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SUMMARY

Sulbactam-ampicillin combines ampicillin, a broad spectrum beta-lactam
antibiotic, with sulbactam, an irreversible beta-lactamase inhibitor. The sul-
bactam component prevents the degradation of ampicillin by several major
classes of bacterial beta-lactamases and restores the activity of ampicillin against
most strains of bacteria in which resistance is mediated by beta-lactamase pro-
duction.

A crossover study was conducted in Friesian calves of 98-119 kg bodyweight
in which the plasma kinetics of sulbactam-ampicillin adminstered by the
intramuscular and subcutaneous routes were defined, and the plasma kinetics of
ampicillin derived from sulbactam-ampicillin and a commercially available for-
mulation of ampicillin trihydrate were compared. Subsequent to both
intramuscular and subcutaneous administration of sulbactam-ampicillin, peak
plasma concentrations of sulbactam and ampicillin were recorded two hours
post-injection. Higher peak plasma concentrations of both sulbactam and ampi-
cillin were achieved by the subcutaneous route of administration and, for
ampicillin, the difference between the two routes was statistically significant
(p<<0-01). However, there was no significant difference in bioavailability (as
measured by area under the curve) between the two routes of administration for
either component. In addition, there were no significant differences between the
peak plasma concentrations or areas under the curves for ampicillin derived
from intramuscular administration of sulbactam-ampicillin, and ampicillin
alone, indicating that combination with sulbactam does not alter the plasma
kinetics of ampicillin.

INTRODUCTION

The beta-lactam antibiotics—ie, the penicillins and their semisynthetic derivatives—are
extensively used in the treatment of bacterial diseases in cattle. The development of bac-
terial resistance, however, has reduced their value as therapeutic agents. In both Europe
and North America, resistance to antibiotics is already a significant problem among bac-
teria which cause economically important diseases of cattle. (Jackson, 1981; Chang &
Carter, 1976; Fairbrother et al, 1979).
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Resistance to beta-lactam antibiotics in both Gram-positive and Gram-negative bac-
teria is mainly due to bacterial production of beta-lactamases which degrade beta-lactam
antibiotics and thus markedly reduce their activity. A solution to this problem is the
combination of a broad spectrum beta-lactam antibiotic with a beta lactamase inhibitor.
Amoxycillin potentiated by clavulanic acid is the only such combination available to date
{Marshall et al, 1982), but has a major disadvantage in cattle in that it is restricted to the
oral route of administration and thus should only be used in pre-ruminant calves.

Sulbactam, a simple derivative of the penam nucleus, is an inhibitor of several major
classes of beta-lactamases and has been developed for use as a parenteral formulation in
combination with ampicillin. Sulbactam has no significant antibacterial activity against
animal pathogens per se, but the combination of sulbactam with ampicillin is highly effec-
tive against ampicillin-resistant strains of bacteria both in vitro(Girard et al., 1987) and in vivo
(Farrington et al., 1987).

Sulbactam-ampicillin has been developed as a pre-constituted suspension containing
60 mg sulbactam activity (as the benzathine dihydrate) and 120 mg ampicillin activity (as
the trihydrate) per ml in an oil vehicle. As the product is designed for administration to
cattle by either the intramuscular or subcutaneous routes, a cross-over study was insti-
gated to investigate two aspects of the plasma kinetics. First, whether there are differences
in the plasma kinetics of either component when the suspension is administered by the
intramuscular or subcutaneous routes and second, whether the presence of sulbactam
alters the plasma kinetics of ampicillin.

) MATERIALS AND METHODS
Animals

Fifteen castrated male Friesian calves weighing between 98 and 119 kg were housed in
experimental groups in three adjacent pens and fed twice daily on a conventional ration
of calf pellets (BOCM 190 calf-rearing pellets) with hay and water ad &bitum.

Experimental Design

The 15 calves were individually identified, weighed, and randomized into three groups
on the basis of bodyweight. The design of the cross-over study is shown in Table I.

