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Abstract: The structure of T-2 toxin in the solid-state is limited to X-ray crystallographic 
studies, which lack sufficient resolution to provide direct evidence for hydrogen-bonding 
interactions. Furthermore, its solution-structure, despite extensive Nuclear Magnetic 
Resonance (NMR) studies, has provided little insight into its hydrogen-bonding behavior, 
thus far. Hydrogen-bonding interactions are often an important part of biological activity. 
In order to study these interactions, the structure of T-2 toxin was compared in both the 
solution- and solid-state using NMR Spectroscopy. It was determined that the solution- and 
solid-state structure differ dramatically, as indicated by differences in their carbon 
chemical shifts, these observations are further supported by solution proton spectral 
parameters and exchange behavior. The slow chemical exchange process and  
cross-relaxation dynamics with water observed between the hydroxyl hydrogen on C-3 and 
water supports the existence of a preferential hydrogen bonding interaction on the opposite 
side of the molecule from the epoxide ring, which is known to be essential for 
trichothecene toxicity. This result implies that these hydrogen-bonding interactions could 
play an important role in the biological function of T-2 toxin and posits towards a possible 
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interaction for the trichothecene class of toxins and the ribosome. These findings clearly 
illustrate the importance of utilizing solid-state NMR for the study of biological 
compounds, and suggest that a more detailed study of this whole class of toxins, namely 
trichothecenes, should be pursued using this methodology.  

Keywords: T-2 toxin; trichothecene; NMR; hydrogen-bonding; ribosome; toxin; epoxide; 
water bridging; deuterium exchange; chemical exchange 

 

1. Introduction 

Trichothecenes are a group of toxic sesquiterpenoidal fungal metabolites composed of a central core 
of fused cyclohexene/tetrahydropyran rings, with a cyclopentyl moiety fused to the tetrahydropyran 
ring through C-2 and C-5, and an epoxide function at C-12 [1]. Over 200 trichothecenes have been 
identified primarily from fungi [2], and can be classified into one of four groups (types A, B, C and D) 
based on structural features. Type A (T-2 and HT-2 toxins) and type B (nivalenol (NIV) and  
4-deoxynivalenol (DON)) trichothecenes are differentiated from one another by the absence or 
presence of a ketone at C-8, respectively [1]. Type A and B trichothecenes are produced by 
phytopathogenic Fusarium spp. that are capable of causing diseases of important food crops, including 
Fusarium Head Blight (FHB) and root rot of cereals and maize, which can lead to significant yield 
losses in infected crops [3]. The trichothecenes are synthesized by the fungus during the course of 
infection and can accumulate in developing kernels [1]. Type C trichothecenes (crotocins), are the least 
toxic group and are characterized by a second epoxide functionality at C-7/C-8 or C-9/C-10 [4]. Type 
D trichothecenes (satratoxins and verracurins), are synthesized primarily by Stachybotrytis spp., and 
possess an ester-linked macrocycle at C-4 to C-15 and are the most toxic among trichothecenes [4,5]. 
Considerably less attention has been given to the types C and D trichothecenes, since they are not 
associated with food-crop pathogens and are subsequently less likely to pose a threat to the  
human public.  

Type A and B trichothecenes have been found to contaminate foodstuffs [6,7] and are known to 
cause a potentially lethal condition in humans called alimentary toxic aleukia (ATA) characterized by 
early stages of severe gastrointestinal irritation followed by a marked reduction in leukocyte counts 
and subcutaneous hemorrhaging [8,9]. At the cellular level, trichothecene exposure can lead to 
inhibition of protein [10,11], RNA, and DNA synthesis [12], disruption of membrane integrity [13,14], 
cell division [15], and mitochondrial function [16,17], and can induce apoptosis in mammalian  
cells [17,18]. However, the mechanism for toxicity of these interactions is not well understood. 

The best studied interaction of trichothecene toxicity thus far, has been the inhibition of protein 
synthesis. Trichothecenes are known to restrict 60S ribosome function through an interaction with the 
ribosomal protein L3 (RPL3) [19]. RPL3, a mostly globular protein, has an extended domain referred 
to as a “W finger” that makes contacts with the A- and P-loops of the peptidyl transferase center 
(PTC), and functions along with an N-terminal extension, which contacts the opposite side of the  
A-site, and is believed to coordinate ribosomal function [19]. Meskaukas and Dinman recently 
proposed a model for how the three domains of RPL3 function together as a “rocker switch” to 
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coordinate amino acyl-tRNA (aa-tRNA) and 25S rRNA in a stepwise process during translation 
elongation [20]. Therefore, an interaction of trichothecene toxins with the W-finger or N-terminal 
extension of RPL3 would result in an inhibition of protein synthesis in eukaryotic cells [4,21]. Some 
trichothecenes can inhibit the initiation step of protein synthesis (type I inhibitors), while others inhibit 
the elongation (type E) or termination step (type T) [4]. Structural features of the trichothecenes can 
determine the mechanism of inhibition of protein synthesis; for example, the presence of an oxygen 
functionality at C-15 favors type I inhibition. T-2 toxin and nivalenol (NIV), both type I inhibitors, 
have an acetyl and a hydroxyl function at C-15, respectively [22,23]. Type E and T inhibitors are 
differentiated by the presence or absence of a hydroxyl substituent at C-4, respectively [24]. The 
trichothecene core structure is depicted in figure 1, along with the substituent groups of key A and B 
type trichothecenes. 

Figure 1. Structures of type A and B trichothecenes. Type A trichothecenes include  
T-2 toxin, and HT-2 toxin. Type B trichothecenes include nivalenol (NIV),  
4-deoxynivalenol (DON), 3-O-acetyl DON (3-ADON), 15-O-acetyl DON (15-ADON). 
OAc = acetyl function; OIsoval = isovalerate function. 

 

R1 R2 R3 R4 R5 

T-2 toxin –OH –OAc –OAc –H2 –OIsoval 
HT-2 toxin –OH –OH –OAc –H2 –OIsoval 
3-ADON –OAc –H –OH –OH =O 

15-ADON –OH –H –OAc –OH =O 
DON –OH –H –OH –OH =O 
NIV –OH –OH –OH –OH =O 

DON is the most prevalent toxin associated with FHB and is subsequently the most prevalent 
trichothecene found to accumulate in grain products [1]. Screening for DON contamination in  
food-stuffs is standard practice in developed countries. On the other hand, there are no regulations in 
place for T-2 toxin screening. While detection of T-2 toxin in grain products is not as commonly 
observed as DON, in recent years, increasing reports of T-2 and HT-2 toxin contamination in grain 
crops throughout Europe have been published [7,25–27]. This increased observation of T-2 and HT-2 
toxin is particularly widespread in oat crops, which may be more susceptible to type A trichothecene 
producers such as F. sporotrichioides and F. langsethia [28]. The increased observation of T-2 toxin is 
of great concern since this type of trichothecene is roughly ten times more toxic in mammalian systems 
than DON [29]. Therefore, acquisition of a more detailed understanding of the toxicity of 
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trichothecenes at the molecular level may ultimately lead to the development of trichothecene  
resistant crops.  

