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Warming and nitrogen deposition lessen
microbial residue contribution to soil carbon pool

Chao Liang"? & Teri C. Balser?3

Microorganisms have a role as gatekeepers for terrestrial carbon fluxes, either causing its
release to the atmosphere through their decomposition activities or preventing its release by
stabilizing the carbon in a form that cannot be easily decomposed. Although research has
focused on microbial sources of greenhouse gas production, somewhat limited attention has
been paid to the microbial role in carbon sequestration. However, increasing numbers of
reports indicate the importance of incorporating microbial-derived carbon into soil stable
carbon pools. Here we investigate microbial residues in a California annual grassland after a
continuous 9-year manipulation of three environmental factors (elevated CO,, warming and
nitrogen deposition), singly and in combination. Our results indicate that warming and
nitrogen deposition can both alter the fraction of carbon derived from microbes in soils,
though for two very different reasons. A reduction in microbial carbon contribution to stable
carbon pools may have implications for our predictions of global change impacts on soil
stored carbon.
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tudies of soil organic carbon (C) dynamics have markedly

increased in number due to growing interest in under-

standing the global C cycle as it pertains to climate
change!. As soil C cycling is ultimately a consequence of
microbial growth and activity, the mechanistic basis for C
decomposition, transformation and stabilization in soils depends
on a detailed understanding of microbial physiology and activities.
Although it is readily accepted that soil C dynamics are heavilgr
influenced by catabolic and anabolic activities of microorganisms*>,
the incorporation of microbial biomass components into soil stable
C pools (via microbial living cells and necromass) has received less
attention. Nevertheless, reports indicate that senesced microbial
biomass may have a far greater role in the stabilization of C into soil
pools than traditionally believed® 11,

General concerns about climate change have led to growing
interest in the response of terrestrial ecosystems to multiple
environmental changes. To date, the majority of studies on
ecosystem C storage response triggered by climate change have
been focused on the role of above-ground tissue chemistry and
biomass production!?, the dynamics of total terrestrial C
capacity'3, and more recently in identifying microbial indices of
C utilization and activity that lead to trace gas production!4-17,
However, little is known about the degree to which soil microbial-
derived C persists in the soil, and contributes to stable C.
Microbial production of recalcitrant organic C lies at the root of
two issues of global concern—maintaining soil productivity and
controlling greenhouse gas levels’. Studies focused on micro-
organisms and stable C will help increase our understanding of
global biogeochemical cycles and advance the current state of
knowledge of global C cycle models”!8. To predict future changes
in microbial-derived C and its response to disturbance it is
essential we understand the intrinsic mechanisms underlying its
persistence and transformation. In particular, there is a need for
studies that address whether environmental change drivers
will accelerate or slow the accumulation of microbial-derived
C in soil.

Direct measurement of C from microbial residues is difficult as
differentiation between the C bound in microbial residues and
that in background soil organic C is technically very difficult.
Alternatively, studies of microbial biomarker amino sugars can be
used as a time-integrated measure of the contribution of dead
microbial cells to soil organic C pools!®~?2, In this study, we
quantified the microbial amino sugars in surface soils from
a California annual grassland ecosystem after a 9-year
manipulation of three global change factors at the Jasper Ridge
Global Change Experiment (JRGCE)?>. Our goal was to
investigate the impact of multiple interacting global change
drivers on microbial residue production and soil C dynamics. Our
results show that warming and nitrogen (N) deposition can both
alter the fraction of C derived from microbes in soils.

