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Abstract: APOBEC3 enzymes are polynucleotide deaminases, converting cytosine to uracil on sin-

gle-stranded DNA (ssDNA) and RNA as part of the innate immune response against viruses and 

retrotransposons. APOBEC3G is a two-domain protein that restricts HIV. Although X-ray single-

crystal structures of individual catalytic domains of APOBEC3G with ssDNA as well as full-length 

APOBEC3G have been solved recently, there is little structural information available about ssDNA 

interaction with the full-length APOBEC3G or any other two-domain APOBEC3. Here, we investi-

gated the solution-state structures of full-length APOBEC3G with and without a 40-mer modified 

ssDNA by small-angle X-ray scattering (SAXS), using size-exclusion chromatography (SEC) imme-

diately prior to irradiation to effect partial separation of multi-component mixtures. To prevent cy-

tosine deamination, the target 2-deoxycytidine embedded in 40-mer ssDNA was replaced by 2-

deoxyzebularine, which is known to inhibit APOBEC3A, APOBEC3B and APOBEC3G when incor-

porated into short ssDNA oligomers. Full-length APOBEC3G without ssDNA comprised multiple 

multimeric species, of which tetramer was the most scattering species. The structure of the tetramer 

was elucidated. Dimeric interfaces significantly occlude the DNA-binding interface, whereas the 

tetrameric interface does not. This explains why dimers completely disappeared, and monomeric 

protein species became dominant, when ssDNA was added. Data analysis of the monomeric species 

revealed a full-length APOBEC3G–ssDNA complex that gives insight into the observed “jumping” 

behavior revealed in studies of enzyme processivity. This solution-state SAXS study provides the 

first structural model of ssDNA binding both domains of APOBEC3G and provides data to guide 

further structural and enzymatic work on APOBEC3–ssDNA complexes. 
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1. Introduction 

APOBEC3 (A3) enzymes deaminate cytosine to uracil on single-stranded DNA [1] 

(ssDNA) or RNA [2]. There are seven family members in humans that act as part of the 

innate immune response against viruses and retrotransposons where ssDNA deamination 

is the primary substrate [1,3–5]. The presence of 2’-deoxyuridine in ssDNA templates re-

sults in the addition of thymidine during DNA replication, causing C→T mutations. Due 

to their promutagenic nature, this enzyme family is a double-edged sword. For example, 

some members of this family, such as A3A and A3B, can become dysregulated and induce 

mutation of host DNA and are linked to cancer development, cancer evolution and drug 

resistance [6,7]. However, the seven human A3 enzymes (A3A-A3G, except for E) are pri-

marily known for their ability to restrict the replication of HIV. A3G was the first member 

discovered from this family and is a potent anti-HIV restriction factor [8]. Its significance 

is so great that the HIV protein, Vif, among other functions, mimics the substrate receptor 

of a Cullin 5 ubiquitin ligase to target A3G, and other A3s, for degradation [9–11]. A3G 

potently restricts Vif-deficient HIV [12] and can also induce mutations in Vif + HIV, but 

the contributions of the mutations to viral inactivation or virus escape and drug resistance 

are not clear [13–16]. A3G and other A3 enzymes restrict their relevant pathogens using 

both a deaminase-dependent and a deaminase-independent mechanism [8,17]. The deam-

inase-dependent function is based on the deamination of cytosine, and the deaminase-

independent function is based on physically inhibiting reverse transcriptase activity by 

oligomerizing on ssDNA or RNA or, additionally for A3G, by a direct interaction with the 

reverse transcriptase itself [18–21]. Complicating in vitro studies, A3G is usually purified 

as a high-order multimer with low activity, which dissociates after RNAse A treatment to 

a mixture of lower-order oligomeric states with higher activity [22]. The oligomerization 

of A3G and other A3 proteins was recently reviewed by Chen [20]. 

A3G contains two zinc(II)-binding deaminase domains, of which only the C-terminal 

domain (CTD) is catalytically active and responsible for deamination of cytosine. On the 

other hand, the N-terminal domain (NTD) is in charge of RNA binding, virion encapsula-

tion [23], processivity on ssDNA [24] and interaction with Vif [24,25]. For long DNA frag-

ments (>60-mer), A3G shows a processive behavior [22,24,25], where it scans its substrate 

for the deamination motif (-CCC-), preferentially located near the 5 end of DNA, by a 

sliding and jumping [22] mechanism, as well as by inter-segmental transfer [26]. A re-

markable, approximately 30-mer “dead zone” for nucleotides 3 of the CCC deamination 

motif had been revealed earlier [27]. A3G is also shown by Förster resonance energy trans-

fer (FRET) to hover over the deamination hotspot [28]. The CTD of A3G by itself is weakly 

active, whereas the activity and processivity are greatly enhanced by the presence of the 

catalytically inactive but structurally homologous NTD in full-length A3G [23,27,29–31]. 

Recently, the crystal structures have been published of two-domain full-length A3G, 

denoted A3Gfl. One set of structures is from human A3Gfl (PDB: 6WMA, 6WMB, 6WMC) 

[32]; the other set of structures is from rhesus monkey (PDB: 6P40, 6P3Z, 6P3X, 6P3Y) [33]. 

Both sets of A3Gfl structures are heavily modified for stability and solubility, and only one 

structure has both Zn2+ binding sites occupied (6P40). Individual domains of A3G, both 

with [34] and without ssDNA [35–40], have also been structurally characterized. So far, 

however, there have not been any experimentally based models and structures of full-

length two-domain active enzymes with ssDNA bound. 

The effect of ssDNA on A3G oligomerization has been identified biochemically and 

under single-molecule conditions to be dynamic [19,41,42]. Analytical centrifugation has 

shown that apo A3G is mostly dimeric with smaller number of monomers and tetramers 

present, depending on concentration [43], but the structure of tetramers is not known. 

Extensive prior research has been conducted on the interaction of A3G with RNA and 

how this affects DNA interaction, but this is not the focus of this study. Here, we apply 

small-angle X-ray scattering (SAXS) with co-flow [44] combined with size-exclusion chro-

matography (SEC-co-flow-SAXS) to study full-length A3G in the presence and absence of 

ssDNA. In addition to model-free biophysical parameters, such as the radius of gyration 
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(Rg), maximum dimension and molecular weight of the protein that are derived from the 

SAXS scattering data [45], we also derive from the data a model for the primary species in 

solution and present a model on how A3G interacts with ssDNA. The data support a 

model in which A3Gfl is composed of multiple oligomeric states in solution and bound to 

ssDNA [19,41–43]. However, binding to ssDNA converts the free multimeric apo-A3Gfl to 

a state in which there are relatively more monomeric species bound to ssDNA. There is 

some discussion in the field with respect to which oligomeric state is more active [19,42]. 

Our data confirm that ssDNA is an active player in altering the oligomeric state of A3Gfl 

[19,41,42] and show that ssDNA initiates the formation of the catalytically active monomer 

[27]. 

2. Materials and Methods 

2.1. Protein Preparation for SAXS 

Glutathione S-transferase (GST) fused to A3Gfl, GST-A3Gfl, was produced using a re-

combinant baculovirus and Sf9 cell system as described previously [22,27]. Sf9 cells were 

infected with recombinant A3Gfl-expressing virus at a multiplicity of infection of 1 and 

harvested after 72 h. Cells were lysed as described previously in the presence of 100 μg 

mL−1 of RNase A. Cleared lysates were then incubated with glutathione-Sepharose resin 

(GE Healthcare, Chicago, IL, United States) and subjected to a series of salt washes (0.25–

1 M NaCl) before on-column cleavage of the GST tag with 40 units of thrombin (Calbio-

chem, San Diego, CA, United States) for 16 h at 21 °C. Cleaved wild-type A3Gfl fractions 

were further purified by size-exclusion chromatography (SEC) using a G200 Increase (GE 

Healthcare) column with the following running buffer: 50 mM HEPES, pH 7.2, 200 mM 

NaCl, 10% glycerol, 1 mM DTT and 150 mM L-arginine HCl. Fractions were concentrated 

using Amicon Ultra Centrifugal Filter units and stored at −80 °C. 

2.2. Protein Purification for Activity Assay 

A3Gfl was produced as previously described [46,47]. Briefly, HEK293-6E cells were 

grown planktonically, following transient transfection, as described previously [47], using 

a pTT5 protein expression plasmid coding for GST-tagged A3Gfl. Soluble A3Gfl for activ-

ity/inhibition assays was purified from lysed HEK cells using a 5 mL GSTtrap FF column 

(Cytiva Marlborough, MA, United States). After removal of the GST tag with PreScission 

protease, the sample was then further purified using a Superose 12 column. 

2.3. DNA Synthesis 

The substrate 5’-ATTCCCAATT and inhibitors 5’-ATTCCdZAATT (abbreviated 

CCdZ-oligo) and 5’- ATTCC5FdZAATT (5FdZ is 5-fluoro-2’-deoxyzebularine; abbrevi-

ated CC5FdZ-oligo) were prepared as previously described [48]. Higher oligomeric 40-

mer DNAs, 5’-ATTCCdZAATT-T30, 5’-ATTCC5FdZAATT-T30, 5’-T30-ATTCCdZAATT 

and 5’-T30-ATTCC5FdZAATT containing dZ and 5FdZ were similarly synthesized (and, 

respectively, abbreviated CCdZ-T30-oligo, CC5FdZ-T30-oligo, T30-CCdZ-oligo and T30-

CC5FdZ-oligo). 

