DIAGNOSTIC LABORATORY IMMUNOLOGY

crossm
Serological Analysis of Tuberculosis in
Goats by Use of the Enferplex Caprine
TB Multiplex Test
Enfer Scientiﬁc, Naas, Kildare, Irelanda; Synergy Farm Health, Evershot, Dorset, United Kingdomb; RAFT
Solutions Ltd., Ripon, United Kingdomc; MV Diagnostics Ltd., BioQuarter, Edinburgh, United Kingdomd

ABSTRACT Tuberculosis in goats is usually diagnosed clinically, at postmortem, or

by a positive skin test. However, none of these approaches detects all infected animals. Serology offers an additional tool to identify infected animals missed by current tests. We describe the use of the Enferplex Caprine TB serology test to aid the
management of a large dairy goat herd undergoing a tuberculosis breakdown. Initial
skin and serology testing showed that IgG antibodies were present in both serum
and milk from 100% of skin test-positive animals and in serum and milk from 77.8
and 95.4% of skin test-negative animals, respectively. A good correlation was observed between serum and milk antibody levels. The herd had been vaccinated
against Mycobacterium avium subsp. paratuberculosis, but no direct serological crossreactions were found. Subsequent skin testing revealed 13.7% positive animals,
64.9% of which were antibody positive, while 42.1% of skin test-negative animals
were seropositive. Antibody responses remained high 1 month later (57.1% positive),
and the herd was slaughtered. Postmortem analysis of 20 skin test-negative goats
revealed visible lesions in 6 animals, all of which had antibodies to six Mycobacterium bovis antigens. The results provide indirect evidence that serology testing with
serum or milk could be a useful tool in the diagnosis and management of tuberculosis in goats.
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T

uberculosis (TB) due to infection by Mycobacterium bovis is a major problem in
cattle in the United Kingdom, causing huge ﬁnancial losses, as well as being a
signiﬁcant zoonosis risk. The presence of signiﬁcant levels of TB in wildlife vectors such
as the badger has led to trial culling or vaccination of these animals in high-risk areas
such as southwestern England and Wales, respectively. Spillover hosts such as sheep,
goats, deer, and alpacas also present a risk of spreading TB (1). Currently, control
programs involving cattle are focused on detecting cell-mediated immunity (CMI)
through the use of tuberculin skin testing and gamma interferon (IFN-␥) tests. In goats,
the single intradermal comparative tuberculin test (SICTT) and the single intradermal
test (SIT) are used to detect infection (2–5). Published estimates of SICTT sensitivity
range from 42.7 to 83.7%, while those of SIT range from 44.6 to 93.8% (2, 3, 5). However,
a recent study adopting bacteriology as the gold standard showed the sensitivity of the
SIT by the severe interpretation to be as low as 43.9% and to decrease to 38.8% by the
standard interpretation, while the sensitivity of the SICTT ranged between 21.3 and 7%,
depending of the interpretation criterion used (6).
Recent studies also showed that when goats are coinfected with Mycobacterium
avium subsp. paratuberculosis, the sensitivity and speciﬁcity of the TB skin tests appear
to be adversely affected, with a substantial proportion of M. bovis-infected animals
going undetected (2–4, 7–11). Since skin and serology tests measure different arms of
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TABLE 1 Summary of skin tests applied to purchased and index herds
Date
16 December 2013
16 December 2013
30 December 2013
3 January 2014
3 February 2013
10 March 2014
19 May 2014
aR,

Herd
Purchased
Index
Index
Index
Index
Index
Index

Skin test
SICTT standard
SICTT standard
SICTT standard
SICTT standard
SICTT standard
SICTT standard
SIT severe

No. tested
183
9
450
50
280
494
555

Skin test resulta
136 R, 5 IR, 42 clear
1 R, 8 clear
15 R, 435 clear
1 R, 49 clear
280 clear
14 R, 480 clear
76 R, 479 clear