On day 0, 10 ml of whole blood were taken from the jugular vein of each calf into an
evacuated glass tube containing lithium heparin (Vacutainer, Becton and Dickinson).
Immediately thereafter, calves in group A were administered a single intramuscular
injection of sulbactam-ampicillin at a dose rate of 6-6 mg ampicillin activity plus 3-3 mg
sulbactam activity per kg bodyweight into the left cervical musculature. Calves in group
B were administered a single subcutaneous injection of sulbactam-ampicillin at the same
dose rate into the subcutaneous tissue overlaying the left deltoid muscle. Calves in group
C were administered a single intramuscular injection of ampicillin trihydrate (Penbritin
Injectable Suspension, Beecham Animal Health) at a dose rate of 6-6 mg ampicillin
activity per kg bodyweight into the right cervical musculature. Further blood samples
were taken from each calf at 0-5, 1, 2, 3, 4, 6, 8, 12 and 24 h subsequent to administration
of sulbactam-ampicillin or ampicillin. Within 30 min of collection the blood was centri-
fuged at 4°C, the plasma harvested, divided into two equal aliquots and held frozen at
—20°C. This treatment and sampling procedure was repeated commencing on days 4
and 8, with the formulation and route of administration being rotated through the three
groups of animals as shown in Table L.
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Table 1
Design of cross-over study

Animal Number of ~ Mean Bodyweight Treatment
Group Animals (kg)+ SD on

Day —7 Day 0 Day 4 Day 8
A 5 111-147-2 T1 T2 13
B 5 110-8+7-7 T2 T3 T1
C 5 111-147-8 T3 Ti1 T2

T1—Sulbactam-ampicillin: single injection at a dose rate of 6+6 mg ampicillin activity/3+3 mg
sulbactam activity per kg bodyweight by the intramuscular route.

T2-—Sulbactam-ampicillin: single injection at a dose rate of 6*6 mg ampicillin activity/3+3 mg
sulbactam activity per kg bodyweight by the subcutaneous route.

T3—Ampicillin-trihydrate: single injection at a dose rate of 6*6 mg ampicillin activity per kg bod-
yweight by the intramuscular route.

Assays of Sulbactam and Ampicillin

Plasma concentrations of sulbactam and ampicillin were measured using a large plate
agar diffusion technique (Sutherland & Robinson, 1978). The assay used two different
bacteria for the assay of sulbactam and ampicillin. Pasteurella haemolytica strain 59B010 is
insensitive to high concentrations of either sulbactam or ampicillin alone. However, as
the resistance of this strain to ampicillin is beta-lactamase mediated, the culture responds
to ampicillin with sulbactam, synergistically. Thus one aliquot of plasma was assayed for
ampicillin using Sarcina lutea ATCC 9341 (susceptible to ampicillin but not to sulbactam)
and the other for sulbactam in the presence of ampicillin using P. haemolytica strain
59B010. The assay procedure used Muller-Hinton agar, and compared sample concen-
tration against a standard curve in the range 0-125—12:0 mcg/ml.

Statistical Analyses

The peak concentration (Cmax) and the area under the curve (AUC; calculated using
the trapezium rule) were analysed on the log scale to achieve normality and homogeneity
of variances. Any values less than the lower limit of assay sensitivity (0-125 mcg/ml) were
taken as zero. As most of the 12 h post-injection values were below this limit, only observ-
ations made at or before this time point were considered in the analyses. The ANOVA
tables which formed the basis of statistical testing, allowed for differences between calves,
times and treatments (Cochran & Cox, 1957), and were constucted by fitting a sequence
of linear models to the data. Confidence limits for differences between the means were
calculated on the log scale and back-transformed. Hence, they are the confidence limits
for the ratio of two geometric means.

RESULTS

The mean plasma concentrations of sulbactam and ampicillin, following intramuscular
and subcutaneous administration of sulbactam-ampicillin, are recorded in Figures 1 and
2, respectively. In individual calves peak plasma concentrations of sulbactam and ampi-
cillin occurred between one and four hours after administration of sulbactam-ampicillin
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by either route. The mean peak plasma concentration of ampicillin achieved by the sub-
cutaneous route was 49% greater than by the intramuscular route (Table 1I), and this
difference was statistically significant (=0-0059). The mean peak plasma concentration
of sulbactam achieved by the subcutaneous route was also greater, by 36%, but the differ-
ence was not statistically significant (#=0-0502). There were no significant differences
between the two routes of administration of sulbactam-ampicillin in the AUCs for either
sulbactam or ampicillin (Table III).

The mean plasma concentrations of ampicillin following intramuscular administra-
tion of sulbactam-ampicillin and ampicillin alone are compared in Figure 3. There were
no significant differences between sulbactam-ampicillin and ampicillin alone in either
mean peak plasma ampicillin concentrations (Table II) or AUCs for ampicillin (Table
I).

