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Abstract

Background: The impact of hydrothermal flowthrough (FT) pretreatment severity on pretreatment and
solubilization performance metrics was evaluated for three milled feedstocks (corn stover, bagasse, and poplar) and
two conversion systems (simultaneous saccharification and fermentation using yeast and fungal cellulase, and
fermentation by Clostridium thermocellum).

Results: Compared to batch pretreatment, FT pretreatment consistently resulted in higher XMG recovery, higher
removal of non-carbohydrate carbon and higher glucan solubilization by simultaneous saccharification and
fermentation (SSF). XMG recovery was above 90% for FT pretreatment below 4.1 severity but decreased at higher
severities, particularly for bagasse. Removal of non-carbohydrate carbon during FT pretreatment increased from 65%
at low severity to 80% at high severity for corn stover, and from 40% to 70% for bagasse and poplar.
Solids obtained by FT pretreatment were amenable to high conversion for all of the feedstocks and conversion
systems examined. The optimal time and temperature for FT pretreatment on poplar were found to be 16 min and
210°C. At these conditions, SSF glucan conversion was about 85%, 94% of the XMG was removed, and 62% of the
non carbohydrate mass was solubilized. Solubilization of FT-pretreated poplar was compared for C. thermocellum
fermentation (10% inoculum), and for yeast-fungal cellulase SSF (5% inoculum, cellulase loading of 5 and 10
FPU/g glucan supplemented with β-glucosidase at 15 and 30 U/g glucan). Under the conditions tested, which
featured low solids concentration, C. thermocellum fermentation achieved faster rates and more complete
conversion of FT-pretreated poplar than did SSF. Compared to SSF, solubilization by C. thermocellum was 30%
higher after 4 days, and was over twice as fast on ball-milled FT-pretreated poplar.

Conclusions: XMG removal trends were similar between feedstocks whereas glucan conversion trends were
significantly different, suggesting that factors in addition to XMG removal impact amenability of glucan to
enzymatic attack. Corn stover exhibited higher hydrolysis yields than bagasse or poplar, which could be due
to higher removal of non-carbohydrate carbon. XMG in bagasse is more easily degraded than XMG in corn
stover and poplar. Conversion of FT-pretreated substrates at low concentration was faster and more complete
for C. thermocellum than for SSF.
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Background
Producing fuel from lignocellulosic biomass is of interest
in light of pressing concerns about petroleum supply
and climate change [1-4]. The main obstacle impeding
production of cost-competitive cellulosic biofuels is the
high cost of converting cellulosic feedstocks to reactive
intermediates, termed biomass recalcitrance. In the case
of biological conversion of cellulosic biomass to sugars,
recalcitrance results from incomplete accessibility of at-
tack by microbes and their saccharolytic enzymes due to
structural features, heterogeneous composition, and
chemical linkages between these components [5,6].
In the biomass conversion field, “pretreatment” refers to

the process step that converts cellulosic biomass into a
form amenable to biological attack. Various approaches to
pretreatment allow hydrolysis yields of 90% or more,
whereas low yields have been widely observed in the ab-
sence of pretreatment [7,8]. Pretreatment processes exam-
ined in the literature include exposure to acid or alkali,
ammonia, lime, organic solvents, ionic liquids, and water,
generally at elevated temperature and pressure [7-10].
Once cellulosic biomass is rendered amenable to bio-
logical attack, there are different approaches to ferment
the substrate. In simultaneous saccharification and fer-
mentation (SSF), cellulose hydrolysis and hexose fermen-
tation occur in a separate unit operation from cellulase
production. This configuration has several advantages, but
the cost of cellulase remains a significant barrier [11-13].
In consolidated bioprocessing (CBP), cellulase production,
cellulose hydrolysis, as well as hexose and pentose fermen-
tations are all achieved in one process. CBP is in principle
attractive because of streamlined processing and no costs
for added enzymes, however development of requisite
microorganisms is a work in progress.
Pretreatment has multiple objectives that are challen-

ging to achieve at once. In particular, high cellulose re-
activity is fostered by reaction at high temperature and
long reaction times, yet such conditions commonly result
in degradation of sugars and production of fermentation
inhibitors. Addition of chemicals allows reactive solids to
be obtained at lower temperatures and shorter times than
would otherwise be possible, but involves costs due to
purchase and/or recycle of the chemicals. Pretreatment
accounts for a substantial fraction of the cost of processing
biomass [14-16], has pervasive impacts on the perform-
ance and thus cost of hydrolysis and fermentation
[9,14,17], and improvements in pretreatment are widely
recognized as a key route to improving the cost-
competitiveness of biomass conversion [10,18].
In addition to liquid phase composition, temperature

