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extraintestinal pathogenic E. coli (EXPEC), is a leading cause of bloodstream infections. As natural
parasites of bacteria, bacteriophages are considered a possible solution to treat patients infected

. with antibiotic resistant strains of bacteria. However, the development of phage as an anti-infective

. therapeutic is hampered by limited knowledge of the physiologic factors that influence their properties
in complex mammalian environments such as blood. To address this barrier, we tested the ability of
phage to kill EXPEC in human blood. Phages are effective at killing ExPEC in conventional media but

. are substantially restricted in this ability in blood. This phage killing effect is dependent on the levels of

. free metals and is inhibited by the anticoagulant EDTA. The EDTA-dependent inhibition of ExXPEC killing

. is overcome by exogenous iron, magnesium, and calcium. Metal-enhanced killing of ExPEC by phage

: was observed for several strains of EXPEC, suggesting a common mechanism. The addition of metals

© to amurine host infected with ExPEC stimulated a phage-dependent reduction in ExPEC levels. This

. work defines a role for circulating metals as a major factor that is essential for the phage-based killing of

. bacteriain blood.

. The rate at which new antibiotics are discovered, developed, and approved lags behind the pace at which selective
. pressures drive the evolution of bacterial resistance to these drugs'. Paradigm-changing treatments, or approaches
. that facilitate their rapid development and safety testing, would be a valuable ally in the fight to combat this grow-
: ing problem. Bacteriophages are one possible therapeutic solution to the resistance conundrum because of their
. ability to kill multidrug-resistant bacterial strains?, the ease at which they can be isolated and characterized®?, and
. their rapidly evolvable properties*. However, a roadblock to the development of phage as specialized therapeu-
© tics has been the dearth of information concerning how phage function in mammals, particularly in the human
* body. For example, whereas a reasonable level of knowledge is available concerning the basic biology of phage
. infection of their bacterial hosts in commonly-used laboratory culture conditions, these results do not always
. translate when assessed in animal models of efficacy®. Thus, there are unidentified factors present in mammalian
. systems that influence the ability of phage to target and kill their host bacterium in the context of a bacterial
* infection. Early work has provided insight into phage efficacy in complex living environments®-®. There are many
. known factors that influence the activity of phage in vivo, including route and timing of phage administration®!°,
. the host immune response including the clearance by the reticuloendothelial system'! and production of neu-
. tralizing antibodies, although the presence of such antibodies does not necessarily exclude a positive outcome

during phage therapy'?-'%. More recent studies have shown that phage can activate the production of both pro-

and anti-inflammatory cytokines and that innate immune components of the blood, particularly macrophages,

may decrease the phage half-life!>!°. Phages can be evolved in experimentally feasible time frames to overcome
: some of these limitations, including the enrichment of long-lasting phages with increased circulation times or
. the conjugation of the phage to protective carriers'”!%. Others have sought ways to mathematically model in vivo
. phage efficacy®'>!°?°. Because a greater understanding of the mammalian factors that alter the effectiveness of
: phage would enhance our ability to improve them as targeted therapeutics, we studied the ability of phage to kill
* pandemic multidrug-resistant extraintestinal pathogenic Escherichia coli (ExXPEC) in a modified form of human
. whole blood. Results presented here suggest a prominent role for metals in this process.
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Figure 1. Growth of E. coli in whole human blood. EXPEC strains CP9, JJ1886, and JJ2528 as well as the
commonly used laboratory strain of E. coli DH5a, were inoculated in whole human blood and incubated
with shaking at 37 °C for 8 hours. Bacterial growth, reported as the logarithmic value of the number of colony
forming units (CFU) per milliliter (mL) of blood, was measured at two hour intervals. The data represent the
mean and standard deviation of three independent replicates.
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Figure 2. Heat inactivated plasma (HIP-B) blood as a growth medium. Whole human blood (WHB) was left
untreated or treated to inactivate complement (HIP-B, see Experimental Procedures). The blood was previously
treated with either the anti-coagulant EDTA (A) or heparin (B) and inoculated with EXPEC strain JJ2528 and
growth measured at 9hours as described in the legend to Fig. 1. The data represent the mean and standard
deviation of three independent replicates. p values were determined by a Students t test.

