. Total metal concentrations

and pH in all treatment levels, and hardness, alkalinity and total organic

carbon in controls were determined at regular intervals in each bioassay.

Experimental and analytical methods were described in greater detail in

the Aquatic Toxicology Operations Manual.

Results of the three bioassays are summarized in Tables 9, 10 and 11. Copper

did not significantly affect embryo survival at the highest concentration

testea (~= .05 for all significance tests), but survival of the young fish

after hatch was reduced at 26.2~g Cull. Mean weight of surviving fish at

the end of the exposure was significantly reduced at 13.1 ~g Cull, which

corresponds to 0.1211 of the 96-hour LC50 of copper for 8-week-old fathead

minnows in Lake Superior water. Significant body accumulations of copper

occurred at 9.0 ~g Cull.

A nickel concentration of 433.5 ~g Nill, 0.0836 of the 96-hour LC50,

significantly reduced both embryo survival and young fish survival. No

effect on mean fish weight after 30 days was detected at nickel concentrations

permitting survival. ,Significant body accumulations of nickel were found at

44.4 11g Ni/l.

Duncan's new multiple range test was used in the statistical analysis of the
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cobalt bioassay. This test was used because embryos and larvae in

contro"' tanks suffered heavy mortality caused by fungus and controls

were therefore not included in the statistical analysis. Fungus

problems were not evident in the chambers with cobalt added which may

indicate that cobalt acts as a fungus inhibitor. Cobalt did not affect

embryo survival at the highest treatment level. A significant reduction

in 'fish survival vvas found between the lowest tY'eatment and 48.7 11g Coil,

which corresponds to 0.0918 of the 96-hr LC50. An F-test defected

no significant treatment differences in fish growth. However~ Duncansl~

test detected a difference between the lowest tre(\tment and 223,2 llg Coil,

Body accumulation data are not yet available.

Mount and Stephan (1969) exposed fathead minnows to copper from hatch in a.

well water di 1uted wtth dei on i zed 'da ter. They found that 18 119 Cull

caused 100% morta.lity after 60 days. No effects on survival or growth

were observed at a concentration of 10.6 l1g Cull. The present tests had

similar results in that survival was reduced at 26.2 l1gCu/l but not

affected at 13.1 vg Cull. However, an affect on gro0th was detected in

.. the present study at 13.1 v9 Cull.

•
Pickering (1974), using fathead minnow embryos which were spawned and'

incubated in nickel solutions, found a significant reduction in hatchability

at 730 119 Ni/l. Mean length of young fish after' 30 days also appeared

to be reduced at this concentration although length differences were not

tested statistically. No significant reduction in hatchability or fish length

was found a 380 v~~ Ni/l. F-ish survival was not affected at the highest

concentration of 730vg Ni/l. The present study, which was conducted in a

softer water, showed an effect on embryo and fish survival at 433.5 11g Nill

but no significant effects at 108.9 llg Ni/l.
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Shabalina (1964·),using juvenile carp exposed to 5 ~g Coil found no

significant reduction in weight after 70 days although growth rate.

was initially depressed. Characteristics of the test water were not

described. The present tests showed growth effects at 223.2 vg Coil

but no significant effects at 112.5 ~g Coil.
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TABLE 1. Taxi ci ty of Copper' and Ni ekel to the Fathead Mi nnow and
Daphnia Eulicaria in water' from Lake Superior and the South
Kawishiwi River.

TEST WEIGHTED POTENCY
SPECr ES WATER TOXICANT MEAN LC50(jJg/l) RATIO

fathead minnow L. Super'ior copper 108.2(3)*
.02087

, ni ekel 5186 (2)

So. Kawishiwi R. copper 477.8(2) .1636
nickel 2920 (20

D. puliearia L. Superior copper 9. 291( 4)
• .004887

ni cke1 1901 (3)

So. Kawishiwi R. copper 54.47(3)
.05521

nickel 986.6(30

*numbers of observations contributing to means are parenthesized
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TABLE 2. Toxicity of Copper-Nickel Mixtures to the Fathead Minnow in
Water from Lake Superior and the South Kawishiwi River

TEST WATER TEST D!~TE

COPPER CONC.
NICKEL CONC.

0h-lhour LCSO
as l.Ju\1l9/9..)

MIXTURE LC50
COPPER LC50

Lake Superior 4/4/77 .0255 66.0 .610

Lake Superior 4/21/77 .0313 46.3 .428

Lake Superior 5/9/77 .. 0280 45.5 .421

So. Kawi slri wi R. 8/29/77 . 156 229 .478

So. Kawishiw R. 9/5/77 .124 241 .503
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TABLE 3. Toxicity of Copper-·N-ie "I tvl-ixtures to Q~21!_nia pulicaria in
Water from Lake Superior and the South Kawishiwi River

TEST WATER TEST DATE
COPPEr~ CONe.
NI clfCC-CONe.

48-·hour LC50
'as Cue 119/ij

MIXTURE LC50
COPPER LC50

Lake Superior 3/30/77 .00697 7.77 .836

Lake Superior 4/5/77 .00634- 8.12 .874

Lake Superior 4/13/77 .00652 7.18 .773

s. Kawi shiwi R. 8/2/77 .0883 65.0 ' 1.193

s. Kawishiwi R. 8/9/77 .0628 58.6 1. 077

s. Kawi shiwi R. 8/9/77. .0617 60.0 1.101

S. Kawishiwi R. 8/16/77 .0245 67.0 1.230

S. Kawishiwi R. 8/23/77 .0208 57.1 1.049

S. Kawishiwi R. 8/23/77 .0256 68.2 1.252

..). Kawishiwi R• 8/30/77 .0284- 74.7 1.372



TABLE 4. Acute Toxicity of Copper to the Fathead Minnow in Different Surface Waters.
v
0"
to
CD

TEST WATER TEST DATE
95% Confidence

96-hr. L(50(~g/£) interval on LC50
(11g/~)

HARDNESS
(mg/ £ as .
CaC03)

ALKALINITY
(mg/£ as pH
CaC03)

TOC
(mg/~)

N
N

Lake Superior 2/14/77 114 33.3 48 44 8.03 3.7

Lake Superior 3/7/77 121 33.5 45 44 8.04 3.5

Lake Superi or 3/21/77 88.5 2705 46 41 7098 3.5

S. Kawi shiwi R. 7/12/77 436 103 30 21 6.82 12

So. Kawi shiwi R. 8/1/77 516 111 27 21 7.28 13

St. Louis R. 9/26/77 1586 302 87 20 7.11 36

St. Louis R. 10/17/77 1129 269 73 18 6.94 28



TABLE 5. Acute Toxicity of Copper to Daphnia pulicaria in different surface waters.

-0
OJ
tel
(1)

1'0
CU

TEST WATER TEST DATE 48-hr 95% Confidence Hardness Alkalinity pH TOC Flo~ Rate
L(50( llg/~) interval on (mg/~ as (mg/~ as (mg, ~) (m /sec)

LC50(l1g/~) CaC03) CaC01)

Lake Superi or 1/26/77 11.4 3.59 48 42 8.025* 2.6
~

Lake Superi or 1/26/77 9.06 1. 56 48 42 8.025* 3.2

Lake Superior 2/16/77 7.24 1.25 48 44 8.01 3.1

Lake Superior 3/16/77 10.8 2.39 44 42 8.04 3.5

So. Kawi shiwi R. 7/6/77 55.4 32.8 31 27 6.66 14

So. KavJishiwi R. 7/13/77 55.3 15.3 29 27 6.97 13

So. Kawishiwi R. 7/26/77 55.3 13.9 28 22 7.20 13

St. Louis R. 9/6/77 97.2 30.7 88* 20* 7.01 28 30.8

St. Loui s R. 9/22/77 199 46.3 100 20 7.55 34 15.5

St. Louis R. 9/27/77 627 169 86 22 7.25 34 32.2

St. Louis R. 10/5/77 213 114 82 18. 6.99 32* 20.8

St. Louis R. 10/12/77 165 12.9 84 17 7.01 32 20.4

Lake One 4/2/77 35.5 20.6 16 11 7.39 12

Colby Lake 4/2/77 78.8 53.5 151 44 7.76 13

Gloquet Lake 4/2/77 113 83.9 96 91 8.10 28

Greenwood Lake 8/30/77 76.4 40.0 26 4 7.24 25

*Means of known va1ues substituted for missing data.



TABLE 6. Acute Toxicity of Nickel to the Fathead Minnow in Different Surface Waters.
-0
OJ

t.Q

CD

TEST HATER TEST DATE 96-hr 95% Confi de nce Hardness A1ka1ini ty pH TOC N
~

LC50(flg/ t ) interval on LC50 (mg/ t as (mg/t as (mg/t)
(11g/ t ) CaC03) CaC03)

Lake Superior 2/28/77 5209 1521 45 43 8.05 4.2

Lake Superior 3/14/77 5163 1491 44 42 8.01 3.7

So. Kawishiwi R. 7/18/77 2916 685 29 20 c.50 12

So. KawishiyJ1 R. 7/25/77 2923 631 28 21 7.00 14 .

St. Louis R. 10/3/77 12356 2893 77 19 6.99 32*

St. Loui s R. 10/10/77 17678 5459 89 20 7.09 33

St. Louis R. 10/25/77 8617 2398 91 19 7.04 30

*Mean of known values substituted for missing datum.



*Mean of known values substituted for missing datum.





Table 9 Chronic Toxicity of Copper to Fathead Minnow Embryos and Larvae i~ Lake Superior Water

++
r~ean Cu
Concentration
(~g/Q,)

Fraction o~

96-hr LC50

Mean Cu Body
Accumulation
(~g/g dry wt)

Mean Percentage
Embryo SHrvi val
to hatch

Mean Percentage
Fish SurvivS'
after hatch

t·1ean Fi sh
Weight afterc30 days (mg)

< 5 - 5.1375 93 99 107

---~.

