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rRNA-based studies, which have become the most common method for assessing microbial communities, rely
upon faithful amplification of the corresponding genes from the original DNA sample. We report here an analysis
and reevaluation of commonly used primers for amplifying the DNA between positions 27 and 1492 of bacterial 16S
rRNA genes (numbered according to the Escherichia coli rRNA). We propose a formulation for a forward primer
(27f) that includes three sequences not usually present. We compare our proposed formulation to two common
alternatives by using linear amplification—providing an assessment that is independent of a reverse primer—and
in combination with the 1492 reverse primer (1492r) under the PCR conditions appropriate for making community
rRNA gene clone libraries. For analyses of DNA from human vaginal samples, our formulation was better at
maintaining the original rRNA gene ratio of Lactobacillus spp. to Gardnerella spp., particularly under stringent
amplification conditions. Because our 27f formulation remains relatively simple, having seven distinct primer
sequences, there is minimal loss of overall amplification efficiency and specificity.

The study of microbial communities is important on multiple
levels, from describing nutrient cycling and elucidating novel
metabolisms to understanding how ecosystems are maintained
and how mixtures of microbes can promote and/or upset the
health status of their harboring host. Our ability to evaluate
aspects of microbial ecology depends to a large extent on
correctly identifying community members and their relative
contributions to the overall makeup of the ecosystem.

The analysis of genes found in an environment as proxies for
the organisms themselves has revolutionized our understand-
ing of microbial communities (16). Studies of universal genes,
especially the small-subunit rRNA (SSU rRNA), provide phy-
logenetic portraits of the communities, including organisms
that have not yet been cultivated (10, 16, 32). These data
increase in value with time, as newly cultivated species provide
more anchor points that relate organismal phylogeny and phys-
iology. Furthermore, communities are easily compared be-
tween locations and over time.

An essential contribution to the utility of this approach is the
interspersion of more- and less-conserved sequences within the
rRNA genes. The more varied portions distinguish the phyloge-
netic groups, while the conserved portions provide universal (or
nearly universal) sequences for PCR primer binding. This allows
specific amplification of the genes of interest out of total commu-
nity genome DNA (the metagenome). Nearly all studies of bac-
terial SSU rRNA genes rely on primers designed over 15 years

ago (32, 35). Although several groups have warned of the limita-
tions of these primers, this has had little impact on common
practice (reviewed in reference 30). This might be of little conse-
quence in studies that seek only a qualitative portrait of commu-
nity diversity, but with the increasing application of rRNA gene-
based methods to analyze medically important samples (see, e.g.,
references 4, 5, 6, 9, 12, 13, 25, 29, and 36), overlooking some of
the community components due to inefficient primer binding
could have great practical implications.

Motivated by analyses of vaginal microbial communities (5,
12, 13, 36), we have reexamined two of the most commonly
used primers for bacterial 16S rRNA genes, 27f (spanning
positions 8 to 27 in Escherichia coli rRNA coordinates) and
1492r (commonly spanning positions 1492 to 1507, though
longer versions are sometimes used) (2, 11, 16, 21, 28, 32, 35),
which amplify nearly the entire length of the gene. We assessed
the sequence variability at the corresponding primer-binding
sites in the nearly 200,000 sequences from the Ribosomal Da-
tabase Project II (RDP) (8, 17) and in the Sargasso Sea met-
agenomic data set (27). In doing so, we developed tools for
extracting the relevant sequence regions and a heuristic algo-
rithm for screening out sequences that are contributed by the
inclusion of amplification primers in published sequences
rather than by the original genomic DNA. Based on the ob-
served sequence variation, we propose a new formulation of
the 27f primer. We compare our formulation to two that are in
current use for their influence on the relative abundances of
Gardnerella and Lactobacillus rRNA genes in linear (unidirec-
tional) and exponential (bidirectional) amplifications.

MATERIALS AND METHODS

Sequence data. Sequences were from the RDP (release 9.36) (8; http://rdp
.cme.msu.edu/) and the Sargasso Sea metagenome (27) (GenBank accession
numbers AACY01000001 to AACY01811372).
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Construction of a representative set of bacterial SSU rRNA gene sequences.
The identification of rRNA gene sequences in metagenomic data and the locat-
ing of primer-binding sites in the rRNA gene sequences were based on the
similarity to sequences in a phylogenetically representative set of full-length
bacterial SSU rRNA sequences. In the interests of completeness and accuracy, to
as great an extent as feasible, these representative sequences were extracted from
completed (or nearly completed) genome sequences available through the NCBI
Entrez system (34) and The SEED (22). An initial set of sequences was hand-
picked for phylogenetic diversity and the familiarity of the taxonomic name.
Other named sequences with less than 85% identity to those already chosen (as
measured by BLASTN [3]) were added with the aid of Perl scripts to cover
phylogenetic groups without complete genome data. Several other sequences
(particularly from actinomycetes) were added to encompass more of the varia-
tions in structure observed in the first 200 nucleotides of the 16S rRNA.

In order to project primer-binding site coordinates from the E. coli 16S rRNA
sequence to each of the other representative sequences, a multiple sequence
alignment was produced using ClustalW (7). The initial alignment demonstrated
that the endpoints of many of the 16S rRNA genes were misannotated. Where
necessary, endpoints were manually adjusted. The resulting alignment was man-
ually checked for accuracy at the primer locations.

Locating bacterial 16S rRNA genes in metagenomic data. The Sargasso Sea
metagenome sequence data from The SEED (22) were formatted as a nucleotide
BLAST database. To locate bacterial rRNA genes in the metagenomic data,
each of the representative rRNA gene sequences (described above) was used as
a BLASTN (3) query with the following search parameters: a maximum expec-
tation value of 10�12, an identity score of 1, a nonidentity score of �1, 10,000
maximum alignments, and no low-complexity filtering. The matching DNA re-
gions were extracted, oriented in the rRNA-like direction, and placed in a
database of metagenomic rRNA genes. The resulting collection comprised 1,137
rRNA gene sequence fragments. Because the start points and endpoints of the
original clones are random, the sequence coverage of the SSU rRNA genes is
relatively uniform from start to end, with somewhat over 400 sequences covering
any given portion of the gene.