reactor; IR, inconclusive reactor; clear, negative skin test.
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the immune response, detection of speciﬁc antibodies has the potential to identify
infected animals not revealed by skin tests. Several studies have documented antibody
responses in goats and other animals that are negative in CMI tests (2, 12–14).
In previous work, we have described the development of multiplex serology tests by
using antigen arrays to detect antibodies to speciﬁc M. bovis antigens in several species,
including cattle, goats, and alpacas (15–21). The sensitivities and speciﬁcities obtained
with these serology tests varied with the population under study. In goats conﬁrmed as
infected by SICTT, histopathology, and culture, the multiplex test detected 57/60
(95.0%) positive animals in one herd and 120/120 (100%) in a second herd and gave
positive signals in a further 4% of SICTT-negative animals (20). The test has been used
previously to help manage a goat breakdown herd by identifying infected animals that
were not detected by the SICTT (22). In cattle, the multiplex has been shown to detect
a substantial proportion of animals with lesions that were negative or inconclusive by
the SICTT (17). These studies suggest that the multiplex test does indeed identify
infected animals missed by skin tests. However, further work is required to gauge the
extent of such detection and its usefulness in aiding the diagnosis of TB in goats and
other species.
Here we describe the application of the multiplex serology test to a large dairy goat
herd undergoing a TB breakdown in the United Kingdom. Samples from the herd were
submitted for antibody testing in order to assist in the diagnosis and management of
the TB outbreak. This investigation provided the opportunity to assess further the
relative merits of serology versus skin testing and also to examine the use of milk for
TB serology in goats.
RESULTS
Skin testing. A summary of the skin testing done in the purchased and index herds
relevant to this study is shown in Table 1. The 183 animals in the purchased herd and
9 animals in the index herd were tested by SICTT on 16 December 2013. One hundred
thirty-six reactors and ﬁve inconclusive reactors were found in the purchased herd,
and one reactor was found in the index herd. Five hundred nine animals in the index
herd were skin tested between 16 December 2013 and 6 January 2014, and 17 SICTT
reactors were found (Table 1). Further skin tests of 280 animals on 3 February revealed
no reactors. However, 14 SICTT reactors out of 494 animals were found following a skin
test on 10 March 2014. Finally, 555 animals were tested by SIT on 19 May 2014, and 76
reactors were detected.
The mean skin thicknesses at the puriﬁed protein derivative A (PPD-A) and PPD-B
injection sites of the 14 reactors in March 2014 were 13.0 ⫾ 6.1 and 23.9 ⫾ 11.1 mm,
respectively, with a mean difference of 10.9 ⫾ 6.0 mm (data not shown). Of the 494
animals tested, 22 had a skin thickness elevated above normal, but the PPD-A site
values (20.2 ⫾ 5.5 mm) exceeded those of the PPD-B site (12.6 ⫾ 4.0 mm), with a mean
difference of ⫺7.7 ⫾ 3.9 mm (data not shown). Of the 22 animals, 21 underwent the SIT
in May 2014 and 8 were positive.
Serology results from the index herd relative to skin test results. In total,
447/494 animals that underwent SICTT on 10 March 2014 were tested for antibody 8
days later. By the two-antigen rule, the multiplex assay determined 351/447 (78.5%) as
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TABLE 2 IgG antibody responses in serum samples from index herd in relation to skin
test status
Blood sample datea and
skin test status (no. of
samples)
18 March 2014
SICTT positive (14)
SICTT negative (433)
Total (447)
22 May 2014
SIT positive (74)
SIT negative (133)
Total (207)

% Antibody positiveb
MPB70
peptide

PPD-B

MPB70

MPB83

CFP10

ESAT6

Total %
positivec

100
78.1
78.7

100
81.1
81.7

100
71.4d
72.3

100
62.8e
64.0

100
45.0f
46.8

78.6
9.0f
11.2

100
77.8d
78.5

41.9
27.8d
32.9

63.5
31.6f
43.0

55.4
36.1d
43.0

54.1
30.8d
39.1

43.2
17.3f
26.6

37.8
24.8
29.5

64.9
42.1e
50.2

aSICTT
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was performed in March and blood samples were taken 8 days after PPD-B injection, while SIT was
performed in May and blood samples were taken 3 days after PPD-B injection.
bValues showing statistically signiﬁcant differences between skin test-positive and -negative animals are in
bold.
cPositive, antibodies to two or more antigens.
dP ⬍ 0.05.
eP ⬍ 0.001.
fP ⬍ 0.0001.

positive (Table 2). The results of the serology test applied to serum samples taken from
14 SICTT-positive and 433 SICTT-negative animals are shown in Table 2. The multiplex
test detected antibodies in all 14 SICTT-positive animals, with all animals giving positive
antibody responses to ﬁve or six test antigens. Of the SICTT-negative animals, 77.8%
were antibody positive (Table 2). The proportion of antibody-positive samples was
signiﬁcantly lower in SICTT-negative animals than in SICTT-positive animals by the
two-antigen rule. The proportions of samples positive for MPB70, MPB83, CFP10, and
ESAT6 individually were signiﬁcantly lower in SICTT-negative animals than in SICTTpositive animals (Table 2). When all 447 samples were analyzed (irrespective of the
SICTT results), the percentage of positive samples was lower with the CFP10 and ESAT6
antigens than with the MPB70 peptide, PPD-B, MPB70, and MPB83 antigens (Table 2;
P ⬍ 0.001 for all comparisons between CFP10 or ESAT6 and the other antigens). The
antibody levels in samples taken on 18 March 2014 are shown in Table 3. The numbers
of relative light units (RLU) were signiﬁcantly lower in SICTT-negative animals than in
SICTT-positive animals for all six antigens (P ⬍ 0.0001 in all cases) when numbers of RLU
above the individual antigen cutoffs were analyzed.
SIT was performed on 19 May 2014 with 555 animals. Of these 555 animals, 445 had
been tested by SICCT on 10 March 2014 and found to be negative and 99 had been
tested by SICCT on 3 February 2014 and found to be negative. The results of the SIT
performed on 19 May 2014 showed that 76/555 animals (13.7%) were SIT positive
(Table 1). Thirty-nine of these 76 animals had been tested previously for antibody in the

