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Abstract
In this study, we examined the effect of first dimension column selectivity in reversed phase (RP)
online comprehensive two dimensional liquid chromatography (LC × LC). The second dimension
was always a carbon clad metal oxide reversed phase material. The hydrophobic subtraction model
(HSM) and the related phase selective triangles were used to guide the selection of six different
RP first dimension columns. Various kinds of samples were investigated and thus two different
elution conditions were needed to cause full elution from the first dimension columns. We
compared LC × LC chromatograms, contours plots, and fcoverage plots by measuring peak
capacities, peak numbers, relative spatial coverage, correlation values, etc. The major finding of
this study is that the carbon phase due to its rather different selectivity from other reversed phases
is reasonably orthogonal to a variety of common types of bonded reversed phases. Thus quite
surprisingly the six different first dimension stationary phases all showed generally similar
separation patterns when paired to the second dimension carbon phase. This result greatly
simplifies the task of choosing the correct pair of phases for RP × RP.
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1. Introduction
Comprehensive two dimensional liquid chromatography (LC × LC) is gaining more and
more interest due to its high separating power compared to one dimensional liquid
chromatography (1DLC) [1-6]. When dealing with complex samples in metabolomics,
proteomics, pharmaceutics, etc., the limited separation power provided by 1DLC can be the
bottleneck in achieving successful separations in a reasonable time [3,7-11]. Clearly
improvements in technologies with increased separating power are highly desirable. The
concept of LC × LC was introduced three decades ago; the enormous improvements since
1990 have confirmed the huge potential of LC × LC for increasing peak capacity; this
mainly results from the “multiplicative advantage” of multi-dimensional methods under
ideal conditions [12-17]. Recently, Carr and coworkers performed a series of LC × LC
studies on metabolomics samples with total analysis times in the range of 15–60 min [18-20]
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but with the second dimension run on the time scale of 6–40 s by doing the second
dimension separations at high temperatures (100–120 °C). The decreased eluent viscosity at
higher temperatures makes it possible to use high linear velocities, high flow rates (~3 mL/
min) and short cycle times on the second dimension. Stoll et al. compared the peak
capacities and numbers of observed peaks of fully optimized 1DLC and practical LC × LC,
and showed that LC × LC becomes superior to 1DLC in terms of Effective peak capacity
within only 5–10 min [19]. LC × LC produced peak capacities of about 1000 within 30 min;
this is well beyond what 1DLC could possibly achieve within a reasonable time. Other
important issues in LC × LC include theoretical [21-23] and experimental studies of the
optimal second dimension time [20], the use of sophisticated second dimension gradients
[24-26], the use of parallel second dimension columns [27], and the development of
protocols for the optimization of LC × LC [28,29].

To obtain a successful LC × LC separation, a number of criteria must be reasonably
satisfied. First, the sampling of the first dimension effluent must be fast enough to limit
resolution losses resulting from “under-sampling” effects [30]. Second, the first and second
dimension retention times should be minimally correlated [12,31]. This is frequently spoken
of as the “orthogonality” requirement. Third, peaks from the actual samples should cover the
whole 2D separation space [32]. Under practical conditions the above three criteria are never
completely met by real LC × LC systems; therefore, Stoll et al. proposed a new metric called

the effective LC × LC peak capacity ( ) which was defined as per Eq. (1) [19]:

(1)

Here 1nc and 2nc are the first and second dimension peak capacities, respectively; fcoverage is
the fractional spatial coverage factor corresponding to the peak distribution of the 2D
separation based on a modification of a method due to Gilar [32]; and 〈β〉 is the Davis–
Stoll–Carr (D–S–C) under-sampling correction factor which can be calculated as per Eq. (2)
[33,34]:

(2)

where ts is the first dimension sampling time and 1ϖ is the average first dimension peak
width. In on-line LC × LC the sampling time is equal to the second dimension cycle time
(2tc).