Identification of primer-binding sites in rRNA gene sequences. The first task
was to reliably identify and extract the rRNA gene sequences found at the
primer-binding sites in a manner that is resistant to idiosyncratic variations, since
characterizing these variations was our goal. We reasoned that the most reliable
approach is to align each sequence with a related, full-length “representative”
rRNA gene and use that alignment to project the known locations of the primer
sites in the representatives onto the database sequences. The representative
rRNA gene sequences (described above) were formatted as a nucleotide BLAST
database. To identify a primer-binding site sequence in a given rRNA gene, the
rRNA gene was used as a BLASTN (3) query with the following search param-
eters: a maximum expectation value of 10�8, an identity score of 1, a nonidentity
score of �1, a maximum of five alignments, and no low-complexity filtering. The
search results were scanned for matches overlapping the desired primer-binding
site in one of the representative sequences, and the corresponding portion of the
query was extracted. For consistency of data handling, all analyses were carried
out in the RNA-like sequence orientation.

PCR primers. Lyophilized oligonucleotides (Integrated DNA Technologies)
were resuspended in 1 mM EDTA containing 0.001% Triton X-100. Nearly full
length 16S rRNA genes were amplified using the 1492r primer (5�-TACCTTG
TTACGACTT) and one of the following three 27f primer formulations: twofold-
degenerate primer 27f-CM (5�-AGAGTTTGATCMTGGCTCAG, where M is A
or C), fourfold-degenerate primer 27f-YM (5�-AGAGTTTGATYMTGGCT
CAG, where Y is C or T), or sevenfold-degenerate primer 27f-YM�3. The
sevenfold-degenerate primer 27f-YM�3 is four parts 27f-YM, plus one part each
of primers specific for the amplification of Bifidobacteriaceae (27f-Bif, 5�-AGG
GTTCGATTCTGGCTCAG), Borrelia (27f-Bor, 5�-AGAGTTTGATCCTGGC
TTAG), and Chlamydiales (27f-Chl, 5�-AGAATTTGATCTTGGTTCAG) se-
quences.

For the quantitative PCR (qPCR) of Lactobacillus 16S rRNA gene sequences,
the primers used were LactoF (5�-TGGAAACAGRTGCTAATACCG, where R
is A or G) and LactoR (5�-GYCCATTGTGGAAGATTCCC); these primers
amplify a fragment of about 200 bp in length, approximately between positions
200 and 400 of Lactobacillus 16S rRNA genes. They match all Lactobacillus 16S
rRNA gene clones isolated from the human vaginal microbial DNA samples that
we have analyzed and no other taxonomic groups in the samples. For the qPCR
of Gardnerella 16S rRNA gene sequences, the primers used were GardnF (5�-
GACTGAGATACGGCCCAGAC) and GardnR (5�-ATTCGAAAGGTACAC
TCACC); these primers amplify a fragment of about 180 bp in length, approx-
imately between positions 180 and 360 of the Gardnerella vaginalis 16S rRNA
gene.

Sample collection and genomic DNA extraction. Human vaginal samples were
collected from eight healthy, premenopausal women between the ages of 20 and
45 years through a study approved by the Institutional Review Boards of the
University of Illinois at Urbana-Champaign and the Carle Foundation Hospital.
Genomic DNA was isolated from 0.5-ml aliquots of the vaginal samples. To
prepare DNA from each sample, 125 �l of 0.5 M Na-EDTA, pH 8.0, containing
75 mg/ml lysozyme was added and samples were incubated at 37°C for 30 min.
Following the addition of 70 �l of 10% sodium dodecyl sulfate and 5 �l of
10-mg/ml proteinase K, the samples were subjected to three freeze-thaw cycles
consisting of 5 min in a dry ice-ethanol bath followed by incubation at 37°C for
5 min, and finally they were held at 55°C for an additional 30 min. Following the
addition of 70 �l of 5 M NaCl to the mixture and incubation on ice for 30 min,
the samples were centrifuged at 16,000 � g for 20 min and the supernatants were
extracted with phenol and phenol-chloroform-isoamyl alcohol, followed by eth-
anol precipitation. The genomic DNA was resuspended in 100 �l of 10 mM
Tris-Cl, pH 8.0, containing 1 mM EDTA and stored at �80°C until used.

Linear amplification of vaginal microbial 16S rRNA genes. Human vaginal
microbial DNA samples were used as the substrate for the linear amplification of
16S rRNA genes using the following three 27f primer variants: 27f-CM, 27f-YM,
and 27f-YM�3. Each primer variant was tested at three levels of stringency (the
annealing temperatures were 48°C, 54°C, and 60°C). Reaction mixtures con-
tained 0.1 ng of sample DNA in 25 �l PCR buffer (Invitrogen) containing 2 mM
MgCl2, a 0.2 mM concentration of a deoxynucleoside triphosphate mix, a 200 nM
concentration of the appropriate 27f primer variant, and 0.25 units of Platinum
Taq DNA polymerase (Invitrogen). Reaction mixtures were incubated for 4 min
at 94°C, followed by cycles of denaturation for 1 min at 94°C, annealing for 30 s
at the appropriate temperature, and extension for 2 min at 72°C. A 10-�l aliquot
was removed before amplification (zero-cycle sample). After five cycles, the
amplification program was paused and 10-�l aliquots were removed from each
reaction mixture (five-cycle sample). After the amplification program was re-
sumed, reaction mixtures were incubated for a further five cycles, at the end of
which another 10-�l aliquot was removed (10-cycle sample). Before being used
as the substrate for qPCR, linearly amplified samples were diluted eightfold in 1
mM EDTA containing 0.001% Triton X-100, making them 0.0005 ng/�l in the
original sample DNA.