Results

Human blood as growth and test medium. Because any pharmacologic agent designed to treat a dis-
ease or condition will have its activity influenced by the intrinsic properties of blood, we sought to test the killing
efficiency of phage towards E. coli in this environment. E. coli was chosen as the bacterial pathogen because it is a
top cause of human bacteremia (bloodstream infections)*'~2* and a clonal lineage (sequence type 131), harboring
both multidrug-resistance (MDR) and a deadly complement of virulence factors, has become pandemic to six
continents?*~2°. We first assessed the growth in whole human blood of two contemporary ExPEC strains (J]1886
and 2528, clinical isolates from clonal group ST131)* as well as a non-contemporary ExPEC strain termed CP9%,
which is commonly used to study EXPEC virulence. Escherichia coli K12 (DH5c) was also tested and represents
a laboratory strain commonly used for molecular biology work. Strains were seeded into whole human blood
and growth monitored by recording the number of colony forming units (log10 CFU) over eight hours (Fig. 1).
Unexpectedly, all three strains decreased in cell number by four hours, with the greatest effect observed for the
laboratory bacterium E. coli K12. Both ST131 strains failed to recover from this attrition, whereas strain CP9
rebounded in cell numbers by six hours. The intrinsic antibacterial activity of human whole blood, therefore,
may represent a complicating factor in the assessment of the lytic activity of a phage under these conditions.
Hypothesizing that the negative effect on EXPEC growth in blood was due to complement, the dominant innate
antibacterial mechanism in serum?’, we sought to generate a blood formulation that preserves the cellular compo-
nents of blood but eliminates the activity of complement. To do this, whole blood was first centrifuged to separate
plasma (no cells present) from white blood cells and erythrocytes. The plasma was then incubated for one hour at
56°C, a treatment that is known to inactivate complement®’. After one hour, the plasma was then added back to
the cellular fraction to form reconstituted but heat-inactivated plasma blood (or HIP-B; Supplementary Fig. 1).
When ExPEC is grown in HIP-B an increase in the growth is observed at nine hours post inoculation when
compared to blood that was not heated and recombined (Fig. 2A,B, black versus grey bars). The growth bump
occurred regardless of whether the anti-coagulate EDTA or heparin were used, where 2 (EDTA) or 3 (heparin)
log increases were seen when compared to untreated whole blood. This data suggests complement is a barrier to
the growth of these strains and that heat inactivation of plasma and reconstitution with cells (HIP-B) facilitates
the robust growth of this pathogen.
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Figure 3. Bacteriophage treatment of cultured EXPEC. (A) EXxPEC strain JJ2528 was cultured in L broth in the
presence or absence of phage HP3 [multiplicity of infection (MOI) of 0.1, 1, and 10] and growth recorded by
measuring the optical density (OD) at 600 nm every 30 minutes. (B) ExPEC strain JJ2528 was cultured in HIP-B
in the presence of phage HP3 (MOI = 1) and growth recorded at 0, 4.5, or 9 hours as described in Fig. 1. The
data represent the mean and standard deviation of three independent replicates. p values were determined by
the Student’s t test.

The effect of human blood on phage killing activity. Having generated a blood-based medium that
facilitates the growth of EXPEC, we next assessed the ability of bacteriophage to infect, lyse and ultimately kill
ExPEC under these conditions. For this purpose, we used phage HP3, which was previously isolated from goose
and duck feces and displays efficacy in reducing the infectious burden of ExPEC in murine models of infection?.
We first determined the optimal point in time during the growth of the culture to determine the effect of phage
on bacterial levels. EXPEC strain JJ2528 was used because it is highly susceptible to efficient killing with the phage
in LB broth, as determined by the optical density of the culture, even at relatively low multiplicity of infection
(MOI - Fig. 3A). When bacterial numbers are assessed by plating a sample of the culture and counting the num-
ber of colonies (a more sensitive method than optical absorption), an approximately 3.5 logarithmic drop in CFUs
is observed when ExPEC is incubated with phage in L broth (MOI of 1 for 4.5hours - Fig. 3B). Interestingly, a
rebound in the levels of EXPEC is observed at nine hours under these conditions but is still well below the approx-
imately 10° cell density reached in the absence of phage (Fig. 2). Of importance to the question of the timing
for the evaluation of phage activity, this rebound effect was not seen prior to 4.5hours, which indicates that this
length of time provides a rational window in which to assess the efficiency of phage under various experimental
conditions.

Having established these conditions in laboratory media, we next assessed the ability of 9HP3 to kill ExXPEC
in human blood. ExPEC strain JJ2528 was incubated in the absence or presence (MOI 0.1-1,000) of dHP3 in
untreated human blood or HIP blood, and the extent of killing was assessed by determining the CFUs remaining
after treatment. Interestingly, unlike the very efficient 2.5 logarithmic reduction in EXPEC levels by $HP3 at an
MOI of 0.1 in LB (Fig. 3), no decrease in bacterial cell numbers was observed under identical conditions in blood,
regardless of the presence of active complement (Fig. 4A and B). Efficient phage killing activity was not observed
with MOIs as high as 100; and only at an MOI of 1,000 was any significant reduction in EXPEC levels observed
in HIP-B under these conditions. Hypothesizing that the anticoagulant EDTA, a metal chelation agent, might be
contributing to this dramatic reduction in phage lytic activity, the same experiments were performed in untreated
blood or HIP-B blood where heparin was used as the anticoagulant. Interestingly, although the phage killing
efficiency was still markedly reduced compared to L broth (approximately 2-3 logarithms less efficient; compare
Fig. 4C,D to Fig. 3), the killing was still 2 logarithms more efficient in blood treated with heparin than EDTA
(compare Fig. 4C,D with A,B). Taken together, this data suggests the phage HP3 is 100-fold less efficient in kill-
ing EXPEC in heparized blood than it is in broth culture, which is further inhibited another 100-fold if EDTA is
used as the anti-coagulant. Blood from two additional donors treated with EDTA did not yield phage-dependent
killing of ExPEC in HIP-B from either donor, suggesting this effect is not due to differences in donor phenotype
(Supplementary Fig. 2). Taken together, this data suggests there are cation-dependent and cation-independent
factors in blood that dramatically influence the ability of phage to infect its host.
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Figure 4. Phage killing of EXPEC in human blood. EXPEC strain JJ2528 was cultured in untreated human
blood (A and C) or HIP-Blood (B and D) in the presence or absence of phage HP3 (MOI=0.1, 1, 10, 100, or
1,000). The blood in A and B was treated with EDTA whereas the blood in C and D was treated with heparin.
Bacterial growth was quantified at the 4.5 hour time point as described in Fig. 3. The data represent the mean
and standard deviation of three independent replicates. p values were determined by the Student’s t test.