and residence time, the configuration of pretreatment
processes is also an important factor impacting perform-
ance. In particular, operation of pretreatment in a flow
through (FT) configuration has been proposed and
investigated to some degree, generally with a water or
dilute acid liquid phase [14,19-22]. In FT pretreatment,
the ratio of liquid and solid residence times, RL/S, is less
than one, whereas in the absence of flow through –
whether the process is operated in batch or continuous
mode - RL/S is equal to unity. As a result of liquid being
removed from the reactor, solubilized sugars have less
time to degrade, and recondensation of solubilized lignin
and xylan on cellulose fibers upon cooling occurs to a
lesser extent [14,21]. Consistent with this understanding,
FT pretreatment typically achieves higher solids reactiv-
ity, higher xylan removal, less sugar degradation and
substantially higher removal of lignin and other non-
carbohydrate carbon compared to pretreatment in non
flow through configurations at the same temperature
and residence time [5,7-10,14]. The relationship between
lignin removal and xylan removal is nearly linear, and it
has been suggested that lignin and xylan are removed as
complexes and that lignin disruption is a key determin-
ant of solids digestibility [14,22]. Other studies have
looked at the mass ratio of liquid to solids [23,24] or
flow velocity [19,20,25], indicating that fluid flow has an
impact on pretreatment mechanism whereas dilution
effects may not be significant below 10 w/v %. To realize
the advantages of FT pretreatment in a practical context,
it is necessary to address the mechanical complexities of
arranging a bed of biomass for flow through configur-
ation at scale while also avoiding unacceptably high
energy requirements and sugar dilution.
While we are optimistic that such realization is possible,

this will require integrated understanding of fluid
mechanics, kinetics, heat and mass transfer, and how these
are impacted by feedstock properties, operating condi-
tions, and the choice of conversion system. In order to
provide a foundation for such studies, we undertake here
to evaluate performance metrics for FT pretreatment as a
function of time and temperature for corn stover, sugar
cane bagasse and poplar, and also to compare conversion
of FT-pretreated poplar by SSF and by C. thermocellum, a
candidate CBP organism [11]. We are not aware of a prior
study that has evaluated FT pretreatment for such a range
of feedstocks and conversion systems.

Results and discussion
Effect of poplar moisture content
A control experiment was performed to study whether
feedstock moisture impacted sugar recovery and enzym-
atic digestibility. Wet and dry milled poplar were FT pre-
treated at 180°C for 8 min (ratio of liquid and solid
residence times, RL/S = 0.25) and at 200°C for 16 min (RL/

S = 0.125), and xylan/mannan/galactan (XMG) recovery
and solubilization along with glucan conversion after SSF
were analyzed. SSF results were based on yeast fermenta-
tion (Saccharomyces cerevisae strain D5A) prepared in
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YPD medium supplemented with 16.7 mg cellulase/g glu-
can (10 FPU/g glucan) and 30 IU/g glucan Novozyme β-
glucosidase. As shown in Figure 1, glucan conversion,
XMG recovery and XMG solubilization appear to be
higher for dried substrate than wet substrate, although the
difference is not statistically significant. The standard
error, estimated from the triplicate of a separate experi-
ment, was 1.9%, 1.5% and 1.3% for glucan conversion,
XMG recovery and XMG solubilization respectively. Since
dry poplar sample is easier to mill and store, it was used
for further analysis.
Initial batch and FT pretreatments
Milled corn stover, sugar cane bagasse and poplar were FT
pretreated for 12 min at 220°C (RL/S = 0.167) and batch
pretreated for 14 min at 220°C (RL/S = 1, 22.5 w/v %) to
allow for the greater heat-up time in batch (see methods).
After 96 h of SSF at the conditions specified above, glucan
conversion was 93% for corn stover, 90% for bagasse, and
79% for poplar whereas batch pretreatment allowed about
75% glucan conversion for corn stover, 68% for bagasse
and 50% for poplar (Figure 2A). Recovery of glucan and
XMG fractions was evaluated based on the percent
present in all forms (insoluble, oligomer, monomer) at the
end of the experiment relative to that at the start of the
experiment. On this basis, glucan recovery was 95-100%
for batch and FT pretreatments on all substrates. XMG re-
covery ranged from 69% to 84% for batch pretreatment
and from 84% to 92% for FT pretreatment, as shown in
Figure 2B. Extraction of non-carbohydrate carbon
(Figure 2C), mostly lignin, was modest for batch (30% for
bagasse, 38% for poplar and 46% for corn stover) but
much more pronounced for FT pretreatment (58% for ba-
gasse, 68% for poplar and 78% for corn stover). The higher
solids reactivity, XMG recovery and removal of non carbo-
hydrate carbon for FT pretreatment compared to batch
observed in this study are consistent with results obtained
by Liu and Wyman [20] and Yang and Wyman [14,23] for
corn stover. This study showed that the higher solids re-
activity, XMG recovery and removal of non carbohydrate
Figure 1 Comparison between dry and wet poplar pretreated at two
carbon for FT pretreatment compared to batch were also
observed with bagasse and poplar. For both FT and batch
pretreatments, poplar’s conversion is lower and its XMG
recovery higher compared with corn stover and bagasse.
Moreover, the removal of non carbohydrate carbon is
higher in corn stover than in the other substrates studied.