PCR amplification of vaginal microbial 16S rRNA genes. 16S rRNA genes
present in the human vaginal microbial DNA samples were amplified using the
1492r primer and one of the three formulations of the 27f primer. Amplification
conditions were the same as those for linear amplification except for the addition
of a 200 nM concentration of the reverse primer; all annealings were at 48°C, and
the amplification was for 23 cycles. Based on our empirical estimates of the
amplification efficiency, we calculated that 23 cycles of PCR increased the num-
ber of rRNA gene sequences by as much as 770,000-fold. To accurately compare
the ratios of Lactobacillus to Gardnerella sequences present in samples before
and after amplification, the 23-cycle PCR products were diluted 25,000-fold in 1
mM EDTA containing 0.001% Triton X-100. When 1 �l of the diluted PCR
product was added to a 25-�l qPCR mixture, the overall dilution of amplified
rRNA gene sequences was 625,000-fold.

qPCR. Each sample to be analyzed was used as a template in two 25-�l qPCR
mixtures, one for Lactobacillus and one for Gardnerella. For the analysis of linear
amplification products, 2 �l of the diluted product (0.01 ng of original-sample
DNA) was used for each reaction. For the analysis of PCR-amplified samples,
the unamplified control contained 0.1 ng of original-sample DNA, while 1 �l of
the 25,000-fold dilution was used for the exponentially amplified products. Each
reaction mixture contained 1� iQ SYBR green supermix (Bio-Rad) and 100 nM
concentrations of the forward and reverse primers. The reaction mixtures were
incubated at 94°C for 4 min, followed by 33 cycles of denaturation at 94°C for
30 s, annealing at 54°C for 15 s, and extension at 72°C for 45 s. Fluorescence was
quantified using a Bio-Rad iCycler during the extension step of each PCR cycle.
Each qPCR experiment was conducted in triplicate for a given DNA sample.

RESULTS

Primer-binding sites in database sequences. As described in
more detail in Materials and Methods, we devised and imple-
mented a method to extract the bacterial SSU rRNA 27f and
1492r primer-binding site sequences from the data in the RDP
and the Sargasso Sea metagenomic data. A key point of the
method is that it assumes only a �50% sequence identity
between the region containing the primer-binding site in the
sequence being analyzed and at least one member of a diverse
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set of “reference” sequences. The method is general and can
be used to extract any portion of a sequence that is sufficiently
conserved or at least is flanked by conserved sequences.

Removing primer sequence contamination from rRNA gene
data. The bacterial SSU rRNA gene sequence data collected in
the RDP were trimmed of nonribosomal sequences and ori-
ented in the rRNA-like direction. However, it became clear
during our extraction of primer-binding sites that many were
PCR products that had not been trimmed to just the amplified
DNA (i.e., they still included PCR primer sequences). In lo-
cating primer-binding sites, we used each RDP sequence as a
BLASTN query against the representative sequences. For each
query, we recorded the regions of similarity to the rRNA gene
(mapped to E. coli coordinates). In Fig. 1A, we plot the total
number of RDP sequences whose match covers a given nucle-
otide and the number of sequences whose similarity to rRNA
starts at a given nucleotide (beginning point). The distribution
is revealing. Out of 30,258 sequences with similarity extending
to rRNA position 8, 24,340 start precisely there. Given that the
27f primer is most commonly a 20-mer spanning positions 8 to
27, this is the situation expected if the rRNA genes were
amplified with a 27f primer and not trimmed of their primer
sequence before database submission. The spot-checking of
publications in which some of these sequences were reported
supports this interpretation. Overall, out of 80,428 sequences
that include position 28, 29,922 appear to be PCR products
trimmed of the primer, 15,081 appear to be PCR products
reported with part of the primer sequence, 24,340 appear to be
PCR products reported with the full primer sequence, 5,918
retain similarity to rRNA at least 1 nucleotide past the primer,
and 4,317 sequences (5.4% of the total) include similarity to
rRNA at least 3 nucleotides past the primer.

The same analysis was carried out in the region of the 1492r
primer-binding site (Fig. 1B). The histogram of rRNA gene
similarity endpoints clearly shows the 16-, 19-, and 22-nt-long
versions of the primer. Overall, 7,139 sequences appear to be

PCR products properly trimmed of the 1492r primer, 18,889
sequences appear to be PCR products reported with some or
all of the 1492r primer sequence, and 18,522 sequences extend
beyond the primer site. The larger number of sequences that
continue beyond this primer site is due primarily to the use of
reverse-amplification primers downstream of the 1492r-bind-
ing site (e.g., 1522r, 1525r, or a primer in the 23S rRNA gene,
which commonly follows the 16S rRNA gene).

To maximize the chance that the sequences analyzed below
contain bona fide primer-binding site sequences (not PCR
primer sequences), we demanded that the sequences included
in our analysis extend at least 3 nucleotides beyond the primer-
binding site being analyzed and that the extension showed
similarity to rRNA sequences. At the 27f primer-binding site,
this excluded 80% of the sequences that might otherwise have
been included. Requiring only 2 nucleotides beyond the primer-
binding site did not significantly increase the data available for
analysis but decreased our confidence in their validity. The
application of these criteria resulted in the extraction of 4,315
(4,152 after the removal of sequences containing ambiguous
nucleotides) 27f-binding site sequences and 17,940 (17,696 af-
ter the removal of sequences containing ambiguous nucleo-
tides) 1492r-binding site sequences from the RDP database.
Spot checks confirmed these to be largely devoid of PCR
primer contamination.