TABLE 3 IgG antibody levels above the cutoff in serum samples from the index herd in relation to skin test status
Relative light units ⴛ 10ⴚ3 (mean ⴞ SD)b

Blood sample datea and
skin test status
18 March 2014
SICTT positive
SICTT negative

MPB70 peptide

PPD-B

MPB70

MPB83

CFP10

ESAT6

48.1 ⴞ 7.6
30.4 ⴞ 13.4c

46.4 ⴞ 6.1
24.0 ⴞ 13.6c

49.4 ⴞ 5.4
32.7 ⴞ 13.0c

43.3 ⴞ 8.2
26.8 ⴞ 11.0c

40.5 ⴞ 12.6
24.4 ⴞ 11.7c

44.2 ⴞ 11.8
26.1 ⴞ 14.6c

22 May 2014
SIT positive
SIT negative

25.8 ⴞ 14.0
20.8 ⴞ 12.8

16.4 ⫹/12.7
12.3 ⫾ 7.3

26.4 ⴞ12.3
21.0 ⴞ 9.5d

26.8 ⫾ 11.9
22.4 ⫾ 11.3

25.2 ⫾ 13.8
19.8 ⫾ 8.1

29.3 ⫾ 13.1
24.6 ⫾ 10.9

aSICTT

was performed in March and 447 blood samples were taken 8 days after PPD-B injection, while SIT was performed in May and 207 blood samples were taken
3 days after PPD-B injection. Only RLU values above the cutoff for each antigen were analyzed.
bValues showing statistically signiﬁcant differences between skin test-positive and -negative animals are in bold.
cP ⬍ 0.0001.
dP ⬍ 0.05.
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FIG 1 Effect of skin testing on IgG anti-PPD-B antibody responses. Serum samples (n ⫽ 122) were taken
3 days (PPD-B May) and 31 days (PPD-B June) after a SIT performed on 19 May 2014, and antibodies were
measured. A, proportion of samples positive by the two-antigen rule; B, antibody levels above the cutoff.
SD, standard deviation.

18 March 2014 serum sampling, and 38/39 (97.4%) were positive by the two-antigen
rule. Similarly, milk samples from 26 of these 76 animals had also been tested for
antibody in March 2014 and 26/26 were positive (100.0%). Serum samples from 207 of
these 555 skin-tested animals were taken 3 days after SIT on 22 May 2014, i.e., on the
day the skin test was read. The results of testing for antibodies are shown in Table 2.
Overall, 104/207 (50.2%) animals tested by SIT were positive for antibodies. Of the 76
SIT-positive animals, serum samples were available from 74 and 48 (64.9%) of these
were positive for antibody by the two-antigen rule (Table 2). Of the 133 SIT-negative
animals, 56 (42.1%) were antibody positive. The proportions of samples from SITnegative animals that were antibody positive were signiﬁcantly lower for all antigens
except ESAT6 compared to those from SIT-positive animals. When all 207 samples were
analyzed, irrespective of SIT, there were no signiﬁcant differences in the percentage of
positive samples between individual antigens. There was a trend toward lower RLU
levels in SIT-negative animals than in SIT-positive animals, but the differences in
antibody levels were only signiﬁcant for MPB70 (Table 3).
No further skin testing was performed after 22 May 2014, but Enferplex results
obtained from all 522 serum samples submitted on 23 June 2014 showed 298/522
(57.1%) were positive for antibodies overall by the two-antigen rule (data not shown).
Serum from only 1 animal that was SIT positive in May 2014 was submitted for serology
in June 2014, precluding any meaningful comparison of antibody responses in SITpositive and SIT-negative animals.
Effect of skin testing on antibody responses. In the data above, the sample sets
were not identical as some animals had been removed and other animals included for
testing and hence the results reﬂect the prevalence only of the animals submitted for
testing on each occasion.
However, data were available from 122 animals that were serially sampled on 22
May (3 days after the SIT) and 23 June (31 days after the May SIT) 2014. Overall, 54/122
(43.4%) samples were positive for IgG antibodies in May by the two-antigen rule, while
80/122 (65.6%) were positive in June (P ⫽ 0.0011). These samples were used speciﬁcally
to assess whether skin testing boosted antibody responses to PPD-B, since that was the
antigen used in the SIT. The proportion of samples positive for anti-PPD-B antibodies
was signiﬁcantly higher 31 days after the SIT than 3 days after the SIT (Fig. 1A). The
levels of anti-PPD-B antibodies found at 31 days were also signiﬁcantly higher than
those observed at day 3 after the SIT (Fig. 1B). The results suggest that antibody
responses to PPD-B are boosted when PPD-B is given 31 days prior to blood sampling.
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TABLE 4 Comparison of IgG antibody responses in paired serum and milk samples in
relation to skin test status in March 2014
% Antibody positiveb
a