In order to better understand the mechanisms of inhibition and cytotoxicity of these compounds, 
detailed insights into the hydrogen bonding behavior of this class of molecule, both in the  
solution- and solid-state, are required. X-ray crystallography indicates that there may be some weak 
intermolecular hydrogen bonding occurring between the hydroxyl oxygen at C-3 and the oxygen in the 
tetrahydropyran ring. However, due to the low resolution of the structure, no direct evidence for the 
hydrogen bonding interaction is available. Solution NMR structures provided thus far, have focused 
primarily on spectral identification rather than determining three-dimensional configuration and 
interactions [30]. It is therefore imperative to obtain a complete assignment of the T-2 toxin 1H and 13C 
spectra in solution-state and make direct comparisons with solid-state 13C NMR data to look for 
differences in their structure and in their inter- and intra-molecular interactions. 

2. Materials and Methods 

2.1. Solution-State NMR Measurements 

All spectra were acquired at ambient temperature (25 °C) using a Bruker Avance 300 spectrometer 
operating at a magnetic field strength of 7.05 Tesla, giving rise to a Larmor frequency of 300.131 MHz 
for 1H and 75.468 MHz for 13C nuclei, outfitted with a 5 mm HX PABBO BB probe. T-2 toxin 
(SIMGA, EC 244-297-7) was dissolved in deuterated chloroform (CDCl3) to a concentration of  
1 mg/mL using tetramethylsilane (TMS) as an internal reference for both 13C and 1H nuclei. It has been 
demonstrated by other groups [31–33] that trichothecene conformation is highly dependent on solvent; 
thus, it is important to note here that the CDCl3 was dried over sodium sulfate in order to prevent water 
contamination. The 1D 1H spectrum was recorded with a 90° pulse width of 12.4 μs, a recycle delay of 
1.0 s, and 128 transients. The 1D 13C spectrum was recorded with a 90° pulse width of 7.6 μs, a 
recycle delay of 2.0 s, and 8464 transients. 

The 2D homonuclear magnitude gradient 1H COSY spectrum was acquired in 256 increments 
covering a spectral width of 1800 Hz (6.0 ppm) in both dimensions, using a recycle delay of 1.5 s. 
Four transients were collected for each increment, having 1024 points. 

The gradient 1H NOESY spectrum was acquired in 256 increments covering a spectral width of 
1802.45 Hz (6.0 ppm) in both dimensions, using a recycle delay of 1.0 s and a mixing time of 1.0 s. 
Thirty-two transients were collected for each increment, having 1024 points. 

The 2D (1H-13C) HSQC heteronuclear correlation spectrum was acquired in 128 increments, using a 
recycle delay of 2.0 s, and a spectral width covering 4006.41 Hz (13.34 ppm) in the direct dimension 
and 12,500 Hz (165.62 ppm) in the indirect dimension. One-hundred-and-fifty-two transients were 
collected for each increment, having 1024 points. 

The 2D (1H-13C) HMBC spectrum was acquired in 256 increments using a recycle delay of 2.0 s, 
and a spectral width covering 1951.60 Hz (6.50 ppm) in the direct dimension and 14,268 Hz  
(190.24 ppm) in the indirect dimension. One-hundred transients were collected for each increment, 
having 1024 points. 
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Deuterium exchange experiments were performed where deuterated water, D2O (Cambridge Isotope 
Laboratories; DLM-2259-250), was added dropwise to the NMR tube between consecutive NMR 
measurements, over the course of 3 h. 1D 1H and 2D 1H-1H COSY experiments were performed for 
each drop of D2O added.  

2.2. Solid-State NMR Measurements 

All spectra were acquired at ambient temperature (21.5 °C) using a Varian Inova 500 spectrometer 
operating at a magnetic field strength of 11.7 Tesla, giving rise to a Larmor frequency of 500.13 MHz 
for 1H and 125 MHz for 13C nuclei, outfitted with a 2.5 mm four channel HFXY Varian T3 probe. 
Solid-state NMR samples for T-2 toxin were prepared as received from the Sigma-Aldrich Chemical 
company (EC 244-297-7), this highly crystalline sample displayed typical needle-like crystals. The 
microcrystalline powder was loaded into a 2.5 mm zirconium oxide rotor with a sample volume of  
11 μL. The 90° pulse was calibrated at 2.0 μs. Magic angle spinning (MAS) was used to mimic 
isotropic motion in the sample [34,35]. A high MAS rate of 22.0 kHz was used to reduce dipolar 
coupling of the nuclei [36,37]. A total of 4096 points were acquired over 40.96 ms using a spectral 
width of 100 kHz. TPPM 1H decoupling was performed with a field strength of 120 kHz for all 13C 
spectra [38,39]. The direct polarization (DP) 13C spectrum was acquired with a total of 4096 transients 
and with a recycle delay of 15 s. The cross polarization (CP) 13C spectrum was acquired with a total of 
14000 transients and with a recycle delay of 5 s. CP was achieved using the adiabatic method with a 
contact time of 1.5 ms [40]. The DP and CP 13C spectra were processed using linear prediction up to 
64 k-points. 

2.3. Spectral Simulations and X-ray Modeling 

The 300 MHz 1H spectra were simulated using SpinWorks software [41]. The FID’s were  
zero-filled four-fold and subjected to Gauss-Lorentz apodization with a line broadening of −1.00 Hz, 
and a Gaussian broadening of 0.1. The spectra were simulated in 4 parts as the whole spin system 
could not be simulated at once. The isovalerate group, containing the hydrogens H-1', H-2'A, H-2'B,  
H-3', H-4' and H-5', was simulated as a nine-spin ABCD3E3 system. Similarly the six-membered ring, 
containing hydrogens, H-7α, H-7β, H-8, H-16, H-10 and H-11, was simulated including the sidechain 
hydrogens H-15A and H-15B as a ten-spin ABCD3EFGH system. The five-membered ring containing 
the hydrogens, H-2, H-3, H-3OH, H-4, H-14, H-13A and H-13B, was simulated as a nine-spin 
ABCDE3FG spin system. Long range coupling were considered up to 5 bonds, and inherent line width 
of 0.3 Hz was used along with Lorentzian line shapes. In the simulation of the isovalerate group 70 
transitions were assigned, with an RMS deviation of less than 0.23 Hz and a largest absolute frequency 
difference less than 0.56 Hz. Standard deviations in all the spectral parameters ranged from  
0.05–0.10 Hz. In the simulation of the A ring 2336 transitions were assigned with RMS deviation 
below 0.034 Hz, with a largest absolute difference of 0.08 Hz. Standard deviations in all the spectral 
parameters ranged from 0.03–0.06 Hz. In the C ring simulation the 1328 transitions were assigned with 
an RMS deviation below 0.031 Hz, and largest absolute difference of 0.09 Hz. Standard deviations in 
all the spectral parameters range from 0.003–0.006 Hz. 
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3. Results 

3.1. Structural Rigidity and Water Bridging 

The central core of trichothecene toxins is composed of several fused rings, which donate a 
considerable amount of rigidity to the structure; however, the tetrahydropyran, and cyclopentyl rings 
may still experience a certain amount of flexibility, particularly in solution. Through-bond coupling 
constants offer a good indication as to the rigidity of a structure. 