2.4. NMR Inhibition Assay 

The NMR inhibition assay was performed at 298 K, as previously described [48], us-

ing a 700 MHz Bruker NMR spectrometer equipped with a 1.7 mm cryoprobe. The initial 

speed of deamination of 500 μM 5’-ATTCCCAATT (target dC underlined) by ~450 nM 

A3Gfl in the absence or presence of 50 μM CCdZ- or CC5FdZ-containing oligos (10-mer 

and 40-mer) was measured. NMR experiments were conducted in a pH 6.0 kinetic buffer 

(100 mM NaCl, 50 mM sodium phosphate buffer, 10 % D2O, 1 mM citrate, 50 μM sodium 

trimethylsilylpropanesulfonate (DSS)). 
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2.5. SAXS Data Acquisition and Analysis 

A3Gfl was initially assessed at 2.5 mg/mL (slight aggregates formed), and SEC caused 

a dilution, so a new concentration of approximately 1.3 mg/mL was calculated based on 

the absorbance at 280 nm. SAXS measurements were conducted at the Australian Syn-

chrotron on the SAXS/WAXS beamline equipped with a Pilatus-2 1M detector as de-

scribed [45]. Samples were run at 25 °C through a SEC column (Superdex™ 200 Increase 

5/150 GL, GE Healthcare) at a flow rate of 0.2 mL/min in A3Gfl SAXS buffer (50 mM phos-

phate, pH 6.0, 200 mM NaCl, 2 mM β-mercaptoethanol (β-ME), 5% glycerol, 200 µM Na2-

EDTA). 

Glucose isomerase data were collected as control to confirm that that SAXS setup 

worked correctly, and water was run to provide calibration for the absolute intensity of 

scattering. SAXS measurements were obtained at 25 °C using a camera length of 1.6 m, 

and frames were taken at one-second intervals. SVD and EFA modules (SVD/EFA BioX-

TAS RAW [49]) were used to elucidate the number and boundaries of the scattering com-

ponents for the ligand-free A3Gfl and A3Gfl with a 40-mer ssDNA as described in Barzak 

et al. [45]. The only difference is that the Gaussian analysis was performed afterward to 

discriminate between overlapping species using US-SOMO [50–52], as described in great 

detail in the Supplementary Information of Brookes et al. [50]. The Gaussians that pro-

duced good scattering data were analyzed using PRIMUSQT (ATSAS 2.8.3 suite) to iden-

tify the species present as described previously in Barzak et al. [45]. In addition, SAXS 

data were collected on the 40-mer ssDNA by itself. All deconvolution methods have lim-

itations, which we largely mitigated by using two independent approaches to deconvo-

lute the data SVD/EFA and Gaussian analysis, where SVD ignores the time dimension of 

the data set, and Gaussian decomposition relies entirely on the time profiles of the scat-

tered intensities [51]. For further discussion on the limitations, see Brooks et al. [50,51]. 

3. Results 

3.1. SEC-SAXS Analysis of Apo A3Gfl: Deconvolution of Scattering Data 

The initial characterization of the catalytically active full-length wild-type ligand-free 

A3G protein using both the UV elution profile and the SAXS profile indicated that the 

sample had multiple components that were incompletely resolved by size-exclusion chro-

matography (SEC) (Figures 1A,B and S1A,B). Superimposing the radius of gyration, the 

Rg, trace values over the elution and SAXS profiles revealed a large variability in these 

values from ~30 to 50 Å across this peak, indicating that multiple scattering species were 

present in the sample (Figures 1A and S1A,B). Therefore, before further analysis, the spe-

cies were separated by deconvolution as detailed elsewhere [45] (see also Supplementary 

Materials and Materials and Methods.) 

(A) 

 

(B) 
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Figure 1. Deconvolution of the SEC-SAXS data of A3Gfl. (A) SAXS profile superimposed with Rg 

trace values. (B) Gaussian decomposition analysis using US-SOMO. Experiments were conducted 

at 25 °C using 2.5 mg/mL A3Gfl in A3Gfl SAXS buffer (50 mM phosphate, pH 6.0, 200 mM NaCl, 2 

mM β-ME, 5% glycerol, 200 µM Na2-EDTA). See text below and Figure S3 (Supplementary Materi-

als) for evidence supporting Gaussian decomposition and assignment of multimers and monomer. 

The derived scattering curves had a low signal–noise ratio because of deconvolution 

and the resultant low concentration of each species. Although the data were fitted with 

five species, only Species-B and -C (magenta and orange) produced acceptable scattering 

curves and showed higher intensities than the other species, indicating their greater con-

tribution to the overall scattering pattern of the sample. Therefore, these two curves were 

further analyzed to identify the corresponding oligomeric states. 

3.2. SAXS Analysis of Apo A3Gfl: Analysis of the Scattering Curves 

The initial analysis of the derived scattering curves revealed that the A3Gfl scattering 

species were homogeneous, illustrated by the plateau at low q in the double log graph (see 

Figure S2B in Supplementary Materials, see also text below). From the P(r) plot [53], A3Gfl-

Species-B was estimated to have an Rg ~ 60 Å and Dmax ~ 160 Å. However, as the scatter-

ing data of this species had a low signal-to-noise ratio, the accurate derivation of the struc-

tural parameters for this species was difficult (see Figure S2A,B in Supplementary Mate-

rials). 

The comparison of the Kratky plots [53] of the derived scattering species showed that 

the position of the peak maximum of the A3Gfl-Species-B (at q ~ 0.025 Å−1) was half that of 

the A3Gfl-Species-C (q ~ 0.05 Å−1) (see Figure S2C in Supplementary Materials), indicating 

that the A3Gfl-Species-B was about double the size of the A3Gfl-Species-C. The higher 

value here indicates the smaller size, as scattering vector q is related to the inverse size. 

The same trend was also observed in the elution pattern, as the bigger particles elute off 

the SEC column earlier than smaller ones; A3Gfl-Species-B elutes before A3Gfl-Species-C 

(Supplementary Figure S1D). Finally, notwithstanding the similar intensity of X-ray scat-

tering from the two species, this intensity is biased by the sixth-power relationship be-

tween the particle size and the scattering of electromagnetic radiation. Thus, A3Gfl-Spe-

cies-C was present in higher concentrations than A3G-Species-B, leading to a better signal-

to-noise ratio (Figure S2). 

We then focused on the more prominent A3Gfl-Species-C, for which we found a sat-

isfactory Guinier plot indicating a monodisperse sample (see Figure S2B insert and Figure 

S2E in Supplementary Materials). Both the Rg and I(0) derived from the Guinier and the 

P(r) plots were very similar, confirming the relative size of the species as listed in Table 

S1. The Kratky plot showed a nice bell-shaped curve with a peak maximum q ~ 0.05 Å−1; 

however, the plot at higher q did not completely return to the baseline, suggesting that 

the structure may contain flexible regions (see Figure S2C in Supplementary Materials). 

The Rg-normalized Kratky plot [54] shows that the peak maximum sits at the position 

indicative of a well-folded globular protein (( 3, 1.104); Figure S2F). Noticeably, the esti-

mated values of Rg and Dmax of this A3G-Species-C (Rg ~ 42 Å, Dmax ~ 146 Å, Table S1) 

were found to be similar to a previously reported elongated dimer for A3Gfl derived from 

SAXS data [55]. However, our molecular weight was estimated to be ~208 kDa (derived 

from the Porod volume, not from I(0) [56], as each species is overlapped, as discussed 

above), which was double the molecular weight previously reported, using non-deconvo-

luted data, for an A3Gfl elongated dimer of ~100 kDa [55]. This suggested that our A3Gfl-

Species-C is not a dimer but a tetramer under our conditions, in which four two-domain 

A3Gfl molecules oligomerize together. The DAMMIF-derived ab initio envelope calcu-

lated from the SAXS data for the tetramer species, and the structural model derived, will 

be discussed below in context with the complex between the tetrameric species and 

ssDNA (see also Supplementary Materials, Figure S4). 
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To identify the oligomeric states of the other deconvoluted species (and as an orthog-

onal by-product to validate the deconvolution into potentially five multimeric species of 

A3Gfl), we plotted the logarithm of the oligomerization number as a proxy for molecular 

weight (log1 for a monomer, log2 for a dimer, etc.) as a function of the frame number at 

the maximum of scattering for each of the species deconvoluted (frame number is propor-

tional to the elution time in SEC (Supplementary Figure S3)). As we already identified 

Species-C as a tetramer, the smaller species were assigned to a dimer and monomer; the 

bigger are likely to be 8-mer and 16-mer, as the simplest explanation for oligomers would 

be the multiples and fractions of the tetramer. The resulting plot, effectively an SEC cali-

bration plot, should be linear if our assumption of multimeric A3Gfl species is correct. Our 

plot clearly shows linear dependency, confirming our assignment of oligomerization 

states (Figure 1B), especially for the dimer and monomer species. As a logarithmic scale 

“flattens” the data, the assignment of 8-mer and 16-mer, while tentative, is, for lack of a 

better adverb, oligomerizationally sensible. Taken together, our SEC-SAXS experiments 

show that the ligand-free double-domain A3Gfl exists in multiple quaternary states in so-

lution, and one of the two dominant scattering species, Species-C, is a tetramer. The other 

dominant species in scattering, Species-B, with a much larger Rg, is a higher-order multi-

mer (likely 8-mer). Our deconvolution data are roughly similar to the analytical ultracen-

trifugation data of Salter at al. [43], where dimers were prevalent, but tetramers and mon-

omers were also present, and their amounts depended on the protein concentration. As 

SAXS is biased toward high molecular weights (the intensity is biased by the sixth-power 

relationship between the particle size and the scattering of electromagnetic radiation), the 

scattering is heavily dominated by larger molecules. Accordingly, the tetramer becomes 

the prevalent scattering species. We cannot completely exclude that a residual amount of 

RNA may be responsible for the higher-order multimers, but the prevalence of higher-

order oligomers should be very low, as higher-order multimers dominate the scattering. 