5.0 0.04621 11.590 89 99 112

9.0 0.08318 19.7675d 97 97 96

13.1 0.1211 25.2250d 91 88 14d

26.2 0.2421 92 62d 3d

52.1 0.4315 90 15d 2d

aAcute tests run in Lake Superior water+¥sing 8-week-old fathead minnows.
Weighted mean 96-hr LC50 = 108.2 ~g Cu /Q,.

bArcsinl!X:transformation used on all percentages.

CLog X transformation used on weights.

dSignificantly different from control at ~ = 0.05.

(Dunnett)



Table 10 Chronic Toxicity of Nickel to Fathead Minnow Embryos and Larvae in Lake Superior Water

jt C ++ Mean Cu Body Mean Percentage Mean Percentage t·1ean Fi sh'lean u
Concentra.tion Fraction o~ Accumulation Em bryo S~ rv i val Fish Surv i vB1 Weight afterc
(~g/~) 96-hr LC50 (ug/g dry wt) to hatch after hatch 30 days (mg)

< 6 - 2.7225 98 97 105

21.0 0.0040 11.1300 93 95 97

44.4 0.0086 17.6000d 92 100 97

108.9 0.0210 25.4750d 92 99 98

433.5 0.0836 - 71d gd 123

1532.1 0.2954 - Od

aAcute tests run in Lake Superior wate++using 8-week-old fathead minnows.
Weighted mean 96-hr LC50 = 5186 u9 Ni It.

bArcsin~transformationused on all percentages.

CLog X transformation used on weights.

dSignificantly different from control at ~ = 0.05.
(Dunnett)



Table 11 Chronic Toxicity of Cobalt to Fathead ~linnow Embryos and Larvae in Lake Superior Water

++ Mean Percentage Mean Percentage t·1ean Fi shHean Cu
Concentration Fraction o~ Em bryo S~ rv i val Fish Surv i vB1 Weight afterc
(~g/~) 96-hr LC50 to hatch after hatch 30 days (mg)

< Id - 78d 21d 71 d

14.7 0.0277 94 96 82

29.5 0.0556 88 85 78

48.7 0.0918 91 86e 77

112.5 0.2120 91 78e 66

223.2 0.42066 81 61e 65e

aAcute test run in Lake Superior water using 8-week-old'fathead minnows.
Weighted mean 96-hr LC50 = 530.6 ~g Co/~.

bArcsin~ transformation used on all percentages.

CLog X transformation used on weights.

dControl data which was not included in statistical analysis.

eSignificantly different from lowest treatment at ~ = 0.05
(Duncans new multiple range test).
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SUMMARY

Fathead m-j nnows and Daphni a_ ~l~Lcari a were exposed to mi xtures of

. copper and nickel in water from Lake Superior and the South ~awishiwi

River. The acutely toxic concentration of a copper-nickel mixture to the

fathead minnO\'I VIas approximate"ly half of what it would have been if .

copper and nickel were additive in their joint effect. This observation

held true in both test waters despite the difference in the relative

potency of copper and nickel in the two test waters.

The joint lethal effect of copper and nickel on Daphnia pulicaria

was slightly more than additive in Lake Superior w~ter, and additive

or slightly less than additive in South Kawish;w; River water, al~hough

these depa~tures from additivity were probably not large enough to have

practical significance. Variations in the ratio of copper concentration

to nickel concentration among bioassay~ conducted with Daphnia in South

Kawishiw River water were unrelated to variations in LC50.

Results of copper and nickel bioassays using fathead minnows and Daphnia

pulicaria in different surface waters were used to develop models for

predicting copper and nickel toxicity to these species in natural waters.

Hardness, alkalinity, pH and total organic carbon (TOC) \4/ere considered

as potential predictors of Le50. TOC was the best predictor of. copper

toxicity to both species. Hardness was the best predictor of acute

nickel toxicity to the fathead minnmv. For ~hnia pulicaria, which

were exposed to nickel in an additional surface water, hardness together

wi th TOC were the bes t predi ctors of ni cke1 taxi ci ty. Dummy x-vari ab1es

were used to show that for both species there was significant 'variation

in copper toxicity among test \\Jaters which \>las not explained by variations

in roc.
eo
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Toxicity prediction models w€re also fitted after deletion of the

.-~data from bioassays in Lake Superior water. Wtihout the Lake

Superior data, TOC remained the best predictor of copper toxicity to both

species and assumed more importance in prediction of nickel toxicity,

replacing hardness as the best. predictor of nickel toxicity to the fathead

minnow.

Bioassays of three copper-nickel leachates were conducted with Daphnia

pulicaria. In none of the nine bioassays was a leachate shown to be

more toxic than predicted, although the first three bioassays of the U.S.

Steel leachate, in which all test animals died, could not have detected

greater-than-predicted toxicity. In six of the bioassays, toxicity was

less than that predicted on the basis of total metal concentrations.

Four of these discrepancies can be satisfactorily explained by the presence

of substantial proportions of suspended copper and nickel, but in the last

two tests of U.S. Steel leachate, no ready explanation can be found for the

difference between observed and predicted toxicity.

In three separate 3D-day experiments, fathead minnows were exposed to

copper, nickel and cobalt in Lake Superior water ~rom 1 day after fertilization

until the early juvenile life stage. Copper reduced growth of young fish

at a concentration of 13~1 ~g/l. A nickel concentration of 433.5 ~g/l

reduced survival of embryos and young fish. Survival of young fish was

reduced at a cobalt cnncentration of 48.7 ~g/l.
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ACUTE TOXICITY OF COPPER-NICKEL MIX~~~ES

'I

I

The likelihood that copper, nickel and other hea0y metals would

occur together in water effluents from copper-njckel mining and ore

processing necessitates an understanding of the joint toxicity of

heavy metals. In a previous report, the literature dealing with toxic

effects of metal mixtures was surveyed (Regional Copper-Nickel Study 1978).

In the present study we examined the acute toxicity of capper··nickel

mixtures to the fathead minnow, Pimephales promelas, and the cladoceran

Daphnia pulicaria in water from Lake Superior at the ERL-Duluth intake

and from the South Kawishi""i River near the State Highvlay 1 crossing.

96-hour LC50's of copper sulfate, nickel sulfate and copper-nickel mixtures

for. the fathead minnow were determined using continuous-flow dilution

apparatus at a temperature of 25 C. for Daphnia pulicaria, 48-hour LC50's

of copper sulfate, nickel sulfate and copper-nickel mixtures were determined

in unrenewed solutions at 18 C. Dissolved oxygen concentrations were near

saturation in all experiments. Total metal concentrations and pH in all

treatment levels, and hardness, alkalinity and total organic carbon (TOC)

in controls were determined at least once in each bioassay. Experimental

and analytical methods were described in greater detail in the Aquatic

Toxicology Operations Manual.

With each test species two or more bioassays of each metal were conducted.

Weighted mean LC50's were calculated for each species and each metal.

Because the precision of individual LC50 estimates v?ried, each LC50 was

assigned a weighting coefficient equal to the LC50 divided by its 95%

confidence interval. For each species and each test \'Jater a copper-nickel

·potency ra ti (copper LC50/nickel LC50) was calculated from these

weighted means.
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The relative concentrations of coppe)~ and nickel in bioassays of

~-coDper-nickel mixtures were set in most cases according to their

relative potencies. For~ each treatment level, the desired nickel

concentration multipl'ied by the potency ratiou equaled the desired

copper concentration. For a variety of reasons, the ratios of

measured copper concentration to measured nickel concentration in

some mixture bioassays were quite different from the potency ratios, but

concentration ratios within a bioassay were consistent. Total toxicant

concentrations in mixture bioassays were expressed as copper. The

nickel concentration in each treatment was multiplied by the potency ratio

and the product was added to the copper concentration. If a mixture LCSO,

expressed as copper, equalJed the weighted mean copper LeSO determined

earlier, it was concluded that the joint effects of copper and nickel

were additive.

Table 1 gives the weighted means of the copper LC50's and nickel LCSO's

for both test species in both test \'Jaters, as well as the potency ratio

(copper LC50/nickel LC50) for each species in each water. Tables2 and 3

give the individual LC50's from all bioassays of copper-nickel mixtures.

It ;s apparent from Table 2 that the joint toxicity of copper and nickel

to the fathead minnow is more than additive in both test waters, since

the ratio (mixture LC50 as Cu/copper Le50) would be unity if the combined

toxicity were additive. The ratios of copper concentration to nickel

concentration in each water were held fairly close to the copper-nickel

potency ratios given in Table 1 for the fathead minnow.

The joint toxicity of copper and nickel to Daphnia pulicaria (Table 3)
l\rpe~l:..,j tt' ~"'i:~ ';;(}~h"'~Uh(VC. ~"\C'}~e tt"\Ct.i.'\, c.'lddt~tl-ue il."\ L,d~e S(lp~r.tJ#"" w'tt~r but
L\ilari,ve (Jf" 5DI'Yleu'{lat le!'.)5 -t::L1[JM ttclcl/1:j~e i'1 5ol'tit katUi~Si,IWi !f,ue,.. {,V,tt'er:

The ratios of copper concentrat'ion to nickel concentration in mixture
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bioassays conducted in South Kawishiwi River water varied above and

below the copper-nickel potency ratio.given in Table 1 for Daphnia

pulicaria, but were not significantly correlated with LC50(r= -.369).

TOC and hardness remained nearly constant during the entire experimental

'period in the South Kawishiwi River.