The specific sample under investigation is very important to establishing the effective peak
capacity as it can seriously impact fcoverage. The separation mechanisms used must be
orthogonal to ensure the multiplicative behavior of the peak capacities from the two
dimensions. Thus, choosing two columns with maximum orthogonality (i.e. different
selectivity) for the sample of interest is a key step in LC × LC method development. Schure
suggested using D, called the dimensionality of chromatographic techniques, to
quantitatively measure the multidimensional orthogonality due to its scale-free nature [35].
Janderra and his coworkers used linear free energy relationships (LFER) [36,37] as a tool for
the selection of columns to provide low correlation of retention and separation selectivity in
LC × LC [24]. They also developed the method of “parallel gradients” in the two
dimensions for the separation of phenolic and flavone antioxidants, which increased
orthogonality and improved coverage of the LC × LC retention space. Hajek et al. used a
PEG coated silica phase in the first dimension and C18 or C8 phases in the second
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dimension; interestingly they found that the type of alkylsilica phases employed as the
second dimension had little effect on the quality of separation when paired with a PEG
phase in the first dimension [37]. Huidobro et al. explored separation orthogonality in LC ×
LC and concluded that the combination CNxC18, gave adequate orthogonality for their
sample [38]. When the phases are not sufficiently orthogonal, Bedani et al. described a
strategy for optimizing the second dimension gradient conditions to maximize the coverage
of the separation space [39].

One of the stated purposes of the hydrophobic subtraction model (HSM) for characterizing
RP materials [40] is the selection of orthogonal phases mainly for use in purity analysis of
pharmaceuticals; it does not appear as yet to have been used in LC × LC for this purpose
although this use was described by Stoll and his collaborators for targeted multi-
dimensional separations [41]. More than 400 different reversed phase columns have been
characterized using the five HSM selectivity parameters: hydrophobicity (H), steric
resistance (S*), hydrogen-bond acidity (A), hydrogen-bond basicity (B), and cation exchange
activity (C). Overall differences in selectivity of two stationary phases can be summarized
by use of the Fs values [41] computed from the five HSM parameters as per Eq. (3):

(3)

More recently, Zhang and Carr developed a simple graphical method based on HSM for
visually comparing a large number of phases simultaneously [42]. Due to its simplicity and
ease of visualization these phase selective triangles should be useful in LC × LC for
choosing stationary phases.

The use of solid carbon adsorbent-like reversed phases in LC × LC, as the second dimension
in RP × RP, is motivated by carbons unique selectivity and its high tolerance to extreme
chemical and thermal conditions [6,43-51]. In 1990, Carr and coworkers developed carbon
clad zirconia by depositing carbon on the surface of zirconia by chemical vapor deposition
(CVD) [52]. Jackson et al. utilized linear solvation energy relationships (LSERs) to
characterize fundamental intermolecular interactions during retention on carbon clad
zirconia, and they found that compared to conventional bonded phases carbon tends to have
strong positive dipolarity/polarizability interactions as compared to the vast majority of
bonded RP type phases which have weakly negative dipolarity/polarizability interactions.
This imparts distinctly different selectivities to carbon phases compared to bonded RP
materials [44,45,53,54]. They further found that carbon clad zirconia is rather more
hydrophobic and thus more retentive than are alkyl bonded phases; this makes carbon phases
quite promising for use as the second dimension in LC × LC in that they can provide a high
degree of sample focusing [51,55]. In fact, carbon clad zirconia has been successfully used
to analyze complex metabolomics samples in fast LC × LC experiments [18-20,56].

As compared to 1DLC, LC × LC has a tremendous advantage in resolving power, but
method development in LC × LC is much more arduous because there are so many more
variables and many of them strongly interact. In previous work we examined the effect of
the first dimension eluent on changes in orthogonality [57]. The purpose of this study is to
examine the effect of the first dimension phase selectivity in LC × LC when a carbon
stationary phase is used as the second dimension. LC × LC chromatograms from four
representative very complex mixtures were compared in terms of peak capacities, peak
numbers, fcoverage, etc.