3.3. SAXS Model of A3Gfl in Complex with ssDNA 

Selection of ssDNA for SAXS Studies 

To prevent deamination of ssDNA during SAXS experiments on active A3Gfl, we de-

cided to use chemically modified DNA [57], that is, an inhibitor species. A similar ap-

proach was used by us to study the catalytically active C-terminal domain (CTD) of A3B, 

A3B-CTD, in complex with ssDNA, where dZ replaces the target dC [45]. A3Gfl has an 

intrinsic preference toward deamination of dC at the 3’-end of a CCC-motif (Km ~ 570 µM 

for A3G-CTD acting on the 10-mer substrate 5’-ATTCCCAATT, abbreviated CCC-oligo 

[57]). The incorporation of dZ or its 5-fluoro derivative (5FdZ) at the 3’-end of the CCC-

motif on the 10-mer oligonucleotide (5’-ATTCCdZAATT, abbreviated CCdZ-oligo, and 

5’-ATTCC5FdZAATT, abbreviated CC5FdZ-oligo) led to significant inhibition of A3G-

CTD activity on the CCC-oligo by CCdZ-oligo [46,58] (and somewhat less so by CC5FdZ-

oligo), as dZ and FdZ cannot be deaminated. dZ and FdZ form a tetrahedral intermediate 

in the active site of A3, as evidenced in the recent crystal structures of FdZ oligo with wild-

type A3A [59] and dZ oligo with A3G-CTD [60]. The observed deamination was a result 

of the residual activity of A3G-CTD on the 10-mer CCC-substrate. The cytosines in our 

CCdZ- and CC5FdZ inhibitors are not deaminated by A3 enzymes because the Ki for dZ 

in CCdZ-containing oligos is much lower than the Km for the remaining cytosines in these 

motifs [48,58]. 

Noting that 20-mer oligonucleotides had been reported to have higher binding affin-

ities to a single-domain A3A/A3B chimeric construct than shorter oligonucleotide se-

quences [48], we therefore thought a 40-mer oligonucleotide would better accommodate 

binding to double-domain A3Gfl. A 40-mer oligonucleotide containing the sequence of 10-

mer CCdZ-oligo or CC5FdZ-oligo preceded by a poly T30 tail at the 5’-end (T30-CCdZ-

oligo and T30-CC5FdZ-oligo) decreased the deamination rates of the substrate CCC-oligo 

by A3Gfl by a similar factor to the control oligonucleotides CCdZ-oligo and CC5FdZ-oligo 
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(Figure 2) [46]. However, the placement of the CCdZ- or CC5FdZ- motif near the 5’-end 

of the 40-mer ssDNA (CCdZ-T30-oligo and CC5FdZ-T30-oligo) led to a more pronounced 

inhibition of A3Gfl, consistent with the reported polarity of A3G-induced deamination 

[41]. 

 

Figure 2. Qualitative screen of modified oligos on the inhibition of the A3Gfl-catalyzed deamination 

of the preferred dC substrate 5’-ATTCCCAATT (CCC-oligo). Plot of the initial speed of deamination 

of 500 μM 5’-ATTCCCAATT (target dC underlined) by the A3Gfl in the absence or presence of 50 

μM CCdZ- or CC5FdZ-containing 10- and 40-mer oligos. Experiments were performed using the 
1H-NMR-based inhibition assay in pH 6.0 kinetic buffer (100 mM NaCl, 50 mM sodium phosphate, 

10 % D2O, 1 mM citrate, 50 μM DSS) at 298 K. Experiments with 10-mer oligonucleotides were re-

peated multiple times, and the mean values were plotted with error bars reported as SD, whereas 

single experiments were performed on the 40-mer oligos. Full inhibitor sequences are given in Ma-

terials and Methods. 

The 5FdZ-containing ssDNA did not further improve the inhibition of A3Gfl over dZ-

containing ssDNA, neither by the 10-mer [46] nor by the 40-mer oligo (Figure 2). There-

fore, to study the structure of the double-domain A3Gfl in complex with ssDNA using 

SAXS, the 40-mer CCdZ-T30-oligo was selected to ensure binding to the CTD in a produc-

tive conformation to cause inhibition of the catalytically active A3Gfl. 

3.4. SAXS Studies of CCdZ-T30-Oligo 

Initially, the CCdZ-T30-oligo was examined using SEC-co-flow-SAXS to understand 

its dynamic structure in solution and potentially to aid in modeling the A3Gfl–ssDNA 

complex. The CCdZ-T30-oligo eluted off the SEC column as a single monodisperse species 

(Figure 3A), with a steady Rg ~32 Å displayed across the peak in both the elution and 

SAXS profiles (Figures 3A and S5A). The double log plot resulted in a plateau at low q 

values, indicating that the sample was homogeneous (see Figure 3D), which was further 

verified by a good fit with the linear regression in the Guinier plot [53] (Figure 3C). 

The estimation of the Rg and I(0) values from the Guinier slope agreed well with the 

values obtained by the independent P(r) method, further confirming the quality and rela-

tive size of the oligonucleotide listed in Table S3 (Supplementary Materials). From these 

parameters, the estimated MW ~12–13 kDa of the oligonucleotide was found to be com-

parable to the expected MW ~12 kDa. The Kratky profile [53] indicated that the oligonu-

cleotide adopted a highly flexible extended conformation, as the scattering intensity at 

values of q > 0.1 Å−1 did not return to the baseline (see Figure S5C in Supplementary Ma-

terials). This was additionally supported by the P(r) plot [53], which was significantly 
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skewed to the right in comparison to the standard symmetrical bell-shaped histogram for 

a compact quasi-spherical moiety [53] (see Figure S5D in Supplementary Materials). 

As free DNA may have a reasonably long persistence length [61], we performed the 

reconstruction of the scattering profile using 3D envelope modeling. This reconstruction 

of the scattering profile (NSD ~ 0.875) demonstrated, remarkably, a well-defined shape for 

the oligonucleotide. The envelope model mimics a dumbbell, which is consistent with the 

shape of the P(r) curve (see Figures 3E and S5D), as described in the literature [62]. This 

model illustrates that the oligonucleotide is single stranded and is made up of approxi-

mately four helical turns. The model described is likely a representation of a smeared con-

formational distribution, and further work using an ensemble approach with higher-qual-

ity data may provide better elucidation of the conformational space available to the oligo. 

 

Figure 3. SEC-SAXS analysis of CCdZ-T30-oligo. (A) SEC elution profiles (red) of CCdZ-T30-oligo 

(further abbreviated as CCdZ-40mer in the figure), with Rg trace (black dots) superimposed. Only 

the data between the thickened black lines on the x-axis were retained for analysis. (B) Fits of a 

kinked B-DNA model to SAXS X-ray data (blue) for the CCdZ-T30-oligo using FoXS (dashed black 

line) and CRYSOL (solid black line). (C) Guinier plot of CCdZ-T30-oligo scattering data (blue) and 

its fit (dashed black line). (D) Double log plot of CCdZ-T30-oligo scattering data. (E) Averaged en-

velope model of CCdZ-T30-oligo assuming P1 symmetry using DAMMIF and refined with 

DAMAVER and DAMFILT (ATSAS 2.8.3 suite). (F) Envelope model (blue shape) superimposed 

with the B-form of DNA for CCdZ-T30-oligo (centipede cartoon model). 

Based on the envelope model, the CCdZ-T30-oligo adopts, under our conditions in 

solution, an approximately standard B-form DNA conformation (Figure 3E), even though 

it is single stranded. Therefore, the averaged envelope model was superimposed with a 

B-form 40-mer ssDNA structure (designed using the make na server http://struc-

ture.usc.edu/make-na/server.html, accessed on 1 April 2019) and modeled with a kink. 

The 40-mer ssDNA structure gave a remarkably good visual fit with the SAXS-derived 

molecular envelope (Figure 3F). To validate this model, the observed CCdZ-T30-oligo 

SAXS scattering profile was compared with the back-calculated 1D scattering profiles of 

the designed B-form ssDNA. The scattering data showed a good visual fit with this model, 

especially in the q regions between 0.02 and 0.2 Å−1, as illustrated in Figure 3B and sum-

marized in Table S4. Therefore, the in-solution SAXS-based model of the CCdZ-T30-oligo 

is comparable to the rigid B-DNA model structure. 

3.5. SAXS Model of A3Gfl in the Presence of dZ-Containing ssDNA 

To study A3Gfl in complex with ssDNA, SEC-SAXS experiments were performed on 

A3Gfl in the presence of CCdZ-T30-oligo. Like the ligand-free A3Gfl sample, the sample 
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was not homogeneous, and the eluents were not well resolved. Focusing on the elution 

profiles, the Rg trace was observed to be variable across the protein elution peaks, indi-

cating that multiple A3Gfl species were present in the sample (Rg ~ 30–54 Å across 460–

590 s, Figure 4A). 

 
 

Figure 4. SEC-FLPC profile comparison of apo A3Gfl and A3Gfl/ CCdZ-T30-oligo shows complex for-

mation. (A) SEC-FPLC elution profile of A3Gfl with CCdZ-T30-oligo (red, abbreviated as ssDNA-

40mer in the figure) at a 1 to 2 molar ratio, with Rg trace values (black dots) superimposed. Only 

the data between the thickened black lines on the x-axis were retained for analysis. (B) Superposition 

of SEC-FPLC elution profiles of A3Gfl alone (gray), of CCdZ-T30-oligo (blue) and of A3Gfl with 

CCdZ-T30-oligo (abbreviated as ssDNA-40mer in the figure) at a 1 to 2 ratio (orange). (C) Gaussian 

decomposition analysis using US-SOMO. Experiment conducted using 2.5 mg/mL A3Gfl in a 1 to 2 

molar ratio with CCdZ-T30-oligo in A3Gfl-SAXS buffer at 25 °C (50 mM phosphate, pH 6.0, 200 mM 

NaCl, 2 mM β-ME, 5% glycerol, 200 µM Na2-EDTA). In the text, the descriptor C for complex is 

added to distinguish these species from those identified in SAXS data of A3Gfl alone. 

In contrast, Rg remained constant over the region where the oligo eluted (Rg ~ 33 Å, 

from 597 to 645 s, Figure 4A), very similarly to the CCdZ-T30-oligo by itself. When we 

compared the absorbance maximum of the eluted ssDNA peak from this sample (A280 ~ 

1.02, Figure S6C) to that of ssDNA-only control sample (A280 ~ 1.53, Figure S6B), we found 

that the absorbance decreased by ~30 %. This decrease was complemented by an increase 

in the overall absorbance of the eluted protein fractions (compare Figure S6A,C), estab-

lishing that a protein–ssDNA complex had formed. The superposition of the elution pro-

files (Figure 4B) clearly shows the shift of protein signal to the lower molecular size (shift 

to the right). As apo A3Gfl existed in multiple conformations, it was unclear from the elu-

tion profile which A3Gfl form was in complex with the oligonucleotide (further detailed 

in Figure 5). Therefore, deconvolution was performed (Figures 4C, S7 and S8 in Supple-

mentary Materials) to extract the scattering curves for each A3Gfl component from the 

A3Gfl/CCdZ-T30-oligo sample. Four species were identified (Figure 4C), and then, the four 

1D scattering curves of each component (Figure S9A in Supplementary Materials) were 

extracted (termed Species 1–4). 