Analysis of primer-binding site sequences. The number of
occurrences of the most commonly observed sequence variants
at the 27f-binding site are shown in Table 1, as are the domi-
nant phylogenetic groups in which each is observed. We also
indicate which of several published 27f primer formulations
precisely match the sequence. The two most common binding
site variants cover most of the bacterial phyla. It is interesting
that the sequence observed most often in Sargasso Sea rRNA
genes (Table 1, second row) is not precisely matched by the
common nondegenerate form of the primer, 27f-CC (AGAG
TTTGATCCTGGCTCAG) (see, e.g., references 1, 4, 6, 9, and

FIG. 1. Beginning and ending points of RDP bacterial 16S rRNA sequences in E. coli coordinates. The graphs show the number of sequences
beginning or ending at a given point and the total number of sequences that include (cover) the position. (A) Region corresponding to E. coli
positions 1 to 36, which includes the 27f primer-binding site; (B) region corresponding to E. coli positions 1484 to 1519, which includes the 1492r
primer-binding site.
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25). The third most frequently observed binding site sequence
is found in Actinobacteria and some Proteobacteria. It is accom-
modated by the 27f-YM primer but requires a C-A mispairing
when the more common 27f-CC and 27f-CM formulations are
used.

The fourth-most-observed binding site sequence is found in
Chlamydiales. As noted by previous authors (32), this sequence
differs at three positions from all of the common primer for-
mulations.

The fifth-most-observed sequence is found primarily in
Atopobium spp. and chloroplasts (but, interestingly, not in Cya-
nobacteria, which include the chloroplast ancestor). Given that
this variant requires only a single T-G mispairing to bind the
27f-CC primer (and that component of 27f-CM and 27f-YM)
and the mispairing is far from the 3� end of the primer, it is
unlikely to have a substantial effect on efficiency.

The sixth-most-observed sequence is that previously re-
ported for Borrelia spp. (32). Although it requires only a single
C-A mispairing with the 27f-CC primer (and the correspond-
ing component of all other common formulations), the mis-
match is in the third pair from the 3� end, sufficiently close
enough to raise concerns about efficiency in detecting members
of this clinically important genus.

The 27f primer-binding site observed in Campylobacterales
(which are clinically relevant) and Sphingomonadales (which
are a major component of the Sargasso Sea data) precisely
matches a component of the 27f-YM primer but requires one
or two (consecutive) mispairings with the more common
27f-CM and 27f-CC primers.

The eighth-most-observed binding site variant in these data
is of particular interest for our studies of vaginal microbiology.
This sequence is observed throughout the Bifidobacteriales,
including the genus Gardnerella (18) (GenBank accession
numbers M58729 to M58744). This sequence requires three
mispairings to bind the 27f-CC and 27f-CM primer formula-
tions and two mispairings to bind the best-matching sequence
in the 27f-YM formulation. Although all of the mispaired
positions are 9 or more nucleotides from the 3� end of the
primer and this primer is routinely used with annealing tem-
peratures far below its computed melting temperature, we

were concerned that these mismatches still might introduce
significant bias in detecting these organisms. This is analyzed in
detail below.

The next-most-common binding site sequence has also been
previously noted (28) and is found in Thermotogales and Planc-
tomycetales. Interestingly, this sequence requires only a single
A-C mispairing 17 nucleotides from the 3� end of the 27f-CC,
27f-CM, and 27f-YM primer formulations, yet it has been
incorporated into a primer used by Kuske et al. (15).

Continuing down our list of observed 27f primer-binding site
sequences (data not shown), we could not assign additional
sequences to phylogenetic groups or confidently conclude that
they represented bona fide variants, as opposed to sequencing
errors or other artifacts. Given this, we limited our present
analysis to the sequences shown in Table 1. As genome
projects and metagenomic studies improve the phylogenetic
sampling of full-length sequences, we expect that additional
variants will be found to be important.

In the case of the 1492r primer-binding site, the picture is
entirely different. Restricting our analysis to a 16-nt-long ver-
sion, 17,029 of 17,696 available binding sites have the sequence
AAGTCGTAACAAGGTA. The most common alternative at
this site, AAGTCGTAACAAGGAG, was observed 34 times.
The examination of the surrounding sequences indicated that
the last T in the canonical sequence is missing rather than that
this represents two base changes. The only phylogenetically
clustered subset of this variant was found in several Lactoba-
cillus sequences reported in a single paper (23). Other se-
quences for rRNA genes from the same species include the
missing T, suggesting that the variant is sometimes a sequenc-
ing error (the site is expected to suffer from “band compres-
sion,” making sequencing particularly difficult). The next-most-
observed sequences were AAATCGTAACAAGGTA and AA
GTCCTAACAAGGTA, each of which was seen 28 times.
Except for the recurrence of the latter sequence in a group of
the Comamonadaceae (33), there is no obvious phylogenetic
clustering of these sequences. With this caveat regarding the
latter sequence, we conclude that the current data support the
use of TACCTTGTTACGACTT as a universal bacterial 1492r
primer. This is generally in keeping with the published 16-nt

TABLE 1. Occurrences of the most commonly observed sequences in 27f primer-binding sites, their phylogenetic distribution, and the primer
formulations that they match precisely