Gu et al. Page 3

J Chromatogr A. Author manuscript; available in PMC 2012 September 23.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



2. Experiments and methods
2.1. Reagents and materials

HPLC grade acetonitrile was purchased from Burdick and Jackson (Muskegon, MI); HPLC
grade water was from Sigma–Aldrich (St. Louis, MO). Phosphoric acid (>85%) was from
Sigma–Aldrich (St. Louis, MO); perchloric acid (70%) was purchased from Mallinckrodt
Baker, Inc. (Phillipsburg, NJ). Thiourea, 5-hydroxy-L-tryptophan, tryptophan, indole-3-
acetyl-L-lysine, indole-3-acetamide, indole-3-propionic acid, indole-3-ethanol, tryptamine,
and indole-3-acetonitrile were purchased from Sigma–Aldrich (St. Louis, MO) as reagent
grade or better. Both C18 SPE cartridges (500 mg) and carbon cartridges (500 mg, SimpleQ)
were purchased from Agilent Technologies (Wilmington, DE).

2.2. Sample preparation
The use of maize extract as a representative metabolomics sample was discussed extensively
in our previous studies [18,19]; the steps for preparing the maize extract and indole standard
samples have been given in detail [20]. In this study, we prepared juice extract and urine
extract samples in the same way as for the maize extract except we started with 10 mL of
raw samples (juice or urine). Whole grain bread extract samples were from Dr. Devin G.
Peterson’s research group in the Department of Food Science and Nutrition at the University
of Minnesota. Briefly, 400 g of whole grain bread crust were pulverized beforehand, and 36
g of the soluble portion were obtained from extraction with 20% aqueous ethanol. After SPE
with C18 cartridges, 3.2 g of the hydrophobic portion was ultrafiltered, which generated
2.25 g of the extract sample containing components with MW <1000 Da. Yeast supernatant
samples were provided by Dr. Fred Schendel in the Biotechnology Resource Center at the
University of Minnesota. The fermentation media before inoculation contained yeast extract
(8 g/L), dextrin (10 g/L), mannitol (100 g/L), and soy peptone (15 g/L). The media was
inoculated with Streptomyces tendae and grown for 260 h at 27 °C with pH controlled at 5.5
using sodium hydroxide and sulfuric acid. The cells were separated from the culture and a
sample of the broth was used for the analysis in this study.

2.3. Instrumentation and data processing
The instrumentation used for LC × LC and the data processing procedures were described in
detail in our previous study [20]. Six different reversed phases were examined for use as the
first dimension: Discovery HS-F5 (Supelco, Bellefonte, PA, 2.1 mm × 10 cm, 3 μm),
Zorbax SB-C3 (Agilent Technologies; Wilmington, DE, 2.1 mm × 10 cm, 3.5 μm), Zorbax
SB-C8 (Agilent Technologies; Wilmington, DE, 2.1 mm × 5 cm (2), 3.5 μm), Zorbax SB-
CN (Agilent Technologies; Wilmington, DE, 2.1 mm × 10 cm, 3.5 μm), Zorbax Bonus-RP
(Agilent Technologies; Wilmington, DE, 2.1 mm × 10 cm, 3.5 μm), and HC–COOH phase
[58] (homemade, 2.1 mm × 5 cm (2), 5 μm). Bonus-RP columns have an embedded amide
linkage in a sterically protected diisopropyl-C14 alkyl chains which are bonded on ultra-
pure (>99.995% SiO2; Type B) Zorbax Rx-SIL silica support. The HC–COOH phase is a
mixed-mode reversed phase/weak cation exchange phase which was made by introducing a
small amount of carboxylate functionality into a hydrophobic hyper-crosslinked (HC)
platform [58]. The other phases are well known conventional RP materials. The second
dimension column (2.1 mm × 3.3 cm, 3.0 μm) was packed with carbon clad zirconia
reversed phase material (8% (w/w) carbon, ZirChrom Separations, Inc.; Anoka, MN).