The solution-state 1H spectrum (Figure 2A) was assigned and simulated to accurately determine 
chemical shifts and coupling constants. The assignment employs the labeling convention by Savard 
and Blackwell [42]. Coupling constants up to five-bonds were considered, particularly where 
significant π-electron density was expected. The corresponding chemical shifts and coupling constants 
are presented in Tables S1-S4. The close agreement between simulated and experimental spectra 
strongly supports the accuracy of the assignment. The methine (H-3′) and methylene (H-2′) protons of 
the isovalerate group are strongly coupled, as demonstrated by the highly second order features in the 
spectrum, shown in the inset of Figure 2A. Despite this complication, it was possible to extract 
coupling constants and chemical shifts that have not previously been reported. 

Figure 2. (A) 1H NMR solution-state spectrum at 300 MHz in CDCl3; (B) Deuterium 
exchange experiment. Regions exhibiting significant changes throughout the incremental 
addition of D2O have been expanded to show peak structure. Of particular interest, is the 
H-3 OH and H2O/HDO region, which not only demonstrate significant changes in chemical 
shift, but also exhibit the retention of their sharp peak structure, indicating a slow chemical 
exchange process. H-3 is less affected in that the only observable changes in the loss of 
coupling to H-3OH as the latter peak is converted to H-3OD. 

 

  

(A) 
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Figure 2. Cont. 

 

The COSY spectrum (Figure 3) supports the assignment in every aspect and also indicates some 
long range connectivities of note. The prominent cross peaks in the COSY spectrum (red) represent 
primarily two- and three-bond connectivities and are listed in Tables S1 and S3. The coupling between 
H-7α and H-11 strongly supports that the H-7α is in an equatorial position. This four-bond coupling has 
a large value of -1.59 Hz indicating a W-configuration that is very rigid. A similar coupling between 
H-7β and H-15B suggest that the H-7β must be in the axial position, and with H-15B pointing towards 
C-14 and underneath the ring, where the oxygen on C-15 is gauche to both C-7 and C-5. This 4-bond 
coupling is smaller at −0.45 Hz suggesting that there is at least one more rotational isomer of 
significant probability present in solution, such as one with the oxygen on C-15 being gauche to C-7 
and trans to C-5. In this case one could also appreciate the 4-bond coupling between H-15B and H-11 
of −0.59 Hz.  

Figure 3. 1H COSY at 300 MHz in CDCl3. 
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The NOESY spectrum (Figure 4) was instrumental in confirming the configuration and in 
completing the assignment of all the proton resonances, including the methyl resonances of the acetyl 
side chains, and the specific assignments of the methylene protons (H-7αβ, H-13AB and H-15AB). Most 
notably, the cross peaks between hydrogens: H-7β and H-13A, H-7α and H-14, H-2 and H-13B,  
H-13A and H-14, H-15A and H-14, H-15AB and H-4, support the assignments made by  
Greenhalgh et al. [43–45]. Prominent EXSY crosspeaks were observed between water and H-3OH 

(Figure 4), indicating the presence of chemical exchange, which was further confirmed with the 
deuterium exchange experiment (Figure 2B). Furthermore, positive NOESY crosspeaks are observed 
between the H2O peak and H-3, H-4, and H-11.  

Figure 4. 1H NOESY at 300 MHz in CDCl3. Cross-relaxation peaks bearing a positive 
phase are shown in red. Negatively phased peaks, including the diagonal autocorrelation 
peaks and exchange (EXSY) peak observed between H2O(H-3OH) are shown in black. 

 

A deuterium exchange experiment was performed to determine whether the water is bound to T-2 
toxin or whether it is free. Two sharp and rather distinct peaks are observed for H2O and HDO  
(Figure 2B). The linewidth of the H2O peak was compared to that of the uncoupled methyl hydrogen 
on C-14, and is remarkably similar, suggesting that there is no line broadening in the H2O peak due to 
chemical exchange, and that the same correlation time applies to both resonances. Furthermore, despite 
the decrease in intensity of the H-3OH resonance, it remains sharp and consistently exhibits coupling 
behavior to H-3, indicating that it is in a slow exchange process with D2O, with complete exchange of 
the H-3OH occurring over the course of 3 h.  

The 1D 1H NMR data is consistent with and complements previous NMR findings on T-2  
toxin [42–45]. In the current experiment, the chemical shift and coupling constants of the hydrogens 
attached directly to the multiple ring skeleton confirms the previously defined stereochemistry. 
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Additionally, NOESY also made it possible to distinguish between H-13A and H-13B, whose geminal 
coupling indicates severe ring strain, as to be expected, for the three-membered epoxide ring. The 
vicinal couplings of H-7α and H-7β with H-8 confirm that H-7β is gauche to H-8, and that H-7α is 
perpendicular to H-8, confirming the assignments made by Savard and Blackwell [42–45]. Long range 
four- and five-bond coupling constants also imply significant conformational rigidity in solution, 
especially true between H-7α and H-11. Those long-range couplings to H-10 are primarily the result of 
efficient π-electron spin propagation due to the nearby double bond. Finally, note that the vicinal 
couplings (ranging from 6.5–7.5 Hz) in the isovalerate rings are consistent with a low barrier to 
rotation about the C-C bonds within the isovalerate, which is further supported by the near chemical 
shift equivalence of H-2′A and H-2′B. The complete assignment for T-2 toxin is depicted in Figure 5. 

Figure 5. Relative chemical structure of T-2 toxin indicating all 1H resonances labelled to 
show appropriate stereochemistry. 

 

3.2. Carbon Spectral Analysis 

All of the one-dimensional 13C spectra of T-2 toxin are presented in Figure 6. The solution  
13C-spectrum (Figure 5A) was assigned on the basis of chemical shifts and multiplicities determined 
by a series of distortionless enhancement by polarization transfer (DEPT) experiments (Data not 
shown), performed using 45°, 90°, and 135° observation pulses as described by Doddrell et al. [46]. 
The heteronuclear single quantum coherence (HSQC) spectrum confirms both the proton and carbon 
assignments. Furthermore, the assignment of carbons without attached protons was confirmed by the 
heteronuclear multiple-bond correlation (HMBC) spectra. The carbon assignment and the cross-peaks 
of note in the HSQC and HMBC spectra are summarized in Table S5. The heteronuclear correlation 
methods allow for the unambiguous assignments of all the carbonyl resonances, including those of the 
carbonyl and methyl carbons of the acetyl side chains, which confirm the assignments previously 
identified by Savard and Blackwell [43]. 
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Figure 6. 13C spectra of T-2 toxin (A) Solution-state spectrum at 75 MHz in CDCl3;  
(B) Direct-polarization (DP) in the solid-state at 125 MHz and MAS of 25 kHz;  
(C) Cross-polarization (CP) from 1H-13C (13C{1H}) at 125 MHz and MAS of 25 kHz. 