RELATIONSHIP OF RECEIVING WATER CHEMISTRY TO THE ACUTE TOXICITY OF

'COPPER AND NICKEL

Predictions of the vulnerability of aquatic communities to heavy metal

pollution must take into account the relationship of wat~r chemistry to the

toxicity of heavy metals. A pr~v;ou~. report surveyed the 1iterature dealing

with the effects of hardness, alkalinity, pH and organic substances on

the toxicity of selected heavy metals to aquatic life. In this study we

attempted to develop models for predicting the. acute toxicity of copper.

and nickel to the fathead minnow Pimephales promelas and the cladoceran

Daphnia pulicaria in surface waters of the copper-nickel study area,

based on these water chemistry parameters.

96-hour LC50's 'of copper and nickel sulfates for the fathead minnO\\1 were
•

determined using continuous-flow dilution apparatus at a temperature of

25 C. For Daphnia pulicaria, 48-hour LC50's of copper and nickel sulfates

were determined in unrenewed solutions at 18 C. Dissolved oxygen concentratio:

were near saturation in all experiments. Total metal concentrations and

pH in all treatment levels, and hardness, alkalinity and total organic cal~bon

(TOC) in controls w~re determined at least once in each bioassay. Experimenta~

and analytical methods were described in greater detail in the Aquatic Toxicol

- Operati ons Manual.

Continuous-flow bioassays with fathead min~ows were conducted in water from

Lake Superior, the South Ka\'!ishi\vi River and th~t. Louis River. Bioassays
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with Daphnia were conducted in these waters as well as in samples from

----·Lake One, Colby Lake, Cloquet Lake and Greenwood Lake. Water chemistry

parameters and Le50's are presented in Tables 4-7., For.:each metal and

test organism, a forward selection procedure (Draper and Smith) 1966) was

followed to choose the best model for the prediction of Le50 from the

four water- chemistry parameters. Transformations of var'iables v>'ere not

considered. Because the precision of Le50 estimates was variable, each

LeSO was given a weighting coefficient equal to the LC50 divided by'

its 95% confidence interval.

In copper bioassays with the fathead minnow (TAble 4), TOC was the
. . N\.

chemical variable most highly correlated with LeSO (r=.9982). Le50 was

regre~sed on TOC along with each of the other variables made a significant

contribution to the regression at the .10 level. Therefore, the best

predictive model for acute copper toxici ty to the fathead minnov~ VJas:

LC50(~g 'Cull) =-67.3 + 44.8 (TOC in mg~R2 = .9964..
(_...>~~'"'~-~...,_ ...~,_.~, . -'--

Dummy x-variables (Draper and Smith, 1966) were used to determine whether

or not there were differences among the three test waters in their

effects on LC50 which were not fully explained by the chosen model. The

dunmy vari ab1es made a s i gni fi cant contribut ion to the model (~= .05),

increasing R2 to .9997. Inclusion of these dummy variables would therefore

improve the fit of the model to the existing data but could not be used

to enhance its predictive capability for other waters.

In copper bioassays with Daphnia (Table 5), TOC was the chemical variable

best correlated with LC50 (r:.7010). Deletion of an outlier from the

St, Louis River increased the correlation coefficient to .9637. Hardness,

alkalinity and pH did not contribute s-jgnificantly (C'< == .10) to the
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regression of LCSO on TOC, so the best model for prediction of

acute copper toxicity to ~~nia pulicaria was:

LC50 = -12.5 + 5.48 (TOC)

R2 = .9287

Dunmy x-variables were used to isolate the differences in LC50 among

test waters which were not explained by TOC. Only Lake Superior) the

South Kawishiwi River and the St. Louis River, where multiple bioassays

were conducted) were iRcluded in this analysis. For the eight bioassays

considered,~the regression of LC50 on TOC had an R2 value of .9519.

Inclusion of the dummy variables increased R2 to .9833. The contribution

of the dummy variables was significant at the .025 level.

Next, the five LC50's in St. Louis river water including the outlier

initially rejected were regressed against TO~,' yielding a predictably

low R2 value of .3297. Because the hi gh turb'; di ty a.ss oci ated wi th peri ods

of high river' ~low seem~d to increase copper LC50's for Daphnia) and

frequent turbidity measurements were not available, flow rate,as measured

. by a nearby gauging station during each bioassay was entered into the

regression of LC50 on TOC. Inclusion of the second x-variable increased

R2 to .9967 although flow rate alone was not significantly correlated

with LC50 (r = .5590).

Of the four chemical variables considered in nickel bioassays with the

fathead minnow (Table 6), hardness was best correlated LC50 (r = .8716).

Alkalinity, pH and TOC did not add significantly (co<= .10) to the regression

of LC50 on hardness; therefbre the best predictive model for the acute

toxicity of nickel to the fathead minnow was:

LC50 = -1969 + 170 (hardness in mg/l as CaC03)

R2 = .7597; significant at .025 level
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Add; ng dummy x-var; ab 1es represent; ng tes t VI/Ci ters di d not sign; fi cantly

--improve the regression of LC50 on hardness ~ .10), indicating that

deviations between fitted and observed LC50's were as great within the.

three blocks of bi oassays from the three tes t v/atel"S as they were

among the blocks, i.e. hardness explained variations ;n LC50 equally well

both within blocks and among blocks.

Hardness was the chemical variable best correlated with LC50 (r =' .9056)

in nickel bioassays \'Jith D~Rh.,.ni~ (Table 7). At the .05 signifi,cance level,

alkalinity, pH and TOC did not contribute significantly to the regression of

LC50 on hardness, but TOC added significantly to the regression at the

.10 level.

Alternative models for predicting the acute toxicity of nickel to Daphnia

~ i cari a are:

LC50 (~~i 11) = 372 + 32.8 (hardness 'i n mg/l as CaC03)

R2 = .8201; significant'at .005 level

LC50 = 188 + 27.4 (hardness) + 22.1 (TOC)
c..oh.tr"t bo:tt'Oi'\ o~ Toe

R2 = .8723;Asignificant at .10 level

Dummy x-variables repr~senting test waters did not significantly improve

the regress i on of LCSO on ha rdness and TOC (0< =. 10). The sin gl e'

experiment in Greenwood Lake water was not included in the data set for

this analysis. The ~mportance of TOC as a predictor of nickel toxicity

to Daphnia but not fathead minnows is related to the fact that toxicity tests

in Greenwodd Lake water, which has low hardness and high TOC, were conducted

only with Daphnia. Bioassays with fathead minnows were conducted in waters

where hardness and TOC were highly correlated (r=.8362) so that the

individual importance of each is difficult to discern.
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Since Lake Superior d6es not lie within the Study Area, and it has
\

--"somewhat different characteristics from the othe~ waters discussed here,
I

I

regression analyses were performed with the Lake Superior LC50's

deleted from the data set. Without the Lake Superior data, TOC was again

shown to be the only significant \i~ater chemistry parameter wi th respect

, to copper toxici ty. The bes t predi cti on model s' were:

Fathead minow: LC50:: -112 "+ 46.4(TOC)

R2 :: .9949

Daphnia pulicaria: LC50:: -32.1 + 6.17"(TOC)

R2 :: .8527

Without the Lake Superior data, the best model for predicting acute

nickel toxicity to the fathead minnow was:

Le50 :: -4371 + 544 (TOC)

R2= .8382; significant at .05 level"

The regression of LC50 on hardness fit the data nearly as well:

LC50 = -1670 + 167 (hardness)

R2 = .7423; significant at .10 level

This model was nearly identical to the prediction model derived from

the full data set.

LC50'= -362 + 22.9 (hardness) +50.2 (TOC)

R2 :: .9398; contribution of TOC significant at .025 level.

The x-variables in this model \vere the same as those in the two-variable

model derived from the full data set~ although the contribution of TOC

to this model was greater.
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Bioassays of three copper-nickel leachates were conducted with

DC!J2hnia ~icari?~ 48-hour LC50's were determined in unrenewed

dilutions of leachates at 18 Co Dissolved oxygen concentrations were

near saturation in all bioassays. Metal concentratio~s in treatments

Vlere ei ther measured di rectly or ca1cul ated from measu red concentra t ions

in leaGhates. If the concentration of a trace metal in dilution water
u{CtS/_(e~i,? '_ /J~9 (,e.l j tS (,0"1 cr; bq,t';o~, 'to tt'"c~(~e. ~1>1et (\, ( feljt:{s,
In, e'lc.'H~.t:~ t'.01>1 (...L..':: 19"\Of-'r:!::~' 1!i1, co(cv(,ct r-iC,,'~. pH iuo.s "
~1 e,t't $"(A r i ~'i. C( ( / r q f; "i11:? ;'-11::~; ~ C! H.ci IrUJ 'f/" I,I!/i e 5 'S I,

and organic carbon (TOC) in treatment~ was calculated from levels in

leachate and dilution water.

Tab1e 8 summari zes the chemi ca1 char'acteri sti cs of 1eacha te di 1uti ons

r.epresenting 48-hour LC50's~ where LC50's could be determined. For

bioassays in which full strength leachate was not lethal, or in which the

weakest dilution was lethal to all the test animals, the chemical character-

istics of those concentrations are listed. Predicted copper LC50's and

predicted nickel Le50's in the listed dilutions were calculated from hardness
CCi.llb c.y","\.

and organi Sc\us i n9 the mode1s gi yen ; n a prev; ous secti on. I t must be noted

that none of the test waters in which the prediction models were

derived had hardness levels as high as the Seep 3 or INCO leachates.

Model predictions were assumed to hold beyond the range of hardnesses
o.cti,lo,ltlte~t~ "O~'~:'JCi~'l~c.. cc"h'·bt> .. ~ L~tA. 1e:(c~l'.ttes Qi,-ld I~ t~e.. EH- b
cl ihrt[(A''\. l~l)(rtl: r tJ.)(t~ "'V1 ~;-v.. SU Of?t tY ;~ &tH~ Cll5S0/ved fc?r In)

whereas the prediction models are based on total organic carbon measurements.

Di ssO\Yllled organi c carbon " eve1s \'Iere usua lly more than 90% of tota1 organi c

carbon levels in the waters ,from which the prediction models were derived.