2.4. Elution conditions
For a fair comparison, elution conditions were selected to completely elute all the
components in samples before the end of gradient. Table 1 shows the two elution conditions
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used in this study. Elution Condition 2 was only used to examine those samples which were
incompletely eluted under Elution Condition 1.

3. Results and discussion
3.1. First dimension column selection

Column selection is critically important in LC × LC method development. This study aims
to investigate the influence of the various types of RP materials for use in the first dimension
when paired with a second dimension carbon clad phase. However, there are more than 1500
RP materials phases on the market, not to mention those which are home-made and under
development. Obviously, it is a tedious and inefficient task to test all these phases for the
first dimension in LC × LC since a very large number of packing materials have almost
identical selectivity [42]. It is more reasonable to pick a number of representative reversed
phases with various selectivities and validate whether their retention and selective are
compatibility with the carbon phase. Herein, we used the HSM approach and the related
selectivity triangle to guide the selection of the first dimension columns.

3.1.1. Selectivity triangles—The unique advantage of selectivity triangles is that they
allow the visualization of all stationary phases as long as they have been characterized by
HSM, and thus they enable a quick and reliable selection of phases with either equivalent or
different selectivity [42]. Four triangles are needed to display all four permutations of the
selectivity characteristics taken three at a time but generally the S*–B–C triangle suffices to
demonstrate the relative difference of stationary phases. There are very few analytes (chiefly
amides) that are sufficiently strong hydrogen bond acceptors (bases) so that the stationary
phase hydrogen bond donor strength matters at all. The phase hydrophobicity is not
neglected in the S*–B–C triangle. The phase parameters are actually the ratio of the HSM
parameters (S*, B, and C) to H [42]. Fig. 1 is the S*–B–C triangle of the six reversed phases
we picked for this work. The axes in Fig. 1 (χS*, χB, χC) are normalized measures of the
steric, hydrogen bond acceptor, and Coulombic contribution to phase selectivity. The
normalization is relative to the underlying hydrophobic interaction that dominates retention
in reverse phase chromatography. Note that the axes of the triangle are constructed based on
nearly 450 phases; we show only the phases used in this work to avoid the huge overlap that
exists for the vast majority of phases which tend to “clump” in a small section of the
triangle. The C8 material used in this work is roughly in the center of the triangle defined by
the average of all alkyl type B silica phases; the C3 and CN phases are only a bit different
from the C8 material, and they almost overlap with each other even though C3 and CN have
distinctly different surface chemistry [42]; the F5 phase is different from both C8 and C3/
CN, with a similar distance between each pair. HC–COOH is clearly located farther away
from C8; The Bonus phase is unique in selectivity as its location is very different from the
other phases in Fig. 1. Of the 450 phases used to establish the triangle Bonus is clearly an
“extreme” phase. Furthermore, Fig. S1 shows all four triangles (S*–A–B–C). Although the
HC–COOH phase is closer to C8 in the A-B-C triangle (Fig. S1c) than in the S*–B–C
triangle shown in Fig. 1, all of the patterns are similar to that of Fig. 1 and the Bonus phase
is very different from the other five phases.

3.1.2. Hydrophobic subtraction model comparison—Table 2 shows the Fs values
between each pair of phases of the six selected materials. The Fs values were calculated
based on Eq. (3) using the five HSM parameters (H, S*, A, B, and C (2.8)). According to
Snyder et al. [40], Fs values of 3 or less indicate that columns have nearly identical
selectivities whereas columns with Fs values greater than 30 are considered to be extremely
different. Note that although we have estimates of the HSM parameters for carbon phase,
this phase is so radically different from bonded materials that the measured retentions of the
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standard solutes used to determine the coefficients are not at all well fit by the HSM model
and thus the phase characteristics (H, S*, A, B, and C) of the carbon phase are not in our
opinion really meaningful. That is, carbon is such a radically different material that the
hydrophobic subtraction model cannot be used to describe retention on it and thus any
derived parameters H, S*, etc. are invalid. The exceptional selectivity of solid carbon
sorbents as compared to the vast majority of reversed phase chromatographic materials has
been commented on in several papers and studied to some extent [44,45,54,59]. The reasons
for its “uniqueness” are, at best, only partially understood and were not explored here.