 

The solid-state magic angle spinning (MAS) spectra, obtained by direct polarization (DP;  
Figure 6B) and cross polarization (CP; Figure 6C), were collected in approximately the same 
experimental time as the solution spectrum. While the signal-to-noise ratio (S/N) of the DP spectrum is 
comparable to that of the solution-state spectrum, the S/N is much higher in the CP spectrum 
compared to either the solution or the DP spectra. It is remarkable that, although the resolution in the 
solution-state spectrum is expectedly better, the differences between the solid- and solution-state  
line-widths are as small as 4 Hz (as can observed in Figure 7). This exceptional resolution in the solid-
state spectra was made possible by the fast spinning (22 kHz), the high power multiple pulse 
decoupling, as well as the microcrystallinity of the sample. Under less favorable conditions,  
line-widths of hundreds of Hz are not unusual. The most significant observation in solid-state, when 
compared with the solution data, is that all the carbon resonances are twinned. This is consistent with 
the findings of the X-ray study of T-2 toxin by Gilardi et al. [47], where they observed two molecules 
in the unit cell that differ primarily in the confirmation of the isovalerate side-chain.  

No distinction can be made at this stage between which signals belong to which molecule, as no 
carbon-carbon correlation information is available, due to the low sensitivity of the natural abundance 
carbon signal, as well as the long T1 relaxation of carbon. A complete assignment will be possible once 
carbon chemical shift calculations using the Gauge Invariant Plane Augmented Wave (GIPAW) 
methodology [48], currently being implemented in our group using the ABINIT modeling  

(A) 

(B) 

(C)
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environment [49], are combined with the carbon-carbon correlations provided by the time demanding 
13C INADEQUATE [50,51] experiments at natural abundance (which will be the subject of a  
future contribution). 

Figure 7. Superposition of the solid-state (black) and solution-state (blue) spectra of the 
(a) methyl carbons; (b–c) methylene carbons; (d–g) methine, methene, and quaternary 
carbons; (h) carbonyl carbons, respectively. 

 

At this stage some very interesting observations can be made when comparing solution to solid 
carbon chemical shifts, as shown in Figure 8. There is no simple correspondence between the carbon 
chemical shifts of solution to those of the solids (i.e., no fixed difference in frequency), which suggests 
that they have significant differences in their conformations and in their immediate chemical 
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environment. These differences in the carbon chemical shifts were reconciled through the analysis of 
close contacts observed in the X-ray structure from Gilardi et al. (Figure S3; Table S6) [47]. 

Figure 8. Carbon chemical shift differences in the solid-state (burgundy) between the two 
conformations in the unit cell, and the average chemical shift difference between solution 
and solid-state (grey). 

 

Figure 9. Solution and solid-state conformations. A model of the solution-state structure 
for T-2 toxin, showing the lowest energy conformation in the: (A) stick model; and (B) van 
der Waals representation. However, it is important to note here, that the side chains are 
flexible in the solution structure and are continuously moving, but the core ring structure is 
rigid; (C) Stick and (D) van der Waals representation for the Solid-state conformation 1, 
respectively; (E) Stick and (F) van der Waals representation for solid-state conformation 2. 
Note that the solid-state structure differ only in the torsion angles of the side chains; 
whereas, the solution state core structure differs substantially from the solid-state 
structures, particularly in the cyclohexene ring placement. 

13

12
2

3
4

5
14

11
10

6

7
8

9
16

1'

2'
3'

5'

4'

6'

7'8'
9'

15
Tetrahydropyranyl

pocket

 

 

13

12

2

11

10
9

16

8

4'

5'

3'2'

1'
9'

8'
3

(B) (A) 



Toxins 2011, 3 
 

1322

Figure 9. Cont. 

 

 

4. Discussion 

4.1. Hydrogen-Bonding in Solution 

Combining the results of the deuterium exchange experiment and the NOESY experiment, some 
interesting observations arise in regards to the hydrogen-bonding behavior of T-2 toxin. For deuterium 
exchange experiments, as D2O is added to the sample, it rapidly interchanges with free water in order 
to form HDO. For fast exchange between H2O and HDO one would expect to observe a single broad 
line, due to the coupling of the HDO proton to the deuterium nucleus which confers a fine triplet 
structure to the peak, and shifts the resonance slightly upfield. However, our observations indicate that 
the conversion from H2O to HDO is on a much slower timescale, given by the rather distinct and sharp 
lines observed for both H2O and HDO (Figure 2B). The coexistence of these peaks, suggests that at 
least a portion of the water in the sample is in a bound configuration, preventing free exchange with 
D2O. Furthermore, the linewidth for the H-3OH resonance remains consistent over the course of the 
exchange experiment, were H-3OH to be undergoing fast exchange with water, a broad featureless line 
would be expected. The sharpness of the H-3OH peak, as well as the coupling observed between this 
proton and H-3, signify that H-3OH is most likely involved in a hydrogen bonding interaction of some 
kind. This data suggest that the H2O is bound to T-2 toxin; thereby, preventing the water and H-3OH 
from exchanging rapidly with D2O. 

The orientation of the bound water, with respect to the molecule, can be determined through 
analysis of the NOESY spectrum. It is important to note that in spectra where chemical exchange is a 
factor, second-order artifacts known as saturation transfer peaks, cannot be ruled out; therefore, it is 
necessary to analyze any crosspeaks to water with care in order to determine whether they are true 
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first-order cross-relaxation signals, or artifacts due to saturation transfer. Saturation transfer peaks for 
small molecules, such as T-2 toxin, have the same phase as the diagonal autocorrelation peaks; 
whereas, the longer correlation times of large macromolecules, such as proteins and nucleic acids, 
result in saturation transfer peaks that have the same phase as conventional NOE peaks [52]. 
Therefore, it is expected that any saturation transfer peaks in T-2 toxin would appear negative due to 
the short correlation time of the molecule. Additionally, saturation transfer will not occur if the rate of 
chemical exchange is on the same order or longer than the rate of longitudinal (T1) relaxation [53]. 
Considering that the rate of chemical exchange, as observed in the deuterium experiment described 
above, is estimated to be relatively long, the observation of saturation transfer peaks for this system is 
highly unlikely. The observed crosspeaks to water for H-3, H-4, and H-11 are all positive (Figure 4), 
and consequently must arise due to cross-relaxation. This suggests that H-3, H-4, and H-11 are all in 
close proximity to water. Thus, at least one water molecule is bound to T-2 toxin, and lies within the 
tetrahydropyranyl pocket located on the opposite side of the molecule which respect to the  
epoxide (Figure 10). 

Figure 10. Proposed placement of water in the tetrahydropyranyl pocket of T-2 toxin. 
Cross-relaxation was observed between water and H-3, H-4 and H-11, indicating close 
proximity; chemical exchange between water and H-3OH was also observed. 