Primer binding site sequencea

No. of occurrences in:
Phylogenetic group(s) containing the binding

site sequence
Exactly matching

primer(s)b
RDP v9.36 Sargasso

Sea data

AGAGTTTGATCCTGGCTCAG 2,825 132 Most Bacteria 1, 2, 3, 4, 5, 6
...........A........ 905 252 Many Bacteria, especially enteric bacteria 2, 3, 4, 5, 6
..........T......... 59 2 Actinobacteria, some Proteobacteria 3, 4, 6
...A.......T...T.... 57 0 Chlamydiales 6
......C............. 54 0 Atopobium and chloroplasts
.................T.. 35 0 Borrelia spp. 6
..........TA........ 7 21 Campylobacterales and Sphingomonadales 3, 4, 6
..G...C...T......... 21 0 Bifidobacteriales 6
..G................. 17 0 Thermotogales and Planctomycetales 5

a Sequence variations are shown as differences from the first (most common) sequence.
b Primer formulations, with differences from the most common sequence in bold and examples of recent usage in parentheses, were as follows: 1 was 27f-CC

(AGAGTTTGATCCTGGCTCAG [1, 4]); 2 was 27f-CM (AGAGTTTGATCMTGGCTCAG [11, 13]); 3 was 27f-YM (AGAGTTTGATYMTGGCTCAG [21]); 4 was
AGAGTTTGATIITGGCTCAG (19, 31); 5 was AGRGTTTGATCMTGGCTCAG (15); and 6 was 27f-YM�3 (AGAGTTTGATYMTGGCTCAG plus AGAATTT
GATCTTGGTTCAG plus AGAGTTTGATCCTGGCTTAG plus AGGGTTCGATTCTGGCTCAG [this paper]).
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version of 1492r and the corresponding regions of longer ver-
sions.

27f primer design. When using the primer-binding site in-
formation gathered from the sequence databases to design
primers for rRNA gene amplification, it is necessary to distin-
guish the actual sequence variation that we wish to accommo-
date from those due to errors or artifacts in the data (e.g., the
contamination of the data with amplification primers, as dis-
cussed above). To decide whether a variant is real or not, there
are two useful criteria: the first is to require that a given variant
occur a minimum number of times, and the second is to require
the phylogenetic congruency of a variant (we expect rare, but
real, variants to be phylogenetically clustered). Each of the
nine binding site sequence variants discussed above satisfies
both of these criteria. Four of the nine 27f primer site variants
in Table 1 precisely match components of the 27f-YM primer.
The bifidobacterial and chlamydial sequences each have two
and three differences from the best-matching component of
the 27f-YM primer, suggesting a need to modify the primer
design to better accommodate them. The Borrelia sequence is
only a single base change from a 27f-YM primer component,
but the mismatch is sufficiently close to the 3� end (the third
base) to potentially decrease priming efficiency. The remaining
two sequence variants require only a single base mismatch
(suggesting a relatively small destabilization) and are farther
from the 3� end of the primer, minimizing their deleterious
influence on the priming efficiency of a bound oligonucleotide.
For the current study, we have chosen not to make any adjust-
ments for these last two sequences. Therefore, our goal is a
primer design that will precisely match seven different se-
quences.

Given the analysis of the 27f primer-binding sites tabulated
above, we decided that the best way to accommodate sequence
variants was to make an equimolar mixture of the seven de-
sired sequences. In this case, that meant synthesizing primers
specific for Chlamydiales, Borrelia, and Bifidobacteriales sepa-
rately and mixing one part of each with four parts of the
fourfold-degenerate 27f-YM primer. We refer to this mixture
as 27f-YM�3. This primer pool, containing only seven se-
quence variants, is able to accommodate the vast majority of
the observed natural variation at the 27f primer-binding site.
Since each individual sequence is diluted only sevenfold in the
mix and amplifications are carried out with an excess of primer,
we predicted comparable levels of amplification across all po-
tential templates.

Amplification efficiency using the 27f-YM�3 primer. We
evaluated the amplification efficiency of our 27f-YM�3 primer
mixture and compared it to the commonly used 27f-CM and
27f-YM primers. As a test system, we chose human vaginal
microbiota DNA samples from clinically healthy women. Our
analyses of these samples (data not shown), as well as other
studies of vaginal microbiota (5, 12, 13, 36), had determined
that Lactobacillus and Gardnerella are two of the most fre-
quently observed genera. Lactobacillus rRNA genes are pre-
dicted to perfectly match and to be amplified efficiently with all
three of the 27f primer formulations examined in this study (as
well as with 27f-CC). However, whereas Gardnerella rRNA
genes should precisely match a component of our proposed
27f-YM�3 primer, it would have three and two mismatches
with the 27f-CM and 27f-YM primers, respectively, and might

be less efficiently amplified in these last two cases. Therefore,
we chose to evaluate the relative merits of primer formulations
by comparing the amplification efficiencies of Lactobacillus
and Gardnerella in these clinical samples.

We used real-time qPCR with primer pairs specifically tar-
geted to Lactobacillus and Gardnerella to measure the change
in the levels of these rRNA gene sequences following ampli-
fication with each of the three 27f primer formulations. In
considering an experimental design, we were concerned about
possible bias in any reverse primer that we might choose.
Therefore, we performed an analysis with linear amplification
using only a 27f primer, rather than the more common PCR.
An additional benefit of the linear amplification was that it
allowed us to explore the behavior of the 27f formulations at
various temperatures without concern for the length and sta-
bility of a reverse primer.

Using qPCR, we measured the relative amounts of target
DNA (Lactobacillus or Gardnerella rRNA genes) before am-
plification, after 5 linear amplification cycles, and after 10
linear amplification cycles. The primer used for the linear
amplification was no primer, 27f-CM, 27f-YM, or 27f-YM�3.
Our logic was that if linear amplification were perfect, for
every 2 strands of target in the input DNA (i.e., each double-
stranded gene), 5 cycles of linear amplification would yield 7
strands of target DNA (the original 2 plus 5 copies of the
RNA-like strand) and 10 cycles would yield 12 strands of target
DNA (the original 2 plus 10 copies). Less-efficient amplifica-
tion should result in lesser increases in the target DNA.