Initially, we established using the double log plot [53] that all the derived scattering 

curves contained only one scattering species (see Figure S9B in Supplementary Materials). 

The Kratky plots of Species 1–3 presented characteristic bell-shaped peaks at low q, im-

plying that the species were globular, though the structures also had flexible regions, as 

indicated by higher q data not completely returning to baseline (see Figure S9C in Supple-

mentary Materials). These results were, again, consistent with the skewed shape of the 

P(r) curve from a standard bell-shaped curve, implying these components had elongated 

shapes (see Figure S9D in Supplementary Materials). 

Interestingly, the Kratky plot of Species-4 had a broad peak that downturned at low 

q, as observed for DNA alone (see Figure S9C in Supplementary Materials). Due to the 

low abundance of Species-1, as indicated by its low signal intensity (Figure 4C), no accu-

rate parameters could be derived for this species (see Figure S9B insert in Supplementary 
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Materials). Therefore, we focused on deriving the structural information for Species-2, -3 

and -4, as listed in Table S5 (Supplementary Materials). 

3.6. Analysis of Species-2 from A3Gfl/CCdZ-T30-Oligo SEC-SAXS 

Based on the estimated MW, we deduced that Species 2 corresponded to an A3Gfl 

tetramer made up of four two-domain subunits (see Table S5, Supplementary Materials). 

The size (MW, Rg, Dmax, see Table S5) of this species was slightly larger (estimate of 4.9 

for free protein subunits) than that of the ligand-free tetrameric A3Gfl species (estimate of 

4.4 free protein subunits, see Table S1 in Supplementary Materials), indicating that this 

component was potentially in complex with an oligonucleotide. To verify this notion, the 

A260/A280 ratio of the A3Gfl sample was compared to that of the A3Gfl/CCdZ-T30-oligo 

sample, as described earlier [45]. Consistent with this notion, this A260/A280 ratio was 

larger than the ratio for the ligand-free protein across the entire elution profile, as dis-

played in Figure 5, illustrating that the A3Gfl Species-2 (A3Gfl tetramer) and other species 

(Species-1 and -3) elute along with the ssDNA. This signified that each of these species is 

a complex of A3Gfl with the CCdZ-T30-oligo. Species-4 is CCdZ-T30-oligo. 

 

Figure 5. Ratio of A260/A280 to assess the presence of DNA in elution of the A3Gfl/CCdZ-T30-oligo 

sample. The A260/A280 ratio of the A3Gfl (blue) and A3Gfl/CCdZ-T30-oligo (green) samples (abbre-

viated as CCdZ-40mer in the figure), overlaid with the A280 elution profile of the A3Gfl/CCdZ-T30-

oligo sample (red) to display the boundaries of each species (Species-1, -2, -3 and -4). The peak max-

ima for the deconvoluted data are shown with a solid line; the peak width with a dotted rectangle 

and shaded box. Note: Peak widths for Species-1 and -4 extend to the left and to the right of the 

chromatograph, respectively. The color scheme is the same as in Figure 4. The overlap between the 

scattering of species results in the mixed colors. 

Based on the differences between the MW of Species-2 (MW ~ 227 kDa, Table S5) and 

the ligand-free A3Gfl tetramer (MW ~ 203 kDa, Table S5), we can deduce, tentatively, that 

two oligonucleotides (24 kDa ~ two 12 kDa CCdZ-T30-oligos, Table S3) form a complex 

with the A3Gfl tetramer. To find the 3D shape of this species, ab initio shape reconstruction 

was performed using P2 symmetry to allow a tetrahedral or flattened tetrahedral arrange-

ment. A mean NSD score of 0.557 for the averaged envelope model was derived, which 

indicated very good self-consistency for the ensemble (acceptable NSD ≤ 0.8) [63] (Table 

S6). The envelope model was somewhat ellipsoidal, as illustrated in Figure 6A. The enve-

lope model of the previously identified ligand-free A3Gfl tetramer (Figure S4 in 
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Supplementary Materials) fits well inside this envelope, establishing that the tetrameric 

arrangement observed for ligand-free A3Gfl is preserved on binding CCdZ-T30-oligo. 

However, for this A3Gfl tetramer with the CCdZ-T30-oligo, two noticeable regions of elec-

tron density appear on either side of the envelope of the ligand-free A3Gfl tetramer, as 

shown in Figure 6B. These regions indicate locations for the binding of two oligonucleo-

tides, confirming earlier interpretations, whereby the A3Gfl tetramer (Species-2) com-

plexes with two CCdZ-T30-oligos in solution, under our conditions. 

Upon binding of the oligonucleotides to the A3Gfl tetramer, we also see that the pro-

tein envelope elongates slightly in comparison to the ligand-free form (Figure 6B), which 

is consistent with a 17 Å increase in Dmax, as well as a substantial increase in Rg (see Table 

S5 Species-2 in comparison to Table S1). The action of binding the pair of CCdZ-T30-oligos 

to the tetrameric protein appears to cause modest structural rearrangements in the A3Gfl 

tetramer, leading to the observed elongation of the molecule. The two CCdZ-T30-oligos 

appear to be closely associated with and flattened onto the surface of the A3Gfl tetramer, 

but equally, the arms on either side of the dZ bound into the active site of two of the four 

CTDs of A3Gfl could be sampling many conformations and hence be undetectable by 

SAXS. However, the data do not permit distinguishing the two possibilities. Moreover, 

the tetrameric arrangement may be perturbed upon DNA binding. 

 

Figure 6. Envelope models of the A3Gfl tetramer with and without CCdZ-T30-oligo. (A) Envelope 

model of the A3Gfl tetramer/CCdZ-T30-oligo (purple) generated under P2 symmetry (DAMMIF, 

ATSAS 2.8.3 suite), with Dmax ~ 162 Å and Rg ~ 47 Å. (B) A3Gfl tetramer/CCdZ-T30-oligo envelope 

model superimposed with ligand-free A3Gfl tetramer envelope model (orange). 
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3.7. Model-Free Analysis of SEC-SAXS Data for Species-3 and -4 from A3Gfl/CCdZ-T30-Oligo 

The parameters shown in Table S5 indicate that Species-3 is monomeric A3Gfl with 

one DNA bound (ratio of the MW from the Porod volume [53] to the mass of monomer 

with one DNA is 1.2, Table S5). As in the case of the free A3Gfl tetramer, the MW derived 

from the Porod volume is slightly higher than calculated and may be attributed, at least 

in part, to strongly associated water molecules. The retention time in SEC and the SAXS-

derived parameters, along with the overall shapes of the plots derived for Species-4, are 

very similar to those of CCdZ-T30-oligo only, with the exception of MW from the Porod 

volume, indicating that Species-4 is a free CCdZ-T30-oligo. The Porod volumes are unre-

liable for non-globular flexible macromolecules, such as DNA. 

3.8. Modeling Species-3 of A3Gfl/CCdZ-T30-Oligo as a Monomer with DNA 

The averaged envelope model for monomeric Species-3 (Figure 7A) resulted in a 

mean NSD score of 0.75 (acceptable NSD ≤ 0.8), indicating that the averaged model was 

acceptable (see Table S6 in Supplementary Materials). Therefore, we used this envelope 

for the modeling (Figures 7 and S10 in the Supplementary Materials) of the A3Gfl mono-

mer in complex with the DNA. The modeling was based on combining the homology 

model with the wild-type human A3G sequence based on the full-length monomer of 

A3Gfl from 6P40 [33] (Figure 7), the catalytically active C-terminal domain of A3G com-

plexed with ssDNA (A3G-CTD/DNA, 6BUX [34]), and the remaining DNA was used to 

fit the envelope. This structural model for the full-length A3G–ssDNA complex gave an 

excellent fit with the SAXS data (χ2 = 0.69) with a random distribution of residuals, in 

sharp contrast to the poor fit of the DNA-free monomers (Figure S10A) showing more 

than 10 times worse χ2 value. Interestingly, this model for the A3Gfl–ssDNA complex 

showed close proximity of the negatively charged phosphate backbone of the DNA with 

the positive patch on the N-terminal domain (NTD) (Figure 7C). 

 

Figure 7. The model of CCdZ-T30-oligo in complex with monomer of A3Gfl (Species-3). (A) Fit of 

model with SAXS-derived envelope (orange dots)_in two orientations. The CTD of A3Gfl is on the 

left, the NTD is on the right; helices are shown in cyan, beta strands in magenta, loops in orange; 

the ssDNA is shown in green. (B) Fit (red solid line) of model with the SAXS profile (black dots), 

with residuals shown below. (C) The surface of the protein colored according to the charge distri-

bution (red, negative; blue, positive) with CCdZ-T30-oligo superimposed (same orientation as right-

hand frame of (A). The modeling was performed with PyMol (https://pymol.org/2/ (accessed on 18 

August 2022)) using (1) the homology model (developed with YASARA (http://www.yasara.org/ 

(accessed on 18 August 2022)), using wild-type human sequence modeled onto full-length monomer 
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from 6P40 [33], (2) the catalytically active C-terminal domain of A3G in complex with ssDNA 

6BUX34 and (3) one DNA strand from B-DNA. The A3G-CTD/DNA complex (derived from 6P40) 

was used instead of free CTD in A3Gfl structure, and the single-stranded DNA was elongated from 

9 nucleotides in the original structure to 40 nucleotides in our experiments. Zinc atoms in active and 

pseudo-active sites are shown as magenta spheres in (A). 