 

4.2. Solid-State Configurations 

The two contributions to the solid-state NMR spectrum were compared to the two molecules in the 
unit cell of the X-ray crystallography structure (Figure S3). Even though H-bonds cannot be observed 
directly by X-ray methods, close contacts can be used to infer where they may occur (Table S6). 
Accordingly, there are several hydrogen bond interactions inferred between the two conformations in 
the unit cell. The shortest contact occurs between the H-3OH of conformation 2 and O-12 (the epoxide 
oxygen) of conformation 1 (top H-bond). This interaction would dramatically affect the chemical shifts 
of C-3 in conformation 2, and of C-12 and C-13 in conformation 1. Other significant short contacts 
occur between the hydroxyl hydrogen (H-3OH) of conformation 1 and two of the oxygens of 
conformation 2, namely the ring oxygen (O-1) and the hydroxyl oxygen (O-3) (bottom H-bond). This 
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interaction would affect the chemical shifts of C-2, C-3, C-4, C-11, and C-12. The chemical shift 
differences in the solid-state carbon spectra are consistent with these predictions. Since C-12 is in close 
proximity to both interactions, its chemical shift appears to be the most affected, followed by those of 
C-2, C-3, C-4 and C-11 (Figure 8). Additionally, the significant differences in the chemical shifts of  
C-10 and C-11 cannot be ignored, and are likely a secondary influence from the rather large effect seen 
on C-12, as there is significant π-electron density nearby to transmit such effects.  

Short contacts resulting in van der Waal type interactions also occur between H5’ and H16 as well as 
H-2′A and H-5′ on conformations 1 and 2, respectively; Table S6. One would expect the chemical shift 
of C-5′, C-2′ and C-16 to be affected accordingly; however, only the chemical shifts of C-2′, and 
unexpectedly, C-9, are affected by this interaction, while C-5′ and C-16 are not. Finally, significant 
contact involving non-hydrogen bonding dipolar interactions between H-13B and H-15A as well as  
H-14 and H-3OH on conformations 1 and 2, respectively, should also be considered (Table S6). As a 
consequence the chemical shifts of C-13, C-14 and C-15 should be altered; however, it seems only  
C-15 is affected.  

The exchange crosspeak between water and the H-3OH resonance of T-2 toxin in the solution 1H 
NOESY spectrum strongly supports the bottom H-bonding interaction but not the top H-bond  
(Figure 4). The difference between the carbon chemical shifts in solution with the average shifts in the 
solid-state agree with this observation, this is particularly striking for C-12. The rather large 
differences in carbon chemical shifts seen for the isovalerate and acetyl side-chains resonances is 
consistent with their high conformational flexibility in the solution state, while in the solid-state they 
are locked into only two conformations corresponding to molecules 1 and 2, as defined in the X-ray 
structure, which is indicated by the distinct chemical shifts observed in the solid-state.  

4.3. Ribosomal Interaction 

The conformational differences observed for T-2 toxin in solution and solid-state, as well as the 
hydrogen bonding behavior for this compound provides some curious insights into the biological 
behavior of T-2 and similar trichothecenes. Of particular interest is the interaction with the  
eukaryotic ribosome. 

Inhibition of protein synthesis by trichothecenes occurs via interactions of the toxin with the 
peptidyl transferase center (PTC) of the eukaryotic ribosome, similar to the mode of action of many 
antibiotics with the prokaryotic ribosome. Trichothecenes have been shown to make contacts with 
multiple proteins in the PTC, the most important of which appears to be the contacts with RPL3 [19]. 
Analysis of a resistant version of RPL3 suggests that the inhibition most likely occurs through an 
interaction of the trichothecene with the tryptophan residue (W255 in Saccharomyces cerevisiae) 
located on the W-finger [21]. It is important to note, that this hypothesis is based on mutational studies 
in yeast, whereby a mutation to W255C or W255R confers resistance. It is curious that a ribosomal 
point mutation confers resistance to the toxins, suggesting that many of the other toxicological effects 
observed may in fact be downstream consequences of the inhibition of protein synthesis resulting from 
the inability to replenish the cellular machinery required to maintain these important processes. 

Extensive studies have been conducted which reveal that the epoxide ring is required for toxicity 
and is believed to form the primary interaction in the PTC center in order to disrupt protein  
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synthesis [29,54]. Opening of the ring leads to a complete loss of toxic activity [29,55]. The epoxide 
ring remains stable to nucleophilic attack in solution, due to the obstruction of carbon C-12 on the side 
opposite from the epoxide oxygen [29,54–56]. The 3-dimensional solution-state structure depicted in 
Figure 9 clearly demonstrates that the epoxide ring of T-2 toxin is completely obscured on the side 
where the nucleophilic attack by an SN2 like mechanism would have to occur. This is further 
emphasized by the van der Waals representation of the molecule, where it becomes clear that the 
presence of a nucleophilic ion, or a bridging water molecule (as seen in the solid-state structure), is 
stereochemically mired, despite the rigidity conferred by the water bridge in the tetrahydropyranyl 
ring. This effect is not observed in the solid-state conformation, due to the more relaxed conformation 
in the cyclohexene ring. This relaxed solid configuration, allows for the presence of a water molecule 
to sit in the “epoxide pocket”, or top of the molecule. An interaction with water at this location on the 
molecule may serve as a bridge between the epoxide and the W-finger of RPL3.  

The X-ray structure was used to infer the hydrogen bonding interactions occurring in the solid state, 
based on close contacts [47]. These interactions have profound effects on the chemical shifts of the 
nearby carbons. The solid-state carbon chemical shifts given here, presented for the first time, are 
consistent with the X-ray structure predictions, thus supporting the existence of the bottom hydrogen 
bonding interaction, as well as a hydrogen bonding interaction with the epoxide function (top). The 
comparison of the chemical shifts in solution- and solid-state and the lack of NOESY evidence for the 
top hydrogen bonding interaction, indicate that the hydrogen bonding in solution differs substantially 
from that in the solid-state. Furthermore, these conformational differences, observed in T-2 toxin in the 
solid-state, suggest that the epoxide ring is now available to hydrogen bond with another molecule. 
The carbon chemical shifts in both conformations in the solid state of C-12, the proposed target of 
nucleophilic attack, are shifted significantly downfield, suggesting that they are further deshielded and 
that the hydrogen bonding at the top of the molecule could potentially be an interaction with a  
water molecule. 

These findings are important when considering the mechanistic descriptions of the biological 
interaction of trichothecenes. In particular, hydrogen bonding interactions become important when 
considering binding affinities and bond geometries of protein-ligand complexes. The interaction of 
trichothecenes with the ribosome creates a particularly interesting scenario, as the different substituent 
groups off the core trichothecene structure have been shown to inhibit the different stages of protein 
synthesis. It is believed that all trichothecenes interact with the ribosomal protein L3 (RPL3) [19]; 
however, the different mechanisms of ribosomal inhibition are most likely linked to the different types 
of hydrogen bonding interactions that the substituent groups are able to form with the other 
surrounding atoms in the active site. 