Figure 2 shows the influence of the three 27f primer formu-
lations on the yield of Lactobacillus and Gardnerella sequences
at three different annealing stringencies (temperatures). In the
case of Lactobacillus (left panels), all primers at all tempera-
tures tested amplified the starting material efficiently, though
there was slightly less amplification with our 27f-YM�3
primer, which we attribute to the slightly higher dilution of
exactly matching sequences in the primer population. In con-
trast, the results for the amplification of Gardnerella sequences
are striking (right panels). At the highest stringency tested
(60°C), the 27f-CM primer completely failed to amplify Gard-
nerella sequences and the 27f-YM primer was only marginally
proficient, while our reformulated primer was able to amplify
these sequences with high efficiency. As the annealing strin-
gency decreased, there was an improvement in the ability of
the 27f-CM and 27f-YM primers to amplify Gardnerella se-
quences. It is important to note that even at a low stringency
(48°C, a commonly used temperature in microbial ecology
rRNA gene-amplifying protocols), there were still discrepan-
cies in the efficiencies with which the different primer formu-
lations were able to amplify the target sequences.

27f-YM�3 primer and clonal representation in rRNA gene
libraries. Having demonstrated that our reformulated 27f-
YM�3 primer more efficiently amplified Gardnerella se-
quences than the usual 27f primers, we turned our attention to
the effect of its use in rRNA gene library construction from
clinical samples. The question is how does each of the 27f
primer formulations alter the composition of the rRNA genes
used in library construction relative to the makeup of the
original material?

For PCR amplification, each of the three 27f primer formu-
lations in this study was paired with a 16-nt-long version of the
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1492r primer. Since this short version of the 1492r primer
requires a relatively low annealing temperature for optimal
amplification (48°C under our conditions), it was possible that
little or no bias would be observed due to mispairings of the 27f
primer. DNAs from three different human vaginal microbial
samples were amplified with each of the three 27f primer
formulations and the 1492r primer. We then used qPCR to
evaluate the relative amounts of Lactobacillus and Gardnerella
sequences before and after amplification. To eliminate the
need for an absolute calibration of the qPCR efficiency and
thereby simplify analysis, before performing qPCR, we diluted
the amplified samples to approximately the rRNA gene levels
in the unamplified samples. Control PCR amplifications with-
out the 27f and 1492r primers generated no detectable product
(data not shown). Critical threshold cycles (CT; the number of
qPCR cycles needed to generate detectable product) were
used as a measure of the amount of taxon-specific rRNA
genes. To compare the ratios of sequences, we calculated the
difference in critical thresholds for Lactobacillus and Gard-
nerella (i.e., �CT � CT Lactobacillus � CT Gardnerella). No differ-

ence in critical thresholds implies that the sequences are
present in the sample in approximately equal amounts; a �CT

of �1 connotes that there are roughly twice as many Gard-
nerella sequences as there are Lactobacillus sequences (a
higher CT value means that more cycles were required for the
rRNA gene to become detectable due to a lower starting con-
centration). Although absolute calibration of the Lactobacillus
and Gardnerella qPCR amplification efficiencies is required to
determine the actual ratio, our interest in the present study is
the extent to which amplification with the 27f and 1492r prim-
ers alters the ratio and hence the �CT; that is, we are interested
in the ��CT due to the PCR amplification step.

For each of the three DNA samples, Table 2 presents the
Lactobacillus and Gardnerella �CT values (the average and
standard error from three replicates) for the sample DNA and
the amplification products using alternative 27f primer formu-
lations. Before amplification (the “Sample DNA” row of Table
2), the different �CT values indicated that the clinical samples
have different bacterial compositions (they were chosen for
this property based on clone sequencing [data not shown]). For

FIG. 2. Change in the abundances of Lactobacillus and Gardnerella rRNA genes during linear amplification with three different 27f primer
formulations. Amplification was carried out with a human vaginal DNA sample at the following three different annealing temperatures: 48°C, 54°C,
and 60°C. Each sample was analyzed by qPCR using primers specific for Lactobacillus (left panels) and Gardnerella (right panels). Data are relative
fluorescence units of DNA in the 26th cycle of qPCR. The fluorescence units are normalized to “two strands” at zero cycles of linear amplification.
Each data point represents the average of results from three independent experiments.

2466 FRANK ET AL. APPL. ENVIRON. MICROBIOL.



samples 1, 2, and 3, the Gardnerella/Lactobacillus rRNA gene
sequence ratios are 1.54:1, 3.81:1, and 0.54:1, assuming that
they have equal qPCR efficiencies. A �CT of �1 corresponds
to a 1:2 ratio. However, what matters in this experiment is the
change in the �CT that occurs with PCR amplification (��CT).
The shift is particularly dramatic with the 27f-CM formulation,
less so with the 27f-YM formulation, and least with the 27f-
YM�3 formulation. This is most easily seen graphically (Fig.
3). For the 27f-CM primer, the ��CT is ca. �2, reflecting an
approximately fourfold underrepresentation of Gardnerella
rRNA in the PCR product. For the 27f-YM primer, the ��CT

is ca. �1, reflecting an approximately twofold underrepresen-
tation of Gardnerella rRNA in the PCR product. In contrast,
for the 27f-YM�3 primer, the ��CT is ca. 0.1, clearly showing
a much more faithful representation of the Gardnerella/Lacto-
bacillus rRNA gene ratio in the original samples.

DISCUSSION

The introduction of rRNA gene-based methods for commu-
nity analysis has revolutionized our view of the microbial
world. Overcoming the limitations of culture-based protocols
for environmental census, they have revealed a largely unan-
ticipated diversity in all communities probed. These studies
vastly expanded our knowledge of the extant microbial types,
identifying entire new groups, sometimes even at the highest
taxonomic levels. This explosion in the discovery of microbial
novelty, while reshaping our thinking about the complexity of
natural environments, left many questions unanswered.