The modeling based on 6P3X [33] gave a very similar structure to that shown in Fig-

ure 7. Using the ssDNA monomers from 6WMA (Figure S10) resulted in a slightly worse 

fit with the SAXS profile (Figure S10C), but, interesting electrostatically, this model made 

more extensive contacts of ssDNA with the positive patches of the NTD. In this case, the 

different parts of ssDNA were interacting with the positive patches of NTD. From this 

modeling, we suggest that, on DNA binding, the protein can rearrange from one confor-

mation to the other, and different positive patches encounter DNA. The confirmation of 

our models will require the higher-resolution methods, such as cryo-EM. Nevertheless, 

our low-resolution models give interesting insights. In the model shown in Figure 7, the 

pseudo-catalytic site of the N-terminal domain is interacting with the 3’ end of DNA, lead-

ing to the testable hypothesis that the NTD may recognize the CCC motif, allowing jump-

ing and inter-segmental transfer. 

Overall, the comparison between the deconvoluted SAXS profiles of Figures 1B and 

4B shows that in the presence of the DNA, the dimers disappear, and the monomeric state 

is much more prominent. The absence of a dimeric species (and the existence of tetrameric 

species) in the presence of a 40-mer ssDNA indicates the existence of (at least) two differ-

ent interfaces, one of which competes with DNA and the other of which does not; namely, 

the dimeric interface that hides access to the active site should be outcompeted by DNA 

binding, but the tetrameric interface should be much less affected by it. 

3.9. Model of Free A3Gfl Tetramer Based on Disappearance of Dimers and Preservation of 

Tetramers in the Presence of DNA 

We now sought to understand the conundrum, whereby the tetramers of A3Gfl bind 

ssDNA, but the dimers of A3Gfl disappear in the presence of ssDNA. The inspection of 

the available pdb structures shows that full-length A3G from the Macaque monkey (6P40 

[33]), which has a near-identical sequence to human A3Gfl, dimerizes through the DNA-

binding interface of the C-terminal domain and the putative DNA-binding interface of the 

N-terminal domain, suggesting that such a dimer would conflict with binding ssDNA. On 

the other hand, for a slightly different construct of the Macaque monkey A3Gfl (6P3X [33]; 

also 6P3Y and 6P3Z), the observed dimerization interface involves only the pairing of the 

NTD and, in contrast, does not occlude the active CTD sites of the dimer. We built the 

tetramer using two 6P40 dimers, with the tetramer interface corresponding to the 6P3X 

dimer interface. The fit of this tetramer model (Figure 8) with the SAXS scattering profile 

is remarkably good (χ2 = 0.69), especially as it was not based on the simple packing of 

molecules into the 3D reconstructed envelope (Figures S4 and 6B). The radius of gyration 

calculated for this model is 41.7 Å, which is insignificantly different to those experimen-

tally derived values of 41.5 ± 1.5 Å (from Guinier analysis) or 42.0 ± 1.0 Å (from P(r) anal-

ysis) (see Supplementary Materials, Table S1). The maximal length of this model is 148.5 

Å compared to that derived from the P(r) plot of 145.9 Å (Table S1) and that derived for 

the envelope reconstruction of ~150 Å. Interestingly, fitting a tetramer incorporating two 

distinct crystallographically observed dimeric interfaces (Figure 8) gave a superior fit with 

the envelope and the SAXS pattern (χ2 = 0.80) than a simple packing of four monomeric 

A3Gfl molecules into the envelope (χ2 = 1.17). 
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Figure 8. Tetramer model (A) featuring dimer and tetramer interfaces and fitting of this model (red 

solid line) with the SAXS scattering pattern (black dots) with residuals shown below (B). The right-

hand image in (A) is rotated 90o clockwise about the line running from top to bottom to highlight 

the dimer interface. The dimer interface is that observed between pairs of A3Gfl (6P40), and the 

tetramer interface is that observed between the NTD of pairs of A3Gfl in 6P3X/Y/Z. Each monomer 

has its own color. The dimers of 6P40 were duplicated and overlaid with the 6p3x interface to pro-

duce the tertiary interface. 

Our tetramer model (Figure 8A) shows that the dimer interface of 6P40 is in complete 

overlap with the DNA-binding interface (Figure 7). Interestingly, in the dimer interface, 

both NTDs interact with the CTDs of another monomer (Figure 8A). The tetramer inter-

face based on 6P3X, on the other hand, is built through NTD–NTD interactions. A human 

A3Gfl with mutations F126A/W127A to the NTD was shown to produce monomeric A3Gfl 

in solution [27]. Those residues form part of both the dimer and tetramer interfaces [33] 

(Figure 8) and are involved in the interaction with DNA according to our A3Gfl–ssDNA 

model (Figure 7). Those mutations drastically reduce the jumping behavior of A3Gfl [27] 

and, according to our model, should affect the recognition of the CCC motif by the NTD, 

and therewith, affect the jumping. 

4. Discussion 

Here, using solution-state SAXS data, we report the structural models for the ligand-

free tetrameric association of full-length APOBEC3G (A3Gfl) and for A3Gfl in complex 

with single-stranded DNA (ssDNA). These are the first models for the binding of ssDNA 

to a two-domain APOBEC3 enzyme. Specifically, a structural model was derived for the 

interaction of monomeric A3Gfl with a 40-mer oligo, CCdZ-T30-oligo, which contains the 

inhibitor 2-deoxyzebularine near the 5-end. A prior SAXS study on A3Gfl was performed 

using the technology then available, in batch mode without size-exclusion chromatog-

raphy, which obscured the presence of multiple oligomeric associations of A3Gfl species, 

both in the absence and presence of ssDNA [55]. We found the Guinier plots, eschewed in 

the previous study, essential for assessing the homogeneity and lack of aggregation of the 

species partially separated by size-exclusion chromatography (SEC) immediately prior to 

SAXS measurements from which the scattering of individual species was best extracted 

by Gaussian decomposition. 

4.1. Multimeric Associations of A3Gfl 

Under our conditions, ligand-free two-domain A3Gfl eluted from the SEC column in 

multiple oligomeric forms, consistent with the published studies [41]. Scattering was dom-

inated by higher-than-dimer oligomeric forms, scattering from monomeric and dimeric 

species was present, but in relatively low quantities, which precluded detailed analysis 

(Figure 1B). These various multimeric states have been proposed to regulate not only de-

amination-dependent but also deamination-independent functions of A3G proteins 

[18,41,64,65]. Using SAXS-derived parameters, we identified an A3Gfl tetramer as the most 

prominent scattering species. This species is formed from four two-domain A3Gfl 
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molecules that SAXS data indicate are associated together in a compact formation (MW ~ 

200 kDa). The structure of this tetramer was elucidated, based in part on the changes in 

distribution of oligomeric states upon adding the DNA, and in a larger part, on the re-

cently published atomic-resolution A3Gfl dimer structures, which featured two distinctly 

different dimerization interfaces [32,33]. The generated A3Gfl tetramer model fits very 

well with our A3Gfl scattering data and, correspondingly, represents the A3Gfl tetrameric 

structure in solution. A key observation was that one dimerization interface hid the sub-

strate-binding surfaces. The other dimerization interface, labeled the tetramer interface 

(Figure 8A), left the substrate-binding surfaces accessible. The substrate-binding surface 

giving access to the Zn2+ active site was observed in the case of the catalytically active C-

terminal domain (CTD) but inferred for the catalytically inactive N-terminal domain 

(NTD). 

In the presence of the CCdZ-T30-oligo, the monomeric A3Gfl species becomes much 

more prominent, while the dimers and putative 8-mers dissociate completely (see Figures 

1 and 4). Dimers are converted into monomers due to interactions with the ssDNA, and 

all our eluted A3Gfl species were identified to be in complex with ssDNA, as indicated 

upon examination of the A260/A280 ratio (Figure 5). Significantly, with respect to the in-

teraction of A3Gfl with 40-mer ssDNA, the interface that occludes the ssDNA binding site 

(that of 6P40) is substantially more extensive and has a much more favorable free energy 

of association than the other dimerization interface (that of 6P3X). As calculated by PISA 

[66], respectively, the buried surface area is 9.5 % compared to 3.8% of the total surface 

area, and the solvation free energy gain is −90 kJ mol−1 compared to −59 kJ mol−1. From 

this, we propose that the binding of negatively charged ssDNA, bearing dC or dZ in a 

CC(C/dZ) motif, displaces the interface interactions between the A3Gfl molecules of the 

dimeric and 8-mer oligomerizations of A3Gfl. Interestingly, an increase in the relative 

amount of monomeric species was also seen in A3B-CTD upon the addition of ssDNA 

[45]. With the dimer interface of A3Gfl separated, the less extensive tetramer interface be-

comes less stable. The apo-A3Gfl tetramer, however, does form a complex, but with just 

two CCdZ-T30-oligos. A model structure was difficult to elucidate, as the tetrameric struc-

ture may rearrange upon the DNA binding. Moreover, this DNA binding should be non-

specific (in case the tetramer does not completely rearrange), as the substrate-binding 

sites, especially the catalytically active site in the C-terminal domain, are buried in the 

dimerization interfaces. The bulge in electron density observed in the envelope recon-

struction, relative to the ssDNA-free tetramer (Figure 6B), coincides with the region of 

interaction of a pair of NTDs, suggesting that the negatively charged ligand, CCdZ-T30-

oligo, is interacting with the NTDs, each of which is much more positively charged than 

the CTDs. This interpretation contradicts a previously proposed model, whereby tetram-

eric species are more active than monomeric and dimeric ones [42], but our interpretation 

is in line with the similar catalytic activity observed for a monomeric mutant and wild-

type A3G [27] and with the oligomer disruption shown by optical tweezers [19]. 