The combined concentration of copper and nickel in the listed le~chate

dilutions was expressed as copper using potency ratios derived from the pre

diction models and listed in Table 8.. Mortality observed at this combined
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concentration could then be compared with,the preqicted copper LC50.
\

The joint toxicity of copper and nickel in leachates was assumed to be
"'~"

. addi ti ve.
I

This assumption was consistent with the findings of the

copper-nickel mixture bioassays reported in a previous section.

Chemical analyses of leachates and prediction models for copper and nickel

toxicity were not available at the time most of the leachate bioassays

were conducted. This made it difficult to select leachate dilutions
I

necessary for conclusive test results.

Two bioassays were run using leachate from Seep 3 at Erie Mining Company's

Dunka Mine. In the first, no mortality occurred in the undiluted leachate

despite a combined copper-nickel concentration 3 times as great as the

predicted lethal level. An explanation may be found in the fa~t that the

leachate was muddied during sample collection, probably causing adsorption

of metals onto suspended sedimentr particles. It was found that o~ly 20%

of the copper and 30% of the nickel in the leachate sample were present in

the dissolved* fraction.
, .

While the toxicity prediction models were derived from LC50's expressed

as total metal, 'dissolved copper concentrations in the prediction experiments

ranged from 80% to 100% of total copper, and dissolved nickel ranged

from 90% to 100% of total nickel. Because of the discrepancy in percentage of

dissd0led metal between this leachate and the waters used in toxicity pre-

diction experiments, it seems more realistic to compare the predicted

copper LC50 with the dissolved, rather than total, combined copper-nickel

concentration.;n the leachate. Since the concentration of d'issolved

copper and nickel, expressed as copper ;s less than half of the predicted

copper LC50, th~ack of mortality in the leachate is consistent with

model predictions.

*Dissolved metal and dissolved organic carbon are defined he~ as the
I - f\ Ar ... .: ~~r."" rnrlrnhV':-.na f'; 1 toY'
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\

In the second bioassay of Seep 3 leachate, the 48-hour LC50 was 2.2%
I

·~·--leachate diluted in water from the Erie all disct1arge. The combined
I

concentration of total copper and total nickel i~ this dulution was

50% greater than the predicted LC50. Since no metal filtrations were

performed with this leachate sample, it cannot be determined how much

of the difference between observed and predicted toxicity can be

attributed to absorption of metals on suspended matter. However,

in this case the substrate was not disturbed when the sample was

collected. For all Seep 3 samples in which filtr~tions were performed

(except the muddied sample) an average of 75% of total copper and 97%

of total nickel was in the dissolved fraction. If this proportion of

dissolved metal is assumed for the second Seep 3 sample, the combined

dissolved copper-nickel concentration was equivalent to 32 ~g copper/l,

just 20% above the predicted copper Le50.

Five bioassays were conducted with leachate from the u.s. Steel bulk

sample site. Filtered copper and nickel levels in this leachate averaged

more than 95% of the total levels. The first two bioassays were run

concurrently using different dilution waters, the South Kawishiwi River

and the EM-6 site on Unnamed Creek. In both tests there were no survivors

;n the lowest treatment level, which contained 1.7% leachate. The combined

copper-nickel concentration in this dilution was 4 times as great as the

predicted LC50 in South Kawishiwi River water, and 8 times as great as the

predicted LC50 in water from Unnamed Creek.

•
In the third bioassay of leachate from the U.S. Stee'l pit,. the dilution

water was from Lake Superior. Complete mortality occured in the lowest

treatment level, containing O. U; leachate. In this dilution, the combined

copper-nickel concentration was 17% greater than the predicted Le50.
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The first and second bioassays of U.S. Steel leachate in water

from the South Kawishiwi River and EM-6 on Unnamed Creek were repeated

"':'". uSlng lower concentrations of leachate. The 48-hour LC50 in South

Kawishiwi River water was 0.7% leachate. This dilution contained a combined

copper-nickel concentration 1.8 times as great as the predicted LC50 of

the mixture. In water from'the EM-6 site the 48-hour LC50 was 1.0% leachate.

In this dilution the combined concentrations of copper and nickel were

nearly 8 times higher than the predicted LeSO of the copper-nickel mixture.

No explanation can be offered for the unexpectedly low toxicity of the

U.S. Steel leachate in the last two experiments.

The toxicity of leachate from the seep at the INca Spruce Road bulk

sample site was tested twice. In both bioassays, all test animals

survived in the undiluted leachate. The combined concentration of

total Cu and total Ni in the first leachate sample was 5% greater than

the predicted LC50, and was 75% as great as the predicted Le50 in the

second sample. Metal filtrations were performed on the second sample~

and showed that only 43% of the copper and 78% of the nickel in the

sample were dissov1ed. When expressed in terms of filtered metal, the

combined copper-nickel concentration in the second sample wa~ 43% of the

predicted LC50. It is probably safe to assume that a similar proportion of

suspended copper and nickel was also present in the first INCa sampl

In addition to copper and nickel, the three leachates contained elevated

concentrations of zinc, cobalt and manganese (Table 8). Biesinger and

Christenson (1972) found that the 48-hour Leso of zinc for unfed Daphnia

magna in Lake Superior water was 100 ~g/l, or 10 times the copper LC50.

Tabata (1969) showed that the taxi ci ty of zi nc to ~hnia sp. \'las di mi ni shed

'more than the toxicity of copper or nickel by water hardness. Except for the

second sample from the INCO seep, zinc concentrations in the leachates
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were substantially lower than copper concentrations. In the INca
. -.,-- samp1e, the concentrati on of di sso1ved zi nc was 50% greater than the

dissovled copper concentration, but nevertheless only 15% of the LCSO for

a congeneric species in Lake Superior water. The low toxicity of zinc

relative to copper in soft water and the effect of hardness on zinc

toxicity suggest that zinc could have contributed little to the toxicity
of the

of t,his or anYl\other leachates.

Recent work by the present authors has shown that the weighted mean

48-hour Le50 of cobalt for unfed Daphnia pulicaria in Lake Superior

water was 2253 ~g/l, or 240 times the copper LC50~, Tabata (1969) found

tnat cobalt toxicity- to Daphnia sp. was affected less 5.y- hardness than

was the toxici ty- of copper or nickel.' Cobalt w~s present ina hi gher

cQncentr~tiQn than copper onlr in the first Seep 3 sample and the second

IJ'JCQ sa.f11ple~ and th_e cQba,lt concentrati,Qn i,n both. sampl es w~s less than 1/4 of

tfie LCSIT determined in Lake Superior water, which had lower hardness and

Toe th~n etther le~chate~

The 48-:hQur LCSo. of manganese for unfed'D~ph~~a'magna in Lake Superior

w~ter was- 980.0. ~gfl~ or 1000 times the copper Le50, accordi~~ to Biesinger

a,nd Chri's·tenson ()972I.: Taba.ta ()9691 found tha t the taxi ci ty of ma,nganese

to'Dap~nia sp~ wa~ affected less by hardness than was the toxicity of copper,

ntckel ~ zi,nc or cob..~lt., Ma,ng~nese wa,s present in a il,i,gher concentrati,Dn

tha,n copper only i'n the t\'IO Seep 3 samples., (:Manganese was not measured in

the INCQ seep). fn the fir~t sample, the concentration of filtered manganese

was- 1ess' than 1/10 of the LC50 meas.ured for P..iEhni?, magn~ in La ke Super; or

water, and i,n the s,econd sample the tota,l manga,nese concentrati on was a,bout

2% of the LeSO in Lake Superior w~te~~
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CHRONIC TOXICITY OF COPPER, NICKEL AND COBALT

In an attempt to evaluate the chronic toxici'~ of heavy metals, fathead

minnows were exposed for 30-day periods to coppet s nickel and cobalt

in Lake Superior water. In each of the three experiments, five test

'concentrations and a control were supplied by a continuous-flow dilution

app~ratus. Exposures began with embryos 1 day after fertilization and

continued for 30 days. Temperature in all bioassays was 25 C and dissolved

oxygen concentration was near saturation. Total metal concentrations

and pH in all treatment levels, and hardness, alkalinity and total organic

carbon in controls were determined at regular intervals in each bioassay.

Experimental and analytical methods were described in greater detail in

the Aquatic Toxicology Operations Manual.

Results of the three bioassays are summarized in Tables 9, 10 and 11. Copper

did not significantly affect embryo survival at the highest concentration

testea (~= .05 for all significance tests), but survival of the young fish

after hatch was reduced at 26.2~g Cull. Mean weight of surviying fish at

the end of the exposure was significantly reduced at 13.1 ~g Cull, which

corresponds to 0.1211 of the 96-hour LC50 of copper for 8-week-old fathead

minnows in Lake Superior water. Significant body accumulations of copper

occurred at 9.0 ~g Cull.

A nickel concentration of 433.5 ~g Nill, 0.0836 of the 96-hour LC50,

significantly reduced both embryo survival and young fish survival. No

effect on mean fish weight after 30 days was detecte~ at nickel concentrations

permitting survival. ,Significant body accumulations of nickel were found at

44.4 ~g Ni/l.

Duncan's new multiple range test was used in the statistical analysis of the
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cobalt bioassay. This test was used because embryos and larvae in

control tanks suffered heavy mortality caused by fungus and controls

were therefore not included in the statistical analysis. Fungus

problems were not evident in the chambers with cobalt added which may

indicate that cobalt acts as a fungus inhibitor. Cobalt did not affect

embr~o survival at the highest treatment level. A significant reduction

in fish survival was found between the lowest treatment and 48.7 ~g CoIl)

which corresponds to 0.0918.of the 96-hr LC50. An F-test detected
treat:me[.-\t

no significantAdifferences fish growth. However, Duncan's test detected

-a difference between the lowest treatment and 223.2 ~g CoIl. Body accumulatior
OJe

data ts not yet available.