In order to understand microbial communities, their struc-
ture, and their fluctuations, surveys need to be comprehensive,
i.e., provide as vast a coverage of the present diversity as
possible. Are our current methods up to the task? Also, surveys
ideally need to provide quantitative measures of the microbial
composition. How well can the relative abundance of different
taxa in a community be assessed with our current methods?

Our motivation for the present studies was therefore two-
fold: to assess both the quantitative scope and comprehensive-
ness of the most commonly used method of rRNA gene am-
plification to characterize microbial communities. To address
the issue of the quantitative analysis of individual components
in microbial communities, we designed and tested a protocol
for rRNA gene amplification that more faithfully maintained
the relative abundances of the microbial types present in the
clinical samples. To address the issue of comprehensiveness,
we tested how well the most commonly used rRNA gene am-

plification primers represent the vastly expanded database of
rRNA gene sequences and the subsequent effects on the sur-
veys using them. We reformulated the commonly used primers
and tested them for their coverage in the analysis of clinical
vaginal microbial samples.

Our analyses of the 27f and 1492r primer-binding sites in
SSU rRNA gene databases revealed that the termini of many
(perhaps most) rRNA gene sequences in the databases are
contaminated with sequences that do not originate from the
organism that they are asserted to represent. This suggests a
need for greater vigilance in sequence reporting and curation.
We have proposed and implemented a criterion for the auto-
mated detection of, and thereby removal of, much of the con-
tamination, with a possible loss of some valid sequences. Im-
provements to our procedure are possible by integrating the
analyses of both the 5� and 3� ends of sequences (with few
exceptions, if there is primer contamination at one end, then it
is present at the other end as well). Similarly, all sequences first
described in any particular publication tend to have or not have
primer contamination.

Our analysis of 27f primer-binding sites revealed several
sequence variations representing cohesive phylogenetic groups
that are not accommodated by the commonly used 27f primer
formulations, even though these sequences have been known
for many years (e.g., see reference 32). This leads to the ques-
tion of whether the mismatched nucleotides cause a systematic
underrepresentation of the corresponding phylogenetic groups
in rRNA gene libraries. Implicit in much of the microbial
ecology literature is the assumption that a low primer anneal-
ing temperature (at least for the first several PCR cycles)
provides a good and expedient method for accommodating
primer-binding site sequence diversity, while avoiding the pit-
falls of highly degenerate mixtures. We combined the 20-nu-
cleotide-long 27f primer with a shorter (16 nucleotide) 1492r
primer, necessitating a PCR annealing temperature well below
that required for the longer 27f. Even under these low-strin-
gency conditions, we found that the 27f-CM and 27f-YM prim-
ers discriminated against Gardnerella rRNA genes, with
27f-CM being less discriminatory than 27f-YM. Thus, we

FIG. 3. Change in Lactobacillus and Gardnerella sequence ratios
after PCR amplification using each of three 27f primer formulations
and the 1492r primer. The values plotted are ��CTs, the change in the
Lactobacillus CT minus the Gardnerella CT resulting from 23 cycles of
PCR amplification of the DNA samples. Values are the means and the
corresponding standard errors from three experiments based on the
same data as are shown in Table 2.

TABLE 2. Differences between Lactobacillus and Gardnerella
critical �CTs for three samples of human vaginal

microbial DNA

27f primer
formulation

�CT for samplea:

1 2 3

Sample DNA 0.63 � 0.32 1.92 � 0.23 �0.93 � 0.19
27f-CM �1.70 � 0.67 0.07 � 0.38 �3.17 � 0.44
27f-YM �0.73 � 0.12 1.13 � 0.30 �1.73 � 0.23
27f-YM�3 0.47 � 0.20 2.30 � 0.50 �0.80 � 0.31

a Values are means � the standard errors of the means from three separate
experiments and were taken before and after PCR amplification with alternative
27f primer formulations.
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found that even low-stringency amplification did not fully
tolerate the mismatches.

These results emphasize the importance of primers that ex-
actly match their template. There are multiple ways to accom-
modate sequence variation when designing amplification prim-
ers. The most common way is to synthesize primers with two or
more nucleotides at selected positions (degenerate primers).
While this strategy allows the stringency of amplification to
remain high, hence reducing spurious pairing, the sequences
that are exact matches to each variant are diluted in the pool,
leading to lower overall efficiency of binding. As the number of
variable sites increases, the complexity of the pool increases
exponentially, and some of the sequences in the pool may be
superfluous, worsening the problems associated with the dilu-
tion of relevant sequences. In the present case, introducing
degenerate positions to include the seven desired sequences
would require the sequence AGRRTTYGATYHTGGY
TYAG (where H is A or C or T), which is a mixture of 192
distinct sequences.

An alternative approach is to incorporate the noncanonical
nucleotide inosine at variable positions (19, 31). Inosine forms
stable pairs with all four nucleotides, although the strength of
the interaction varies (pairings with pyrimidines are more sta-
ble) (20). Unlike the use of degenerate primers, an increase in
the number of positions replaced with inosine can lead to
promiscuous pairings and the amplification of spurious prod-
ucts. In the present case, introducing inosine at seven sites
would create a primer that matches 16,384 sequences. We
instead chose to maintain high specificity and low dilution by
formulating a 27f primer mixture consisting only of the seven
unique sequence variants, 27f-YM�3.