Sample and skin test status
(no. of samples)
Serum
SICTT positive (12)
SICTT negative (263)
Total (275)
Milk
SICTT positive (12)
SICTT negative (263)
Total (275)
bValues

100
90.9
91.3

100
95.1
95.3

100
89.7
90.2

100
80.2
81.1

100
55.5d
57.5

75.0
10.7e
14.2

100
95.4
95.6

100
93.2
93.5

100
93.9
94.2

100
92.0
92.4

100
89.0
89.5

100
75.7d
76.7

83.3
16.0e
18.9

100
95.1
95.3

serum and milk samples were taken on 18 March 2014.
showing statistically signiﬁcant differences between skin test-positive and -negative animals are in
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aPaired

MPB70 PPD-B MPB70 MPB83 CFP10 ESAT6 Total %
peptide
positivec

bold.
cPositive,

antibodies to two or more antigens.
⬍ 0.05.
eP ⬍ 0.0001.
dP

Comparison of multiplex test results with serum and milk samples. Paired
samples of serum and milk were available from a total of 275 animals sampled on18
March 2014, and these were assayed in the multiplex test (Table 4). Paired milk and
serum samples were available for 12 of the 14 SICTT-positive animals from this
sampling point. All 12 SICTT-positive animals tested had IgG antibodies in serum and
milk (100%). Of the serum and milk samples from SICTT-negative animals, 95.4 and
95.1% were positive, respectively (Table 4), while 93.5% of the paired serum and milk
samples were positive (data not shown). Antibody responses to CFP10 and ESAT6 in
both milk and serum samples were signiﬁcantly lower in SICTT-negative animals than
in SICTT-positive animals (Table 4). High correlations were observed between the
signals obtained with serum and milk (Spearman’s correlation coefﬁcient [r] range, 0.79
to 0.94) that were highly statistically signiﬁcant for all six antigens (Fig. 2). Comparing

FIG 2 Correlation between observed RLU signals of IgG antibodies against individual M. bovis antigens
in serum and milk samples from the index herd. R, Spearman’s rank correlation coefﬁcient. P ⬍ 0.0001
for all comparisons. pep, peptide.
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FIG 3 Effect of M. avium subsp. paratuberculosis vaccination on the Enferplex Caprine TB serology test.
Serum samples from OTF Norwegian goats that had (MAP V; n ⫽ 74) or had not (MAP N; n ⫽ 18) been
vaccinated against M. avium subsp. paratuberculosis were analyzed in the TB test, along with positive (TB
P; n ⫽ 34) and negative (TB N; n ⫽ 73) TB control samples. The dotted line indicates the cutoff for each
antigen. pep, peptide.

the results obtained with serum versus milk on the basis of the two-antigen rule, a
kappa statistic of 0.651 was observed overall, indicating substantial agreement between the two sets of results.
Effect of M. avium subsp. paratuberculosis vaccination on Enferplex Caprine TB
serology. The goats in the index herd had been vaccinated against M. avium subsp.
paratuberculosis. To assess whether M. avium subsp. paratuberculosis vaccination could
have had any effect on the multiplex TB test results, serum samples obtained from
goats in Norway (which has ofﬁcially TB-free [OTF] status) that had (n ⫽ 74) or had not
(n ⫽ 18) been vaccinated against M. avium subsp. paratuberculosis were tested. The
results are shown in Fig. 3. No samples registered as positive for TB antibodies by the
two-antigen rule, regardless of the animals being M. avium subsp. paratuberculosis
vaccinated or not. The results show that there was no direct cross-reaction between M.
avium subsp. paratuberculosis antibodies and the M. bovis antigens used in the multiplex test.
Relationship between the number of antigens recognized and antibody responses in the multiplex test. Serum samples (n ⫽ 447) taken on 18 March 2014 were
analyzed, and animals were grouped according to the numbers of antigens recognized
(Table 5). Animals recognizing two antigens and judged as seropositive by the twoantigen rule generally recognized both PPD-B and MPB70 peptide. Animals recognizing
further antigens generally recognized the same additional antigen as the number of
antigens recognized increased, the progression being MPB70, MPB83, CFP10, and
ﬁnally ESAT6 for those animals recognizing all six antigens. The mean RLU signal level
for antibody to each antigen also increased with the number of antigens recognized,
particularly for MPB70 peptide, PPD-B, MPB70, and MPB83 (Fig. 4). An increase in the
RLU signal level was also noted for CFP10 and ESAT6, but only once at least four
antigens were recognized. The results indicate that RLU signal levels and the proporFebruary 2017 Volume 24 Issue 2 e00518-16
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TABLE 5 Antigen-speciﬁc IgG antibody responses in animals sampled in March 2014
grouped by numbers of antigens recognized
No. of antigens
recognized
0
1
2
3
4
5
6