Results

Dynamics of soil microbial residue abundance in JRGCE. We
quantify microbial amino sugars in surface soils (0-10 cm) from a
California annual grassland ecosystem after a continuous 9-year
manipulation of three global change factors (elevated CO,,
warming and N deposition), alone or in combination, at the
JRGCE?>. We report microbial residue abundance using amino
sugar proportion of soil total C (AS/TC), indicating relative
accumulation of microbial residues in the soil C pool. At the
Jasper Ridge grassland experiment, we found that CO, was not a
direct factor influencing soil amino sugar and total C pools, and
that the amino sugar fraction of the soil total C pool (the
AS/TC ratio) was unaffected by elevated CO,. In contrast, the
AS/TC ratio significantly declined after exposure to increased
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Figure 1 | Total carbon and amino sugar abundances in JRGCE. The effect
of single and combined global environmental change treatments on the
total C pool, amino sugar pool and the proportion of amino sugars in the
total C pool. Error bars indicate s.e.m. (n=4 or 5). Treatments sharing a
letter are not significantly different (P<0.05, multiple comparison test by
least significant difference). The greek alphabets denote significance for the
ratio of amino sugars to total C, the capital letters for amino sugars and
lowercase letters for total C. CTRL, control; C, elevated CO,; T, elevated
temperature; N, nitrogen deposition.

temperature and elevated N levels (Fig. 1). Both warming and N
deposition showed a significant decrease in the fraction of C
derived from microbes in soils. In both cases, we observed a
significantly lower soil AS/TC ratio, though for two different
reasons. Under warming, amino sugars decreased substantially
and soil total C remained relatively constant, whereas under N
deposition total soil C increased and amino sugars decreased
slightly (Fig. 1). It is thus likely that two different mechanisms
explain the lowered soil AS/TC ratio.

Discussion

Warming appeared to decrease microbial contribution to stable C
substantially while having minimal impact on total soil C levels.
The reduction in microbial contribution is possibly due to pre-
ferential degradation of amino sugars under warmer soil condi-
tions?. However, it is more likely due to a decline in growth or
increase in turnover rate either due to heat stress or a shift in
community composition to organism with lower biomass
production. The literature indicates that microorganisms subject
to heat stress may respond by decreasing their overall biomass!®
or decreasing the fraction of assimilated C that is allocated to
their growth®>. In the case of N addition, in contrast, total soil C
increased, whereas microbial amino sugars decreased slightly.
The net result was an overall decline in the AS/TC ratio similar to
that under warming but for a different reason. The JRGCE
grassland is N-limited, and plant biomass responds positively to
added N (ref. 26). In addition, when nutrient limitation is
relieved, we see a distinct decline in arbuscular mycorrhizal fungi
abundance in these soils!”. It is likely that this decline in
arbuscular mycorrhizal fungi is driving the overall decline in
microbial contribution to total soil C.

Admittedly, these data are drawn from a single measure in
time, in a single study. However, they represent a 9-year exposure
to continuous environmental manipulation. In addition, amino
sugars are a robust integrative measure of microbial C, not
subject to rapid fluctuations>®21:?7, We feel that the occurrence of
these two distinct potential mechanisms regulating microbial
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production of soil C underscores the importance of looking
beyond simple or single measures of microbial community,
biomass or soil C. The mechanism that drives change in stable
soil C may not be obvious.

In this study, the use of microbial residue biomarker analysis
allows us to distinguish soil C of direct microbial origin from
other fractions!?, Microbial amino sugars are relatively
recalcitrant, and represent part of the soil stable C pool. The
soil stable C pool has a critical role as a C sink within the global C
cycle, and even a small change in this pool could have large
consequences for atmospheric chemistry when other pools do not
change to compensate. The sensitivity of microbial residues to
warming and N deposition observed in this study therefore may
have implications for our predictions of global change impact on
soil C. The ‘microbial carbon pump’, a recently proposed
conceptual framework, has been highlighted for understanding
the role of microbes in production of recalcitrant organic C and C
storage in the ocean!'®?%2%, We propose that a similar ‘pump’
operates in the soil”>!%. The reduction in microbial C contribution
to soil C pool observed in this study may indicate a malfunction
of the microbial carbon pump in soil under warming
and N deposition, and the potential consequences may be
severe—stable soil C accumulates and forms over hundreds and
thousands of years, yet can be lost very quickly. It may be difficult
if not impossible to recover or restore this C on decadal
timescales, and change in soil C cycling may substantially
disrupt the C source-sink balance of terrestrial systems under
global climate change.