4.2. Modeling the Interaction of CCdZ-T30-Oligo with Monomeric A3Gfl 

An A3Gfl monomer complexed with CCdZ-T30-oligo was observed and character-

ized, revealing the first full-length double-domain catalytically active A3 model structure 

in complex with ssDNA. Our A3Gfl-40mer ssDNA model, based on the reported A3Gfl 

crystal structures [33] and on the extended DNA from an ssDNA complex with the CTD 

of A3Gfl [34], gave a remarkably good fit with the observed (deconvoluted) scattering for 

this species. Our analysis provides a structural explanation for the observation of A3Gfl 

cycling between high molecular weight assemblies and monomeric-ssDNA species, as 

A3Gfl searches and deaminates cognate ssDNA [19], as dimerization, via paired NTD and 

CTD interactions, and DNA binding are mutually exclusive, according to our models. In 

addition, higher activity has been reported [18] for of monomeric A3Gfl as compared to 

high-order species, where active sites are buried. 
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The model shows the interaction of ssDNA with both domains (NTD and CTD) (Fig-

ures 7A and S10B). The models show a DNA looping roughly consistent with the 1 nm 

minimal loop size suggested by the optical tweezers experiments [19]. Interestingly, the 

DNA in the model shown in Figure 7A is close to the pseudo-catalytic zinc-containing site 

of the NTD. As our 40-mer has only one recognition motif (CCdZ), the NTD is likely bind-

ing somewhat non-specifically to the ssDNA. We can speculate that a second CCC motif 

could be bound to the NTD pseudo-active site, which should result in a much larger loop-

ing of the DNA Such looping was inferred from the experiments performed with optical 

tweezers [19] and consistent with DNA bending seen in single-molecule FRET [28]. We 

propose that the conformation seen in our model in Figure 7 is well suited to explain the 

jumping [24] and inter-segmental transfer [26] on ssDNA with multiple CCC motifs. This 

model suggests that the NTD can recognize the CCC motif and thereby contribute to the 

quick search on the longer DNA through jumping, sliding [22] and inter-segmental trans-

fer [26]. The NTD residues shown to affect jumping [24] are interacting with or are close 

to the DNA in our model. The conformation relevant to sliding may be different and could 

be similar to the model in Figure S10B based on the 6WMA structure [32], as a mutation 

in helix 6 of the NTD [24] affects sliding, and helix 6 will be close to the DNA if 6WMA is 

used instead of 6P40 in the modeling (Figure S10B,D). Our modeling is also consistent 

with the interpretation that the observed 30-nucleotide “dead zone” [27] is the minimal 

number of nucleotides required to allow all the necessary structural rearrangements be-

tween the sliding and jumping modes on ssDNA required for efficient searching for CCC 

deamination motifs. This interpretation is supported by the fact that the processivity fac-

tor increases until 30-nucleotide separation between two CCC motifs is reached and is 

constant afterward up to 100 nucleotides [67]. Significantly, our models for the interaction 

of ssDNA with A3Gfl show that ~30 nucleotides lie close to the protein, with the remaining 

nucleotides of the 40-mer ssDNA projected away from the protein. Moreover, consistent 

with the direction of processivity, the residues 3 of the CCC deamination motif (here, 

CCdZ) pass over the non-catalytic NTD. Put another way, the nucleotides in the 3 end of 

ssDNA are necessary to allow a full interaction of A3Gfl with ssDNA for effective search 

for CCC deamination motifs on longer DNA. Our work shows that, at least in our condi-

tions, ssDNA is interacting with both domains of A3G, as this interaction is necessary to 

reasonably fit the SAXS data (see Figure S11 and discussion in the Supplementary Mate-

rials). Based on chemical crosslinking [68], only the C-terminal domain of A3G was sug-

gested for the DNA interaction in the model for A3G functional regulation by the RNA 

[69]. This model can be easily adapted to include additional DNA interaction with the N-

terminal domain of A3G. 

A further consideration to emerge from our structural models is the potential role of 

allostery in the binding of substrate to A3Gfl. Noting the very different positioning of the 

NTD with respect to the CTD for human (PDB: 6WMA) [32] compared to rhesus monkey 

A3Gfl (PDB 6P40, 6P3X) [33], DNA binding to the NTD may cause a conformational 

change to the relative arrangement of NTD and CTD domains, which may help to better 

position dZ (or substrate cytosine) close to the CTD active site. Upon specific binding of 

the dZ into the CTD active site, the dZ is hydrated across the N3-C4 double bond and 

converted into an intermediate state of deamination, in which C4 is tetrahedral, and dZ 

remains bound to the protein [59,60]. The nucleotides flanking the target dZ stack on top 

of one another to stabilize the overall conformation, as observed in the single-domain A3–

ssDNA complex structures [34]. 

5. Conclusions 

Although intrinsically a low-resolution technique, our SAXS results provide cogent 

and coherent insight into the oligomerization of ligand-free full-length APOBEC3G and 

into the de-oligomerization occurring upon binding of single-stranded DNA bearing an 

inhibitor CCdZ motif that targets the catalytically active site of the C-terminal domain of 

A3Gfl. A key result is that ssDNA binding to and dimerization of A3Gfl are mutually 
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exclusive. Our modeling strongly suggests that the intermolecular interactions observed 

in the crystal structures of A3Gfl are maintained in solution. Moreover, the structural mod-

els developed provide an insight into a range of earlier biochemical studies. A somewhat 

unexpected mode of binding of a 40-mer inhibitor species, CCdZ-T30-oligo, to the catalytic 

and pseudo-catalytic sites gives a structural insight into the A3Gfl interaction with ssDNA 

and provides a structural basis for the hitherto unexplained jumping mode of action of 

A3Gfl on ssDNA substrates, as well as for the observed 30-nucleotide “dead zone” where 

at least 30 nucleotides located 3 to the CCC motif are required for full, processive activity. 

An important role for the pseudo-catalytic N-terminal domain of A3Gfl and further con-

firmation of directionality in processivity is revealed by the 40-mer inhibitor CCdZ-T30-

oligo being more potent than the 5-tailed inhibitor T30-CCdZ-oligo or a short 9-mer oligo-

mer in which the CCdZ motif is embedded. These results will help guide further structural 

studies and highlight the use of modified oligonucleotides for studies of active A3 in com-

plexes with DNA. 

Supplementary Materials: The following are available online at https://www.mdpi.com/arti-

cle/10.3390/v14091974/s1. Figure S1: Deconvolution of the SAXS data of the A3Gfl; Figure S2: SAXS 

analysis of A3Gfl deconvoluted species; Figure S3: Correlation between log of the oligomeric state 

and size exclusion profile; Figure S4: Ab initio shape restoration of A3Gfl tetramer; Figure S5: SEC-

SAXS analysis of the CCdZ-T30-oligo; Figure S6: SEC-FLPC profile comparison of apo A3Gfl, CCdZ-

T30-oligo (denoted in figure as CCdZ-40mer) and A3Gfl/CCdZ-T30-oligo sample shows complex for-

mation; Figure S7: SEC-SAXS analysis of sample of A3Gfl/ CCdZ-T30-oligo (denoted in figure as 

CCdZ-40mer); Figure S8: Singular value decomposition (SVD) of sample of A3Gfl with CCdZ-T30-

oligo; Figure S9: SEC-SAXS analysis of A3Gfl/ CCdZ-T30-oligo deconvoluted species; Figure S10: 

Modeling of A3Gfl/CCdZ-T30-oligo complex; Figure S11: Fit of 40-mer oligonucleotide to data, where 

only ten residues are in contact in the vicinity of the catalytically active C-terminal domain; Figure 

S12: Tetramer model shown in Figure 8 (main text) is superimposed with the A3Gfl tetramer enve-

lope model (orange) shown in Figure S4.; Table S1: SAXS structural parameters of the A3Gfl; Table 

S2: SAXS fitting and modeling parameters of the A3Gfl sample; Table S3: SAXS structural parameters 

of CCdZ-T30-oligo; Table S4: SAXS fitting and modeling parameters of CCdZ-T30-oligo; Table S5: 

SAXS structural parameters of A3Gfl in presence of CCdZ-T30-oligo; Table S6: SAXS ab initio mod-

eling parameters of A3Gfl in presence of CCdZ-T30-oligo. 

Author Contributions: G.B.J., E.H., V.V.F., K.L.K. and L.C. designed the research and wrote the 

article. F.M.B. and G.B.J. collected the SAXS data. F.M.B., G.B.J., T.M.R. and E.H. analyzed the SAXS 

data. N.M., L.C. and K.L.K. produced the protein. S.H. measured and analyzed the kinetics. M.V.K. 

and H.M.K. synthesized the modified DNA. All authors have read and agreed to the published 

version of the manuscript. 

Funding: This research was funded by Worldwide Cancer Research (grant 16-1197, M.V.K., S.H., 

V.V.F., E.H. and G.B.J.), School of Natural Sciences (Massey University) and by the Canadian Insti-

tutes of Health Research (grants PJT-162407 and MOP-137090, L.C.). 

Institutional Review Board Statement: Not applicable. 

Informed Consent Statement: Not applicable. 

Data Availability Statement: SAXS data are deposited in SASBDB under the codes: SASDMX6, 

SASDMY6, SASDMZ6, SASDM27. 

Acknowledgments: We gratefully acknowledge the support of Worldwide Cancer Research (grant 

16-1197, M.V.K., S.H., V.V.F., E.H. and G.B.J.) and the support of the Canadian Institutes of Health 

Research grants PJT-162407 and MOP-137090 (L.C.). We acknowledge the support of Massey Uni-

versity through the NZ Synchrotron Group Ltd. for access and travel to the Australian Synchrotron. 

We are especially appreciative of the skills and expertise of the SAXS-WAXS beamline staff at Aus-

tralian synchrotron for creating a beam line that allows multiple-component species to be analyzed 

and for help in collecting and analyzing the SAXS data. 

Conflicts of Interest: There are no conflict of interest to declare. 

  



Viruses 2022, 14, 1974 18 of 20 
 

 

References 

1. Harris, R.S.; Bishop, K.N.; Sheehy, A.M.; Craig, H.M.; Petersen-Mahrt, S.K.; Watt, I.N.; Neuberger, M.S.; Malim, M.H. DNA 

Deamination Mediates Innate Immunity to Retroviral Infection. Cell 2003, 113, 803–809. 

2. Sharma, S.; Patnaik, S.K.; Taggart, R.T.; Kannisto, E.D.; Enriquez, S.M.; Gollnick, P.; Baysal, B.E. APOBEC3A cytidine deaminase 

induces RNA editing in monocytes and macrophages. Nat. Commun. 2015, 6, 6881. 