Exploration of time and temperature for FT pretreatment
Data trends for milled poplar, bagasse and corn
stover were visualized by plotting glucan conversion,
removal of XMG and non-carbohydrate carbon, and
XMG recovery as a function of severity, defined as

log Ro ¼ log t expT�100

14:75

� �
[15], where t is the time of

reaction (minutes) and T is the temperature of the
reaction (°C). A range of severities from 3.2 to 5.1
was obtained by varying the time of pretreatment
from 8 to 24 min (RL/S= 0.250-0.083) and the
temperature from 180°C to 225°C.

Glucan conversion
The conversion of glucan in pretreated biomass during
SSF is a direct measure of the digestibility of the substrate.
It was found, as illustrated in Figure 3A, that the conver-
sion follows a second order polynomial fit with similar
shape for corn stover, bagasse and poplar. The biomass is
increasingly digestible as time and temperature increase
until an optimum point is reached, beyond which glucan
conversion decreases. The optimum point varies slightly
between substrates, likely due to their differences in com-
position and structure. The optimal severity was 4.1 for
corn stover (16 min, 200°C, RL/S= 0.125), 4.4 for poplar
(16 min, 210°C, RL/S= 0.125), and 4.6 for bagasse (12 min,
220°C, RL/S= 0.167). The higher glucan conversion for
corn stover at a lower severity is likely due to the higher
non-carbohydrate removal compared to other substrates
discussed below.

XMG removal/recovery
XMG removal followed similar trends for the different
feedstocks tested, although slightly lower values were
different sets of time and temperature.



0%
10%
20%
30%
40%
50%
60%
70%
80%
90%

100%

Corn Stover Bagasse Poplar

X
yl

an
 R

ec
o

ve
ry

Batch

FT

B)

0%

10%

20%

30%

40%

50%

60%

70%

80%

90%

100%

corn stover bagasse poplar

G
lu

ca
n

 c
o

n
ve

rs
io

n
 a

ft
er

 9
6 

h
o

u
rs

 S
S

F

Batch

FT

A)

0%

10%

20%

30%

40%

50%

60%

70%

80%

Corn Stover Bagasse Poplar

N
o

n
 c

ar
b

o
h

yd
ra

te
 r

em
o

va
l

Batch

FT

C)

Figure 2 Batch and FT pretreatment comparison for pretreated corn stover, poplar and bagasse. A) glucan conversion, B) sugar recovery
and C) extraction of non-carbohydrate carbon. Pretreatment Conditions: 220°C, 12 min (14 min for batch pretreatment), flow rate: 30 mL/min,
particle size: 2 mm. Enzyme loading for SSF: 10 FPU/g glucan (11.7 mg enzymes/g solids). Initial substrate concentration: 20 g/L glucan. The error
bars show one standard deviation on duplicates.
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Figure 3 Comparison between poplar, corn stover and bagasse. Glucan conversion after 96 h (A), XMG removal (B), XMG recovery (C) and
non-carbohydrate removal (D) against severity of pretreatment.
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obtained for poplar, as illustrated in Figure 3B. Removal
of XMG increased from 65% at a severity of 3.2 (8 min,
180°C, RL/S= 0.25) to 100% at a severity of 4.4–4.6 (16–
24 min, 210°C, RL/S= 0.125–0.083). Since glucan conver-
sion exhibits much more variability than XMG removal
among the three feedstocks tested, factors other than
XMG removal must affect the amenability to enzymatic
attack. XMG recovery, shown in Figure 3C, is above 95%
for all feedstocks at severities below 4.1 but decreases
above a severity of 4.1 due to degradation. Degradation
products data are provided in Additional file 1. The re-
covery decreases fastest for bagasse, indicating that
XMG in bagasse is the most susceptible to degradation
among the substrates tested due to chemical and mor-
phological differences.