Mount and Stephan (1969) exposed fathead minnows to copper from hatch in a

well water diluted with deionized water. They found that 18 ~g Cull

caused 100% mortality after 60 days. No effects on survival or growth

were observed- at a concentration of 10.6 ~g Cull. The present tests had

similar results in that survival was reduced at 26.2 ~gCu/l but not .
I

i~ t~,e p,.e~e~t stUdy
affected at 13.1 ~~~u/l. Howerver) an effect on growth was detecte~~at

~ 13.1 ~4.Cu/l.
i\

•
Pickering (1974), using fathead minnow embryos which were spawned and

incubated in nickel solutions, found a significant reduction in hatchability

at 730 ~~i/l. Mean length of young fish after 30 days also appeared

to be reduced at this concentration although le~gth differences were not

I tested statistically. No significant reduction in hatchability or fish length

was found at380 ~~i/l. Fish survival was not affected at the highest

concentration of 730~g Ni/l. The present study, which was conducted ~ a

softer water, showed an effect on embryo and fish survival at 433.5 ~~ Nill

but no significant effects at 108.9 ~g Ni/l.
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Shabali~a (1964~ using juvenile carp exposed to 5 ~g Call found no

siqnificant reduction in weight after 70 days although growth rate ..

was initially depressed. Characteristics of the test water were not

described. The present tests showed growth effects at 223.2 ~g Coil

but no significant effects at 112.5 ~g Coil.
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TABLE 1. Toxicity of Copper and Nickel to the Fathead Minnow and
Daphnia pulicaria in ~ater from Lake Superior and the South
Kawishivli River.

TEST WEIGHTED POTENCY
SPECr ES WATER TOXICANT MEAN LC50~1Jg/l) RATIO

fathead ,minnow L. Superior copper 108.2(3)*
.02087

ni ckel 5186 (2)

So. Kawishiwi R. copper 477.8(2) .1636
nickel 2920 (20

D. pulicaria L. Superior copper 9.291 (4)
• .004887

ni eke.' 1901' (3)

So. Kawishiwi R. copper 54.47(3)
.05521

nickel 986.6(30

*numbers of observations contributing to means are parenthesized
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TABLE 2. Toxicity of Copper~Nieke'J Mixtures to the Fathead Minnow in
Water from Lake Superior and the South Kawishiwi Rive~

TEST WATER TEST DATE
COPPER CONC.
F! ICKEL COriC.

lake. Sup~ri or 4/4/77 .. 0255 66.0 .610

Lake Superior 4/21/77 .0313 46.3 .428

Lake Superior 5/9/77 . .0280 45 .. 5 .421

So. Kawishiwi R. 8/29/77 .156 229 .478

So. Kaw; sh iw R. 9/5/77 .124 241 .503
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TABLE 3. Toxicity of Copper-Nickel t~ixtures to ~hnia pulicaria in
Water from Lake Superior and the South Kawishiwi Rive~

TEST WATER TEST DATE
COPPER CONC.
NICKEL CONC.

48-hour LC50
as CU(flg/~)

MIXTURE LC50
COPPER LC50

Lake Superior 3/30/77 .00697 7.77 .836

Lake Super.i or' 4/5/77 .00634 8.12 .874

Lake Superior 4/13/77 .00652 7.18 .773

s. Kawishiwi R. 8/2/77 .0883 65.0 . 1.193

s. Kawishiwi R. 8/9/77 .0628 58.6 1.077

s. Kavl1 shiwi R. 8/9/77. .0617 60.0 1.101

s. Ka\,/; shivii R. 8/16/77 .0245 67.0 1.230
3s. Kawishiwi R. 8/23/77 .OUOS 57.1 1.049

s. Kawishiwi R. 8/23/77 .0256 68.2 1.252

Kawishiwi R. 8/30/77 .0284 74.7 1.372

•



TABLE 4. Acute Toxicity of' Copper to the Fathead Minnow in Different Surface Waters.

TEST WATER TEST DATE 96-hr. L(50(~g/t)

95% Confidence
interval on LC50

(llg/i)

HARDNESS
(mg/ i as
CaC03)

ALKALINITY
(mg/i as pH
CaC03) .

TOC
(mg/i)

-0
~

<.0
cp
N
N

Lake Superior 2/14/77 114 33.3 48 44 8.03 3.7

Lake Superior 3/7/77 121 33.5 45 44 8.04 3.5

Lake Superi or 3/21/77 88.5 27.5 46 41 7.98 3.5

S. Ka\'li s hiwi R. 7/12/77 436 103 30 21 6.82 12

So. Kawishiwi R. 8/1/77 516 111 27 21 7.28 13

St. Loui s R. 9/26/77 1586 302 87 20 7.11 36

St. Louis R. ·10/17/77 1129 269 73 18 6.94 28
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TABLE 5. Acute Toxicity of Copper to Daphnia pulicaria in different surface waters. 1""':> ..
W

.r.

TEST WATER TEST DATE 48-hr 95% Confidence Hardness Alkalinity pH TOC Fl~ Rate
L(50(1l9/t) interval on (mg/2 as (mg/t as (mg/ .2.) (m /sec)

LC50(1l9/t) CaC03) CaC03)

Lake Super; or 1/26/77 11.4 3.59 48 42 8.025* 2.6.
Lake Superi or 1/26/77 9.06 1.56 48 42 8.025* 3.2

Lake Superior 2/16/77 7. 24 ~
1.25 48 44 8.01 3.1

Lake Superior 3/16/77 10.8 2.39 44 42 8.04 3.5

So. Kawishiwi R. 7/6/77 55.4 32.8 31 27 6.66 14

So. Ka\'J ish i \'1 i R. 7/13/77 55.3 15.3 29 27 -6.97 13

So. Kavli shi wi R. 7/J..6/77 55.3 13~9 . 28 22 7.20 13
30.7 7

St. Louis R. 9/6/77 97.2 88* 20* ~.Ol 28 30.8

St. Loui s R. 9/22/77 199 46.3 100 20 7.55 . 34 15.5

St. Louis R. 9/27/77 627 169 86 22 7.25 34 32.2

St. Louis R. 10/5/77 213 114 82 18. 6.99 32* 20.8

St. Louis R. 10/12/77 165 12.9 84 17 7.01 32 20.4

Lake One 4/2/77 35.5 20.6 16 11 7.39 12

Colby Lake 4/2/77 78.8 53.5 151 44 7.76 13

Gloquet Lake 4/2/77 113 83.9 96 91 8.10 28

Greenwood Lake 8/30/77 76.4 40.0 26 4 7.24 25

:tHea",!> of b.ow... values subsfltuted +or- Wlis~l~ datA.



TABLE 6. Acute Toxicity of Nickel to the Fathead Minnow in Different Surface Waters. _
-0
PJ

<.0
ro

TEST WATER TEST DATE 96-hr 95% Confi de nee Hardness ' A1ka1in; ty pH TOC N
; .+::a

LC50(llg/R.) interval on LC50 (mg/.t as (mg/.t as (mg/R.)
(llg/.t) CaC0 3) CaC03)

Lake Super; or 2/28/77 5209 1521 45 43 8.05 4.2

Lake Superior 3/14/77 5163 1491 44 42 8.01 3.7

So. Kawishiwi R. 7/18/.77 2916 685 29 20 6.50 12

So. Kavlishiwi R. 7/25/77 2923 631 28 21 7.00 14 .

St. Louis R. 10/3/77 12356 2893 77 19 6.99 32*-

St. Lou; s R. 10/10/77 17678 5459 89 20 7.09 33

st. Louis R. 10/25/77 8617- 2398 91 19 7.04 30

*Mean of known val ues. substi tuted for mi 5si ng datum.



*Mean of known values substituted for missing datum.



.~.

.
4 :
.............i

r', f,
l.....d....:... LJI. ,',4. . ", ~;"::,,

" : 'i" :~. t 'I .' .1t\\ ,I ~ "
:'. :... I ,: ' .. ' . '. '. ' >.. ::;:: I', :, e: • ~t'. ." .. ... .. ~." "I. ..1,u..:_ lJ1

, !.:,::.!':. ,{ihr, '
. I{I! ,~. : I; , Ii,". i
: }·/~.(:./WW~!. ,.!.' .. '

To.Ue. 8. Acute. -toxicity (}{ COp,er-nic.ke{ I~ct.ate$ "to [hp[,,,,;o.. f2ultcar;o.. .
.f.

f:
Leae tiD. t e D,Jut/o", wate,. kst do.te. Pel"(t'\.{tQ"e J J ~ U 0TtJ0"'<'

Jetlc.tK.lt.e.. Errec.t (,U .lVi, '21-\ ; Co . HI.1 (Tar}/.frl,S carkk
• , (J.L5 IQ) (,u!J/i) (pjlP) D.JJ/-e) 6'.J/~)~j,'f(/s(;..(oJ) (~y/R)

. r,.~t,~tIJ Cv • /'J " .

}-/
/Prett.ttp\f ftt';"L~ 1..(' ....... ('\.01'.('_

P (I.' LL'5L! ;C\ tlO c~ c_,

: EM-b 1I/6/77.

lake ~upe,.;o("' Y/2t/77

t H- b 16/26/77

50. k'owr~~tUJ{ R. /0/;1,7/77 .D7'i5/T/21

.COV!N T

.005/8 T21::2.

• (,0 ) 77 T I' 5' !

:l..7 .0(3)'11 T ¥:4.