Metal-dependent phage killing in human blood.  The lack of efficient killing by phage in heat-treated
blood with EDTA led us to hypothesize divalent cations may be important for phage activity in this environment.
To test the hypothesis that metals are important in this context, we assessed the contribution of three of the most
prominent metals present in blood (Ca?", Mg**, and Fe?™) to phage activity towards ExXPEC. This effect was first
studied in L broth. Whereas the addition of phage resulted in a 5-log reduction in bacterial levels, this was further
improved by another 2-logs when a cocktail of calcium, magnesium, and iron was added (Fig. 5A), demonstrating
metals can have a stimulatory effect in a medium already rich in such factors. When the converse experiment was
conducted and the levels of free metals were chelated by EDTA, a greater than 5-log inhibition in phage killing
was observed (Fig. 5B). This inhibition was overcome by the addition of exogenous metals when the concentra-
tion of the metals was 5 times that over the concentration of EDTA (5 mM), but not at equimolar with EDTA
(1 mM, Fig. 5C). These findings indicated that low availability of free metal cations could be the reason for the loss
of phage activity in human blood. To test this idea, HIP-blood anticoagulated with heparin was treated with phage
(MOI of 1). Calcium, magnesium, and iron, added individually or in pairs, stimulated phage-dependent killing of
bacteria approximately 10,000-fold, regardless of the metal added (Fig. 5D). In addition, EDTA-dependent inhibi-
tion of phage killing of EXPEC was overcome by the addition of calcium (~ 1.5log improvement) and magnesium
(~0.5log improvement) but not by iron, which dramatically stimulated the growth of EXPEC (Fig. 5E). Cocktails
of calcium/iron and calcium/magnesium also stimulated phage killing, but a cocktail of magnesium/iron, did not
(Fig. 5D,E). The addition of iron likely aids bacterial growth by overcoming the known host-driven chelation of
free iron in blood®!. Taken together, there data strongly suggest that these metals are limiting factors in blood that
influence the ability of phage to infect their host bacterium.

Metal dependent killing by phage in blood applies to several ST131. We assessed the broad appli-
cability of these findings by assessing the effect of calcium, iron, or magnesium phage activity in blood for 5
different ExPEC strains. The addition of phage had very little effect on the survival of ExXPEC in blood. In 4 of 5
cases examined, the addition of calcium significantly stimulated the killing of EXPEC (range 0.5 logs to nearly 5
logs - Fig. 6A). Only JJ1999 demonstrated complete resistance to phage and phage + calcium, and for reasons
currently unknown. Unlike calcium, iron induced robust growth in blood in all ST131 strains, signifying the
iron starved nature of these cells under host-like conditions (Fig. 6B). Like calcium, iron stimulated the killing
of EXPEC, especially if iron previously enhanced the growth of the E. coli strain, with JJ1999 the exception once
again. The results were similar for magnesium, where 4 of 5 strains showed magnesium-dependent killing by
phage of EXPEC (Fig. 6C).

To determine if calcium and magnesium are important for the in vivo efficacy of these phage, we developed
a murine model of localized subcutaneous EXPEC infection that develops in less than 24 hours®2. In this model,
an ExPEC strain is delivered subcutaneously and the infection followed by monitoring the levels of the bacteria
in the developing abscess with or without treatment. EXPEC strain JJ2528, a clinical isolate that demonstrates
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Figure 5. Divalent cations stimulate bacteriophage HP3 killing in blood. EXPEC strain JJ2528 was grown in
LB (A-C) or HIP-B (D,E) in the presence of EDTA (4 mM), HP3 (MOI = 1), or divalent metals (1 or 5 mM)
where indicated. The levels of EXPEC were determined by plating the cultures at the 4.5 hr point (optimal for
phage killing) and recording the number of colony forming units per milliter of culture. Data shown are one
representative biological replicate of three independent experiments which each had at least three technical
representatives. p values were determined by a Student’s t test.

metal-dependent phage sensitivity (this work), was delivered subcutaneously in BALB/c mice followed by treat-
ment with either EDTA, EDTA plus Ca*"/Mg?*, EDTA plus phage HP3, or EDTA plus Ca?>"/Mg?* plus phage
HP3. The addition of EDTA in this experiment allows us to modulate the levels of endogenous free metals which
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Figure 6. Effect of cations on bacteriophage killing of pandemic EXPEC strains. EXPEC strains JJ1901,

JJ1999, J]2050, J]J2528, and MVAST0014 were mixed with bacteriophage HP3 (MOI = 1) and grown in HIP
reconstituted human blood anticoagulated with EDTA. CaCl, (A), FeSO, (B), or MgCl, (C) were added at a
final concentration of 5mM. Bacterial growth was determined recording the number of colony forming units at
4.5hours. Data represent the mean and standard deviation from three independent replicates. The p values were
determined by Student’s t test.

would otherwise not be feasible by other means. The levels of EXPEC in tissue were then assessed by plating tissue
after necropsy on LB/agar (Fig. 7A). As observed in Fig. 7B, the addition of Ca?*/Mg?" had little effect on the
levels of ExXPEC. When phage was added, the levels of EXPEC decreased but the trend was not statistically signif-
icant. Interestingly, when Ca®*/Mg?* were added in combination with phage, a greater than 1.5log reduction in
bacterial levels were observed (p < 0.01 compared to just Ca>*/Mg?* and p < 0.05 compared to just phage HP3).
In both the phage treated groups, a significant number of phage were found in this tissue as well, with slighter
higher, but not statistically significant, levels observed for the group treated with metals (Fig. 7C). This data sug-

gests that the metals calcium and magnesium can stimulate the killing of EXPEC by phage in a murine model of
E. coli bacteremia.