It can also be clearly seen from the table that the Bonus phase has a selectivity that is very
different from the other five phases; the range of Fs is between 241 and 320 with respect to
CN and F5, respectively. F5 is probably the second most distinct phase next to Bonus, with
all Fs values larger than 30. That is, Snyder et al. would regard the F5 phase as being quite
different [40]. In general, HC–COOH has lower Fs values than F5, two of which were
measured against C3 and C8 are below 30. Interestingly, Fs values indicate that separations
on C3, C8 and CN columns are expected to be quite similar despite that the differences in
surface chemistry. The Fs criteria confirmed our choices of phases based on the selectivity
triangles. However, we should point out that a second criterion for choosing five of these six
phases was their relativity low retention compared to the second dimension phase. This is
important in that low retention on the first dimension facilitates sample focusing on the
second dimension. The C8 phase was chosen because it represents the most common of all
RP phases; it is located very near the center of gravity of the 450 different phases used to
construct the triangles.

3.2. Maize extract samples under Elution Condition 1
To allow a fair comparison, it is important to first inspect the 1DLC chromatograms to make
sure that the different combinations of columns in LC × LC were separating the same
ensemble of compounds. Fig. 2 shows 1DLC chromatograms of the maize extract samples
using six different phases under Elution Condition 1. There is no carry-over effect which
enables a fair comparison between the six stationary phases with very different selectivity.
Furthermore, it can be seen that the maize extract samples are very complex containing
hundreds perhaps thousands of compounds. Although many peaks were resolved, there is a
“hump” in each chromatogram of Fig. 2, which demonstrates that the resolving power of
1DLC is not high enough to achieve decent separations of very complex samples. In
addition, it was found by tracking the high intensity peaks that these six different phases
indeed have different selectivity as the retention times varied with the column.

Figs. 3-5 show LC × LC chromatograms, contour plots, and fcoverage plots of maize extract
samples using six different first dimension phases paired with the second dimension carbon
phase under Elution Condition 1, respectively. In the LC × LC chromatograms (Fig. 3), we
can clearly see that the baseline is much more flat compared to that in the 1DLC
chromatograms (Fig. 2), indicating that many more peaks were resolved.

At first blush the three dimensional column LC × LC plots do not show the clear superiority
of any of the six first dimension phases; however, this may be due to the large number of
peaks which are hard to differentiate in this type of plot. In contrast, the contour plots (Fig.
4) are better able to show the peak retention patterns. There are changes in pattern but
overall one is struck by the gross similarity in these “pictures”. These six different phases
generated similar separation patterns with only subtle differences. This does not mean that
one phase might not be vastly superior for the analysis of one or more specific components
but overall the substantial differences in selectivity as witnessed by the Fs metric and the
selectivity triangles does not make much difference for the maize sample.
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Coverage factor (fcoverage) is a quantitative measure of separation pattern and peak
distribution in the separation space; the fcoverage plots in Fig. 5 were obtained with the same
approach as in our previous studies [18-20]. The grid size is 1 min along the first dimension
and 2 s along the second dimension. Careful visual inspection shows that the six different
first dimension phases generated similar separation patterns when paired with the carbon
phase in the second dimension.

Table 3 summarizes the LC × LC results, especially in terms of peak capacity and peak
number. Besides selectivity, these six first dimension phases do differ somewhat in peak
capacity even when the same samples and experimental conditions were used. 1nc changed
more than 1.5 fold, varying from 60 for HC–COOH to 97 for Bonus. The second dimension
peak capacities (2nc) are very similar (~33) as the same carbon column was used for all these
experiments. (〈β〉), the under-sampling correction factor, is dependent on both the second
dimension cycle time and first dimension peak width, and in this study it is directly related
to the first dimension peak capacity. The smaller 1nc is, the smaller (〈β〉) is. The under-
sampling correction factor was 1.89 and 2.79 for HC–COOH and Bonus, respectively. As a
result, the range of corrected LC × LC peak capacity ( ) is only from 1016 for HC–
COOH to 1172 for C3. The coverage factor changed from 0.55 (F5) to 0.63 (HC–COOH),
which again confirms that separation pattern of the six different combinations of columns

was very similar. It is important to note that 1nc changed about 1.5 fold, but  only varied
about 1.2 fold, from 620 (F5) to 677 (Bonus).