5'{d .C5'f'f! T .:2(,

;<5'

9. )j

'Ale,

;zo

13;). .010)" T 3C13
F 61

~.30

o".Q'1

/3D: T(6.7): T('0 ~ T{67} (/I'i5) F (b.o) '5':ZO

/01 : T (.2. b) T (7.7) T(1'8) (.23) T (IS) 7.0 t.{

I I

, 1009t.! hD ,. 'T~?.10 T 3:2.00T 73 : T 'filO T ~ 7'10 4f./b
, 0 fl10rtallty F SJ.. F Q30. : F '640 f ;?. b

i
Ii' I

: :<:l~' 48- hI'" ill (40)C T (6~) T (U,); T (35) i (220) (.J. b1) ~)

"

• ! L(.~O . I ,F (7.3)
. I

. I I '
: /"'-.0 'COL.1p!:l:eiT (;).{o) T(:J/?v). T (?.i): T (1-;..), T ('?1} (3/) : 7.t{S
\ • ., /0 .lo<.crtal1ty:" F (13)
i ! I '

: I 7Yo'Col1<pll;re !T ('-10) T('1. q 'l) T(S.'3} T(i1.} T(!70) (164) I' ~l tr.3J..
I' Iwcrto./lt y; '~.' F (6,g.;

; 0 ,'6}o'coY"'p(p!'e:T'(It)'T (Zz.): T (.t..:1.) r(tf2J T(6JJ) ('IS)' T(3jj) 7.1<1
;' ,,,,',wr-Calfty . " ,

I

I 0 q I lf8- t,r I /50 7
,.. /0 ,Le$'O

07 67
;lfS'-t,I" ; r }/4 T

• /0 I LC 5'0 '

"1/6/77
:q/flI/77

I;;f{-{,

!

So. k"alJJfS~l~~ R.. 4/6/77

. ·011!

Seep 3

Soep 3

U.S. Stee.l

U.S. Ste~1

U.S. Steel

U.S. Stee \

U,S. Stee.l

n

i:[7{,S'; <? .31__ EL2...~-{)o-'!2.7'T q ~
, ~ F /qINCO Seep. 50. Kawi~;w; R. '7/2 ft}?7 '

rIveD Seep So. KalJJislr;~; R.: /1'2Y~7

/00 . "10 . T cr6 '7 b 5 , T ;~s""ortallty , ~.7:T 17

i ;

I /-10. :T :z '3 T '(SOD T /3 !T ::?5CJ i - , 4q(j "? 3)
()090 1'>1CJrta l,ty:F Cf.qF 3500, ,F2./0, t=- /~

5'3 . tJ() 33'f T ,"10
F 23

(,

0.- I, , I
Iota ~ !

b 'jr,'!tet'ed I
I

C (a/,ulo1rt.J {;..:_ 100ettsurek-ft?/.fts i~ /etJCl"te qwJ d,i'utla~ Wd ter.

d (l~"'~l'u\l dI'1"'ct"','; tIL" wt"t' ~/~'Q'" wLtt>", f'",d; ch~"'\. "JOctS5~Y':> were. NJI4 I~ tl,s LtJater.
Lt."')}., •. ,, ".t'" .. C'( t',(J~" Lc.s·O.s" us,,·d hl?re. ratL('r tlwOA LL!/61'1"~Jfl.ft,j t,y h.tcc/~J/.



)

. \'
\

\

~ble..''1 , Chronic.. -+oxlc.~~ of copper H-o tCl+hedd
rYlllihOW ~~br-jo$ cwd lat"vde. 'Ih

, ~-Clke ,Supenor WOlter,

ffedl1 C() 11"

c.oncerrfr)/~"')-.,

fYdC..((l!h ~.. M&Jri CiJ 8o~

. qt,-hr Lc.50 O- !iec..1.IIYH.JC)/;c->-,

,'(p~/j drj wf)

. ~.1375

. ~eJf1 re-rreJe:r
eM~Jo ~l.Jrv(vt:l1

.fa Ad./d1 b

jU.eCln .ferLel7/~le

.f-\sh $(.Jrv;va.(

CJ(k,.. Ad le-h b

99

I' ";
~Yl1t o...:.~~"..

. C
30 d;;:;.!- (?r-:{)

. j -.)

/07

50 I/, 5'90

If.7tb75' d

(/9 .

97

112

/3./ o. 1,2 ( I

90

88

(02 d

/5
d

tL Ac.vfe. ,+~J 5 t'Uh''''' uk Supex10r VJd~:r us~~ 'if-wet'J.-old
. fcd0.&J mi'nf\ouJS, We't1Hd I'V.~. qf:,-t,r- LL50; ~O'Z.2J1CL:'i'/J
D ClrCS\h ..;;: -tr-ans.{6I"I'YId-{iC'VJ vse.e1 or. all per.:..e.rJaJ~$
~ \oJ y:, -transf0rMc1~1Dn vsed 01'1 we~~,+s
, s'jYl'rr\w'r\i~ d\~-rereY'~ trOrYl Cbhi:ro~ ~ o.t 'o,o~

(D U t'\Y, 2. t \ )



Cbroh'/C -toxic.'~ of nlc,Je . -to .. t'dhedd
,mInnow embrjos Dlnd lcirvae Ih

wk SvpenDr- wc¥ef-'"

~blE?- ~rD_.

. ~

1
j
!
~
~ .
j Ueah ;tt1t

J

1t:bnUhlrdcn

Cf'-j /J)

, .

~'-dC.(~r, J
tjh-h,- L(!SOo..,

'-

o.ooLlO

jl(t!aJ] III &1
1/c.ev/>,v4/~

t;g!j dry w-t)

II. i300

d
17, tuODO

l1ean t<!.tce+
.er.-tt.::!'" .$.vrvtlSI
/:0 AdM b

AtJJJJ f&Ccdy
hsh .=5W'\l(~af

OJ/Yer- A8-/~ b

100

lOS

0.02/0

0,0330

25.4750 d. 98

/23

a. Ac:,..A-e- -/ests <'Uh In klk SUferio...- l-,,,,::tIer- vSI~ ~-wee.~-old
b. -tc1t11ed, rn~hnoU)5. We'111t1-.-d M1~ Cfb'Ar Lc.so = 5/8b AJ fJiT"/ j ,

arcSin C -frdnsfbrrncdtO/1 u.sed Dn 8// pc::r':'J!nfdf'qS

: 1c:J X.' trcmsfo~mdlliJh v~ed On we~jll:; '_
s!jr,J)c.unfj dlfrrer·d +rom coh-frol :91 <-y - ~05, '

<Uunn,dt)



.,

~ble.. II J ChrDn~c... -+OXiL;~ of cobclrt To {'a-+~d
mmn ow eh-'\~Yj05 <1",--,.,] /ar--vde. In

\ ktik 5vpenor' wd+er-.

. i .
,-'
I

0,0277

0,09/8

1vle<lkl fere.eh~e.- /vle~:rl_ .pe/t€YI~e
eht\,br-jD SvrVlV~ f/sh ,SV("Vl'Vd-!

to ~h b . clfte.,,-. ~u b

7S
d

. d
.d-/

94 90

gg gS

9( 6b e
-

q/ 1g e

.JI tole

J.1e.an Its h
lNtfrM afb-.
30 ~s (~) c

7/ d

77

~~.

05 e



,eslhj.f'r', K. C. ()h J ~ H. Ch,.;j te., ~OH /q 7~,

E+rc:c.r:s of \I~"~ou.s ~et.a/S Ok SU,.v;va ~

~ roW t "" reFroduC. t ;O~I a ",d I¥t e to. h(;/"'~kl cf'

~,.l..,,~ J'o4.a:1~~'
1-

J. F/~h. Res. 8d. Co.lo\., l~ql-/760.

..._.,",..:"':'::

.t\
\f..

(..o~

S~a.loo.ll~o.. A. A. Iq b 4
)

Tk~ efr~ct of coloa.lt Ok -eke ~rowtk

"of ca.rp YOUl.-\~ a~d t;'[ok1el-\tous 9ree", .
0. (tj a.e .
I{;v. &os. Nauc("Y1o_15slecl. I~st. Oz.ertt.
l<ed/Hl. !?'yb. K~02. (;"7: -:2.QO-2.q'-l.

(Russ',QlI\j E'~8f. SUho'd~'\a"'y 0y R Dou.c1oror~

u.s. E PA J Ehv;rOt1V1.ieHta.{ Resc:.at'c.h. t.a..bor-
'o.torYJ Du IUl: k 1-1 N) ,

--~ ... --- .--:.-;-' 0/'.------' -- ••'"':........ -

... _ " :"--:--.: e' ......

.... . -
• __r ft~U"- ··~·n ...'~·::":'::'i;.~"'=:"~::f!.r-.::!:::; .

. ,.

Drarer:, NJR. OL-\d H. S~:t~ Iqbb

ArplteJ re3ye 551'0",-- Cl lIIaty sis _

tJew ~rk: Jo~V\ U.}t!ey r So~s) IV\c.
~07 'pp.

.. --~

~
~.~.~. ,.

"~.,..-

labo.ta.) k. Jq b9b

StVJI~ 0,", tke toxidt.y of l-teo..vy ~e.tc:J~·

Qkd t~e 1o..c:to~s to dec.Y'e0.5e. t~~

'toxicity -][. The o.""tC1~o"'''~tic. (1c.tiO"\.
of hQrcl",~~ C,.oMpohe",ts ;~ l,)Jo,ter 0",

'tke toxic.'tty of hea.vy ~etcd io~s. .

J3l>llr::!'ok&~J r 'kl'O~~- r- I~ • \ , i

{kll. Tokai Re.~. Fi.s~. Re~. La.Io.. 5'B :2/5-23.2.
( JClpQ.",e~e j £'VI:; I. a bs t r: ) . .