Extraction of non-carbohydrate carbon
Removal of non-carbohydrate carbon was evaluated by
evaluating the difference between total dry weight and
carbohydrate content (anhydrous basis) after and before
pretreatment. Removal of non-carbohydrate carbon, illu-
strated in Figure 3D, is not statistically different for pop-
lar and bagasse, but is much higher for corn stover. It
increases from about 40% to about 70% for poplar and
bagasse and from 65% to 80% for corn stover at sever-
ities of 3.2 to about 4.9. This difference is a potential ex-
planation for the higher amenability to SSF of corn
stover pretreated at severities below 4.7 (Figure 1a and
4a), since lignin has been shown to impede glucan con-
version [14,22].

Optimization of FT pretreatment conditions on poplar
Central composite design was used to generate response
surfaces for various performance metrics as a function of
temperature and reaction time for milled poplar. Glucan
conversion, XMG removal, and non-carbohydrate removal
were evaluated. The response surfaces, shown in Figure 4,
were fit to a quadratic model. The adjusted coefficient of
determination (adjusted R2) and the p-value for the
F-tests were used to evaluate the validity of the model and
are provided in Additional file 2: Table S1 in supplemental
materials. Additional file 2: Table S1 also presents the
parameters of the quadratic model equations. All the
models presented in this paper have p-values much smal-
ler than 0.0003, indicating the models are statistically sig-
nificant. The adjusted R2 values range from 0.76 to 0.95.
The points marked on the contour plots represent data
points (Additional file 3: Table S2 in supplemental
materials).
As shown in Figure 4a, the model predicts that a max-

imum glucan solubilization of about 86% occurs at 210°C
and 16 min (RL/S= 0.125). The XMG solubilized and
recovered in the FT hydrolyzate is 5 to 15% lower
than XMG removal, consistent with XMG degradation.
Complete removal of XMG is beneficial for the fermenta-
tion of the pretreated solids, but degradation is not desired
[5]. Thus, an optimal point was found at 24 min and 210°C
(RL/S= 0.083) where all of the XMG is removed from the
solid and 89% of the XMG was recovered in the hydroly-
zate. A distinguishing feature of FT pretreatment is the
high degree of solubilization of non-carbohydrate carbon.
In particular, non-carbohydrate removal was 65% for pre-
treatment of 24 min or more at temperatures at or above
200°C.

Exploration of conversion systems
Comparison of alternative conversion systems is of obvi-
ous interest, and has not been undertaken previously on
milled FT-pretreated cellulosic feedstocks. C. thermocel-
lum and SSF were compared on FT pretreated poplar
(FTP), ball milled FT pretreated poplar (BMFTP), and
Avicel, a laboratory microcrystalline cellulose.
Under the conditions tested, which are intended for in-

trinsic comparison and are not representative of an in-
dustrial process, C. thermocellum solubilized all substrates
tested more rapidly and more completely as compared to
SSF (Figure 5). In particular, solubilization of FTP by
C. thermocellum after 4 days (93%) was 32% higher than by
SSF at 8.4 mg cellulase/g glucan (5 FPU/g glucan). Ball
milling prior to hydrolysis substantially accelerated hydroly-
sis for both SSF and C. thermocellum, with C. thermocellum
demonstrating higher rate and yield. In particular, C.
thermocellum solubilized 98% of the cellulose in BMFTP in
2 days whereas SSF at 5 FPU/glucan required 5 days to
achieve 88% solubilization.

Conclusions
Hot water FT pretreatment provides highly digestible
solids and high sugar recovery for various types of milled
biomass. For example, 90% of the glucan in bagasse was
converted after 96 h of SSF and 84% of the XMG was
recovered when FT pretreated for 12 min at 220°C
(RL/S= 0.167) versus 68% glucan conversion and 69%
XMG recovery when batch pretreated for 14 min at the
same temperature. It was found that the optimal reac-
tion times and temperatures for FT pretreatment are 16
min at 200°C (RL/S= 0.125) for corn stover, 16 min at
210°C (RL/S= 0.125) for poplar and 12 min at 220°C (RL/

S= 0.167) for bagasse. At those conditions, the glucan
conversion after 96 h in SSF was 93% for corn stover,
86% for poplar and 90% for bagasse and the XMG recov-
ery was 96% for corn stover, 97% for poplar and 85% for
bagasse. Thus, corn stover gives high glucan conversion
yields at substantially lower severity than poplar or ba-
gasse. XMG removal is rather similar although perhaps a
bit less for poplar. The fact that glucan conversion is
more different than XMG removal suggests that factors
in addition to XMG removal impact amenability of



Figure 4 Contour plots on poplaragainst time and temperature. A) glucan conversion, B) XMG removal and C) non carbohydrate removal.
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glucan to enzymatic attack. Higher removal of non-
carbohydrate carbon was observed for corn stover than
for poplar and bagasse, which may contribute to the
lower severity required for corn stover pretreatment.
XMG recovery is above 90% for all substrates below
210°C but is notably lower for bagasse at the high sever-
ities required to achieve high yields. C. thermocellum
converts glucan more rapidly and completely than SSF
under the conditions tested on Avicel and FT pretreated
poplar. For example, after 4 days, C. thermocellum con-
version of FT pretreated poplar was 32% higher than
SSF.