This fits with our previous conclusion that the first dimension peak capacity plays a much

less important role in establishing the critically important effective 2D peak capacity ( )
than does the second dimension peak capacity [20,29]. Peak numbers are highly correlated
with the effective peak capacity; correspondingly the peak numbers from the 1DLC
chromatograms changed from 42 (HC–COOH) to 69 (Bonus) and the peak numbers for LC
× LC varied from 136 (C8) to 157 (Bonus). Since the analysis times were above the 5–10
min 1D/2D “cross-over”, it is not surprising to see that LC × LC gave higher resolving
power and numbers of observed peaks than did 1DLC [19,20].

These coverage values are more or less subjective, e.g., fcoverage factors are highly
dependent on the grid size [33,60]; therefore, we kept the same peak counting criteria and
parameters during all data processing procedures. Finally, the coefficient of determination
values (r2) were similar varying from 0.163 for HC–COOH to 0.283 for C3. The maize
extract is a complex sample which can be used for the measurement of orthogonality in LC
× LC. The correlation values are small and show similar orthogonality between the six very
different first dimension phases and the second dimension carbon phase.

3.3. Whole grain bread extract, juice extract, and yeast supernatant samples under Elution
Condition 1

To further validate the above results, we ran a variety of samples under the same elution
conditions as those for the maize extract samples. The C3 and Bonus columns were selected
for this part of the work as they are dramatically different based on both Snyder’s Fs and the
selectivity triangles. In this study, whole grain bread extracts, juice extracts, a yeast
fermentation supernatant sample, and human urine extracts were utilized as prototypes of
bio-samples that might be encountered in metabolomics and related fields. As shown in
Figs. S2 and S3, these samples are very complex generating many peaks from hundreds of
components with a large range in concentration. The selectivity differences between the C3
and Bonus phases can be clearly seen by inspecting the variation in the retention times of the
highest peaks from the same sample. Fig. S2 demonstrates that the first three kinds of
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samples can be investigated under Elution Condition 1 as most components elute before the
end of the gradient in 1DLC. In contrast, the urine extract samples must be run under
Elution Condition 2 since there was a strong carry-over effect when they were measured
under Elution Condition 1, in particular there was an interrupted peak at the end of the
gradient (see Fig. S3b).

Fig. 6 compares the C3 and Bonus phases when paired with the carbon phase in the second
dimension using the whole grain bread extract. LC × LC chromatograms resolved many
peaks in the 2D separation space; differences in selectivity of the C3 and Bonus phases
caused some changes in the LC × LC chromatograms especially in the apparent retention
times of some of the large peaks. However, the LC × LC contour plots clearly show the
similarity of the separation patterns generated by the combination of the C3 and Bonus
phases with carbon. The similarity is further confirmed by the LC × LC fcoverage plots,
especially noticeable is that both phase combinations generated peaks at ~17 min in the first
dimension and ~20 s in the second dimension. The experimental results are summarized in
Table 4. The first dimension peak capacity and the corrected LC × LC capacity peak are
similar for both C3 and Bonus. C3 has a bit higher fcoverage factor (0.40) than does Bonus
(0.33) using the whole grain bread extracts, showing that the separation patterns are similar
even though the C3 and Bonus phases are dramatically different in selectivity. The effective
LC × LC peak capacity is 469 for C3 and 379 for Bonus, which is highly dependent on
fcoverage. The variation of peak numbers from the 1DLC chromatograms is small, from 60
(Bonus) to 69 (C3); the peak numbers from the LC × LC chromatograms changed from 82
of Bonus to 99 of C3 – a ~20% increase. In addition, r2 values varied from 0.223 for C3 to
0.320 for Bonus, and the relatively small change from bread extract samples demonstrated
the similarity in orthogonality even when very different first dimension phases (C3 and
Bonus) were paired with carbon in the second dimension.

