Additional file for
[bookmark: _Hlk521615306]Hydrolysis of untreated lignocellulosic feedstock is independent of S-lignin composition in newly classified anaerobic fungal isolate, Piromyces sp. UH3-1

Table S1: NREL compositional analysis of the renewable plant biomass used in this study.
[image: ]

Table S2: NREL Compositional analysis of poplar constructs used in this study.  [image: ]
Table S3: Syringyl lignin content of the poplar constructs used in this study.
[image: 2014_Poplar_S_Lignin.png]

Table S4: Sugar conversion percentages for untreated plant biomass used in this study.
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Figure S1 UH3-1 DNA controls: A) In lane 2, the bacterial V4/V5 primers do not amplify genomic DNA of this organism. However, in lane 3, the JB206/JB205 primers amplify the ITS1 region of this Piromyces isolate. B) The NL1/NL4 primers amplify UH3-1 28s rDNA.
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Figure S2: Expanded ITS1 phylogenetic tree with accession numbers. 
[image: Supplemental_Expanded_LSU_Tree.png]
Figure S3: Expanded LSU phylogenetic tree with accession numbers
[image: Supplemental_Growth_1%20(1).png]
Figure S4: UH3-1 growth curves on various carbon sources.
[image: ]
Figure S5: UH3-1 shows visible fungal biomass accumulation on media containing xylose.  The top tube was inoculated and shows a high amount of fungal biomass, while the bottom tube was used as a negative control, and was not inoculated.
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Figure S6: UH3-1 shows strong xylanolytic activity on xylan from beechwood at 50 C, pH 7 for six hours of hydrolysis.  Values normalized to Viscozyme.
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[bookmark: _GoBack]Figure S7: UH3-1 growth curves on lignocellulosic substrates and the genetically modified lines of poplar used for the S lignin analysis.
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Figure S8: Autoclaving corn stover at 120 C for 30 minutes does not significantly enhance fungal growth rate or total accumulated pressure.  This autoclaved corn stover was not washed to remove any potential fermentation inhibitors that would be expected to reduce fungal growth. N=4
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Corn Stover INRA 717 F5H-64 0998
Glucan in Raw (g) 0377 + 0.011 [ 0434 + 0.003 | 0445 + 0.003 | 0435 =+ 0.004
Glucan in Spent (g) 0.156 + 0.010 | 0.235 =+ 0.027 | 0.253 + 0.007 [ 0.234 <+ 0.002
Xylan in Raw (g) 0.221 £ 0.004 | 0.212 £+ 0.007 | 0.215 = 0.006 [ 0.221 + 0.003
Xylan in Spent (g) 0.157 + 0.002 [ 0.121 + 0.013 | 0.125 + 0.002 | 0.113 £ 0.002
Glucan Released 58.6% = 3.6% | 459% = 6.1% | 43.1% £ 1.8% | 46.2% £+ 1.2%
Xylan Released 200% + 2.0% | 429% £+ 5.0% | 41.8% + 2.3% | 49.0% + 1.1%










Glucan in Raw (g)

0.377 ± 0.011 0.434 ± 0.003 0.445 ± 0.003 0.435 ± 0.004

Glucan in Spent (g)

0.156 ± 0.010 0.235 ± 0.027 0.253 ± 0.007 0.234 ± 0.002

Xylan in Raw (g)

0.221 ± 0.004 0.212 ± 0.007 0.215 ± 0.006 0.221 ± 0.003

Xylan in Spent (g)

0.157 ± 0.002 0.121 ± 0.013 0.125 ± 0.002 0.113 ± 0.002

Glucan Released

58.6% ± 3.6% 45.9% ± 6.1% 43.1% ± 1.8% 46.2% ± 1.2%

Xylan Released

29.0% ± 2.0% 42.9% ± 5.0% 41.8% ± 2.3% 49.0% ± 1.1%

Corn Stover INRA 717 F5H-64 0998
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Corn . Sweet Forage Fresh Cut Dry Bale