Methods
Materials
Poplar (Populus tremuloides) obtained from Meriden,
NH was harvested in the summer and 1 to 4” diameter
trunks and branches were chipped (~ ½ inch largest di-
mension). The chips were allowed to dry to a moisture
content of 7% in ambient air at room temperature. Wet
poplar was never dried and its moisture content was
measured to be 50%. Corn stover used for the CAFI pro-
ject originally supplied by BioMassAgriProducts (BMAP,
Harlan, IA) [8] was kindly provided by Dr. Bruce Dale’s
lab at Michigan State University. Sugarcane from which
bagasse was produced was harvested fresh in the winter
from central Florida was provided by Mascoma Corpor-
ation (Lebanon, NH). All feedstocks were knife-milled
(Model 3379 K35, Thomas Scientific, Swedesboro, NJ) to
pass through a 2 mm screen. Bagasse was also sieved to
remove dust and particles smaller than 105 μm. Flow-
through pretreated poplar was ball-milled for 60 min
(Model no. SFM-3, MTI Corporation, Richmond, CA)
when noted in the text. The composition of representa-
tive samples, shown in Table 1, was determined accord-
ing to the NREL Laboratory Analytical Procedures
(LAP’s) [24]. Avicel PH 105 was purchased from FMC
Corporation (Philadelphia, PA). Spezyme CP cellulase
was kindly provided by Genencor International Inc.
(Rochester, NY) and Novozyme188 β- glucosidase was
purchased from Sigma-Aldrich (St. Louis, MO). All sam-
ples were refrigerated at 4°C.

FT apparatus and experiments
The FT experiments followed a procedure similar to that
described previously by Liu and Wyman [19,20]. The
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Figure 5 Glucan conversion on various substrates for A) C. thermocellum and B) simultaneous saccharification and fermentation (SSF).
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reactor was a 16 cm long stainless steel tube with an in-
ternal diameter of 2.1 cm, corresponding to a volume of
56 mL. Filter gaskets with 20 μm pore size, kindly pro-
vided by Mott Corporation (Farmington, CT), were used
at the inlet and outlet of the tube reactor to contain the
solids. All tubes and fittings were stainless steel 316 L
purchased from Swagelok (Bangor, Maine). 12.6±0.5 g of
feedstock was loaded in the reactor (22.5 w/v %) Water
was pumped through the reactor using a Lab Alliance
dual piston pump (Prep 100, Scientific Systems, PA) at
30 mL/min at room temperature to wet the solids. Once
the outlet liquid was devoid of air bubbles, the heating
coil and reactor were lowered into a fluidized sand bath
controlled at the desired temperature. The start of the
reaction time was set arbitrarily as the time when the re-
actor was lowered into the sand bath and the heating
Table 1 Feedstock composition before pretreatment with
the standard deviation on duplicates

Feedstock %glucan %xylan %arabinan %lignin

Corn Stover 33.2±1.6 23.2±0.4 2.7±0.04 17.2[11]

Bagasse 40.4±1.3 23.6±0.6 1.5±0.1 20.9±1.9

Popular 37.8±0.5 16.1±1.3 0.9±0.2 21.9±0.5
time was observed to be about 5 min by monitoring the
temperature of the outlet water with a thermocouple.
When the target reaction time was reached, the reactor
was immersed in an ice water bath to quench the reac-
tion. The water flow was stopped when the temperature
at the outlet of the reactor dropped below 60°C. Pre-
treatment times were varied from 8 min to 28 min and
reaction temperatures ranged from 180°C to 225°C. A
triplicate was performed at 200°C for 12 min to estimate
the error of replicate measurements.
Batch experiments
The apparatus described above was also used for pre-
treatments without flow. The procedure was modified
from most batch pretreatments reported in the literature
[22]. The modified batch pretreatment was conducted
with the same conditions as the FT pretreatment except
that water flow was stopped once the wetting water was
devoid of air bubbles. The heating time was experimen-
tally observed to be about 7 min in separate experiments
where a thermocouple was inserted in the center of the
reactor. An extra two minutes was allowed for batch
compared to FT pretreatment to ensure equivalent reac-
tion times at the target temperature. For example, reac-
tion time reported as 12 min means 12 min for FT and
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14 min for batch. After a preset reaction time, the
reactor immersed in an ice water bath for about 3 min
until the reactor cooled to approximately 60°C and
then the water flow was started again to collect the
hydrolysate fraction of the pretreated mixture.