Discussion

Because of the importance of metals in biology and their abundance on Planet Earth, phage have also evolved the
use of metals such as iron, calcium, and magnesium. In addition to being dispersed throughout the environment,
these metals are embedded in each component of bacterial cells, from cytosol to cell surface, and could thus be
influential in the infection of such cells by phage. They are also found in human blood, and their circulation to
cell and tissues is important in basic human health. Most studies to date have focused on the effect of metals on
phage infection of their bacterial hosts grown in common laboratory media. As early as 1925, Stassano and de
Beaufort recognized a requirement for divalent cations in phage activity by observing the negative effect citrate
plays on phage production®. In 1928, Bordet and Renaux reported that the addition of calcium chloride to culture
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Figure 7. Subcutaneous ExPEC Infection (A) Mice were infected subcutaneously with ST131 isolate, JJ2528.
One hour post-infection all mice were injected with either EDTA (4 mM), EDTA plus Ca**/Mg?* (5mM),
EDTA + phage (10° PFU) or EDTA + Ca®*/Mg?" + phage. A second dose of cations was given to mice 3 hours
post-infection (all injections were given separately). (B) Bacterial counts in log CFU/gram of tissue at the site
of infection 14 hours post-infection. (C) Phage counts in log PFU/gram of tissue at the site of infection. A one-
way ANOVA analysis and Tukey’s test for multiple comparisons was performed on log transformed data to
determine significance. p values are noted above the bars and n is equal to 8.

stimulated Shiga phage activity®*. Similar results with calcium were reported for typhoid and coli phages in the
early 1950s°>%. The importance of metals during phage infection also extends to Gram-positive bacteria. Phage
MR-10, which targets methicillin resistant S. aureus, demonstrates increased phage titers in the presence of cal-
cium¥. Phages BCP1-1 and BCP-8-2 target bacillus species, and calcium enhances this response®. Delbruck
performed the first mechanistic studies in 1948 of the effect of metals on infection and found that calcium stim-
ulated the adsorption of phage to E. coli**. This finding led to several seminal studies that focused on how metals
are important in the various stages of the infectious process. For example, low calcium induces depolarization
of the bacterial cell membrane during infection by T5, thereby preventing the transfer of DNA*’. Magnesium,
in addition to calcium, stimulates steps beyond adsorption including the intracellular synthesis of phage prog-
eny*®4142, Metals are also co-factors that contribute to the maintenance of the structure of phage proteins. This is
best evidenced by the tail spike protein of phage P2 whose membrane-spanning apex coordinates both iron and
calcium atoms*. In fact, others have calculated that phage are significant chelators of oceanic metal and may use
this strategy to gain access to siderophore receptors on the bacterial surface, the so-called ferrojan horse hypoth-
esis**. When phage HP3 is preincubated with metals, dialyzed, and then added to HIP-blood containing ExPEC,
there is no metal-dependent enhancement of killing, which seemingly precludes the ferrojan horse hypothesis as
the mechanism responsible for the findings herein (data not shown).

The exact mechanism by which metals enhance the killing of ExPEC by phage is currently unknown. The
metal dependent killing described herein seems to be specific to phage HP3 since two other phage, EC1 and
CF2, did not demonstrate this effect on EXPEC, despite the fact that these two phages also efficiently kill this
bacterium (not shown)® Furthermore, only iron seemed to promote the growth of ExXPEC, thereby ruling out
metal-dependent growth enhancement as a primary reason for this effect. When EDTA was used to chelate the
metals from purified phage preparations that were examined by cryo-electron microscopy, there was no differ-
ence in the phage structure, number of empty capsids, or orientation of the tail fibers compared to metal-replete
conditions; and preincubation of the metals with phage did not increase the number of phage progeny produced,
nor did it alter the burst size (not shown). However, it is interesting to note that open reading frame 3 of HP3,
which is homologous to GP34 of T4 Phage and thus might encode a proximal long tail fiber, is predicted to
encode a domain with four calcium binding sites (RAPTOR X structural analysis)>*>. This region is not present
in related phages EC1 and CF3, which are not stimulated to kill EXPEC in a calcium-dependent manner. Such
information suggests calcium enhances the interaction of phage with its host, or stabilizes the complex for DNA
injection. Future studies will examine the merits of this hypothesis.
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Perhaps the greatest challenge to the realization of phage therapy being approved and regularly used to treat
infections in the clinics of Western society is that phage are a biologic. Biologics are defined by the U. S. Food
and Drug Administration as being anything derived from biology (e.g. viruses, blood products like antibodies,
proteins, etc) that may have therapeutic value in the treatment of a specific disease. The regulation and approval
of such biologics is inherently more challenging than that of chemically synthesized small molecule drugs whose
method of preparation, purity, and composition is defined. Biologics may harbor other components in their for-
mulation that may have off-site effects, and the lack of control in their production (compared to strict chemical
synthesis protocols) may mean the active agent has variability from preparation to preparation. The pharma-
cokinetics of biologics may also be more complex. A small molecule with a narrow chemical space may have a
limited interaction with the multitude of tissue and physiologic processes that the body uses; biologics, because
of their greater complexity, may interface with many more systems. Being a virus, an effective phage will need to
avoid clearance, destruction by the innate immune system, non-specific binding to tissues, and adaptive immune
responses that may neutralize activity via antibody. For example, in mice with a functional immune system,
approximately 1% of the intravenously injected T7 phage are removed by B cells in 60 minutes*’. Mononuclear
phagocytes are also responsible for the rapid clearance of phage'?. There are physical constraints because of
their large size as well, which may result in poor penetrance. The intraperitoneal delivery of phage is associated
with enhanced levels of phage in critical organs, and prolonged levels over time*. The spleen and liver seem
to have a substantial effect on the clearance of phage?>*’. The spleen in particular retains phage for nearly two
weeks after administration into rabbits®’. Other routes of phage administration have shown promise, but results
vary widely. Intravenous injection allows phage to spread rapidly to major organ systems®>*>. When phage are
administered intranasally to mice, they reach the blood*>****. Intramuscular administration of phage is effica-
cious in animals®>°***. The adaptive immune response leads to the production of antibodies to phage, including
IgA, IgG, and IgM when phage were delivered orally and IgG and IgM when phage are delivered intraperitone-
ally'!>¢ In some cases, the antibodies are neutralizing and hence reduce phage efficacy’”*%. In addition to the
above-mentioned physical and cellular factors that may be barriers to in vivo lytic activity, the data described
in this report suggests prominent blood components, even essential metals, may influence phage activity. This
means that in addition to immune components, one must also consider other components of blood that are dis-
tinct from the immune system. Although metals may have a role as defined here, we might also consider ingested
xenobiotics, hormones, carbohydrates, lipids and other small metabolites in possibly altering phage activity. The
generation of HIP blood, as reported here, may be a useful surrogate to determine how blood factors influence
phage efficacy; or provide a useful screening tool on an individual patient basis that allows one to pretest the
activity of a phage on a target bacterial pathogen prior to administration during an actual treatment. It may thus
be possible to significantly enhance the killing power of phage by fine tuning their metal sensitivity, or use phage
that are metal-independent during therapy. All of these approaches may not only inform us on the selection of
phage likely to be efficacious, they also may help precisely define guidelines or treatment regimens that are more
likely to be successful.