3. Harris, R.S.; Liddament, M.T. Retroviral restriction by APOBEC proteins. Nat. Rev. Immunol. 2004, 4, 868–877. 

4. Izumi, T.; Shirakawa, K.; Takaori-Kondo, A. Cytidine deaminases as a weapon against retroviruses and a new target for antiviral 

therapy. Mini-Rev. Med. Chem. 2008, 8, 231–238. 

5. Mangeat, B.; Turelli, P.; Caron, G.; Friedli, M.; Perrin, L.; Trono, D. Broad antiretroviral defence by human APOBEC3G through 

lethal editing of nascent reverse transcripts. Nature 2003, 424, 99–103. 

6. Alexandrov, L.B.; Nik-Zainal, S.; Wedge, D.C.; Aparicio, S.A.; Behjati, S.; Biankin, A.V.; Bignell, G.R.; Bolli, N.; Borg, A.; 

Borresen-Dale, A.L.; et al. Signatures of mutational processes in human cancer. Nature 2013, 500, 415–421. 

7. Green, A.M.; Weitzman, M.D. The spectrum of APOBEC3 activity: From anti-viral agents to anti-cancer opportunities. DNA 

Repair (Amst.) 2019, 83, 102700. 

8. Harris, R.S.; Dudley, J.P. APOBECs and virus restriction. Virology 2015, 479-480, 131-145. 

9. Sheehy, A.; Gaddis, N.; Malim, M. The antiretroviral enzyme APOBEC3G is degraded by the proteasome in response to HIV-1 

Vif. Nat. Med. 2003, 9, 1404–1407. 

10. Stopak, K.; de Noronha, C.; Yonemoto, W.; Greene, W. HIV-1 Vif blocks the antiviral activity of APOBEC3G by impairing both 

its translation and intracellular stability. Mol. Cell 2003, 12, 591–601. 

11. Akari, H.; Fujita, M.; Kao, S.; Khan, M.; Shehu-Xhilaga, M.; Adachi, A. High level expression of human immunodeficiency virus 

type-1 Vif inhibits viral infectivity by modulating proteolytic processing of the Gag precursor at the p2/nucleocapsid processing 

site. J. Biol. Chem. 2004, 279, 12355–12362. 

12. Colomer-Lluch, M.; Ruiz, A.; Moris, A.; Prado, J.G. Restriction Factors: From Intrinsic Viral Restriction to Shaping Cellular 

Immunity Against HIV-1. Front. Immunol. 2018, 9, 2876. 

13. Venkatesan, S.; Rosenthal, R.; Kanu, N.; McGranahan, N.; Bartek, J.; Quezada, S.A.; Hare, J.; Harris, R.S.; Swanton, C. Perspec-

tive: APOBEC mutagenesis in drug resistance and immune escape in HIV and cancer evolution. Ann. Oncol. 2018, 29, 563–572. 

14. Mohammadzadeh, N.; Love, R.P.; Gibson, R.; Arts, E.J.; Poon, A.F.Y.; Chelico, L. Role of co-expressed APOBEC3F and APO-

BEC3G in inducing HIV-1 drug resistance. Heliyon 2019, 5, e01498. 

15. Bruner, K.M.; Murray, A.J.; Pollack, R.A.; Soliman, M.G.; Laskey, S.B.; Capoferri, A.A.; Lai, J.; Strain, M.C.; Lada, S.M.; Hoh, R.; 

et al. Defective proviruses rapidly accumulate during acute HIV-1 infection. Nat. Med. 2016, 22, 1043–1049. 

16. Hernandez, M.M.; Fahrny, A.; Jayaprakash, A.; Gers-Huber, G.; Dillon-White, M.; Audige, A.; Mulder, L.C.F.; Sachidanandam, 

R.; Speck, R.F.; Simon, V. Impact of Suboptimal APOBEC3G Neutralization on the Emergence of HIV Drug Resistance in Hu-

manized Mice. J. Virol. 2020, 94, e01543. 

17. Iwatani, Y.; Chan, D.S.; Wang, F.; Maynard, K.S.; Sugiura, W.; Gronenborn, A.M.; Rouzina, I.; Williams, M.C.; Musier-Forsyth, 

K.; Levin, J.G. Deaminase-independent inhibition of HIV-1 reverse transcription by APOBEC3G. Nucleic Acids Res. 2007, 35, 

7096–7108. 

18. Morse, M.; Huo, R.; Feng, Y.; Rouzina, I.; Chelico, L.; Williams, M.C. Dimerization regulates both deaminase-dependent and 

deaminase-independent HIV-1 restriction by APOBEC3G. Nat. Commun. 2017, 8, 597. 

19. Morse, M.; Naufer, M.N.; Feng, Y.; Chelico, L.; Rouzina, I.; Williams, M.C. HIV restriction factor APOBEC3G binds in multiple 

steps and conformations to search and deaminate single-stranded DNA. eLife 2019, 8, e52649. 

20. Chen, X.S. Insights into the Structures and Multimeric Status of APOBEC Proteins Involved in Viral Restriction and Other 

Cellular Functions. Viruses 2021, 13, 497. 

21. Pollpeter, D.; Parsons, M.; Sobala, A.E.; Coxhead, S.; Lang, R.D.; Bruns, A.M.; Papaioannou, S.; McDonnell, J.M.; Apolonia, L.; 

Chowdhury, J.A.; et al. Deep sequencing of HIV-1 reverse transcripts reveals the multifaceted antiviral functions of APOBEC3G. 

Nat. Microbiol. 2018, 3, 220–233. 

22. Chelico, L.; Pham, P.; Calabrese, P.; Goodman, M.F. APOBEC3G DNA deaminase acts processively 3′→5′ on single-stranded 

DNA. Nat. Struct. Mol. Biol. 2006, 13, 392–399. 

23. Navarro, F.; Bollman, B.; Chen, H.; Konig, R.; Yu, Q.; Chiles, K.; Landau, N.R. Complementary function of the two catalytic 

domains of APOBEC3G. Virology 2005, 333, 374–386. 

24. Feng, Y.; Chelico, L. Intensity of deoxycytidine deamination of HIV-1 proviral DNA by the retroviral restriction factor APO-

BEC3G is mediated by the noncatalytic domain. J. Biol. Chem. 2011, 286, 11415–11426. 

25. Schröfelbauer, B.; Chen, D.; Landau, N.R. A single amino acid of APOBEC3G controls its species-specific interaction with virion 

infectivity factor (Vif). Proc. Natl. Acad. Sci. USA 2004, 101, 3927–3932. 

26. Nowarski, R.; Britan-Rosich, E.; Shiloach, T.; Kotler, M. Hypermutation by intersegmental transfer of APOBEC3G cytidine de-

aminase. Nat. Struct. Mol. Biol. 2008, 15, 1059–1066. 

27. Chelico, L.; Prochnow, C.; Erie, D.A.; Chen, X.S.; Goodman, M.F. Structural model for deoxycytidine deamination mechanisms 

of the HIV-1 inactivation enzyme APOBEC3G. J. Biol. Chem. 2010, 285, 16195–16205. 

28. Senavirathne, G.; Jaszczur, M.; Auerbach, P.A.; Upton, T.G.; Chelico, L.; Goodman, M.F.; Rueda, D. Single-stranded DNA Scan-

ning and Deamination by APOBEC3G Cytidine Deaminase at Single Molecule Resolution. J. Biol. Chem. 2012, 287, 15826–15835. 



Viruses 2022, 14, 1974 19 of 20 
 

 

29. Siriwardena, S.U.; Guruge, T.A.; Bhagwat, A.S. Characterization of the Catalytic Domain of Human APOBEC3B and the Critical 

Structural Role for a Conserved Methionine. J. Mol. Biol. 2015, 427, 3042–3055. 

30. Fu, Y.; Ito, F.; Zhang, G.; Fernandez, B.; Yang, H.; Chen, X.S. DNA Cytosine and Methylcytosine Deamination by APOBEC3B: 

Enhancing Methylcytosine Deamination by Engineering APOBEC3B. Biochem. J. 2015, 471, 25–35. 

31. Hakata, Y.; Landau, N.R. Reversed functional organization of mouse and human APOBEC3 cytidine deaminase domains. J. 

Biol. Chem. 2006, 281, 36624–36631. 

32. Maiti, A.; Myint, W.; Delviks-Frankenberry, K.A.; Hou, S.; Kanai, T.; Balachandran, V.; Sierra Rodriguez, C.; Tripathi, R.; Kurt 

Yilmaz, N.; Pathak, V.K.; et al. Crystal Structure of a Soluble APOBEC3G Variant Suggests ssDNA to Bind in a Channel that 

Extends between the Two Domains. J. Mol. Biol. 2020, 432, 6042–6060. 

33. Yang, H.; Ito, F.; Wolfe, A.D.; Li, S.; Mohammadzadeh, N.; Love, R.P.; Yan, M.; Zirkle, B.; Gaba, A.; Chelico, L.; et al. Under-

standing the structural basis of HIV-1 restriction by the full length double-domain APOBEC3G. Nat. Commun. 2020, 11, 632. 

34. Maiti, A.; Myint, W.; Kanai, T.; Delviks-Frankenberry, K.; Sierra Rodriguez, C.; Pathak, V.K.; Schiffer, C.A.; Matsuo, H. Crystal 

structure of the catalytic domain of HIV-1 restriction factor APOBEC3G in complex with ssDNA. Nat. Commun. 2018, 9, 2460. 

35. Chen, K.M.; Harjes, E.; Gross, P.J.; Fahmy, A.; Lu, Y.; Shindo, K.; Harris, R.S.; Matsuo, H. Structure of the DNA deaminase 

domain of the HIV-1 restriction factor APOBEC3G. Nature 2008, 452, 116–119. 

36. Harjes, E.; Gross, P.J.; Chen, K.M.; Lu, Y.; Shindo, K.; Nowarski, R.; Gross, J.D.; Kotler, M.; Harris, R.S.; Matsuo, H. An extended 

structure of the APOBEC3G catalytic domain suggests a unique holoenzyme model. J. Mol. Biol. 2009, 389, 819–832. 

37. Shandilya, S.M.; Nalam, M.N.; Nalivaika, E.A.; Gross, P.J.; Valesano, J.C.; Shindo, K.; Li, M.; Munson, M.; Royer, W.E.; Harjes, 

E.; et al. Crystal structure of the APOBEC3G catalytic domain reveals potential oligomerization interfaces. Structure 2010, 18, 

28–38. 