DISCUSSION

The results of this cross-over study demonstrate that the bioavailabilities of sulbactam
and ampicillin, as measured by AUCs, are similar when on oil suspension of sulbactam-
ampicillin is administered by either the intramuscular or subcutaneous routes. Various
factors, including the site and route of administration and the surface area of the injected
bolus, can markedly affect bioavailability of a drug (Marshall & Palmer, 1980; Bogan,
1983). In recent years, investigations of these factors indicate that in animals, as in
humans, the assumption that intramuscular administration of a drug results in greater
bioavailability than subcutaneous administration is not necessarily correct. The results of
this study, in respect of sulbactam-ampicillin, are consistent with those obtained for
ampicillin and amoxycillin by Marshall & Palmer (1980) which demonstrate that there is
no significant difference in bioavailability between subcutaneous administration over the
neck or ribs and intramuscular administration into the rump. Similarly, the higher peak
plasma concentrations of sulbactam and ampicillin obtained with subcutaneous, as com-
pared to intramuscular, administration of sulbactam-ampicillin, parallels the findings of
Marshall & Palmer (1980) in which higher peak serum concentrations were observed
when ampicillin was injected subcutaneously over the ribs compared with into the glu-
teus medius muscle.

Comparison of the plasma kinetics of ampicillin when derived from sulbactam-ampi-
cillin, and ampicillin alone, confirms that the combination of sulbactam with ampicillin
does not significantly affect the plasma kinetics of the ampicillin component. Thus, the
well-established therapeutic properties of ampicillin are maintained in this combination.
The presence of sulbactam, an irreversible inhibitor of beta-lactamases, enables the bac-
teriocidal activity of ampicillin to be expressed against strains of bacteria which would
otherwise be resistant due to beta-lactamase production. The efficacy of sulbactam-
ampicillin in the treatment of field cases of disease caused by bacteria with resistance to
beta-lactam antibiotics has been confirmed in trials conducted in both housed calves and
feedlot cattle with respiratory disease (Grimshaw et al, 1987a; Risk & Bentley, 1987;
Bentley & Cummins, 1987), and in calves with neonatal diarrhoea (Grimshaw et al, 1987b).
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Fig. 1. Mean plasma concentrations of sulbactam subsequent to administration of sulbactam-
ampicillin by the intramuscular and subcutaneous routes.
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Fig. 2. Mean plasma concentrations of ampicillin subsequent to administration of sulbactam-
ampicillin by the intramuscular and subcutaneous routes.

5.0 4

4.0
£
&
b3
£ 30
<
=]
8
s o——a Suibactam ampiciihin ¢m
£ 20
8 7 == —0 Ampicilhin i/m
°
&
=
4 O

—
1.0 4 F
<
4 ==
~
o
0.0 Y M Y T Y T A — T T—
0 1 2 3 4 5 6 7 8 9 10 11 12

Hours Post Administration

Fig. 3. Mean plasma concentrations of ampicillin subsequent to administration of sulbactam-
ampicillin and ampicillin alone by the intramuscular route.



BRITISH VETERINARY JOURNAL, 143, 4

(uwnjod [euy 3y}

19) $$3] 10 9/, 18 JUEdHIUSIS A[fEonISIeIs s1 SOUIISYIP Y ‘0I9Z IPTOUL Jou SIOP IBUBL Y1 J1 ‘SAY ], ‘sisaylodAy [jnu 3yl ul an[es 1Y) Y001 Yo1YM I3l
® AQ SURSUL UL 20UDJAJJIP 2011, 91 Se PI03(3I g 10U PROM SUBIUL UL 3DUIIJJIP YY) JOJ SHUIY SOUIPHUOD 13MO] pue 1addn ay3 usamiaqg anfea v,

6¢89-0 %08 %0C— %9 ge-1 wr uypoidwy ¢,
65000 %oL6 %ob1 %6y 161 os uypidwe-wepeqng 71 urpidwy jo uotien
VN VN VN VN 87-1 un ugpordwe-wepeqng [ -usouod ewsejd yeaq
<0500 %93 Yot~ %9¢ ¢L-Z os unpoIduwe-weeqng 71, wreeqng jo uoneq
VN VN VN VN 10-2 wn uypoidwe-wepeqng 1], -usouod ewseld yead
anpp -4 i2ddn LBmo7 LI wosf (qus/Bows) gnoss) pasqouy
« STUVT 22u3pifun)) 9%ch aouaiaffiq (UDIW NUFFUL03) ) JUIWIDIL] #qv1v