Composition analysis
Compositional analysis of the solid and liquid fractions
was determined using NREL Laboratory Analytical Pro-
cedures (LAP’s) [24]. Carbohydrates were analyzed via
refractive index using an Aminex HPX-87 H column at
65°C on a Waters HPLC system (2695 Separations Mod-
ule, Waters Corporation, Milford MA). Degradation pro-
ducts were analyzed via UV spectra using an Agilent
Eclipse XD8-C18 column on a Thermo-Spectra System
HPLC. Sugar recovery, XMG solubilization, XMG re-
moval, non carbohydrate removal and glucan conversion
(x) were calculated using equations 1, 2, 3, 4 and 5, re-
spectively. The XMG solubilization in this paper corre-
sponds to the XMG solubilized and recovered in the
hydrolysate. Non carbohydrate removal is calculated
using the concentration of carbohydrates in each solids
sample (equation 4), which includes in this study glu-
cose, xylose and arabinose. Mannose and galactose were
measured once for each substrate and each was found to
be less than one percent.

sugar recoveryð%Þ ¼

Sugar Weightð Þhydrolyzate þ Sugar Weightð Þfinal
Sugar Weightð Þinitial

� 100

ð1Þ

XMG solubilisation %ð Þ ¼ XMG Weightð Þhydrolyzate
XMG Weightð Þinitial

� 100

ð2Þ

XMGð%Þ ¼ XMG Weightð Þinitial � XMG Weightð Þfinal
XMG Weightð Þinitial

� 100

ð3Þ
non carbohydrate removalð%Þ ¼ 1� xcarbohydrate carbon;
�

1� xca
�

� 100
x ¼ Glucan Weightð Þinitial � Glucan Weightð Þfinal
Glucan Weightð Þinitial

ð5Þ

SSF
SSF was carried out using a protocol similar to that
described previously [25] with 20 g/L initial glucan loading
for Figures 1, 2, 3, and 4 and 5 g/L initial glucan loading for
Figure 5 for comparison with C. thermocellum. 5% (v/v)
inoculation of Saccharomyces cerevisae strain D5A (NREL)
was prepared via overnight culture for 16 h in YPD media
(Sigma Y1375). The experiments were performed in
125 mL serum bottles (Bellco, Vineland, NJ), which were
prefilled with the solid residue after pretreatment and
media, sealed and purged with nitrogen. The bottles were
sterilized by autoclaving at 121°C for 45 min and brought
to room temperature prior to addition of enzymes and
yeast. The Spezyme CP cellulase, assumed to contain 1
FPU per 0.6 mg of protein, was loaded at 5 or 10 FPU/g
glucan, as noted in the text. It was supplemented by
Novozyme188 β- glucosidase at an activity ratio of 3 IU per
FPU. The medium used was developed by Kadam and
Newman [26] and consists of 0.3% (v/v) corn steep liquor
supplemented by 5 mM MgSO4. The inoculum was pre-
pared from frozen stock in YPD media. The inoculated
serum bottles were incubated at 37°C with 200 rpm shak-
ing for the duration of the experiment. The remaining
solids were processed and analyzed according to the com-
position analysis described above after 24 and 96 h.

C. thermocellum fermentation
C. thermocellum fermentation was carried out with 5
g/L initial glucan loading and 10% (v/v) inoculation of
C. thermocellum ATCC 27405 (American Type Culture
Collection, Manassas, VA). The experiments were per-
formed in 125 mL serum bottles (Bellco, Vineland, NJ),
which were prefilled with substrate and media, sealed
and purged with nitrogen. The bottles were sterilized by
autoclaving at 121°C for 45 min and then brought to
room temperature before adding A, B, C, D, E and F
solutions as described by Shao et al. [25]. The medium
was prepared according to Zhang and Lynd [27] using
chemically-defined media for thermophilic clostridia
initial
� �mtotal carbon; initial � 1� xð Þ �mtotal carbon; final

rbohydrate carbon; initial
� �mtotal carbon; initial

ð4Þ
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(MTC). The inoculum was prepared from frozen stock
of a single isolated colony on 5 g/L Avicel PH 105 in
MTC media. The inoculated serum bottles were placed
in a 55°C shaking incubator (New Brunswick Scientific,
Inova 4080) at 200 rpm for the duration of the experi-
ment. Sample collection and processing were the same
as described for SSF.