No. of serum
samplesa
49
47
31
41
89
143
47

% Antibody positiveb
PPD-B
0
38.3
87.1c
100d
100
100
100

MPB 70 peptide
0
36.2
61.3d
90.2d
100d
100
100

MPB70
0
2.1
22.6
87.8c
100d
100
100

MPB83
0
8.5
9.7
12.2
94.4c
100d
100

CFP10
0
12.8
19.4
9.8
4.5
100c
100

ESAT6
0
2.1
0
0
1.1
0.7
100c

n ⫽ 447.
increases in the proportions of samples positive for antibody as the number of antigens
recognized increases are in bold.
cP ⬍ 0.0001 (compared to the preceding number of antigens recognized).
dP ⬍ 0.05 (compared to the preceding number of antigens recognized).
aTotal

bProgressive

Downloaded from http://cvi.asm.org/ on April 24, 2019 by guest

tions of the March 2014 samples positive for individual antigens tend to increase as the
number of antigens recognized increased. Similar antigen response patterns were
observed in the March milk samples and in the serum samples obtained in May and
June 2014, but with the MPB70 responses being slightly more prominent than the
MPB70 peptide responses in the May serum samples (data not shown).
Postmortem analyses. Postmortem examinations (by the Animal and Plant Health
Agency [APHA]) of the skin test reactors from the index and purchased herds (16
December 2013) showed that 122/158 (77.2%) had visible lesions (VL) in total. This was