Methods

Jasper Ridge Global Change Experiment. The JRGCE was established in a
grassland ecosystem in the eastern foothills of the Santa Cruz Mountains at the
Jasper Ridge Biological Preserve in the San Francisco Bay area?’. The region
experiences a Mediterranean climate, and is generally dominated by annual non-
native grasses Avena barbata and Avena fatua. The experiment was initiated in fall
of 1998 with a randomized block design, containing continuous manipulations of
each of the following global change factors with two levels: atmospheric CO,
concentration (350 and 700 ppm), temperature (+ 1°C at the soil surface and a no
heat control), N addition (ambient and 7gNm ~ 2 per year). Our analysed soils
were sampled in April of 2007, corresponding with peak plant growth. Total soil C
and N data were determined by combustion analysis and provided by the JRGCE
facility support staff.

Amino sugar analysis. The amino sugar analysis method was adapted from

a previous protocol®®3!, as modified by Liang et al.>? Briefly, ~1g lyophilized
soil samples were heated for 8 h at 105 °C in closed hydrolysis flasks with

6 M HCIL. The hydrolysate was dried completely by rotary evaporation at

40 °C under partial vacuum, taken up into methanol, transferred to 3-ml vials
and evaporated to dryness on a Labconco 79000 RapidVap (Labconco Co.,
Kansas City, MO, USA). The residues were re-dissolved in 1 ml distilled deionized
H,O0, lyophilized overnight and then processed for aldononitrile acetate
derivatization.

To prepare the aldononitrile derivatives, the amino sugars were dissolved in a
derivatization reagent consisting of hydroxylamine hydrochloride (32 mgml 1)
and 4-(dimethylamino) pyridine (40 mgml ~!) in 4:1 (v/v) pyridine-methanol, and
heated to 75-80 °C for 35min. Then, 1 ml acetic anhydride was added, and the
solution was reheated for 25 min for acetylation. After cooling, 1.5ml
dichloromethane and 1 ml HCI were successively added and the mixture was
vortexed to transfer the amino sugars to the organic phase. The solution was
washed thrice with 1 ml deionized H,O to remove excess derivatization reagents. In
the last washing step, the aqueous phase was removed as completely as possible.
Finally, the organic phase was dried at 45 °C in a Labconco 79000 RapidVap
(Labconco Co) and resuspended in 300 il ethyl acetate-hexane (1:1) for gas
chromatography. Gas chromatography-flame ionization detection analysis of the
aldononitrile acetate derivatives was conducted on an Agilent model 6890 GC
(Wilmington, DE, USA) equipped with a split/splitless inlet and flame ionization
detection. Sample extracts (2 pl) were injected onto a J&W Scientific Ultra-2
column (25m x 0.2 mm X 0.33 um) using H, as the carrier gas at a constant flow
rate of 0.4 mlmin ~!. The GC inlet was set to 250 °C and operated in split mode
with a 30:1 ratio. Myo-inositol (internal standard) and N-methylglucamine
(recovery standard) were used as standards. Derivatives of each pure amino sugar
standard were prepared in an identical manner for calibrating response factors to

the internal standard. Sum of individual amino sugars were applied to represent
soil amino sugar pool.

References

1. Davidson, E. A. & Janssens, I. A. Temperature sensitivity of soil carbon
decomposition and feedbacks to climate change. Nature 440, 165-173 (2006).

