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Based on the phylogeny, the clones cluster in groups of
chlorophytes, stramenopiles, ciliates and fungi (fig. 3).
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Study Sites: We sampled mud pots, springs, and mats from
sites at Upper Sulfur Works, Bumpass Hell, Boiling Springs
Lake and Devil's Kitchen (figs. 1, 2).

T T D e Conclusions

s Source clones
DKII0 Swios |51 |15 | 1

B swi7 22 |84 | 2 ) ]
DNA extraction and quantification: Sediment and mat B g e e e T 1-?'\35”5;3 eukalryal rRNA genestefe founddm many LVNP
samples were dewatered and resuspended in Tris buffer, pH =2 e T PRI CRENE, el EERCTmED
8. We compared a modified CTAB/chloroform extraction ) DKI0D T W brm B sequences, with fungi and some metazoa appearing in
with Wizard (Promega) purification, and several soil DNA kits o T cooler environments and mats.
(UltraClean kit MoBio Labs, FastDNA, BIO101). Denaturing 1} ek per 2 | Scenedesmus subspicatus
Gradient Gel Electrophoresis (DGGE) was used to compare +euk PCR (ko mats: DK 102, 1) TP B v e ‘::‘:;::Y‘:’mmm 2. Protist communities appear largely photosynthetic,
raction methods. For m mples, we combin o s ! i i i
s o R S e o e e ConoE s
. agn . . . . T© 1
bias. DNA was quantified fluorimetrically with PicoGreen s chlorophytes. Interestingly, Cyanidium, a dominant
(Molecular Probes). Figure 2c: PCR success vs. pH and temperature for s e acidophilic rhotophyte found at other hydrothermal sites
PCR Amplification: We amplified eukaryal SSU rDNA with pedte cten Y z (Tansey and Brock, 1978), was only found in Boiing
e p’:imer comk;inationsp(mble ) us?lng e 1 Spri ngs Lake. Heterotrophic protists, especially aveolates
conditions. and ciliates, were found, but we suspect that some
’ delicate cells may have ruptured during pH neutralization.
ONA | pH | T | DNA | Eubact | Achaea Eukaryote 185
e L b s i T Ll 0 P
the TOPO-TA cloning kit (Invitrogen). Inserts were ErodE R - o e 5
reamplified directly from colonies, screened by RFLP (Rspl BH100 |17 30| 152 | uv - - -
and Haelll), and unique restriction patterns sequenced using Br101 17 30| 33 Py vy o Refe I‘ences
ABI Big Dye 3.1 onan ABI 310 sequencer. ooz S w v R e I ——
Br105 | a2 | 15 [ 42028 | ov o [ e [ oer [ wer
BH106 | 32 | 15 | 304/22 ++ ++ ieas ieas 1. Amaral Zettler, L. A., F. Goémez, E. Zettler, B. G. Keenan, R. Amils, and M. L. Sogin.
2002. Eukaryotic diversity in Spain's river of fire. Nature 417:137.
DK108 3 |85 13 s s - - + 2. Baker, B. J., P. Hugenholtz, S. C. Dawson, and J. F. Banfield. 2003. Extremely
acidophilic protists from acid mine drainage host Rickettsiales-lineage endosymbionts
DK109 | 3 |85 1420 et et + that have intervening sequences in their 16S rRNA genes. Appl. Environ. Microbiol.
DKiio | 45 (60| 24 | or e [ | o 69:5512:5518.
OKi12 | 3 |45 20770 | e . . - - 3. Dawson, S. C., and N. R. Pace. 2002. Novel kingdom-level eukaryotic diversity in
) anoxic environments. Proceedings of the National Academy of Sciences, USA
DK116 4 |22 |312/58 fand + fasd fasd fasd fasd 99:8324-8329.
DK102 | mat 13 4 e + -t -+ 4. Edgcomb, V. P., D. T. Kysela, A. Teske, A. de Vera Gomez, and M. L. Sogin. 2002.
kil sl o n n " " Aot Benthic eukaryotic diversity in the Guaymas Basin hydrothermal vent environment.
T Proceedings of the National Academy of Sciences 99:7658-7662.
) DKIO7_| mat o e | e e 5. Packrof, G., and S. Woel. 2000. A review on the occurrence and taxonomy of
{ heterotrophic protists in extreme acidic environments of pH values <3. Hydrobiologia
\ uswite| 2 [ 85| em2 + st o+ 433:153-156.
i uswi26| 6 | 45| 667 st et | e | e + Stamencpiles 6. Tansey, M. R., and T. D. Brock. 1978. Microbial life at high temperatures: ecological
USWi24 | 5 | 44 | 37735 " o | e | e aspects. Pages 159-216 in D. J. Kushner, editor. Microbial Life in Extreme
USW125 | 3 | a4 | 7626 - N e e e Environments. Academic Press, London.
Uswizr | 5 |6 | 803 | v o oo [ oo [ wer
vswas] 3 Tes ot T o 1+ T oo [0 o Acknowledgements
e ‘Sampling help and advice: Einancial Support:
W — e National Park Senvice CSUC Research Foundation
Figure 1: Location of LVNP (red square) and Bumpass Table 1: PCRresults with different primer sets. Blank=primer not used. +++ = = Patty Siering, Humboldt State Sigma Xi Grants-in-Aid

Hell site. relative amount of PCR product. Figure 3: 188 rANA phylogenetic tree Rachel Whitaker, UC Berkeley NSF CCLIprogram