.... - -_. _. ---l'- -.
... ... '"_ ' ..:'_ ~..:.. :''0.. -:' .... ...

j -.~ ~-'_...,..-_ ........_.~..,..:- ........- r .,.~.•. --. ...",.,. ...;-

I -:<:~'.:-=. .\" ..: .. ' : '. - . ". ~. .
: ..............................~~_ _-., • .....,. • ..,iF':--..r- 'lo. __". -.-~-"",_.~-••"."... ...........'). ---.-

_. -'O • ..:..;.. • .... ~. • -"' _.... .,::-':' •

AckeriVlJ) q. 1-1, r'l7l/

C ~ro;lc "tox~c..;-ty of h~c.~~ J co
tt..~ fa. ihead .\A,I~l'\OuJ _

~. p- - " I --, , ( 7 I ,
..... i lU f\..-,,-", ~

~WQt.r Polf. Co~tr. F~J.~b:7bO-76~.

: .-.....-;.~ ,". -..... '---

•• ~._•• - ~_.• '*"'- ......... _ ..._ ..• "

- ..: . .. ' .... - ~
A

&

• • 4 '. "lo. ; ; •• ,--... __ .. _ .__ _ , '_~

.. ~ --.., :. "':IJ,'J', ."...- ..t'.,;~ :;:.-.. ~, _.\ ,,:...-.: ~ .. -' ••





~t.~
(,o~

Sha loo.['~a.. A. A. ,q b 4
)

Tke e free. t of colacdt Ok -tke ~rowtL..
of c.o. r p you k~ a",d t;'la k-Ie", tou s ~re.e",
a.ftj~e.
I£v. G-05. Naud·w\o_ i5s1ed. I""st. Oz.ern ..
l<e'-~n. /?y b. K~o 2. ~ 7: '2 qO - 2.ql.{.

(Russia~j ["'51. SUW\lMary loy R Doudcro{~

-._'= . U.S. E PA J EJ1virol1lMe~t~( Reseal"'c.k l-a.bor-
_~. _~~,~~-r~.-2~!utk M~)

., ... - "'::'.' .~ .... - . ... ....-... . _.. - . .;

~S:;1~-=:-··~"......:,..~...~;;"~0~~~"'~';'~1 (J)o;ed
. :~~ I

... -', :.'-:- -: .. ,_ ....
.. . -_...... .... .... - .--:. ..:....:.

rtf 3s ....... - ... ·...i1~.Y"·:.....t~ .....5 "iJ--.-::":s: ~::-Ai~'::!::-*

...

..~... :

... --:.Dretpe.r:, N~R. oV\J H.. S~~t~ (qbb

Arp !ted reJye 55 1'°""- CllAoty sis _

~ew ~rk: Jo~V\ W'//ey t SOV\ s) Iv\c ..

407·pp.

1(lbo.t~, k. ,qb~b

5tlJcfl~ O~ tkc: to.xic.\'ty of ~ eo.vy ~e.to.h.
Qkcl t~e .(G\.c,'tors to de<:.)"ea.s~ -tk~

"toxicity - J[. The' o.. .....tCl~ol>\ ..~tic. Clc.tlO"\.
of hQrd~~~ c.oMpohe~t:S it, tJJo.te .... 0,,",'.:1 -tt.e toxic.ity of l,ea.uy ...ete>l iOl\s.

.... ", _J3~i:J<c5.--ft'sk. R~h;=AJ5"iEi¥Bf'

..-- &dl. Taka i l<eJ' Fis:~. Re~. La. b.. 5'B: 2/5-23.2.
~.}~~ ( JQpal.1e~e. j £"'fJ I. a hs tr: )

'\~e7.J:~;:;;jH,~.~·:;~·2);~.:~--:;':;;-L;;;'?;;':··~;· ..:.:-~";.~=::'~~:::~·'.:~;~·7 .;. :'t'~c~~~:-2~;:':: :: :~::':' ..' .
C-l .. ---:..-:-:-- _ ....., .-: .~... ..... .. ".

~ ~_~aLQMdC£ ~7~h /~9 ~-~-l-·~-t~~-~=~~~=~-~~~·
ct. ro ... j ~ to.rtcit y ofcOffer to t:.l.e. <~~ ..~:::- .::;" ~:_-=- ~_~~'~;:,~. '~:;.' ~:.;:j~::0':'-'-,,':.:.~ ;

.fat'd . . tv (P/ ha /enlo tvtel 5' -.-... . .:. ..... . .- -.. :. --. -..::-:.-. "..'::':'. .
£fea mlvll10 111.1 ep .5 /:.... 4 ') L-;:A: =:...;2~:::::,_. ~.:..~ 7:";=~ ~~_'~:'. :.~;.:.,....,-=:-:.:::--_=.;-=:~ :.. '.. _..

/~ soft tuater. .. '"

J F;-6~. Res. Ed. CaS1. ~ 6: 2'1'1Q-2'157. -~~-"""._~, ..- _.~-.~ ,..' ' ..-r•.. _,~.' ••.• ~.•._.~..;~--- _. _.~ ~_.

·~~0i~S:·~~r~~~:s:S':·L:.~7~-~-;;?~:0i?j:\V~I?~;f~:~''- ..

. ... ::...... : -7'-:'.. '. -: ~.• '

Ackeri""J)Q.t-I, ,Q7Lj

C ~r{');1 C t'ox~c..;-ty of h'IC.~eJ co
tt.t: rV.~head .~"~1ol0 LV ,

..J.1 " "'...- i 41--.::::1.:.-/ II c:~ \.) .. ~--;-~ ...-
J":Wnt.... Poll. CO~t,.. F~J.4b:7bO ..7bS.

; -.~ ..t'Vlr -.rr-wt' ........w~••-:- ........ , .~..-..-.~_~ -.,-.¥",.....-.;1'~ .......... ".r'7f"".:-

I ~:,,:~,,;, ";. \" ..: -'.:' :" . . .. '. ". _. .
! _ ~, __ • _ 4:-....,.-....- "' • - ~ - ~- .~,.,..~. _ .-.;,. .

. .,

: .-....-;.~ .' _ ......... '_.

...' _... - ": -'.,. ......... ~.. - -_.... ' -.... ..... .:.-:.- .... :--: .

. ... . , ' ... - ,;;.
. . .

• ,,',,- ...... '" .......... '": ... ;;.....:.. : .. '.0 ; ';J,- :" •.;~~.:::. :-:-~ ...... :--~ ..,•.-:._::~,,:: : -~ .. .;.;.-.... •



•.i....-

,
4:1

...... ........u.4Jil..-J Ll
:'·~t'

',1
.' .. .;..

i' k\'l>jl·:,:~,l.<' :'~2i.
,i, ,,'\, t;,. i .. .,

t~' "II,' '~ti\' ~!;~,r~

,': ~,;.:,:.r.~JlL'~£Jj
tl.; Ie tHtl1

'l!!!,:::"~:~P~j:;, 'I i
11~,I;~I~M:4~.iL:, ','. ','

To..lale. 8: Acute. toxic',ty tJ{ cOpper-niG!<e.{ /eact..ares -to lbpt.n;a. fZult~ar;a.. .

r:
Leete ilO.t e Dtlut"OI1 water Test do. te..

Pe~,ge , Orqa ... ,c.
1€4e-{"at..e. E{fect (,U ,AI", 'll-\ 'Co ,Hbt IlarJ~('5,S car-Iaol.,

, (4fj/P) (,uJ/i) (,lJ.j/p) ,(pj/R) ULj//r)(k.lR(Jd.A(o~)(i~J/P)

. p,.eJt~ttJ Ct: ,~J j'

,//PredILtt>t{ f}t;':",-"1' u,,,,Wdr'lt,c~
pJ-r CI.' USD rC\ t!C) 0,> (,-'

, t; M- b' 1I/6/77,

t H- b 10/26/77

Lake Super~or '-1/::2.6/77

So. k'QWll~t~'i R, .'0/~7/77 . 6 Hf! T /2 (

_(..;0518' T 2/2

~()5't'S T )2.(,

.0/01.. T 303
F 61

C '''9<.; _f':;
.07<; j II/If

.OO3'~8 T '1'2

~ (IQ 5' 77 T 15'!

'J....7

5'i d

;<'5'

9, ')j

b9

/3 :J..

20

g .36
F ;?.b

,

'/OO9t,!hO l' 'T~?70T3?..OOT 73 'TlfI.fO.T:l-71.fO 4116
, 0 J110rta lty F S:2., F q 30 • I ,F '?/.fO

:<.,~ j 48- hr !IT ('W)C T (660) T (16): T (35) T (220) (:1, b3)~) a/~Gq
·A I LCSO ,I F (7.3)

I I

~ 1 :

/
-r:r<f7 :co\.-!pl:tel T (;1.10) T (;ZqJ, T (~,'D' i (/:1-) ; T ('8'1) (31) )' 7,'-fS

• ., /0 :Mortf.llity;, " F (/3 .
! I , '

I 7~:co~p/freIT (;1.10) T ('). (10 7 (S,3): 1 (i1.): T(170) ((64) IT vI )j,:'A
• ~~rta.t/ty, : F{6 ...y

;0 19o'co~f(P.~:T(/I)'T(2Z.):T(L.2) T(C:2} T(6JJ) ('is) T(3.6) 7,erQ
; l-'\.(orLa/lty , , ,

I ,
I

I 0 6) 'y.g-/"r -r /50 T /3(): T(6-7): T(II): T(67)' (/1'6) \ ~:ZO
• /0 I LC5() , ,., ,F(6_0)

O 7
0. :lf~-t,r r J 14 'T /0/ T (.2,r) T (7,7) T (7'8) (;{3) r (/5) 7.0 L{

, /0 1'-(5'0 !