2. Lal, R. Soil carbon sequestration impacts on global climate change and food
security. Science 304, 1623-1627 (2004).

3. Schmidt, M. W. L et al. Persistence of soil organic matter as an ecosystem
property. Nature 478, 49-56 (2011).

4. Balser, T. C. In Encyclopedia of Soils in the Environment (ed. Hillel, D.)
195-207 (Elsevier, 2005).

5. Schimel, J. & Schaeffer, S. M. Microbial control over carbon cycling in soil.
Front. Microbiol. 3, 348 (2012).

6. Liang, C., Cheng, G., Wixon, D. L. & Balser, T. C. An absorbing Markov chain
approach to understanding the microbial role in soil carbon stabilization.
Biogeochemistry 106, 303-309 (2011).

7. Liang, C. & Balser, T. C. Microbial production of recalcitrant organic matter in
global soils: implications for productivity and climate policy. Nat. Rev.
Microbiol. 9, 75 (2011).

8. Kindler, R., Miltner, A., Richnow, H.-H. & Kistner, M. Fate of gram-negative
bacterial biomass in soil—mineralization and contribution to SOM. Soil Biol.
Biochem. 38, 2860-2870 (2006).

9. Simpson, A. J., Simpson, M. J., Smith, E. & Kelleher, B. P. Microbially derived
inputs to soil organic matter: are current estimates too low? Environ. Sci.
Technol. 41, 8070-8076 (2007).

10. Liang, C. & Balser, T. C. Preferential sequestration of microbial carbon in
subsoils of a glacial-landscape toposequence, Dane County, WI, USA.
Geoderma 148, 113-119 (2008).

11. Kiem, R. & Kogel-Knabner, I. Contribution of lignin and polysaccharides
to the refractory carbon pool in C-depleted arable soils. Soil Biol. Biochem. 35,
101-118 (2003).

12. Mooney, H. A. et al. In The Terrestrial Biosphere and Global Change

(ed. Walker, B.) 141-189 (Cambridge University Press, 1999).

. Jastrow, J. D. et al. Elevated atmospheric carbon dioxide increases soil carbon.
Global Change Biol. 11, 2057-2064 (2005).

14. Carney, K. M., Hungate, B. A,, Drake, B. G. & Megonigal, J. P. Altered soil
microbial community at elevated CO2 leads to loss of soil carbon. Proc. Natl
Acad. Sci. 104, 4990-4995 (2007).

15. Frey, S. D, Drijber, R., Smith, H. & Melillo, J. Microbial biomass, functional
capacity, and community structure after 12 years of soil warming. Soil. Biol.
Biochem. 40, 2904-2907 (2008).

16. Balser, T. C., Gutknecht, J. L. M. & Liang, C. In Soil Microbiology and
Sustainable Crop Production (eds Dixon, G. R. & Tilston, E. L.) 373-397
(Springer Science + Business Media B.V., University of Reading, 2010).

17. Gutknecht, J. L. M., Field, C. B. & Balser, T. C. Microbial communities and their
responses to simulated global change fluctuate greatly over multiple years.
Global Change Biol. 18, 2256-2269 (2012).

18. Benner, R. Biosequestration of carbon by heterotrophic microorganisms. Nat.
Rev. Microbiol. 9, 75 (2011).

19. Amelung, W. In Assessment Methods for Soil Carbon (eds Lal, R., Kimble, J. M.,
Follett, R. F. & Stewart, B. A.) 233-270 (CRC/Lewis Publishers, 2001).

20. Guggenberger, G., Frey, S. D,, Six, J., Paustian, K. & Elliott, E. T. Bacterial and
fungal cell-wall residues in conventional and no-tillage agroecosystems. Soil.
Sci. Soc. Am. J. 63, 1188-1198 (1999).

. Liang, C., Fujinuma, R. & Balser, T. C. Comparing PLFA and amino sugars for
microbial analysis in an Upper Michigan old growth forest. Soil. Biol. Biochem.
40, 2063-2065 (2008).

22. Joergensen, R. G. & Wichern, F. Quantitative assessment of the fungal

contribution to microbial tissue in soil. Soil. Biol. Biochem. 40, 2977-2991 (2008).