Another important factor to consider is the functionality of the ribosome, and the availability of 
water molecules throughout the different stages of protein synthesis. The ratcheting behavior of the 
ribosome works to reorganize water within the PTC pocket, and shield peptide bond formation from 
bulk water [57]. Furthermore, the removal of water lowers the entropy of the system; thus providing a 
dramatic increase in free energy to counter the enthalpically unfavorable peptide bond reaction. It is 
also important to note, that the change in hydration within the PTC pocket could also result in a change 
in the pH of the environment within the pocket. With the new information regarding the different 
conformations of T-2 toxin in solution versus the solid-state, the water environment within the PTC 
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must be taken into account, as the change in hydration of the system may help to modulate a 
conformational change in T-2 toxin from the solution-state structure to a solid-like structure where the 
epoxide is free to hydrogen bond. Trichothecenes have been shown to exhibit different structural 
configuration based on the solvent to which they are exposed [31]. A similar situation also occurs with 
the antibiotic virginiamycin M1, which also binds to the ribosome, and exhibits different structural 
configurations depending primarily on the hydrophobicity of the solvent system [32,33]. Furthermore, 
the change in free energy of the system may serve to drive the mechanism of inhibition.  

RPL3 has a high degree of sequence and structure conservation across all three domains of life. The 
W-finger, in particular, is universally conserved, and the tryptophan is in close proximity to the active 
site of the PTC, where peptide bond formation occurs [58,59]. Individual mutations to the amino acids 
of the W-finger seem to indicate that it functions as a sensor for A-site occupancy and helps to 
synchronize aa-tRNA accommodation, transfer, and translocation [20]. Meskaukas and Dinman 
proposed that when no aa-tRNA is present, the W-finger extends into the A-site, and when the correct 
aa-tRNA is introduced, the W-finger is displaced [20]. It is important to note that the N-terminal 
extension only appears to be present among eukaryotic and archaeal species [19], which may explain 
why the majority of prokaryotic species are resistant to trichothecene toxicity. 

To the best of our knowledge, no kinetic studies have been performed to confirm the interaction of 
trichothecenes with RPL3. It would be beneficial to study the interaction of trichothecenes with free 
L3 to determine whether interaction is possible in solution; however, since it is well known that the 
epoxide ring of trichothecenes is both heat and pH stable in the solution state, it is difficult to estimate 
exactly how such a reaction would take place [60]. It is our belief that the solid-state trichothecene 
conformation is required for the interaction to have toxic effects on the system.  

It is our hypothesis that the initial interaction of the trichothecene with the ribosome occurs in 
solution. At this stage a transient association of the trichothecene with W255, in S. cerevisiae, at the 
W-finger domain of RPL3 occurs (Figure 11). Upon peptide bond formation, the ribosome sequesters 
water from the PTC pocket, changing the level of hydration. The change in hydration results in a 
conformational change in the trichothecene structure, allowing for a water or salt bridge to form 
between the epoxide ring of the toxin and the tryptophan residue of the W-finger. Once the initial 
interaction of the trichothecene occurs with RPL3, the substituent groups off the core trichothecene 
structure interact with the surrounding nucleic acids and amino acid residues to block either the  
A-, P- or E-site and inhibit initiation, elongation or termination respectively. 
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Figure 11. Model representing the proposed transient interaction of the trichothecene toxin 
with W255 of the W-finger of ribosomal protein, RPL3. RPL3 is shown in magenta, with 
the tryptophan residue, W255, shown explicitly. The other proteins of the PTC which are 
nearby are depicted in grey. The van der Waals representation was used to demonstrate the 
close contacts of the epoxide with the nitrogen of the tryptophan. 

 

5. Conclusions 

A complete proton and carbon NMR analysis was performed to verify the stereochemistry of T-2 
toxin, and to confirm the relative assignment of all the methylene protons, acetyl, methyl and carbonyl 
resonances. Furthermore, full simulation of the proton spectrum provided all the spectral parameters to 
within 0.02–0.06 Hz accuracy, and led to useful structural and dynamic insights such as: the rigidity of 
the ring structure, the conformational flexibility of the side chain, and the ring strain in the epoxide 
group. Most notably, exchange dynamics were observed between water and H-3OH via EXSY cross 
peaks, lending support to existence of a hydrogen bonding interaction between T-2 toxin and water. 
Additionally, cross-relaxation peaks in the NOESY spectrum observed between water and H-3, H-4 
and H-11 indicate that the water is bound within the tetrahydropyranyl pocket present on the side of 
the ring opposite to the epoxide functionality. Deuterium exchange experiments were performed to 
address whether water was bound to the toxin or free in solution. Sharp coupled peaks and slow 
chemical exchange between H2O and D2O indicate that there is at least one water molecule bound to 
T-2 toxin through a hydrogen bond with the hydroxyl hydrogen on C-3, which is also observed to be in 
the slow chemical exchange regime. This hydrogen bond is likely involved in a water-bridging 
interaction with the molecule and functions to stabilize and rigidify the trichothecene core. 

A solid-state NMR analysis of the T-2 toxin structure was performed, which not only confirms the 
presence of two distinct polymorphic contributions to T-2 toxin, as originally observed in the X-ray 
crystallographic analysis performed by Gilardi [47]; but also indicates that an interaction with a water 
molecule may also be occurring in the solid-state. It is also important to note that both solid-state 
configurations of T-2 toxin differ from that of the solution-state structure, as interpreted from the 
differences in the chemical shift of the 13C resonances.  

With these new insights into the three-dimensional structure of T-2 toxin in both the solution- and 
solid-state, it is possible to begin piecing together the mechanism for toxicity of trichothecene toxins, 
starting with the ribosome. As such, we have proposed a novel mechanism for the interaction of T-2 
toxin with the eukaryotic ribosome, which ideally, will be applicable to other toxins of this family. 
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Undoubtedly, this new information is a stepping stone towards the guided development of 
trichothecene resistance genes which can be developed for the introduction into transgenic plants, such 
as those previously detected by groups such as Mitterbauer et al. for the engineering of Triticale 
cultivars [61]. The development of trichothecene resistance genes is essential to the prevention of crop 
loss due to Fusarium Head Blight and root rot, and will help to circumvent the occurrence of 
alimentary toxic aleukia, and other related ailments.  

Acknowledgements 

We would like to express our gratitude to Michael Gerken for the use of his lab during sample 
preparation, and Evan Mercier for his help in developing the diagram depicted in Figure 11. 

Supporting Information Available 

Supplementary Data include Supplemental Experimental Details, Tables of 1H and 13C Chemical 
Shifts and Coupling Constants. This information is available free of charge via the Internet at  
http://pubs.acs.org. 

References 

1. Foroud, N.A.; Eudes, F. Trichothecenes in cereal grains. Int. J. Mol. Sci. 2009, 10, 147–173. 
2. Grove, J.F. The trichothecenes and their biosynthesis. Fort. Chem. Org. Nat. 2007, 88, 63–130. 
3. Parry, D.W.; Jenkinson, P.; McLeod, L. Fusarium ear blight (scab) in small grain cereals—A 

review. Plant Pathol. 1995, 44, 207–238. 
4. Ueno, Y. The toxicology of mycotoxins. Crit. Rev. Toxicol. 1985, 14, 99–133. 
5. Nielsen, C.; Casteel, M.; Didier, A.; Dietrich, R.; Märtlbauer, E. Trichothecene-induced 

cytotoxicity on human cell lines. Mycotoxin Res. 2009, 25, 77–84. 
6. Schollenberger, M.; Suchy, S.; Jara, H.T.; Drochner, W.; Müller, H.-M. A survey of Fusarium 

toxins in cereal-based foods marketed in an area of southwest Germany. Mycopathologia 1999, 
147, 49–57. 

