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Table S1. Sequencing statistics for 16S rRNA gene libraries.
	
	aTotal Raw Paired-End Reads
	bQuality- and Chimera-Filtered Reads
	bFiltered Read Length (bp)
Mean (SD)
	cFinal Read Count

	RW
	122,470
	63,698
	291.88 (12.78)
	51,983

	P60
	54,068
	28,877
	292.40 (12.81)
	19,245

	IW36
	54,499
	29,852
	292.53 (10.82)
	21,706

	IW25
	57,399
	28,656
	292.45 (11.45)
	19,575

	IW02
	49,868
	26,407
	292.87 (12.87)
	18,595

	IW27
	57,867
	29,579
	301.13 (29.79)
	18,997

	aCalculated prior to paired-end joining
bCalculated after paired-end joining, quality filtering, and chimera removal
[bookmark: _GoBack]cCalculated after paired-end joining, quality filtering, chimera removal, and abundance-based OTU filtering


































Table S2. Alpha diversity metrics for Truckee River prokaryotic communities.  
	
	Alpha Diversity Metric

	
	OTU Richness
	Chao1
	Faith's PD
	Shannon Index

	RW
	728.7 (10.3)
	865.5 (26.2)
	35.7 (0.8)
	7.15 (0.02)

	P60
	1,492.9 (12.5)
	1,844.7 (40.5)
	79.9 (0.6)
	9.12 (0.02)

	IW36
	1,515.4 (11.4)
	1,731.1 (30.0)
	85.2 (0.6)
	8.97 (0.02)

	IW25
	1,528.7 (12.0)
	1,843.3 (35.8)
	81.0 (0.6)
	9.37 (0.01)

	IW02
	1,550.7 (11.8)
	1,838.4 (35.7)
	84.9 (0.6)
	9.00 (0.02)

	IW27
	1,249.1 (11.3)
	1,487.6 (35.0)
	73.1 (0.6)
	8.89 (0.02)


Indices are presented as Mean (SD) based on 100 rarefactions of 10,000 sequences per sample.
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Table S3. Taxonomy, OTU ID, and percent relative abundance of the most abundant OTUs at each sample location based on the unrarefied OTU table. The top five most abundant OTUs per sample are in bold. OTUs with predicted/inferred aerobic or phototrophic metabolisms are separated by a line from OTUs with predicted obligate anaerobic, facultative anaerobic, or fermentative metabolisms.
	OTU ID
	aTaxonomy
	RW
	P60
	IW36
	IW25
	IW02
	IW27
	Predicted/Inferred Metabolism and Characteristics

	2051
	p_Parvarchaeota
	0.002
	0.125
	0.129
	1.374
	0.102
	0.242
	Aerobic heterotrophy, Fe2+ oxidation [1]

	619
	p_Actinobacteria, g_Rhodococcus
	0
	2.297
	0
	0.01
	0
	0.005
	Aerobic heterotrophy [2]

	916
	p_Actinobacteria, f_Sporichthyaceae (hgcl clade)
	3.842
	0.114
	0.152
	0.01
	0.032
	0.005
	Aerobic heterotrophy [3-5], NO3- reduction [3]

	803
	p_Actinobacteria, f_Sporichthyaceae (hgcl clade)
	4.742
	0.078
	0.018
	0
	0.011
	0
	Aerobic heterotrophy [3-5], NO3- reduction [3]

	613
	p_Bacteroidetes, g_Pseudarcicella
	7.783
	0.016
	0.005
	0.01
	0.011
	0.005
	Aerobic heterotrophy [6-8]

	2229
	p_Nitrospinae, c_Belgica2005-10-ZG-3
	0
	0.343
	0.405
	2.421
	0.344
	0.216
	Aerobic chemolithoautotrophic NO2- oxidizers [9-11]

	574
	c_Alphaproteobacteria, g_Rhodobacter
	0.119
	2.806
	0
	0
	0.005
	0
	Anoxygenic phototrophy, N2 fixation [12]

	900
	c_Betaproteobacteria, f_Comamonadaceae
	9.34
	0.203
	0.023
	0.015
	0.032
	0.037
	Aerobic heterotrophy, NO3- reduction among some taxa [13]

	889
	c_Betaproteobacteria, s_Acidovorax facilis
	3.528
	0.12
	0.037
	0.01
	0.613
	2.074
	Aerobic heterotrophy[13, 14], chemoautotrophy [14]

	538
	p_Euryarchaeota, g_Methanobacterium
	0.023
	0
	4.16
	0.133
	1.893
	1.158
	Hydrogenotrophic methanogenesis [15, 16]