Component Stover | Switchgrass | go ohum Sorghgum Orange Peel | * \¢aifa Alfalfa
Glucan (%) 37.7+1.1 34.8 £ 0.28 50.8 + 0.40 39.5+1.37 22.8+5.5 15.2+4.4 15.6 + 3.1
Xylan (%) 221+0.42| 221+042 11.2 £ 0.04 20.5+0.61 14.7 £ 0.3 51+1.8 6.3+1.2
Arabinan (%) 3.4 + 0.09 2.7 £0.01 22+0 2.8 £ 0.09 6.1+1.2 21+041 2.3+0.6
Acetyl (%) 0.0 +£0.0 0.0+ 0.0 0.0+0.0 0.0+0.0 0.0+ 0.0 0.0+0.0 0.0+0.0

Total Lignin (%) 17.7+1.5| 23.3(NR) 16.1+0.34 | 20.5+0.38 ND ND ND

Water Extractives (%) 11 (NR) 6.8 (NR) 22.3 (NR) 27.5 (NR) 0.556 (NR) 30.4 (NR) 35.7 (NR)
Ethanol Extractives (%) | 4.5 (NR) 2.4 (NR) 7.1 (NR) 3.8 (NR) 0.024 (NR) | 6.0 (NR) 4.4 (NR)

NR- No replicates, ND- No Data
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Component INRA 717 NM 6 0998-45 1036-73 1020-44 1035-41 F5H 37 F5H 64
Glucan 0.43 + 0.00|0.41 + 0.00/0.43 + 0.00|0.45 + 0.00|0.43 + 0.00|0.45 + 0.00/0.43 + 0.00|0.44 + 0.00
Xylan 0.21 + 0.01/0.20 + 0.00|0.22 + 0.00|0.22 + 0.00|0.22 + 0.00|0.21 + 0.00/0.22 + 0.00|0.21 + 0.01
Arabinan 0.00 + 0.00 | 0.00 + 0.00[0.00 + 0.00|0.00 + 0.00|0.00 £ 0.00|0.00 + 0.00|0.00 + 0.00|0.00 + 0.00
Acetyl 0.02 + 0.00 | 0.02 + 0.00 |0.02 + 0.00|0.02 + 0.00|0.02 + 0.00|0.02 + 0.00/0.02 + 0.00|0.02 + 0.00
Acid Insoluble Residue |0.15 + 0.00 | 0.17 + 0.00|0.14 + 0.00 [0.17 + 0.00/0.15 + 0.00|0.17 + 0.00|0.14 + 0.00 | 0.17 + 0.00
Acid Soluble Lignin 0.06 + 0.00 | 0.06 + 0.00 |0.04 + 0.00|0.05 + 0.00|0.08 + 0.00|0.05 + 0.00|0.09 + 0.00|0.06 + 0.01
Ash 0.01 + 0.00 | 0.01 + 0.00/0.01 + 0.00|0.01 + 0.00|0.01 + 0.00|0.01 + 0.00/0.01 + 0.00|0.00 + 0.00
Glucose 0.01 + N/A | 0.01 + N/A |0.01 + N/A |0.01 + N/A |0.00 + N/A |0.01 + N/A |0.01 £+ N/A |0.00 + N/A
Xylose 0.01 + N/A |0.00 + N/A [0.01 + N/A |0.00 + N/A |0.00 + N/A |0.00 + N/A |0.00 + N/A |0.00 + N/A
Arabinose 0.00 + N/A |0.00 + N/A [0.00 + N/A |0.00 + N/A |0.00 £ N/A |0.00 + N/A |0.00 + N/A |0.00 + N/A
Acetic Acid 0.00 + N/A | 0.00 + N/A |0.00 + N/A |0.00 + N/A |0.00 + N/A |0.00 + N/A |0.00 £+ N/A |0.00 + N/A
Other Water Extractives |0.05 + N/A [0.05 + N/A |0.04 + N/A [0.02 + N/A |0.00 + N/A |0.04 + N/A |0.02 + N/A |[0.00 + N/A
Ethanol Extractives 0.02 + N/A [0.05 + N/A [0.05 £+ N/A |0.04 + N/A |0.05 £+ N/A [0.04 + N/A |0.04 + N/A [0.04 + N/A

NA- No replicates
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