To summarize, we report here that (i) heat-inactivation of plasma and reconstitution with red/white blood
cells makes a useful blood-based “medium” to study the factors that affect the killing of EXPEC by phage; (ii)
that lytic phage that efficiently infect and kill EXPEC in L broth require 4 orders of magnitude more phage for
an equivalent level of killing in human blood; (iii) that at least 2 orders of this phage inefficiency in human
blood is due to the anti-coagulant EDTA, a potent scavenger of divalent cations; (iv) that the metals calcium,
magnesium, and to some degree iron are necessary for efficient phage killing activity towards ExPEC in blood
and; (v) that these metals are important for phage to kill other strains of EXPEC under similar conditions. These
results suggest it may be beneficial to isolate, select, or engineer therapeutic phages that are metal-independent,
or, at the very least, if the phage requires metals for full activity, to administer the relevant metal at the time of
administration.

Materials and Methods

Bacterial strains, phage and materials. Bacterial strains used in this study include extraintestinal path-
ogenic E. coli strains CP9, JJ1886, JJ1901, JJ1999, JJ2050, JJ2528, and MVAST0014, which were generously pro-
vided by James Johnson (University of Minnesota)?**. The metal salts CaCl,, FeSO,, and MgCl, were purchased
from VWR International (Radnor, PA). Bacteriophages HP3 (accession number KY608967), EC1 (accession
number KY608965, and CF2 (accession number KY608966) were isolated and purified as previously described*

Heat-inactivated Plasma Blood (HIP-B). Human blood was either purchased from the commercial ven-
dor Innovative Research (Novi, MI) or attained from the Houston Blood Bank. There are no institutional regula-
tions regarding the use of blood from these sources. No human subjects were used in this research. The blood was
treated either with EDTA (1-2mg/mL) or heparin (0.2 mg/mL) where indicated. Heat-inactivated plasma blood
(HIP-B) was generated by first centrifuging whole human blood at 2000 x g for 10 minutes and subjecting the
plasma fraction to 56 °C for 1 hour, a step known to inactivate the complement system®. The treated plasma was
then added back to the pelleted red and white blood cell fraction to reconstitute the blood with all components,
minus complement (Supplementary Fig. 1).

Bacteriophage purification and titer. The purification and titer of all phages was determined as pre-
viously described®. Briefly, phages were serially diluted and 5 pl of each diluent was spotted onto LB top agar
(0.75%) pre-mixed with 100 ul of an overnight culture of JJ2528. After incubation at 37 °C for 18 hours, the num-
ber of plaques on each plate for each dilution were recorded and the titer calculated. Phages were stored at 4°C in
phage buffer until use.
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Bacterial growth and survival assays. All bacterial growth assays were performed in 96-well microtiter
plates with 200 ul of LB and a starting optical density at 600 nm (ODy,) of 0.001. The cultures were then main-
tained under continuous shaking for 18 h at 37 °C with optical measurements at ODy, recorded with a BioTek
synergy HT plate reader every 30 minutes. For the bacterial survival assays in LB or HIP-B, E. coli was cultured
as above and phage HP3 added at a multiplicity of infection (MOI) of 1 or 10. For the bacteria 4 phage 4 cation
samples, CaCl, FeSO,, or MgCl, were added at a final concentration indicated in the figure legend, followed with
the addition of phage HP3 (MOI = 1). Optimal metal-dependent killing by phage HP3 was observed between 1
and 5mM (final concentration) of metals. The cultures were then incubated at 37 °C with continuous shaking for
either 1 or 4.5 hours, at which point each sample was assessed for the number of colony forming units (CFUs) by
10-fold serial dilution of the cultures.