	779
	p_Euryarchaeota, g_Methanobacterium
	0.004
	0
	1.926
	0.066
	0.71
	0.358
	Hydrogenotrophic methanogenesis [15, 16]

	840
	p_Firmicutes, g_Trichococcus
	0.006
	0.005
	0
	0.005
	0
	2.29
	Aerotolerant, fermentative metabolism [17, 18]

	624
	p_Firmicutes, f_Peptococcaceae
	0.002
	0.125
	2.198
	0.761
	1.683
	0.368
	Ob. anaerobe, metabolically diverse [19] 

	2555
	p_Firmicutes, g_Ruminiclostridium
	0.004
	1.445
	0
	0
	0
	0
	Ob. anaerobe; N2 fixation; cellulose, xylan, cellobiose fermentation [20]

	1855
	p_Firmicutes, o_Halanaerobiales
	0.004
	0.068
	0.184
	1.405
	0.172
	0.368
	Anaerobic halophilic/halotolerant homoacetogens and fermenters [21]

	220
	p_Omnitrophica, g_Candidatus Omnitrophus
	0.079
	0.624
	2.133
	0.94
	1.194
	0.332
	Magnetotactic, sulfur oxidation, N2 fixation, autotrophy [22, 23]

	1345
	p_Omnitrophica
	0.002
	0.364
	1.073
	1.747
	0.753
	0.005
	Autotrophy [22-24], methanotrophy [24]

	809
	c_Betaproteobacteria, g_Hydrogenophaga
	0.466
	0.145
	8.293
	1.369
	6.416
	6.401
	Chemolithoautotrophy, H2 oxidation [25-27]

	897
	c_Betaproteobacteria, g_Sideroxydans
	0.006
	1.777
	0.005
	0
	0
	0.021
	Lithoautotrophy, Fe2+ oxidation [28-30]

	269
	c_Betaproteobacteria, g_Dechloromonas
	0.004
	3.658
	0.009
	0.005
	0
	0
	Heterotroph, fac. anaerobe, Fe2+ oxidation coupled to NO3- reduction [31, 32]

	276
	c_Betaproteobacteria, g_Ferribacterium
	0.027
	0.852
	0
	0.005
	5.399
	0.047
	Ob. anaerobe, dissimilatory Fe3+ reduction, NO3- reduction [33]

	878
	c_Deltaproteobacteria, g_Desulfomicrobium
	0
	0
	0
	0.005
	1.49
	0.484
	Ob. anaerobe, chemoauto- and chemoheterotrophy, sulfur reduction [34]

	644
	c_Deltaproteobacteria, g_Desulfovibrio
	0.002
	0.057
	1.341
	0.215
	0.194
	1.216
	Ob. anaerobe, chemoheterotrophy, SO42- reduction [35, 36]

	2412
	Unassigned
	0
	0.005
	0.018
	0.005
	0.177
	1.89
	–


aTaxonomy prefixes (p_, c_, o_, f_, g_, and s_) correspond to phylum-, class-, order-, family-, genus-, and species-level taxonomy. Deepest taxonomic resolution is shown.












Figure S1. Principal coordinate analysis (a) and unweighted-pair group method using average linkages (UPGMA) cluster diagram (b) of pairwise abundance-weighted UniFrac distances. The percentages noted in the axis labels in (a) represent the percentages of variation explained by each of the first two principal coordinates. In the cluster diagram (b), node support symbols with 100% bootstrap support, based on 100 rarefactions of 10,000 sequences per sample, are indicated by filled squares. The scale bar represents 5% community dissimilarity.













Figure S2. Dissolved inorganic and organic carbon concentrations. Changes in concentrations of dissolved inorganic carbon (DIC) and dissolved organic carbon (DOC) along the inferred hyporheic flow path (from left to right in the diagram). DIC concentrations (blue circles with a blue dashed line) are plotted against the left axis in mg L-1 CaCO3. DOC concentrations (green squares with a green dotted line) are plotted against the right axis in mg L-1.



Figure S3. Principal coordinate analysis (a) and unweighted-pair group method using average linkages (UPGMA) cluster diagram (b) of pairwise abundance-unweighted UniFrac distances. The percentages noted in the axis labels in (a) represent the percentages of variation explained by each of the first two principal coordinates. In the cluster diagram (b), node support symbols with 100% bootstrap support, based on 100 rarefactions of 10,000 sequences per sample, are indicated by filled squares. The scale bar represents 5% community dissimilarity.
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