7. Scudamore, K.A.; Patel, S.; Edwards, S.G. HT-2 toxin and T-2 toxin in commercial cereal 
processing in the United Kingdom, 2004–2007. World Mycotoxin J. 2009, 2, 357–365. 

8. Mayer, C.F. Endemic panmyelotoxicosis in the Russian grain belt. I. The clinical aspects of 
alimentary toxic aleukia (ATA); a comprehensive review. Mil. Surg. 1953, 113, 173–189. 

9. Yagen, B.; Joffe, A.Z. Screening of toxic isolates of fusarium-poae and fusarium-sporotrichioides 
involved in causing alimentary toxic aleukia. Appl. Environ. Microb. 1976, 32, 423–427. 

10. McLaughlin, C.S.; Vaughn, M.H.; Campbell, J.M.; Wei, C.M.; Stafford, M.E. Inhibition of 
Protein Synthesis by Trichothecenes. In Mycotoxins in Human and Health; Rodricks, J.V., 
Hesseltine, C.W., Mehlman, M.A., Eds.; Pathotox Publishers: Park Forest South, IL, USA, 1977; 
pp. 263–275. 

11. Ueno, Y.; Hosoya, M.; Morita, Y.; Ueno, I.; Tatsuno, T. Inhibition of the protein synthesis in 
rabbit reticulocyte by nivalenol, a toxic principle isolated from Fusarium nivale-growing rice.  
J. Biochem. 1968, 64, 479–485. 



Toxins 2011, 3 
 

1329

12. Tatsuno, T. Toxicologie research on substances from Fusarium nivale. Cancer Res. 1968, 28, 
2393–2396. 

13. Kang, Z.; Buchenauer, H. Immunocytochemical localization of fusarium toxins in infected wheat 
spikes by Fusarium culmorum. Physiol. Mol. Plant P. 1999, 55, 275–288. 

14. Bunner, D.L.; Morris, E.R. Alteration of multiple cell membrane functions in L-6 myoblasts by  
T-2 toxin an important mechanism of action. Toxicol. Appl. Pharm. 1988, 92, 113–121. 

15. Johannisson, A.; Björkhag, B.; Hansson, W.; Gadhasson, I.-L.; Thuvander, A. Effects of four 
trichothecene mycotoxins on activation marker expression and cell proliferation of human 
lymphocytes in culture. Cell Biol. Toxicol. 1999, 15, 203–215. 

16. McLaughlin, J.E.; Bin-Umer, M.A.; Tortora, A.; Mendez, N.; McCormick, S.; Tumer, N.E.  
A genome-wide screen in Saccharomyces cerevisiae reveals a critical role for the mitochondria in 
the toxicity of a trichothecene mycotoxin. Proc. Natl. Acad. Sci. USA 2009, 106, 21883–21888. 

17. Bouaziz, C.; Martel, C.; Sharaf el dein, O.; Abid-Essefi, S.; Brenner, C.; Lemaire, C.; Bacha, H. 
Fusarial toxin-induced toxicity in cultured cells and in isolated mitochondria involves  
PTPC-dependent activation of the mitochondrial pathway of apoptosis. Toxicol. Sci. 2009, 110, 
363–375. 

18. Shifrin, V.I.; Anderson, P. Trichothecene mycotoxins trigger a ribotoxic stress response that 
activates c-Jun N-terminal kinase and p38 mitogen-activated protein kinase and induces apoptosis. 
J. Biol. Chem. 1999, 274, 13985–13992. 

19. Gilly, M.; Benson, N.R.; Pellegrini, M. Affinity labeling the ribosome with eukaryotic-specific 
antibiotics: (bromoacetyl)trichodermin. Biochemistry 1985, 24, 5787–5792. 

20. Meskauskas, A.; Dinman, J.D. Ribosomal protein L3 functions as a “rocker switch” to aid in 
coordinating of large subunit-associated functions in eukaryotes and Archaea. Nucleic Acids Res. 
2008, 36, 6175–6186. 

21. Mitterbauer, R.; Poppeberger, B.; Raditschnig, A.; Lucyshyn, D.; Lemmens, M.; Glössl, J.; 
Adam, G. Toxin-dependent utilization of engineered ribosomal protein L3 limits trichothecene 
resistance in transgenic plants. Plant Biotechnol. 2004, 2, 329–340. 

22. Cundliffe, E.; Cannon, M.; Davies, J. Mechanism of inhibition of eukaryotic protein synthesis by 
trichothecene fungal toxins. Proc. Natl. Acad. Sci. USA 1974, 71, 30–34. 

23. Schindler, D. Two classes of inhibitors of peptidyl transferase activity in eukaryotes. Nature 1974, 
249, 38–41. 

24. Cundliffe, E.; Davies, J.E. Inhibition of initiation, elongation, and termination of eukaryotic 
protein synthesis by trichothecene fungal toxins. Antimicrob. Agents Chemother. 1977, 11,  
491–499. 

25. Langseth, W.; Rundberget, T. The occurrence of HT-2 toxin and other trichothecenes in 
Norwegian cereals. Mycopathologia 1999, 147, 157–165. 

26. Edwards, S.G.; Barrier-Guillot, B.; Clasen, P.-E.; Hietaniemi, V.; Pettersson, H. Emerging issues 
of HT-2 and T-2 toxins in European cereal production. World Mycotoxin J. 2009, 2, 173–179. 

27. Biselli, S.; Hummert, C. Development of a multicomponent method for Fusarium toxins using 
LC-MS/MS and its application during a survey for the content of T-2 toxin and deoxynivalenol in 
various feed and food samples. Food Addit. Contam. 2005, 22, 752–760. 



Toxins 2011, 3 
 

1330

28. Imathiu, S.M.; Ray, R.V.; Back, M.; Hare, M.C.; Edwards, S.G. Fusarium langsethiae 
pathogenicity and aggressiveness towards oats and wheat in wounded and unwounded in vitro 
detached leaf assays. Eur. J. Plant Pathol. 2009, 124, 117–126. 

29. Ueno, Y. Toxicological features of T-2 toxin and related trichothecenes. Toxicol. Sci. 1984, 4, 
124–132. 

30. Mesilaakso, M.; Rahkamaa, E. H-1 and C-13 study of the trichothecenes T-2 toxin and T-2 triol. 
Journal für Praktische Chemie/Chemiker-Zeitung 1992, 334, 53–59. 

31. Jarvis, B.B.; Mazzocchi, D.B.; Ammon, H.L.; Mazzola, E.P.; Flippen-Anderson, J.L.;  
Gilardi, R.D.; George, C.F. Conformational effects in trichothecenes: structures of 15-hydroxy C4 
and C8 ketones. J. Org. Chem. 1990, 55, 3660–3662. 

32. Dang, J.; Bergdahl, B.M.; Separovic, F.; Brownlee, R.T.C.; Metzger, R.P. Difference in 
conformation of virginiamycin M1 in chloroform and bound form in the 50S ribosome or 
streptogramin acetyltransferase. Aust. J. Chem. 2004, 57, 415–418. 