Although we have added three sequences to the 27f-YM
primer, we have not been comprehensive in testing all compo-
nents of our formulation or their effects on all phylogenetic
groups for which the primer is intended to improve results.
Instead, we focused on the behavior of two phylogenetic
groups relevant to our current work on vaginal microbiota,
though our results should be applicable to other groups. The
literature suggests that most investigators either are unaware
of the issue or expect that the effects will be insignificant. Our
survey of the literature suggests that 27f-CC and 27f-CM are
the two most common 27f primer formulations, with 27f-YM
being the third most common. Even in studies of vaginal mi-
crobiota, the 27f-CC (6, 9, 25) and 27f-CM (13) primers are
routinely used, each with three mismatches to the clinically
relevant Gardnerella rRNA genes. One vaginal study used an
even shorter version of 27f-CC (positions 10 to 27 in E. coli
coordinates), resulting in three mismatches out of 18 base pairs
with the Gardnerella rRNA genes, a fact acknowledged by the
authors (29). Our results suggest that a minor modification of
the primer design could yield substantially more representative
results.

Even if we are willing to accept the quantitative bias intro-
duced by mismatches when we rely on a lower stringency to
tolerate them, there is a second reason to explicitly accommo-
date known sequence diversity in the primer. Relying on a low
stringency leaves little or no buffer for additional, undiscovered
diversity. Incorporating presently known diversity in the primer
design will provide a more solid basis for sampling the un-
known.

Overall experimental design. Although the focus of our
work is the comparison of primer formulations, we have at-
tempted to critically analyze other aspects of the protocols.
Our survey of the literature revealed a wide range of template
DNA used in the PCR (in those cases where it is specified).
Similarly, there is a wide range in the number of PCR cycles
used. Only rarely do we find discussion of how published pro-
tocols were designed. When we do, the most important theme
seems to be avoiding PCR saturation (e.g., references 14, 24,
and 26), the point at which abundant rRNA gene types stop
amplifying because they reanneal before binding the primer
and DNA polymerase. This still leaves a trade off between the
amount of template and the number of cycles. Here, we chose
to minimize the consumption of the (often limited) template
by computing the number of distinct rRNA genes expected in
a given amount of DNA and using the smallest amount that
will give few if any duplicates in the subsequent sequencing of
random clones. Given that PCR amplification only increases
the number of copies of the sequences originally present, the
sequencing of random clones of the amplified DNA amounts
to drawing random genes from this original gene pool, with
replacement. If the pool has N rRNA genes and n clones are
sequenced, then the probability that a copy of a specific one of
the N genes has not been sequenced is e��, where � is �n/N.
The expected number of genes without a copy sequenced is
described in the equation Ne��. The expected number of dis-
tinct genes that have been sequenced is described in the equa-
tion N � Ne�� � N(1 � e��). The number of instances of
resequencing copies of the same gene is the difference between
the clones sequenced and the genes sequenced, which is n �
N(1 � e��). When n is 		N (which is true when there are
many more genes in the sample than there are clones se-
quenced), this is approximately N�2/2. If n is equal to N, the
expected number of instances of resequencing a gene is ap-
proximately one-half. If we take this as our goal, then it would
require 
105 rRNA genes to sequence 300 clones with mini-
mal duplicates. If we estimate an average of 1 rRNA gene per
106 bp of bacterial DNA, this gives 1 rRNA gene per 1 fg of
DNA, or 105 rRNA genes per 0.1 ng of bacterial DNA. This is
1,000-fold less DNA than that used in some studies. An im-
portant caveat is that all of the input DNA must be bacterial.
If 99% of the DNA in a sample were from a eukaryal host, then
100-fold-more input DNA would be needed to produce the
same PCR amplification product. To maintain less than one
duplicate when sequencing more clones, say 1,000 instead of
300, it would require about 10 times the input DNA. However,
even if the input DNA were maintained at 0.1 ng, the predicted
number of duplicates in 1,000 clone sequences would be only
five, so little sequencing effort would be wasted.

Given a specified amount of input DNA, our next goal was
to determine the number of PCR cycles that would not satu-
rate the amplification of the most-abundant sequences. De-
pending on the template, the primers, and the DNA polymer-
ase, with 0.1 ng of template in a 25-�l reaction mixture, we
observed the first evidence of saturation at 24 to 26 cycles (data
not shown). Again, this value is low relative to the number of
cycles of many (but not all) published protocols. It is impossi-
ble to say why so much DNA and so many cycles are common
in the literature, but unless the reaction conditions are tremen-
dously inefficient, we suspect that many investigators have
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driven their amplifications well into saturation, introducing
additional bias into the resulting rRNA gene composition.

Carrying an earlier argument one step further, it might be
argued that there are so many problems with using clone se-
quences to characterize a microbial community that there is no
point in trying at all. Our first response is that it is the clone-
based analyses that reveal the taxa that require more-accurate
analysis. Microarrays, qPCR, and many other methods require
a predefined list of what is being sought, and this generally
comes from clone-based analyses. Missing taxa at this early
step can lead to their exclusion from more-quantitative studies.
Our second response to “why minimize bias in clone-based
studies?” is that some analyses require a degree of resolution
for which a complete (or nearly complete) sequence is neces-
sary. For example, microbiologists have yet to understand the
origins and implications of the pervasive heterogeneity of
rRNA gene types in natural communities and how this diver-
sity reflects the ecology and evolution of the communities.
Microarrays and qPCR are poor methods for observing and
measuring this diversity because one or two short fragments of
the gene define their specificity. Although denaturing gradient
gel electrophoresis and terminal restriction fragment length
polymorphism fingerprinting can sample more of the rRNA
genes, they still have much less resolving power than sequenc-
ing.

During the 20 years since the introduction of rRNA gene-
based community analyses, it has been relatively easy to make
new discoveries, explore new territories, sample new environ-
ments, and recognize novel microbial types. Future progress in
microbial ecology hinges on our ability to perform comprehen-
sive and quantitative studies. If in no other context, the in-
creasing use of these methods in medical studies deserves this
attention. Toward this end, it is vital that we regularly reeval-
uate the analytical methods that we use to study these systems.
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