FIG 4 Relationship between the number of antigens recognized and the IgG antibody signal. Serum
samples taken on 18 March 2014 (n ⫽ 447) were analyzed for the number of antigens recognized by
antibody and the RLU signal obtained for each antigen individually. *, P ⬍ 0.01; **, P ⬍ 0.001; ***, P ⬍
0.0001; NS, not signiﬁcant; pep, peptide.
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broken down as follows between the purchased and index herd reactors, 111 VL in the
purchased herd (111/141; 78.7%) and 11 VL in the index herd (11/17; 64.7%).
M. bovis was isolated from 5/5 animals that underwent bacterial culture, i.e., 3/3
purchased animals and 2/2 index animals (postmortem on 17 December 2013). In
January 2014, 42 purchased goats and 8 index goats deemed to be dangerous close
contacts were sent to APHA for postmortem examination and 9 showed VL, i.e., 7 VL in
purchased animals and 2 VL in index animals.
Of the 14 animals that were positive by both SICTT and antibody tests in March
2014, 4 showed tuberculous lesions in the chest (n ⫽ 3) and udder (n ⫽ 1) at
postmortem. Two animals had acid-fast bacteria by histology. The remaining 10 animals
showed no VL. Following the identiﬁcation of positive serological responses in the
majority of the SICTT-negative animals in March 2014, 8 SICTT-negative, antibodypositive animals underwent postmortem examination. Four of these animals were
selected at random from 47 animals positive for six antigens in serum and milk. These
four animals showed VL that were conﬁrmed as positive by histology; two of the four
animals were also positive for acid-fast bacteria. The other four animals were selected
at random from 141 animals positive for ﬁve antigens in serum and milk. None of
these animals showed VL. One further animal that was SICTT positive and reactive to
ﬁve antigens showed VL at postmortem. Five milk samples (four positive for six
antigens, one negative for all six antigens) were Ziehl-Neelsen stained, and two of the
antibody-positive animals were positive for acid-fast bacteria, i.e., one animal with
lesions and one without lesions.
On slaughter of the entire herd in September 2014, a further 12 animals were
selected from the index herd for postmortem examination. Two of these 12 were
determined to have lesions suspicious of TB, and a further 4 were found to have lesions,
but they were not typical of TB. No acid-fast bacteria were detected in any of the 12
animals. Serum and milk samples taken from these 12 animals in March 2014 and also
in June 2014 were all Enferplex Caprine TB test positive for six antigens.
DISCUSSION
In this study, we examined the results of tuberculin testing and serology in an M.
avium subsp. paratuberculosis-vaccinated goat herd undergoing a TB breakdown. It has
been shown in some studies that the SICTT and SIT are inefﬁcient in goats and that M.
avium subsp. paratuberculosis vaccination can result in decreased skin test sensitivity or
speciﬁcity (4, 5, 23). Examination of the skin responses of the M. avium subsp.
paratuberculosis-vaccinated goats described here to avian PPD in the SICTT did not
show signiﬁcantly elevated responses overall. Only in 22/494 SICTT-negative animals
were the PPD-A responses elevated and exceeded the PPD-B responses in March 2014.
These results suggest that the relatively low SICTT skin reactivity in the index herd is
unlikely to be due to masking by high PPD-A responses. Low sensitivities of SICTT and
SIT present a problem for the accurate diagnosis of TB in goats, irrespective of M. avium
subsp. paratuberculosis vaccination. Serological testing has been shown in a few studies
to detect infection that CMI tests have missed (2, 17, 20), though the usefulness of
applying such antibody tests in the management of TB infection has not been investigated to any great extent.
Here, we examined antibody responses in the index herd in March 2014 and found
a very high seroprevalence (⬎77%) in animals that were SICTT negative. The conventional expectation from the literature on TB in cattle and other species is that skin
responses to tuberculin would precede any development of antibody responses, with
the latter only appearing in the late stages of the infection, when lesions are at an
advanced stage (14, 24). However, several experimental studies performed over the last
decade have shown that antibody responses can develop from as early as 2 to 6 weeks
postinfection (15, 25–29), suggesting that antibody responses are not conﬁned to the
late stages of disease. Thirty-eight of the 39 animals that were SICTT negative and
antibody positive in March 2014 went on to become SIT positive in May 2014. Similar
February 2017 Volume 24 Issue 2 e00518-16
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results were obtained with 26 milk samples taken at the same time. These data show
that antibodies can appear in advance of skin reactivity.
The reasons for the high seroprevalence in SICTT/SIT-negative animals observed in
this study are not known. It is possible that the use of six M. bovis-speciﬁc antigens in
the multiplex test rather than the one or two antigens usually used in the tests in the
literature provided a signiﬁcant increase in sensitivity. The high antibody levels observed may also have been partly a consequence of high infection pressure arising from
the purchased goats, over 60% of which had VL at postmortem examination. Although
not proven, it is likely that many of these animals were capable of transmitting infection
to the index herd.
Many studies have reported an anamnestic antibody response following skin testing
in cattle and other species, including goats (2, 27, 30–35). Our data show that in 122
animals that received SIT in May 2014, the proportions that were anti-PPD-B antibody
positive and the absolute levels of anti-PPD-B antibody 31 days after PPD-B injection
were signiﬁcantly higher than those observed 3 days after PPD-B injection, suggesting
that some boosting had taken place 31 days following PPD-B administration. The
results suggest that optimal PPD-B boosting might improve serodiagnosis in goats.
The data also show that the proportion of animals showing a positive antibody
response by the two-antigen rule was higher in SICTT- or SIT-positive animals than in
SICTT- or SIT-negative animals, respectively. Similar results have been described for
cattle (13, 31). In the present study, this effect was observed for four of six antigens
following SICTT. The absolute levels of antibodies to all six antigens were also signiﬁcantly higher in SICTT-positive animals than in SICTT-negative animals. In contrast,
although a similar trend was observed, the differences in antibody levels following the
SIT were only signiﬁcant for MPB70. The reason(s) for these results is not clear. Both TH1