Similar conclusions are reached by inspecting Figs. 7 and 8 based on the juice extract and
yeast supernatant samples, respectively. The concentrations of compounds in juice extracts
are low compared to those in the other samples. In Table 4, we see that fcoverage factors are
relatively independent of the first dimension column; in particular that fcoverage factor is 0.4
for both the C3 and Bonus when the yeast supernatant was used. The largest variation of r2

was obtained when juice extract samples were used; it varied from 0.376 (C3) to 0.173
(Bonus), which confirms the small change in orthogonality when a carbon phase is paired
with almost any first dimension bonded RP material.

3.4. Human urine extract samples under Elution Condition 2
From Fig. S3, it can be seen that Elution Condition 2 can be used for the urine extract
samples to allow a fair comparison of first dimension columns. Conclusions similar to the
above are reached based on the data of Fig. 9 and Table 4. The elution conditions must be
considered when measuring orthogonality in LC × LC. When carbon is used in the second
dimension, first dimension RP phases of widely different selectivity generate similar
separation performance in LC × LC for various kinds of samples as long as the components
elute from the first dimension columns before the end of the gradient.

4. Conclusion
In LC × LC, the first and second dimension phase must have sufficiently different selectivity
to spread the constituents across the entire 2D separation space if the effective 2D peak
capacity is to exceed the peak capacity of 1DLC. In this study we examined the effect of
first dimension phase selectivity in LC × LC when a carbon clad phase was used as the
second dimension. The main conclusions are as follows:
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1. Carbon phases have rather different RP selectivity compared to the vast majority of
bonded reversed phases. This resulted in very similar LC × LC chromatograms
when six different bonded RP materials having quite different selectivities based on
Snyder’s Fs were tested as the first dimension column provided that a carbon phase
is always used as the second dimension. This observation was validated with a
variety of samples.

2. The above observation greatly simplifies method development procedures in LC ×
LC especially the task of choosing the correct pair of phases for RPLCxRPLC. As
long as carbon is used in the second dimension, there is a great freedom in
choosing the first dimension.

3. Coefficient of variation (r2) values can be used to measure orthogonality between
different phases. However, these are highly dependent on the type of sample and
elution conditions.

4. Snyder’s Fs and selective triangles based on the HSM are quite useful in LC × LC
for selecting stationary phase with different selectivities. The HSM provides a
quantitative measure of orthogonality; selective triangles are a convenient approach
for visual comparison of phases.

5. It appears that the first dimension eluent composition especially pH will likely have
a greater effect for most biologically significant samples than will changes in the
first dimension RP phase [57,61].
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Refer to Web version on PubMed Central for supplementary material.
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Fig. 1.
Selective triangle (S*–B–C) of the six reversed stationary phases in this study. F5:
Discovery HS-F5; C3: Zorbax 300SB-C3; C8: Zorbax 300SB-C8; CN: Zorbax SB-CN;
Bonus: Zorbax Bonus-RP; HC–COOH: home-made HC–COOH.
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Fig. 2.
1DLC chromatograms of maize extract samples using six different phases under Elution
Condition 1. (a) F5: Discovery HS-F5; (b) C3: Zorbax 300SB-C3; (c) C8: Zorbax 300SB-
C8; (d) CN: Zorbax SB-CN; (e) Bonus: Zorbax Bonus-RP; and (f) HC–COOH: home-made
HC–COOH.
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Fig. 3.
LC × LC chromatograms of maize extract samples using six different first dimension phases
paired with second dimension carbon phase under Elution Condition 1. (a) F5: Discovery
HS-F5; (b) C3: Zorbax 300SB-C3; (c) C8: Zorbax 300SB-C8; (d) CN: Zorbax SB-CN; (e)
Bonus: Zorbax Bonus-RP; and (f) HC–COOH: home-made HC–COOH.
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Fig. 4.
LC × LC contour plots of maize extract samples using six different first dimension phases
paired with second dimension carbon phase under Elution Condition 1. (a) F5: Discovery
HS-F5; (b) C3: Zorbax 300SB-C3; (c) C8: Zorbax 300SB-C8; (d) CN: Zorbax SB-CN; (e)
Bonus: Zorbax Bonus-RP; and (f) HC–COOH: home-made HC–COOH.

