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[bookmark: _GoBack]Figure 1. Experimental design of Stagnicola elodes laboratory study with snails undergoing exposure for 14 days (S4, S7, S14)  followed by a 7-d depuration period (S7D) or 7-d hibernation period (S7F), plus control (C).














Figure 2. Mean (SE) total abundances of sulfonamide antibiotic resistant genes standardized to abundances of 16S rRNA from laboratory jar water samples and analyzed using qPCR. C4 represents a control on day 4. S represents SMX treated jars. S4 (n=3), S7 (n=3), and S14 (n=3) represent the average abundance of ARGs in SMX treatment jars on day 4, day 7, and day 14. Snails from S14 treatment jars were transferred to untreated (no SMX) media in the seven day depuration (S7D) and hibernation jars (S7F). The average abundance of ARGs were then measured in the seven day depuration jar (S7D; n=3) and seven day hibernation jar (S7F; n=3).











Figure 3. Mean (SD) concentration of sulfonamide antibiotic in water from laboratory treatment jar s from day 0 to 14 (S0, S1, S4, S7, S14; n=3) and control (n=1).
















Figure 4. Average temperature (oC) in each sample jar (meanSD) over the 21 day study. Days 0 to 14 represent the temperature in sulfamethoxazole treatment jars (S), days 16 to 21 represent the temperature in depuration jars (D), plus control. 















Figure 5. Average dissolved oxygen (mg/L) in each sample jar (meanSD) over the 21 day study. Days 0 to 14 represent the dissolved oxygen in sulfamethoxazole treatment jars (S), days 16 to 21 represent the dissolved oxygen in depuration jars (D), plus control.














Figure 6. Average conductivity (µS) in each sample jar (meanSD) over the 21 day study. Days 0 to 14 represent the conductivity in sulfamethoxazole treatment jars (S), days 16 to 21 represent the conductivity in depuration jars (D), plus control.
















Figure 7. Average pH in each sample jar (meanSD) over the 21 day study. Days 0 to 14 represent the pH in sulfamethoxazole treatment jars (S), days 16 to 21 represent the pH  in depuration jars (D), plus control.
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Table 1
.
 
Agarose
 recipe used for exposure in lab toxicity studies. 
Substance
Amount
Control Jars
                  
NaCl
Tryptone
Yeast Extract
Agarose
 
H
2
O
0.48 g 
0.48 g 
0.24 g 
0.72 g 
48 ml
SMX Jars
SMX
6.4 mg
)
Control	0	2	4	7	9	11	14	16	18	21	8	8	8	8	8	9	9	9	11	11	Treatment	0	2	4	7	9	11	14	16	18	21	7	8	8	8	8	9	9	9	11	10	Time (days)

pH



0	9.5034366929395188E-3	9.9626068385541052E-3	4.5840811373031105	2.8589815447669591	0.8378390671523176	3.9153056509773232	0	9.5034366929395188E-3	9.9626068385541052E-3	4.5840811373031105	2.8589815447669591	0.8378390671523176	3.9153056509773232	S0	C4	S4	S7	S14	S7D	S7F	3.6665368207044892E-2	1.6534332706855441E-2	6.0185990808332042E-2	4.8715132690474672	6.6309555366599584	1.4087047116495228	3.9153056509773196	Sample day

Abundance of ARGs relative to abundance of 16S rRNA (%)


Treatment	0.37186944270076122	0.72786750840513903	0.14229246957548325	0.33902536724992466	0.65823469888992203	0.37186944270076122	0.72786750840513903	0.14229246957548325	0.33902536724992466	0.65823469888992203	0	1	4	7	14	4.4840573053625024	5.7244589003075861	3.4385822906666701	3.11111085164326	2.9222269610165097	control	0	1	4	7	14	0	0	0	0.4100000000000002	0.32000000000000023	Time (days)

Water concentration (mg/L)


Control	0	0	1	0	0	0	1	0	0	1	0	0	0	1	0	2	4	7	9	11	14	16	18	21	20	20	21	21	21	20	20	20	21	20	Treatment	0	0	0	1	1	0	1	0	0	0	1	1	0	1	0	2	4	7	9	11	14	16	18	21	20	21	21	21	21	21	20	20	20	20	Time (days)

Temperature (ᵒC)



Control	6	2	6	2	1	3	6	6	2	6	2	1	3	6	0	2	4	7	9	11	14	16	18	21	63	85	81	86	87	93	95	86	94	83	Treatment	12	4	2	2	4	3	7	12	4	2	2	4	3	7	0	2	4	7	9	11	14	16	18	21	40	83	84	85	83	90	91	88	94	94	Time (days)

Dissolved Oxygen (mg/L)



Control 	32	130	138	33	19	51	34	32	130	138	33	19	51	34	0	2	4	7	9	11	14	16	18	21	1614	1027	1040	1150	1122	1056	1031	633	667	403	Treatment	28	43	28	17	0	33	220	28	43	28	17	0	33	220	0	2	4	7	9	11	14	16	18	21	1393	1060	1040	1092	1100	1067	920	700	700	617	Time (days)

Conductivity (µS)
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