Subcutaneous Mouse Infection. Baylor College of Medicine’s Institutional Animal Use and Care
Committee (IACUC) approved the murine infection studies presented in this work (approval number AN5177)
and all methods were carried out in accordance with relevant guidelines and regulations.

Groups of male and female BALB/c mice (Jackson Laboratories, Bar Harbor, ME) ranging in age from 10 to
12 weeks were used for this study. All mice received food and water ad libitum. All methods performed on mice
were approved by our Institutional Animal Care and Use of Committee (IACUC) and were determined to be in
accordance with “The Guide and Care and Use of Laboratory Animals” (National Institute of Health).

Mice received 10”7 CFU of ST131 clinical isolate JJ2528, a clinical isolate shown to be virulent in an intraperi-
toneal mouse model of infection and sensitive to phage HP3 in vivo. Mice were injected subcutaneously at the
nape of the neck with JJ2528, which was previously shown with to create a localized granuloma-like infection
at the site of injection®’. One hour following injection, mice were injected with 10° PFU of purified phage HP3,
Ethylenediaminetetraacetic acid (EDTA; 4 mM; Fisher, BP118.500) and CaCl, and MgCl, (5mM each), individu-
ally and in combination (see Fig. 7). A second dose of cations (CaCl, and MgCl,) at 5mM each was given 3 hours
post-infection. After 14 hours mice were euthanized, necropsied and at the site of infection underneath the fur
was excised and plated to quantify bacteria and phage levels, represented as CFU or PFU per gram of tissue,
respectively.

Statistics. All data represent the mean and standard deviation of at least three technical replicates, each of
which is representative of one of three independent biological replicates. A One-Way ANOVA test was performed
to determine the significance of multi-group data in all figures and significance (P value) was determined by a
Student’s ¢ test to compare two sets of data within the group for Figs 2-6 and Supplementary Fig. 2.

References
1. Davies, J. & Davies, D. Origins and evolution of antibiotic resistance. Microbiol. Mol. Biol. Rev. 74, 417-433 (2010).
2. Green, S. 1. et al. Bacteriophages from ExPEC reservoirs kill pandemic multidrug- resistant strains of clonal group ST131 in animal
models of bacteremia. Sci Rep. 7 (2017).
3. Barylski, J., Nowicki, G. & Gozdzicka-Jozefiak, A. The discovery of phiAGATE, a novel phage infecting Bacillus pumilus, leads to
new insights into the phylogeny of the subfamily Spounavirinae. PLoS One 9 (2014).
4. Mapes, A. C,, Trautner, B. W, Liao, K. S. & Ramig, R. F. Development of expanded host range phage active on biofilms of multi-drug
resistant Pseudomonas aeruginosa. Bacteriophage 6 (2016).
5. Tsonos, J. et al. A cocktail of in vitro efficient phages is not a guarantee for in vivo therapeutic results against avian colibacillosis. Vet.
Microbiol. 171, 470-479 (2014).
6. Bull,].J., Gill, ]. ], Rebecca, M. & Clokie, J. The habits of highly effective phages: population dynamics as a framework for identifying
therapeutic phages. Front Microbiol. 5 (2014).
7. Chibani-chennoufi, S. et al. In vitro and in vivo bacteriolytic activities of Escherichia coli phages: implications for phage therapy.
Antimicrob. Agents Chemother. 48, 2558-2569 (2004).
8. Weld, R. J., Butts, C. & Heinemann, J. A. Models of phage growth and their applicability to phage therapy. ] Theor Biol. 227, 1-11
(2004).
9. Morton, H. E. & Perez-otero, J. E. The increase of bacteriophage in vivo during experimental infections with Shigella paradysenteriae,
flexner, in mice. J Bacteriol. 49, 237-244 (1945).
10. Morton, H. E. & Engley, E. B. The protective action of gysentery bacteriophage in experimental infections in mice. J Bacteriol. 49,
245-255 (1945).
11. Ly-chatain, M. H. The factors affecting effectiveness of treatment in phages therapy. Front Microbiol. 5 (2014).
12. Geier, M., Trigg, M. & Merril, C. Fate of bacteriophage lambda in non-immune germ-free mice. Nature 246, 221-223 (1973).
13. Lusiak-Szelachowska, M. et al. Antiphage activity of sera during phage therapy in relation to its outcome. Future Microbiol. 12,
109-117 (2017).
14. Lusiak-Szelachowska, M. et al. Phage neutralization by sera of patients receiving phage therapy. Viral Immunol. 27, 295-304 (2014).
15. Hodyra-stefaniak, K. et al. Mammalian Host-Versus-Phage immune response determines phage fate in vivo. Sci Rep. 5 (2015).
16. Van Belleghem, J. D., Clement, F,, Merabishvili, M., Lavigne, R. & Vaneechoutte, M. Pro- and anti-inflammatory responses of
peripheral blood mononuclear cells induced by Staphylococcus aureus and Pseudomonas aeruginosa phages. Sci. Rep. 7, 1-13 (2017).
17. Kim, K. et al. PEGylation of bacteriophages increases blood circulation time and reduces T-helper type 1 immune response. Microb
Biotechnol. 1,247-257 (2008).
18. Merril, C. R. et al. Long-circulating bacteriophage as antibacterial agents. Proc Natl Acad Sci USA 93, 3188-3192 (1996).
19. Cairns, B. J,, Timms, A. R,, Jansen, V. A. A,, Connerton, I. E. & Payne, R. J. H. Quantitative models of in vitro bacteriophage - host
dynamics and their application to phage therapy. PLoS Pathog. 5 (2009).
20. Leung, C. & Weitz, ]. Modeling the synergistic elimination of bacteria by phage and the innate immune system. ] Theor Biol. 241-252
(429AD).
21. Velasco, A. E. Comparative study of clinical characteristics of neutropenic and non-neutropenic adult cancer patients with
bloodstream infections. Eur J Clin Microbiol Infect Dis. 25, 1-7 (2006).
22. Cisnal, M. & Jime, L. Changing aetiology, clinical features, antimicrobial resistance, and outcomes of bloodstream infection in
neutropenic cancer patients. Clin Microbiol Infect. 19, 474-479 (2013).
23. Wisplinghoff, H. et al. Nosocomial bloodstream infections in US hospitals: analysis of 24,179 cases from a prospective nationwide
surveillance study. Clin Infect Dis. 39, 309-317 (2004).