and TH2 subsets of T helper cells are known to be able to help previously activated B
cells make antibody (36), and perhaps the presence of both subsets in skin test-positive
animals allows higher antibody responses to develop than in skin test-negative animals,
where the TH2 subset probably dominates. It should be noted that serum samples were
taken at different time points after tuberculin administration in March (8 days after the
SICTT) and May (3 days after the SIT) and that the SICTT includes administration of
PPD-A as well as PPD-B. These factors may have played a role in determining antibody
responses. Also, the number of SICTT-positive animals in this study was relatively low
compared to the number of SICTT-negative animals, and this observation requires
conﬁrmation with larger sets of data on skin test-positive goats.
One ﬁnding from this work that may have some diagnostic and prognostic value is
the trend observed in the antigens recognized. The numbers of antigens recognized
increased in what appeared to be a pattern. The same antigens were recognized
initially, and as the number of other antigens recognized rose, so did the proportion
positive and the RLU signal level for each antigen. Studies of experimental TB infection
in nonhuman primates have shown that the number of antigens recognized increases
with time and that increasing antibody levels and an increasing number of antigens
recognized correlated with the development and progression of lesions (37). Although
the present study looked at a population of animals at a ﬁxed time point in a
cross-sectional study, it is tempting to speculate that the results of this assay represent
a progression of stages of antigen recognition. The animals start by recognizing two
antigens (PPD-B and MPB70 peptide) and then sequentially develop additional and
increasing antibody responses to MPB70, MPB83, CFP10, and ESAT6. In the fully
developed state, the antigen recognition repertoire could indicate a high likelihood
that the animals have lesions. These animals potentially would be the ones most likely
to transmit infection and to be anergic in CMI responses, thereby being epidemiologically very important but poorly detectable by the skin test. In this study, the animals
with VL at postmortem examination were positive for six antigens, whereas those
without VL were positive for ﬁve antigens. This observation is consistent with the above
premise. However, the antigen reactivity patterns observed may have been affected by
preceding skin tests and not necessarily reﬂect the evolution of natural antibody
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responses in infected goats that were not skin tested. Further investigation is required
to establish whether there is a relationship between the number of antigens recognized
and lesion development in goats with and without prior skin testing.
It could be argued that the high levels and prevalence of antibodies described here
were due to cross-reactions between M. avium subsp. paratuberculosis antibodies
induced by M. avium subsp. paratuberculosis vaccination and M. bovis antigens in the
multiplex test. However, analysis of serum samples from Norwegian goats that were or
were not vaccinated against M. avium subsp. paratuberculosis showed no cross-reaction
with any of the M. bovis antigens, including PPD-B, used in the Enferplex Caprine TB
test, an observation consistent with the absence of genes for MPB70, MPB83, CFP10,
and ESAT6 in the M. avium subsp. paratuberculosis genome (38) and other work where
PPD-A and PPD-B cross-reactions have been examined in antibody tests (30).
Despite this, we cannot rule out other possible effects of M. avium subsp. paratuberculosis vaccination on the antibody results obtained in this study. For example, a
linked recognition type of mechanism observed in vaccine studies of hepatitis B virus,
inﬂuenza virus, and human immunodeﬁciency virus (39–43) may have given rise to
enhanced responses to M. bovis antigens. M. bovis and M. avium subsp. paratuberculosis
possess many of the same proteins, and cross-reactions at the T cell level could,
through this mechanism, provide extra T cell help to B cells speciﬁc for M. bovis
antigens, particularly membrane-bound antigens rather than secreted antigens such as
CFP10 and ESAT6. Administration of PPD-A during SICTT could provide a further
antibody boost through such T cell help. Whether such a mechanism operates in M.
avium subsp. paratuberculosis-vaccinated animals requires further investigation.
It is possible that M. avium subsp. paratuberculosis vaccination also played a role in
the extent of pathology observed in this herd. M. avium subsp. paratuberculosis
vaccination has been shown to provide a degree of protection against M. bovis in goats,
causing reductions in lesion volumes and bacterial loads, particularly in lymph nodes
(23). Such effects could have reduced the identiﬁcation of VL at postmortem examination. However, further work on natural TB infections in M. avium subsp.
paratuberculosis-vaccinated animals is required to determine the likelihood that such
protection affects lesion detection.
Six of 20 antibody-positive, SICTT-negative goats chosen at random from 47 animals
positive for six antigens in the present study that underwent postmortem analysis had
VL compatible with a diagnosis of TB. This proportion is similar to that observed in
SICCT-positive animals, where 4/14 showed VL. However, the number of animals that
underwent postmortem examination in this study overall is small and no antibodynonreactive animals were examined pathologically. It was therefore not possible to
ascertain the positive and negative predictive values of the serology test. Also, the
presence of antibody provides only indirect evidence of TB infection in skin testnegative goats that did not undergo postmortem examination. Nevertheless, a large
number of studies have documented correlations between antibodies and TB lesions
and/or bacterial loads in cattle and other species (13, 14, 17, 28, 31, 33, 34, 37, 44, 45).
The Enferplex test has previously been shown to detect infected cattle with lesions that
were missed by the SICTT (17). These studies thus present supporting evidence that
antibodies generally act as a surrogate marker of infection.
The results of this study show that there is a signiﬁcant level of agreement between
the antibody results from serum and milk samples taken at the same time point.
Antibodies to TB antigens have been demonstrated in milk from cattle (33). Previously,
the use of the Enferplex Caprine TB test was reported for serum (20) and this is the ﬁrst
report of its potential use for goat milk samples. Further work is warranted to establish
the utility of using milk for diagnostic purposes in goats.