Additional files

Additional file 1: Figure S1. Measured degradation products in the
hydrolysate for FT corn stover, bagasse and poplar. Provides degradation
products data explanatory for a decrease in sugar recovery.

Additional file 2: Table S1. Quadratic models for FT pretreatment on
poplar at various times and temperatures. Provides the mathematical
model, the adjusted R2 value and the p-value for Figure 4.

Additional file 3: Table S2. Compositional mass balances on
pretreatment and SSF. Provides supporting data in grams for all Figures.
Initial glucan is 1 g for Figures 1, 2, 3, and 4 and 0.25 g for Figure 5. SSF
glucan residue is reported after 4 days.

Competing interests
Lee R. Lynd is a cofounder and share-holder of Mascoma Corporation, who
may have a financial interest in the current study.

Author’s contributions
VA performed experiments for optimizing pretreatment conditions and for
comparing feedstocks, as well as drafted the paper. XS performed the
experiments for comparing conversion systems. All authors participated in
designing the study, have revised the paper critically for intellectual content
and have read and approved the final manuscript.

Acknowledgements
The authors are grateful for the support provided by funding grants from
the BioEnergy Science Center (BESC), a U.S. Department of Energy (DOE)
Research Center supported by the Office of Biological and Environmental
Research in the DOE Office of Science, Oak Ridge National Laboratory, and
Mascoma Corporation. Oak Ridge National Laboratory is managed by
University of Tennessee UT-Battelle LLC for the Department of Energy under
Contract No. DE-AC05-00OR22725. We thank Dr. Mark Borsuk at the
Dartmouth College for help on design of experiments and statistical analysis,
Walter E. Scott for his help in performing analytical procedures, Phil Thorne
for his help in analyzing degradation products and Dave Hogsett for critically
reviewing this paper.

Author details
1Dartmouth College, Hanover, NH 03755, USA. 2DOE BioEnergy Science
Center, Oak Ridge National Laboratory, Oak Ridge, TN 37831, USA. 3Mascoma
Corporation, NH 03766, Lebanon, USA.

Received: 25 March 2012 Accepted: 2 July 2012
Published: 19 July 2012

References
1. Lynd L, Cruz CHB: Make way for ethanol. Science 2010, 330:1176–1177.
2. Nathanael G, Celik FE, Dale B, Jackson M, Jayawardhana K, Jin H, Larson ED,

Laser MS, Lynd LR, MacKenzie D, Mark J, McBride J, McLaughlin S, Saccardi
D: Growing energy: how biofuels can help end America’s oil
dependence. Natural Resources Defense Council 2004. http://www.nrdc.org/
air/energy/biofuels/biofuels.pdf.

3. Farrell A, Plevin RJ, Turner BT, Jones AD, O'Hare M, Kammen DM: Ethanol can
contribute to energy and environmental goals. Science 2006, 311:506–508.

4. Lynd L, Laser MS, Bransby D, Dale BE, Davison B, Hamilton R, Himmel M,
Keller M, McMillan JD, Sheehan J, Wyman CE: How biotech can transform
biofuels. Nat Biotechnol 2008, 26:169–172.
5. Alvira P, Tomás-Pejó E, Ballesteros E, Negro MJ: Pretreatment technologies
for an efficient bioethanol production process based on enzymatic
hydrolysis: A review. Bioresour Technol 2010, 101:4851–4861.

6. Himmel M, Ding SY, Johnson DK, Adney WS, Nimlos MR, Brady JW, Foust
TD: Biomass Recalcitrance: Engineering Plants and Enzymes for Biofuels
Production. Science 2007, 315:804–807.

7. McMillan J, Himmel ME, Baker JO, Overend RP: Pretreatment of lignocellulosic
biomass. DC: Washington; 1994.

8. Wyman C, Dale B, Elander RT, Holtzapple M, Ladisch MR, Lee YY:
Coordinated development of leading biomass pretreatment
technologies. Bioresour Technol 2005, 96:1959–1966.

9. Yang B, Wyman CE: Pretreatment: the key to unlocking low-cost cellulosic
ethanol. Biofuels, Bioprod Biorefin 2008, 2:26–40.

10. Mosier N, Wyman CE, Dale BE, Elander R, Lee YY, Holtzapple M, Ladisch M:
Features of promising technologies for pretreatment of lignocellulosic
biomass. Bioresour Technol 2005, 96:673–686.

11. Olson D, McBride JE, Shaw AJ, Lynd LR: Recent progress in consolidated
bioprocessing. Curr Opin Biotechnol 2011, 23:396–405.

12. Zhang Y-H, Himmel ME, Mielenz JR: Outlook for cellulase improvement:
screening and selection strategies. Biotechnol Adv 2006, 24:452–481.