SCIENTIFICREPORTS | (2018) 8:2326 | DOI:10.1038/s41598-018-20698-2 9



www.nature.com/scientificreports/

24. Price, L. B. et al. The epidemic of extended-spectrum-3-lactamase-producing Escherichia coli ST131 is driven by a single highly
pathogenic subclone, H30-rx. MBio 4, €00377-13-e00377-13 (2013).

25. Johnson, J. R. et al. Abrupt Emergence of a Single Dominant Multidrug-Resistant Strain of Escherichia coli. ] Infect Dis. 207,919-928
(2013).

26. Mathers, A. J., Peirano, G. & Pitout, J. D. D. Escherichia coli ST131: The quintessential example of an international multiresistant
high-risk clone. Advances in Applied Microbiology 90 (Elsevier Ltd, 2015).

27. Andersen, P. S. et al. Complete genome sequence of the epidemic and highly virulent CTX-M-15-producing H30-Rx subclone of
Escherichia coli ST131. Genome Announc. 1 (2013).

28. Russo, Ta, Moffitt, M. C., Hammer, C. H. & Frank, M. M. TnphoA-mediated disruption of K54 capsular polysaccharide genes in
Escherichia coli confers serum sensitivity. Infect. Immun. 61, 3578-3582 (1993).

29. Janeway, C. A., Jr, P. T., Walport, M. & Shlomchik, M. J. In Immunobiology: The Immune System in Health and Disease 47-60 (Garland
Science, 2001).

30. Nesargikar, P. N, Spiller, B. & Chavez, R. The complement system: history, pathways, cascade and inhibitors. Eur ] Microbiol
Immunol (Bp). 2,103-111 (2012).

31. Ma, L., Terwilliger, A. & Maresso, A. W. Iron and zinc exploitation during bacterial pathogenesis. Metallomics 7, 1541-1554 (2015).

32. Nobles, C. L., Clark, J. R., Green, S. I. & Maresso, A. W. A dual component heme biosensor that integrates heme transport and
synthesis in bacteria. ] Microbiol Methods 118,7-17 (2015).

33. Stassano, H. & de Beaufort, A. C. Action du citrate de soude sur la principe lytique transmissible. C. R. Soc. Biol. 93 (1925).

34. Bordet, J. & Renaux, E. Le probleme de l'autolyse microbienne transmissible ou du bacteriophage. Ann. Inst. Pasteur 42 (1928).

35. Adams, M. H. The Calcium Requirement of Coliphage T5. ] Immunol 62, 505-516 (1949).

36. Kay, D. The effect of divalent metals on the multiplication of coli bacteriophage T 5st. Br ] Exp Pathol. 33,228-235 (1952).

37. Chhibber, S., Kaur, T. & Kaur, S. Essential role of calcium in the infection process of broad-spectrum methicillin-resistant
Staphylococcus aureus bacteriophage. J. Basic Microbiol. 54, 775-780 (2014).

38. Bandara, N, Jo, ], Ryu, S. & Kim, K. Bacteriophages BCP1-1 and BCP8-2 require divalent cations for efficient control of Bacillus
cereus in fermented foods. Food Microbiol 31, 9-16 (2012).

39. M., D. Biochemical mutants of bacterial viruses. ] Bacteriol. 56, 1-16 (1948).

40. Bonhivers, M. & Letellier, L. Calcium controls phage T5 infection at the level of the Escherichia coli cytoplasmic membrane. FEBS
Lett. 374,169-173 (1995).

41. Tucker, R. The role of magnesium ions in the growth of Salmonella phage anti-R. J. Gen. Microbiol. 26, 313-23 (1961).

42. Tominaga, A. & Enomoto, M. Magnesium-dependent plaque formation by bacteriophage P1cinC(—) on Escherichia coli C and
Shigella sonnei. Virology 155, 284-8 (1986).

43. Browning, C., Shneider, M. M., Bowman, V. D., Schwarzer, D. & Leiman, P. G. Phage pierces the host cell membrane with the iron-
loaded spike. Structure 20, 326-339 (2012).

44. Bonnain, C., Breitbart, M. & Buck, K. N. The ferrojan horse hypothesis: iron-virus interactions in the ocean. Front. Mar. Sci. 3
(2016).