38. Furukawa, A.; Nagata, T.; Matsugami, A.; Habu, Y.; Sugiyama, R.; Hayashi, F.; Kobayashi, N.; Yokoyama, S.; Takaku, H.; Kata-

hira, M. Structure, interaction and real-time monitoring of the enzymatic reaction of wild-type APOBEC3G. EMBO J. 2009, 28, 

440–451. 

39. Kouno, T.; Luengas, E.M.; Shigematsu, M.; Shandilya, S.M.; Zhang, J.; Chen, L.; Hara, M.; Schiffer, C.A.; Harris, R.S.; Matsuo, 

H. Structure of the Vif-binding domain of the antiviral enzyme APOBEC3G. Nat. Struct. Mol. Biol. 2015, 22, 485–491. 

40. Holden, L.G.; Prochnow, C.; Chang, Y.P.; Bransteitter, R.; Chelico, L.; Sen, U.; Stevens, R.C.; Goodman, M.F.; Chen, X. Crystal 

structure of the anti-viral APOBEC3G catalytic domain and functional implications. Nature 2008, 456, 121–124. 

41. Chelico, L.; Sacho, E.J.; Erie, D.A.; Goodman, M.F. A model for oligomeric regulation of APOBEC3G cytosine deaminase-de-

pendent restriction of HIV. J. Biol. Chem. 2008, 283, 13780–13791. 

42. McDougall, W.M.; Okany, C.; Smith, H.C. Deaminase Activity on Single-stranded DNA (ssDNA) Occurs in Vitro when APO-

BEC3G Cytidine Deaminase Forms Homotetramers and Higher-order Complexes*. J. Biol. Chem. 2011, 286, 30655–30661. 

43. Salter, J.D.; Krucinska, J.; Raina, J.; Smith, H.C.; Wedekind, J.E. A hydrodynamic analysis of APOBEC3G reveals a monomer-

dimer-tetramer self-association that has implications for anti-HIV function. Biochemistry 2009, 48, 10685–10687. 

44. Kirby, N.; Cowieson, N.; Hawley, A.M.; Mudie, S.T.; McGillivray, D.J.; Kusel, M.; Samardzic-Boban, V.; Ryan, T.M. Improved 

radiation dose efficiency in solution SAXS using a sheath flow sample environment. Acta Crystallogr. Sect. D Struct. Biol. 2016, 

72 Pt 12, 1254–1266. 

45. Barzak, F.M.; Ryan, T.M.; Kvach, M.V.; Kurup, H.M.; Aihara, H.; Harris, R.S.; Filichev, V.V.; Harjes, E.; Jameson, G.B. Small-

Angle X-ray Scattering Models of APOBEC3B Catalytic Domain in a Complex with a Single-Stranded DNA Inhibitor. Viruses 

2021, 13, 290. 

46. Kvach, M.V.; Barzak, F.M.; Harjes, S.; Schares, H.A.M.; Kurup, H.M.; Jones, K.F.; Sutton, L.; Donahue, J.; D’Aquila, R.T.; Jame-

son, G.B.; et al. Differential Inhibition of APOBEC3 DNA-Mutator Isozymes by Fluoro- and Non-Fluoro-Substituted 2′-Deox-

yzebularine Embedded in Single-Stranded DNA. Chembiochem 2020, 21, 1028–1035. 

47. Durocher, Y.; Perret, S.; Kamen, A. High-level and high-throughput recombinant protein production by transient transfection 

of suspension-growing human 293-EBNA1 cells. Nucleic Acids Res. 2002, 30, E9. 

48. Kvach, M.V.; Barzak, F.M.; Harjes, S.; Schares, H.A.M.; Jameson, G.B.; Ayoub, A.M.; Moorthy, R.; Aihara, H.; Harris, R.S.; Fili-

chev, V.V.; et al. Inhibiting APOBEC3 Activity with Single-Stranded DNA Containing 2′-Deoxyzebularine Analogues. Biochem-

istry 2019, 58, 391–400. 

49. Hopkins, J.B.; Gillilan, R.E.; Skou, S. BioXTAS RAW: Improvements to a free open-source program for small-angle X-ray scat-

tering data reduction and analysis. J. Appl. Crystallogr. 2017, 50 Pt 5, 1545–1553. 

50. Brookes, E.; Pérez, J.; Cardinali, B.; Profumo, A.; Vachette, P.; Rocco, M. Fibrinogen species as resolved by HPLC-SAXS data 

processing within the UltraScan Solution Modeler (US-SOMO) enhanced SAS module. J. Appl. Crystallogr. 2013, 46, 1823–1833. 

51. Brookes, E.; Vachette, P.; Rocco, M.; Pérez, J. US-SOMO HPLC-SAXS module: Dealing with capillary fouling and extraction of 

pure component patterns from poorly resolved SEC-SAXS data. J. Appl. Crystallogr. 2016, 49, 1827–1841. 

52. Brookes, E.; Rocco, M. Recent advances in the UltraScan SOlution MOdeller (US-SOMO) hydrodynamic and small-angle scat-

tering data analysis and simulation suite. Eur. Biophys. J. 2018, 47, 855–864. 

53. Svergun, D.I.; Koch, M.H.J. Small-angle scattering studies of biological macromolecules in solution. Rep. Prog. Phys. 2003, 66, 

1735–1782. 

54. Burger, V.M.; Arenas, D.J.; Stultz, C.M. A Structure-free Method for Quantifying Conformational Flexibility in proteins. Sci. 

Rep. 2016, 6, 29040. 



Viruses 2022, 14, 1974 20 of 20 
 

 

55. Wedekind, J.E.; Gillilan, R.; Janda, A.; Krucinska, J.; Salter, J.D.; Bennett, R.P.; Raina, J.; Smith, H.C. Nanostructures of APO-

BEC3G support a hierarchical assembly model of high molecular mass ribonucleoprotein particles from dimeric subunits. J. 

Biol. Chem. 2006, 281, 38122–38126. 

56. Mylonas, E.; Svergun, D.I. Accuracy of molecular mass determination of proteins in solution by small-angle X-ray scattering. J. 

Appl. Crystallogr. 2007, 40, s245–s249. 

57. Harjes, S.; Solomon, W.C.; Li, M.; Chen, K.M.; Harjes, E.; Harris, R.S.; Matsuo, H. Impact of H216 on the DNA binding and 

catalytic activities of the HIV restriction factor APOBEC3G. J. Virol. 2013, 87, 7008–7014. 

58. Barzak, F.M.; Harjes, S.; Kvach, M.V.; Kurup, H.M.; Jameson, G.B.; Filichev, V.V.; Harjes, E. Selective inhibition of APOBEC3 

enzymes by single-stranded DNAs containing 2′-deoxyzebularine. Org. Biomol. Chem. 2019, 17, 9435–9441. 

59. Barzak, F.M.Y.; Filichev, V.V.; Harjes, E.; Harjes, S.; Jameson, G.B.; Kurup, H.M.; Kvach, M.V.; Su, Y. Single stranded DNA 

enzyme inhibitors. WO2022162536, 4 August 2022. 

60. Maiti, A.; Hedger, A.K.; Myint, W.; Balachandran, V.; Watts, J.K.; Schiffer, C.A.; Matsuo, H. Structure of the catalytically active 

APOBEC3G bound to a DNA oligonucleotide inhibitor reveals tetrahedral geometry of the transition state. bioRxiv 2022, 

https://doi.org/10.1101/2022.08.15.504001. 

61. Roth, E.; Glick Azaria, A.; Girshevitz, O.; Bitler, A.; Garini, Y. Measuring the Conformation and Persistence Length of Single-

Stranded DNA Using a DNA Origami Structure. Nano Lett. 2018, 18, 6703–6709. 

62. Rayment, I. Diffraction and Scattering by X-Rays and Neutrons. In Molecular Biophysics for the Life Sciences; Allewell, N., Narhi, 

L.O., Rayment, I., Eds.; Springer: New York, NY, USA, 2013; pp. 91–112. 

63. Kozin, M.B.; Svergun, D.I. Automated matching of high- and low-resolution structural models. J. Appl. Crystallogr. 2001, 34, 33–

41. 

64. Bohn, M.F.; Shandilya, S.M.; Albin, J.S.; Kouno, T.; Anderson, B.D.; McDougle, R.M.; Carpenter, M.A.; Rathore, A.; Evans, L.; 

Davis, A.N.; et al. Crystal Structure of the DNA Cytosine Deaminase APOBEC3F: The Catalytically Active and HIV-1 Vif-Bind-

ing Domain. Structure 2013, 21, 1042–1050. 

65. Li, J.; Chen, Y.; Li, M.; Carpenter, M.A.; McDougle, R.M.; Luengas, E.M.; Macdonald, P.J.; Harris, R.S.; Mueller, J.D. APOBEC3 

multimerization correlates with HIV-1 packaging and restriction activity in living cells. J. Mol. Biol. 2014, 426, 1296–1307. 

66. Krissinel, E.; Henrick, K. Inference of macromolecular assemblies from crystalline state. J. Mol. Biol. 2007, 372, 774–797. 

67. Ara, A.; Love, R.P.; Chelico, L. Different Mutagenic Potential of HIV-1 Restriction Factors APOBEC3G and APOBEC3F Is De-

termined by Distinct Single-Stranded DNA Scanning Mechanisms. PLoS Pathog. 2014, 10, e1004024. 

68. Polevoda, B.; McDougall, W.M.; Tun, B.N.; Cheung, M.; Salter, J.D.; Friedman, A.E.; Smith, H.C. RNA binding to APOBEC3G 

induces the disassembly of functional deaminase complexes by displacing single-stranded DNA substrates. Nucleic Acids Res. 

2015, 43, 9434–9445. 

69. Salter, J.D.; Polevoda, B.; Bennett, R.P.; Smith, H.C. Regulation of Antiviral Innate Immunity Through APOBEC Ribonucleopro-

tein Complexes. Subcell. Biochem. 2019, 93, 193–219. 