13. Simmons B, Loque D, Blanch HW: Next-generation biomass feedstocks for
biofuel production. Genome Biol 2008, 9:242.

14. Yang B, Gray MC, Liu C, Lloyd TA, Stuhler SL, Converse A, Wyman CE:
Unconventional relationships for hemicellulose hydrolysis and
subsequent cellulose digestion. In ACS Symposium Series on Lignocellulose
Biodegradation. Edited by Saha BS, Hayashi K. Washington: American
Chemical Society; 2004:100–125.

15. Overned R, Chornet E: Fractionation of lignocellulosics by steam-aqueous
pretreatments. Philos Trans R Soc London Set A 1987, 321:523–536.

16. Walsum G, Allen SG, Spencer MJ, Laser MS, Antal MJ Jr, Lynd LR:
Conversion of lignocellulosics pretreated with liquid hot water to
ethanol. Appl Biochem Biotechnol 1996, 57-58:157–170.

17. Wooley R, Ruth M, Glassner D, Sheehan J: Process design and costing of
bioethanol technology: a tool for determining the status and direction
of research and development. Biotechnol Prog 1999, 15:794–803.

18. Lynd L, Elander RT, Wyman CE: Likely features and costs of mature biomass
ethanol technology. Appl Biochem Biotechnol 1996, 57/58:741–761.

19. Liu C, Wyman CE: The effect of flow rate of compressed hot water on
xylan, lignin and total mass removal from corn stover. Ind Eng Chem Res
2003, 5409:5416.

20. Liu C, Wyman CE: Impact of fluid velocity on hot water only pretreatment
of corn stover in a flowthrough reactor. Appl Biochem Biotechnol 2004,
113-116:113–116.

21. Liu C, Wyman CE: The effect of flow rate of very dilute sulfuric acid on
xylan, lignin, and total mass removal from corn stover. Ind Eng Chem Res
2004, 43:2781–2788.

22. Yang B, Wyman CE: Effect of xylan and lignin removal by batch and
flowthrough pretreatment on the enzymatic digestibility of corn stover
cellulose. Biotechnol Bioeng 2004, 86:88–95.

23. Yang B, Wyman CE: Characterization of the degree of polymerization of
xylooligomers produced by flowthrough hydrolysis of pure xylan and
corn stover with water. Bioresour Technol 2008, 99:5756–5762.

24. National Renewable Energy Laboratory: Standard biomass analytical
procedures. http://www.nrel.gov/biomass/analytical_procedures.html.

25. Shao X, Jin M, Guseva A, Liu C, Balan V, Hogsett D, Dale BE, Lynd LR:
Conversion for Avicel and AFEX pretreated corn sover by Clostridium
thermocellum and simultaneous saccharification and fermentation:
insights into microbial conversion of pretreated cellulosic biomass.
Bioresour Technol 2011, 102:8040–8045.

26. Kadam K, Newman MM: Development of a low-cost fermentation medium for
ethanol production from biomass. Appl Microbiol Biotechnol 1997, 47:625–629.

27. Zhang Y, Lynd LR: Quantification of cell and cellulase mass
concentrations during anaerobic cellulose fermentation: development of
an enzyme-linked immunosorbent assay-based method with application
to Clostridium thermocellum batch cultures. Anal Chem 2003, 75:219–227.

doi:10.1186/1754-6834-5-49
Cite this article as: Archambault-Leger et al.: Integrated analysis of
hydrothermal flow through pretreatment. Biotechnology for Biofuels 2012
5:49.

http://www.biomedcentral.com/content/supplementary/1754-6834-5-49-S1.pdf
http://www.biomedcentral.com/content/supplementary/1754-6834-5-49-S2.pdf
http://www.biomedcentral.com/content/supplementary/1754-6834-5-49-S3.pdf
http://www.nrdc.org/air/energy/biofuels/biofuels.pdf
http://www.nrdc.org/air/energy/biofuels/biofuels.pdf
http://www.nrel.gov/biomass/analytical_procedures.html

	Abstract
	Background
	Results
	Conclusions

	Background
	Results and discussion
	Effect of poplar moisture content
	Initial batch and FT pretreatments
	Exploration of time and temperature for FT pretreatment
	Glucan conversion
	XMG removal/recovery
	Extraction of &b_k;non-&e_k;&b_k;carbohydrate&e_k; carbon

	Optimization of FT pretreatment conditions on poplar
	Exploration of conversion systems

	Conclusions
	Methods
	Materials
	FT apparatus and experiments
	Batch experiments
	Composition analysis
	SSF
	C. thermocellum fermentation


	Additional files
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