250 U243 uoyvy
~UaU0) DWSVIJ
Yo UDIA

suore urpidule Jo UOITENSTUILIPE Je[NISNW R pue unoidure-uredeqgns jo UoHeNSIVIWPE (Os) snoaue)
~nagns pue (W) Ig[nisnureut Aq paastyoe uridwe pue WePEGins jo SUOHEIUIDUOD ewse]d yead uesw sy jo uostreduio)

II 3198L



PLASMA KINETICS OF SULBACTAM-AMPICILLIN

TIPI9BL 995,

69500 Yol Yo¥&— Yo¥T— €0-9 wit utpoidwy ¢,

6G01-0 Yob¥ Yot — %0¢ L6°8 o5 ugidwe-wedeqing 71,
VN VN VN VN ob-L wt urpoidwe-wepeqng 11, urpidury 10y )V

crol-0 Yot e Y%9— Yoll 8511 os uppidwe-weeqng 7,
VN VN VN VN 9¢-01 wr uyidue-weeqng 1, wepeqing 10§ HV
-4 13441 4mog LI wosf (quisy Four) gnosry pastgouy
« ST 22uspLfu0s 95 ¢h aouzaaffyq (uvaw nugawosr) ) JusUIDILT 2191 /)

28ogusrsy IV o

suore uidure jo uonensiUTWPE Jemdsnurenul pue urIdwe-wepeqs Jo vonENSIUTWpE (I5) snNoaue)
-noqus pue (wr) Jenasnwenur £q pasaiyoe urjpidwe pue wepeqns 10§ (1Y) SIAINI Y} JSPUN sLIIE IY) Jo uostredwon)

III °19®L



368 BRITISH VETERINARY JOURNAL, 143, 4

REFERENCES

BenTLEY, O. E. & CUmMins, J. M. (1987). Canadian Veterinary Journal, in press.

Bocan, J. A. (1983). Pharmacological Basts of Large Animal Medicine. Eds.J. A. Bogan, P. Lees, A. T.
Yoxall. p. 13. Oxford: Blackwell Scientific Publications.

CHang, W. H. & Carter, G. R. (1976). Journal of the American Veterinary Medical Association 169, 710.

CocHraN, W. C. & Cox, J. M. (1957). Experimental Designs, p. 127. New York: John Wiley and Sons.

FarBrOTHER, J. M., McDonouvch, P. L. & SHIN, S. J. (1979). Proceedings of the Second International
Symposium on Neonatal Diarrhoea, Ed. S. D. Acres. p. 515. Saskatoon: Veterinary Infectious Dis-
ease Organisation.

FarrINGTON, D. O., Jackson, J. A, Bentiey, O. E. & Barnes, H. J. (1987). American Journal of
Veterinary Research in press).

Girarp, A. E., ScHELkLEY, W. U., Murrny, K. T.-& Sawver, P. S. (1987). American Journal of
Veterinary Research, in press.

GrimsHaw, W. T. R, CoLMman, P. J. & Petrik, L. (1987a). Veteninary Record, in press.

Grivsuaw, W. T. R., Cotman, P. J. & WEATHERLEY, A. J. (1987b). Veterinary Record, in press.

Jackson, G. (1981). Veterinary Record 108, 325.

MarsHaLL, A. B., Burcess, M., HEweTT, G. R., Paumer, G. H. & WEsT, B. (1982). Proceedings of the
712th World Congress on Diseases of Cattle, Vol. 2. p. 1167. Utrecht, Netherlands.

MagrsHALL, A. B. & PaLMmer, G. H. (1980). Proceedings of the First European Congress on Veterinary
Pharmacology and Toxicology. Eds. A. S. J. P. A. M. von Miert, J. Frens, F. W. van der Kreek. p. 54.
Amsterdam: Elsevier Scientific Publishing Company.

Risk, J. E. & BentLey, O. E. (1987). Canadian Veterinary Journal, in press.

SuTHERLAND, R. & RosinsoN, G. N. (1978). Laboratory Methods in Antimicrobial Chemotherapy, Eds. D.
S. Reeves, I. Phillips, J. D. Williams, & R. Wise. p. 171. Edinburgh: Churchill Livingstone.

(Accepted for publication 2 January 1987)