Gu et al. Page 15

J Chromatogr A. Author manuscript; available in PMC 2012 September 23.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Fig. 5.
LC × LC fcoverage plots of maize extract samples using six different first dimension phases
paired with second dimension carbon phase under Elution Condition 1. (a) F5: Discovery
HS-F5; (b) C3: Zorbax 300SB-C3; (c) C8: Zorbax 300SB-C8; (d) CN: Zorbax SB-CN; (e)
Bonus: Zorbax Bonus-RP; and (f) HC–COOH: home-made HC–COOH.
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Fig. 6.
Comparison of C3 and Bonus phases in the first dimension when paired with carbon phase
in the second dimension using whole grain bread extract samples under Elution Condition 1.
(a) LC × LC chromatogram when C3 in the first dimension; (b) LC × LC chromatogram
when Bonus in the first dimension; (c) LC × LC contour plot when C3 in the first
dimension; (d) LC × LC contour plot when Bonus in the first dimension; (e) LC × LC
fcoverage plot when C3 in the first dimension; and (f) LC × LC fcoverage plot when Bonus in
the first dimension.
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Fig. 7.
Comparison of C3 and Bonus phases in the first dimension when paired with carbon phase
in the second dimension using juice extract samples under Elution Condition 1. (a) LC ×LC
chromatogram when C3 in the first dimension; (b) LC × LC chromatogram when Bonus in
the first dimension; (c) LC × LC contour plot when C3 in the first dimension; (d) LC × LC
contour plot when Bonus in the first dimension; (e) LC × LC fcoverage plot when C3 in the
first dimension; and (f) LC × LC fcoverage plot when Bonus in the first dimension.
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Fig. 8.
Comparison of C3 and Bonus phases in the first dimension when paired with carbon phase
in the second dimension using yeast supernatant samples under Elution Condition 1. (a) LC
× LC chromatogram when C3 in the first dimension; (b) LC × LC chromatogram when
Bonus in the first dimension; (c) LC × LC contour plot when C3 in the first dimension; (d)
LC × LC contour plot when Bonus in the first dimension; (e) LC × LC fcoverage plot when
C3 in the first dimension; and (f) LC × LC fcoverage plot when Bonus in the first dimension.
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Fig. 9.
Comparison of C3 and Bonus phases in the first dimension when paired with carbon phase
in the second dimension using human urine extract samples under Elution Condition 2. (a)
LC × LC chromatogram when C3 in the first dimension; (b) LC × LC chromatogram when
Bonus in the first dimension; (c) LC × LC contour plot when C3 in the first dimension; (d)
LC × LC contour plot when Bonus in the first dimension; (e) LC × LC fcoverage plot when
C3 in the first dimension; and (f) LC × LC fcoverage plot when Bonus in the first dimension.
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Table 1

Elution conditions.

1DLC or the first dimension in LC × LC Second dimension in LC × LC

Elution Condition 1

A: 1.5 mM H3PO4 in water; B: ACN A: 10 mM H3PO4 in water; B: ACN

Time (min) B% Time (min) %B

 0 0 0 0

 24 50 0.30 100

 24.01 0 0.31 0

Elution Condition 2

A: 10 mM HClO4 in water; B: ACN A: 10 mM H3PO4 in water; B: ACN

Time (min) B% Time (min) %B

 0 0 0 0

 24 50 0.30 100

 24.01 0 0.31 0
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