33. Dang, J.; Separovic, F.; Bergdahl, M.; Brownlee, R.T.C.; Metzger, R.P. Solvent affects the 
conformation of virginiamycin M1 (pristinamycin IIA, streptogramin A). Org. Biomol. Chem. 
2004, 2, 2919–2924. 

34. Rovnyak, D. Tutorial on analytic theory for cross-polarization in solid state NMR. Concepts 
Magn. Reso. A 2008, 32A, 254–276. 

35. Taylor, R.E. Setting up C-13 CP/MAS experiments. Concepts Magn. Reso. A 2004, 22A, 37–49. 
36. Lowe, I.J. Free induction decays of rotating solids. Phys. Rev. Lett. 1959, 2, 285–287. 
37. Andrew, E.R.; Bradbury, A.; Eades, R.G. Removal of dipolar broadening of nuclear magnetic 

resonance spectra of solids by specimen rotation. Nature 1959, 183, 1802–1803. 
38. Bennett, A.E.; Rienstra, A.E.; Auger, M.I.; Lakshmi, K.V.; Griffin, R.G. Heteronuclear 

decoupling in rotating solids. J. Chem. Phys. 1995, 103, 6951–6958. 
39. Ernst, M. Heteronuclear spin decoupling in solid-state NMR under magic-angle sample spinning. 

J. Magn. Res. 2003, 162, 1–34. 
40. Kupce, E.; Freeman, R. Stretched adiabatic pulses for broadband spin inversion. J. Mag. Res.  

Ser. A 1995, 115, 273–276. 
41. Marat, K. SpinWorks 3.1.6, 2009. Available online: ftp://davinci.chem.umanitoba.ca/ 

pub/marat/SpinWorks/ (accessed on 1 May 2009). 
42. Savard, M.E.; Blackwell, B.A.; Greenhalgh, R. An H-1 Nuclear-magnetic-resonance study of 

derivatives of 3-hydroxy-12,13-epoxytrichothec-9-enes. Can. J. Chem. 1987, 65, 2254–2262. 
43. Savard, M.E.; Blackwell, B.A. Spectral characteristics of secondary metabolites from fusarium 

fungi. In Mycotoxins in Grain; Miller, J.D., Trenholm, H.L., Eds.; Eagen Press: St. Paul, MN, 
USA, 2004; pp. 59–258. 

44. Blackwell, B.A.; Greenhalgh, R.; Bain, A.D. Carbon-13 and proton nuclear magnetic resonance 
spectral assignments of deoxynivalenol and other mycotoxins from Fusarium graminearum.  
J. Agric. Food Chem. 1984, 32, 1078–1083. 

45. Greenhalgh, R.; Blackwell, B.A.; Savard, M.; Miller, J.D.; Taylor, A. Secondary metabolites 
produced by Fusarium sporotrichioides DAOM 165006 in liquid culture. J. Agric. Food Chem. 
1988, 36, 216–219. 



Toxins 2011, 3 
 

1331

46. Doddrell, D.M.; Pegg, D.T.; Bendall, M.R. Distortionless enhancement of NMR signals by 
polarization transfer. J. Mag. Res. 1982, 49, 323–327. 

47. Gilardi, R.; George, C.; Flippen-Anderson, J.L. The structure of T-2 toxin. Acta Cryst. 1990, C46, 
645–648. 

48. Pickard, C.J.; Payne, M.C. Second-order k center dot p perturbation theory with Vanderbilt 
pseudopotentials and plane waves. Phys. Rev. B 2000, 62, 4383–4388. 

49. Gonzea, X.; Amadond, B.; Angladee, P.-M.; Beukena, J.-M.; Bottind, F.; Boulangera, P.; 
Brunevalq, F.; Calistej, D.; Caracasl, R.; Côté, M.; et al. ABINIT: First-principles approach to 
material and nanosystem properties. Comput. Phys. Commun. 2009, 180, 2582–2615. 

50. Lesage, A.; Auger, C.; Caldarelli, S.; Emsley, L. Determination of through-bond carbon-carbon 
connectivities in solid-state NMR using the INADEQUATE experiment. J. Am. Chem. Soc. 1997, 
119, 7867–7868. 

51. Lesage, A.; Bardet, M.; Emsley, L. Through-bond carbon-carbon connectivities in disordered 
solids by NMR. J. Am. Chem. Soc. 1999, 121, 10997–10993. 

52. Neuhaus, D. Nuclear Overhauser Effect. In Encyclopedia of Magnetic Resonance; Grant, D.M., 
Harris, R.K., Eds.; John Wiley: Chichester, UK, 2009; Volume 9, pp. 4530–4541. 

53. Cavanaugh, J.; Fairbrother, W.J.; Palmer, A.G.; Skelton, N.J. Relaxation and dynamic processes. 
In Protein NMR Spectroscopy: Principles and Practice; Academic Press: San Diego, CA, USA, 
1996; pp. 243–300. 

54. Krska, R.; Baumgartner, S.; Josephs, R. The state-of-the-art in the analysis of type-A and -B 
trichothecene mycotoxins in cereals. Fresen. J. Anal. Chem. 2001, 371, 288–295. 

55. Bamburg, J.R. Chemical and biochemical studies of trichothecene mycotoxins. Mycotoxins and 
other fungal related food problems. Adv. Chem. 1976, 149, 144–162. 

56. Burrows, E.P.; Szafraniec, L.L. Hypochlorite-promoted transformations of trichothecenes. 
Verrucarol. J. Org. Chem. 1986, 51, 1494–1497. 

57. Rodnina, M.V.; Beringer, M.; Wintermeyer, W. How ribosomes make peptide bonds. Trends 
Biochem. Sci. 2007, 32, 20–26. 

58. Meskauskas, A.; Petrov, A.N.; Dinman, J.D. Identification of functionally important amino acids 
of ribosomal protein L3 by saturation mutagenesis. Mol. Cell Biol. 2005, 25, 10863–10874. 

59. Klein, D.J.; Moore, P.B.; Steitz, T.A. The roles of ribosomal proteins in structure assembly, and 
evolution of the large ribosomal subunit. J. Mol. Biol. 2004, 340, 141–177. 

60. Anderson, D.W.; Black, R.M.; Lee, C.G.; Pottage, C.; Rickard, R.L.; Sandford, M.S.;  
Webber, T.D.; William, N.E. Structure-activity studies of trichothecenes: cytotoxicity of 
analogues and reaction products derived from T-2 toxin and neosalaniol. J. Med. Chem. 1989, 32, 
555–562. 

61. Lucyshyn, D.; Busch, B.L.; Abolmaali, S.; Steiner, B.; Chandler, E.; Sanjarian, F.; Mousavi, A.; 
Nicholson, P.; Buertsmayr, H.; Adam, G. Cloning and characterization of the ribosomal protein 
L3 (RPL3) gene family from Triticum aestivum. Mol. Genet. Genomics 2007, 277, 507–517. 

© 2011 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article 
distributed under the terms and conditions of the Creative Commons Attribution license 
(http://creativecommons.org/licenses/by/3.0/). 



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

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