23. Shaw, M. R. et al. Grassland responses to global environmental changes
suppressed by elevated CO2. Science 298, 1987-1990 (2002).

. Li, J., Ziegler, S., Lane, C. S. & Billings, S. A. Warming-enhanced preferential
microbial mineralization of humified boreal forest soil organic matter:
Interpretation of soil profiles along a climate transect using laboratory
incubations. J. Geophys. Res. 117, G02008 (2012).

. Allison, S. D., Wallenstein, M. D. & Bradford, M. A. Soil-carbon response
to warming dependent on microbial physiology. Nat. Geosci. 3,

336-340 (2010).

26. Dukes, J. S. et al. Responses of grassland production to single and multiple
global environmental changes. PLoS Biol. 3, 1829-1837 (2005).

27. Glaser, B., Turrion, M. B. & Alef, K. Amino sugars and muramic acid -
biomarkers for soil microbial community structure analysis. Soil Biol. Biochem.
36, 399-407 (2004).

28. Jiao, N. et al. Microbial production of recalcitrant dissolved organic matter:
long-term carbon storage in the global ocean. Nat. Rev. Microbiol. 8,
593-599 (2010).

1

W

2

—

2

=

2

w

NATURE COMMUNICATIONS |3:1222 | DOI: 10.1038/ncomms2224 | www.nature.com/naturecommunications 3

© 2012 Macmillan Publishers Limited. All rights reserved.


http://www.nature.com/naturecommunications

ARTICLE

NATURE COMMUNICATIONS | DOI: 10.1038/ncomms2224

29. Stone, R. The invisible hand behind a vast carbon reservoir. Science 328,
1476-1477 (2010).

30. Zhang, X. & Amelung, W. Gas chromatographic determination of muramic
acid, glucosamine, mannosamine, and galactosamine in soils. Soil Biol.
Biochem. 28, 1201-1206 (1996).

. Guerrant, G. O. & Moss, C. W. Determination of monosaccharides as
aldononitrile, O-methyloxime, alditol, and cyclitol acetate derivatives by
gas-chromatography. Anal. Chem. 56, 633-638 (1984).

32. Liang, C., Read, H. W. & Balser, T. C. GC-based detection of aldononitrile

acetate derivatized glucosamine and muramic acid for microbial residue
determination in soil. J. Vis. Exp. 63, 3767 (2012).

3

—

Acknowledgements
This research was supported by the US National Science Foundation and the US
Department of Energy Office of Science. We thank Drs J.L.M Gutknecht, H.-W. Read

and the collaborators at the JRGCE, especially Drs C. Field, N. Chiariello, T. Tobeck
and Y. Estrada.

Author contributions

C.L. performed the experiment work, analysed the data and wrote the manuscript. T.B.
supervised the project and edited the manuscript. Both authors discussed the results and
commented on the contents of the manuscript.

Additional information
Competing financial interests: The authors declare no competing financial interests.

Reprints and permission information is available online at http://npg.nature.com/
reprintsandpermissions/

How to cite this article: Liang, C. & Balser, T.C. Warming and nitrogen deposition
lessen microbial residue contribution to soil carbon pool. Nat. Commun. 3:1222
doi: 10.1038/ncomms2224 (2012).

4 NATURE COMMUNICATIONS |3:1222 | DOI: 10.1038/ncomms2224 | www.nature.com/naturecommunications

© 2012 Macmillan Publishers Limited. All rights reserved.


http://npg.nature.com/reprintsandpermissions/
http://npg.nature.com/reprintsandpermissions/
http://www.nature.com/naturecommunications

	Warming and nitrogen deposition lessen microbial residue contribution to soil carbon pool
	Introduction
	Results
	Dynamics of soil microbial residue abundance in JRGCE

	Discussion
	Methods
	Jasper Ridge Global Change Experiment
	Amino sugar analysis

	Additional information
	Acknowledgements
	References