45. Leiman, P. G., Chipman, P. R., Kostyuchenko, V. A., Mesyanzhinov, V. V. & Rossmann, M. G. Three-dimensional rearrangement of
proteins in the tail of bacteriophage T4 on infection of its host. Cell 118, 419-429 (2004).

46. Kallberg, M. et al. Template-based protein structure modeling using the RaptorX web server. Nat Protoc. 7, 1511-1522 (2012).

47. Srivastava, A. S., Kaido, T. & Carrier, E. Inmunological factors that affect the in vivo fate of T7 phage in the mouse. J Virol Methods.
115, 99-104 (2004).

48. Mcvay, C.S., Vela, M. & Fralick, J. A. Phage therapy of Pseudomonas aeruginosa infection in a mouse burn wound model. Antimicrob
Agents Chemother. 51, 1934-1938 (2007).

49. Keller, R. & Engley, E. J. Fate of bacteriophage particles introduced into mice by various routes. Proc Soc Exp Biol Med. 98, 577-580
(1958).

50. Carlton, R. Phage therapy: past history and future prospects. Arch Immunol Ther Exp (Warsz). 47, 267-274 (1999).

51. Reynaud, A., Cloastre, L., Bernard, J., Laveran, H. & Ackermann, H. Characteristics and diffusion in the rabbit of a phage for
Escherichia coli 0103. Attempts to use this phage for therapy. Vet Microbiol. 30, 203-212 (1992).

52. Bogovazova, G., Voroshilova, N. & Bondarenko, V. The efficacy of Klebsiella pneumoniae bacteriophage in the therapy of
experimental Klebsiella infection. Zh Mikrobiol Epidemiol Immunobiol. 5-8 (1991).

53. Speck, P. & Smithyman, A. Safety and efficacy of phage therapy via the intravenous route. FEMS Microbiol. Lett. 363, 1-5 (2015).

54. Frenkel, D. & Solomon, B. Filamentous phage as vector-mediated antibody delivery to the brain. Proc Natl Acad Sci USA 99,
5675-5679 (2002).

55. Carrera, M. R. A. et al. Treating cocaine addiction with viruses. Proc Natl Acad Sci USA 101, 10416-10421 (2004).

56. Miernikiewicz, P., Piotrowicz, A. & Ciekot, J. Oral Application of T4 Phage Induces Weak Antibody Production in the Gut and in
the Blood. Viruses. 7, 4783-4799 (2015).

57. Sulakvelidze, A. & Barrow, P. In Bacteriophages. Biology and Applications (eds Kutter, E. & Sulakvelidze, A.) 335-380 (CRC Press,
2005).

58. Stashak, P. W,, Baker, P. ]. & Roberson, B. S. The serum antibody response to bacteriophage $X174 in germ-free and conventionally
reared mice. Immunology 18, 295-305 (1970).

59. Johnson, J. R,, Porter, S. B., Zhanel, G., Kuskowski, M. A. & Denamur, E. Virulence of Escherichia coli clinical isolates in a murine
sepsis model in relation to sequence type ST131 status, fluoroquinolone resistance, and virulence genotype. Infect Immun. 80,
1554-1562 (2012).

60. Adams, M. H. Bacteriophages, Enumeration of bacteriophage particles, 27-34 (Interscience Publishers, 1959).

Acknowledgements

These studies were supported in part by seed funds from Baylor College of Medicine and the Mike Hogg
Foundation. The authors thank Jason Kaelber for cryoelectron microscopy support and the Southwest Regional
Blood Bank for samples.

Author Contributions

L.M. designed and performed experiments, analyzed data, wrote and edited the manuscript. S.I.G. designed
and performed experiments, analyzed data and contributed to the manuscript, B.W.T. and R.ER. edited the
manuscript and A.W.M. contributed to the conception and design of the work, contributed and edited the
manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-018-20698-2.

SCIENTIFICREPORTS | (2018) 8:2326 | DOI:10.1038/s41598-018-20698-2 10


http://dx.doi.org/10.1038/s41598-018-20698-2

www.nature.com/scientificreports/

Competing Interests: The authors declare that they have no competing interests.

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

License, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2018

SCIENTIFICREPORTS | (2018) 8:2326 | DOI:10.1038/s41598-018-20698-2 11


http://creativecommons.org/licenses/by/4.0/

	Metals Enhance the Killing of Bacteria by Bacteriophage in Human Blood

	Results

	Human blood as growth and test medium. 
	The effect of human blood on phage killing activity. 
	Metal-dependent phage killing in human blood. 
	Metal dependent killing by phage in blood applies to several ST131. 

	Discussion

	Materials and Methods

	Bacterial strains, phage and materials. 
	Heat-inactivated Plasma Blood (HIP-B). 
	Bacteriophage purification and titer. 
	Bacterial growth and survival assays. 
	Subcutaneous Mouse Infection. 
	Statistics. 

	Acknowledgements

	Figure 1 Growth of E.
	Figure 2 Heat inactivated plasma (HIP-B) blood as a growth medium.
	Figure 3 Bacteriophage treatment of cultured ExPEC.
	Figure 4 Phage killing of ExPEC in human blood.
	Figure 5 Divalent cations stimulate bacteriophage HP3 killing in blood.
	Figure 6 Effect of cations on bacteriophage killing of pandemic ExPEC strains.
	Figure 7 Subcutaneous ExPEC Infection (A) Mice were infected subcutaneously with ST131 isolate, JJ2528.