4/6/77
~ q/14/i7

~f1-b

0111
! '

i

,So, K"o.w fshl~~ rC" 4/6/77

See.p :3

SQep '3

U,S, S tee..l

U.S. St£E:l

U,S. Stee\

U,S. Stee\

U,S, Stee.l

ri

I,vco Se~p. 50. Kawi.dll·W' R.' 7/Zrt}7,7
: "10 'T

I DO?> l'kortalt'ty
q6 '7 65, T :<.7! T 17' i:r76S)j F (q '? ..3 1--_O...2::---.-()c-'fZ 7 T q 4:,

INcD Se.ef So. KdWi~h;~i R.: /11'2 aj~ 7
I I

I

I

I /-10. !T ::z 3 ,T qSOD: T /3 T :<50 i
(J09o l ....ortaf'ty:F q.qF 3500, IF Z 10 ,

, 4q(j f=- (2., ~,35" 5'3· ()03a'l T '-(0
F 23

r)

niota!~
b Fdrer-ed

C Cafe.u 1'1rt'c! {;.:..... JOfe45urehtel-lt.s iJ.tleadQt'e quJ 'd,i'u tlo4 t..ua. ter.

d ~~p~~"l d\{jn\et~r,l~ t 1<.... l.ot'rl' S"I~IQ" w~t>... rl''''cl,' (h~l<'\. ('')Ioa sso.:y.. were .rit'" I'v, tLf/$ lJ.Ja fer.
L{..I!')',to.(I'<'h''I C'( t1,tJs P L[S'(j's 13 uy.'d ltPrf>, rat4Pr t4C1/A Lt..s'Q P"'~c/ll.tt·cI hy J.c-todfJl.



2hron;c.. -fox i·c.~!J of copper "io tc1thedd
mlilho~ e~brjos ,;mo! 'laxvCje- 'In

~Clke :::::,upenor- WOIfer-.

f1<'!an Cu-tt

c.onc.eI1+,..J/~""'r'\

F~dC.{(l!h .j'"

_ qt,~hr Lc..SO 0-

MeJn Cu EoJ;
;1ee- \In" LJ lair',;)}

f1e4h r.J-ceJr
elYlhyo ~u;-viv<ll

-1:-0 AJ/c), b

!i1eal7 'fercerJ/~f~e

.f:"sA sury;va.(

c:Jfkr- AdIch b '

99 ID7

qC( 112

'"Q7 90
I'

88 '/4 d

Co2 d 3
d

/6
d d

Z

/

! a -'7/ -'? - 0 rJ7
1,(0/6 -r

5".1375

O,OJ/b2!

o.Og'318

0,/211/3./

50

IL Ac,Ae. ,-I-.:>sfs rUh In ,ldk $Vpe.'IDf LOd~:-r- uS~:J ~-(.vee.l-oid
. fC1+~,e.J mi'nnouJ-s, We'11 Me& vv.&»\.- q(;,-f'r" LC.5(); W'b.2f1 c"u"tt"/J
b Clr-CS~h -IX +rdhs+6o'Vla{\oV] v.se.e1 or, cOlli per.::.eV\.+1e5

~ !oj~' iransforh'\cl'+YDh vSed Oh l>Ji~h+s
, sljY1l.nG;\vd-S d\~-re\"eY0- {rom Cpntrof qi, 0< 00.05

(D uY"")Y\2tf)



/ :23

98

lOS

ftet9n 1~9<
,'J

weir ir! Q"1kr -
30 cI~ (n:J)C

100

Af:h-,., f&Cea!:f
f;sh svrv(~a(

0) lie" h;z/c__h b

qS

;t(fdn retcetl0j?
el'!-zb.3C) .5f/rv(u-l!

to hd/~ b

1/. i300

, d
17100DO

25.1750 d.. q2-

7{ d

Od

JilealJ /ll~

lI~evlh,,4t~

(~Ij d'J w-t )

ChroniC --!oxic.'t!J o-r rJicJ-e-/ if) t'c;Jhe;Jd
mInnow ernIJijOS Dlnd Idrvae 'ih
/-.clke Super lDr- Lu~y-

0,001)0

O.OCJ8b

0.02/0

rrdc./tor, j
qh -Ar LCS6 (J..,

.l:1bl~ I [ .,

lOB. <1

<b

cJLO

f1eah M,.,r

etmuhlrc;/;Oh

ClAj/J)

1/33.5*



\

.ChrDn;c.. -I'OXfC;~ of co1&1t To ~a-+';'\~d
~lflnovJ eY'VI~rj05 ~t>:--1 larvae IY:

kdke Superior wdter-,

05 e

.J1eBn. ,PtSA
. we:/rM Cif/er.
. 30 d'j's ("~') c

. d
.d-/

8S

hear; .pe/Cen.fC!je
Pt's), :Svi4 Vl'Vdl

c1f+e., )..~-k)1 b

9f

94

q/

1-{e.m ~eh~e- .

ehr\,br-jD svrviv~

to ~J'\ b

• ,J

I
I

/47 0.0277

t-1e..Jh ~O.J+ f ....H.A;~~.p

(,Of1C-e'l;1"'0 L::-n q~- hf"' ' L'(SO ()...,

a..

Acv Ie. .Jest (1./17 I i-J J. &)<2 ~~fe;-I0"-- t-dlfe.r (/.51~j i-wed -(;>/1
{-9+head h'l/'/-,nouJ.5. fJJejh1ed. nte&n q&-f:r LC5'O:: 530,0 ?J 6!}

h d ....es)'l'\ l/X +r")Y>..5fo"'rnCJ~lOn L\S2Jon Q II p"rcen+CJ1es .
c . ()). I '-11 '-

t~)< +·rQlh5+o ,I1'B:ttr.5Y) usee"'). on UJe(OV1:r.:s .

d co,.,+,-~! dd!d cJ,1(/-, Ub'S nd i/7c/vi/1 /"; ~/c21r.s-ltti.J I ch:1LY-5;S .
e sjrllJ ;Cc9h-+0 drl1!'ere,,-I frDth lowesf -l,-e..:z!;nen-l cJl <>< "'o.o~

_ ({5 "'1Cc,?O]s N};.v ,.., ... lIt ~ ra1e. /e..sf)



.. _.~- -
~, -, - -.

'Tabo,t~) k. lCib9b

5tvd',eS> O~ t~e toxic.ity of heo.vy ~eto1s.

a~d tke .fo.<:.t:or-s to e1ec."'eo.se -tk.~

-toxicity -]I. The o."'tQ~o~i~t;c. Q.c.tiOV\
'of h,v·d/Pl{!sS c..oMpoltle~t5 ;~ I.»o.ter 0""-

tl'\e tcXiC.'ltyof hecwy ~etQ.1 iOt\s.
,n-l~;'?~~A-,.,j,.d~~

_~D'.j.T".--*~.;:u,.~=t'~"":J"-. (~;~1'\;,~L4~~~

Bull. Toka i J<e.3- Fis~. Res. la-b. 5'8: 2/5-232.
( Jo.po.I1e5e j {;VlfJl. 0. &str: )..-.:.1

- - -' "

- - -' ... ~.~ ---"" ~~~:'~-;~~~~.~~~~~:::_:.~=-~j:~'-.'-~-"-~ .._--
2_~~~::- ~:,.~,.~~_~,~.';.'::---,,< :_".,~ .. ~.~=':"~:-:;;~~;~~~~::..:.~<~.:. . -_~~-

,6
(.ofe

ShC\ 1oC\1'~Q A. A. /g6 LI
)

Tk€- e ffe.c. t of c.oLoctl t Ok -t~~ ~rowt~

of cC\rp yout-t3 Ovtd t;·[ak-tel.o\toLts 9ree""
cdtj qe.
Isv. &05. l\JcH.(c~Ylo_issled. Iv-st. Oz.ern.
I<ec.~n. l<y0. K~o'Z. f:7: 'J.,QO-2.Qlf.

(Russ·ta.V\~ E"Vl51. SUVvllv\af'Y loy r Oou.dorof~

U. S. EPA) EhVirol-H1AeHto.{ Researc.£.... l.a..&a r

9t~ry)J?u.!lttk H N)

NOU£1 t,) D. I. Q.""'cJ C. E.. Stef haL1

cta Y'OV,iL coxfci-t y ofcopper to -t.he.

.~thead mit1t10t..v (A~epha/es£_/"'0__

/~ soft euater.

J F/6"'-. Re 5. I3d. CaM. :< 6 : 1.. '-I Lj q-2 '157. ~"-'-''''~' "-:-<>.- ...... 4- ••~,,: • .,••• '. '-r~' . "'~""'~'~JV•.. ~:.-""<"'-·'-~ -;- .• T~-
~~.~~-~~'l~~~~.~~~"t"Y~~:";~~!~·~-'"$~~~-=;·.~~~';_~~·~~~~\:1:7"~'~.:~~~~.~ ~._ '" ._~ ;--~ ..
-::~~~~~:t~-;~-;"~~·;';4~l~~·,)-.. '-;...~;:~~:.~ "t ::;:: .~~~-~:;.~;~(~::.~--;::·'.~;'L:;'-~~-~~~~

D('~pes N~R. QlI\d H, S~~t~ Iqbb

AfP Iled reJye 53"0"'- olAOly si s _

New ~rk: Jo~V\ U}//ey V- SOl-1 S J Iv\c •

Y07·pp.

- - - -- - --l -
AckerIVl)JQ.t-I, /q7L/

C 4~;, c -tox~c.~-tt of hick: e I t:o
~t:: fu.-thead "VI,I~YlOu.l _

-cl-tbftr fiG 7..;£ ~
J:WO:hr- Poll. Co~t,.. Ft!:c1.~b:7bO-7b:;.

j _;.."_~~sr- ~,,," ••,:,,, -, -"""""""'7"'~";.:""""--'''''"''""'''''."..--:-,,,,•.~.,....,,~" .... h ';-';-'~~ -_., "'"'\""'. ".

I .. '.~" : ~, .. .... -'
j ..-.,~#;;~" ..., "~~ ... ,_t, ..... , -. •• ;......- .... ~,........ ~r:---""'·__~_f"_· _ .. ,. ....~ __".~.......~ • ......,:.:...,,- f"':';;'~. _--. -.-

.._-
_~ .... ........_,~_ • _ __ J II