In conclusion, in this outbreak, a large proportion of the animals that were negative
by skin tests developed antibody responses that were measurable in both serum and
milk. Postmortem analysis of a small number of skin test-negative, antibody-positive
animals demonstrated the presence of lesions consistent with a diagnosis of TB in some
of them. The serology results provide indirect evidence that the skin testing carried out
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missed infected animals in this population. Antibody testing of milk could provide an
easy means of detecting seropositive animals to facilitate management of the infection.
Application of the Enferplex Caprine TB test to serum or milk could thus provide a very
useful adjunct to skin testing of goats with TB.
MATERIALS AND METHODS
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Index and purchased animals. The index herd was an established dairy herd of over 500 adult goats
that had been vaccinated against M. avium subsp. paratuberculosis. In April 2013, 204 adult goats from
another dairy farm were purchased and added to the index herd. Seventeen of the purchased animals
died over the next 8 months, 11 from a variety of diseases and 6 from unknown causes. In November
2013, over 30 animals showed signs of being unwell and several were losing weight with reduced milk
production. Two of the purchased animals were sent to the APHA for postmortem examination on 11
December 2013 and found to have TB with VL in the lungs, chest, liver, mammary gland, udder, and
cranial lymph nodes. M. bovis spoligotype 25 was isolated from both animals. A further two animals from
the purchased herd and one animal from the index herd were subjected to postmortem examination by
APHA on 17 December 2013, and all three showed VL consistent with TB in the lungs, chest, or trachea.
The remaining animals in the purchased herd were investigated further by tuberculin testing as
described below.
Samples. With permission from the Department for Environment, Food and Rural Affairs, serology
was performed on the index herd at various time points over the next 7 months. All blood sampling was
performed by veterinary surgeons, with the farm staff collecting the milk samples. Internal ethical reviews
of the project were carried out by RAFT Solutions Ltd., Enfer Scientiﬁc, and MV Diagnostics Ltd., and
approval was obtained. Sampling was performed in March 2014, 8 days after SICTT. Further blood
samples taken in May 2014 (3 days after SIT) and June (31 days after May SIT) were submitted for testing.
As controls for Enferplex Caprine TB testing, positive and negative reference serum samples were
obtained from goats in Ireland with conﬁrmed TB (n ⫽ 34) or with no evidence or history of TB in their
source herd (n ⫽ 73) as reported previously (20). The positive samples came from animals that were all
SICTT reactors, the majority of which had VL. Serum samples were also obtained from goats in Norway,
which is an OTF country, that had (n ⫽ 74) or had not (n ⫽ 18) been vaccinated against M. avium subsp.
paratuberculosis.
Skin tests. The SICTT was performed by intradermal injection of avian and bovine PPD-A and PPD-B,
respectively, into deﬁned sites on the neck. The test was read 72 h later by comparing the increase in skin
fold thickness in millimeters at each injection site. For the standard interpretation, an increase in skin
thickness of ⱖ4 mm at the PPD-B site compared to the PPD-A site was deemed to be a positive result.
For the severe interpretation, an increase in skin thickness of ⱖ2 mm was deemed to be a positive result.
The SIT was performed by injecting bovine PPD at a single site and reading the result 72 h later. Using
the severe interpretation, a skin thickness ⱖ2 mm greater than the preinjection skin thickness was
deemed to be a positive result.
Antibody tests. The Enferplex Caprine TB test (Enfer Scientiﬁc, Naas, Ireland) was used in this study
to detect TB antibodies. A panel of four recombinant M. bovis proteins—MPB70, ESAT6 (Lionex GmbH,
Germany), MPB83 (GenScript, USA), and CFP10 (Fusion Antibodies, Belfast)—along with soluble PPD-B
(Prionics AG) and a synthetic MPB70 peptide (Genosphere Biotechnologies, France) were used as
antigens. Each individual antigen was optimized for printing conditions and concentration with deﬁned
panels of samples. Brieﬂy, the antigens were deposited in a multiplex planar array as individual 50-nl
spots into wells of 96-well black polyethylene microtiter plates with the BioDot AD6000 aspirate/
dispense platform. Plates were blocked, stabilized, dried, and stored at 2 to 8°C until use. The assay was
carried out as previously described (20), with the following optimization for serum and defatted milk
samples from goats. Serum samples were diluted 1:500 and milk samples were diluted 1:10 into sample
dilution buffer (Enfer Buffer P; Enfer Scientiﬁc) and mixed before 50 l was added per well. The plates
were incubated at 25°C for 60 min with agitation (900 rpm). The plates were washed six times with 1⫻
Enfer wash buffer (Enfer Scientiﬁc) and aspirated. The detection antibody was prepared and added as
previously described (20). The plates were incubated at 25°C for 30 min with agitation (900 rpm). The
plates were washed as described above, and 50 l of prepared chemiluminescent substrate (50:50
dilution of substrate and diluent; Clifmar Associates, United Kingdom) was added per well. RLU were
captured (45-s exposure) immediately, with a Quansys Biosciences imaging system, and data were
extracted with Quansys Q view software (v 1.5.4.7). The results were deﬁned with bespoke Enferplex
software with Macro, based on individual antigen cutoffs. The latter were set with known positive and
negative serum reference samples. No milk samples were available to optimize fully the cutoffs for milk
samples, and these were based on those set with known serum samples. A positive result was
determined when a sample displayed signals above the cutoffs for at least two antigens (two-antigen
rule). This rule gives high speciﬁcity when screening herds of cattle likely to be TB free (15). Antibody
levels were determined by analyzing numbers of RLU that were above the cutoff set for each antigen.
The relative sensitivity and speciﬁcity of the multiplex test were assessed here with serum samples
from goats known to be positive (n ⫽ 34) or negative (n ⫽ 73) from a previous study (20). The previous
study used an antigen set slightly different from that used in the present study, which substituted ESAT6
for Rv3616c and included PPD-B. The current assay was determined to have a relative sensitivity of 94.1%
and a speciﬁcity of 100% compared to the data from the previous study.
Postmortem. Animals sent for slaughter initially underwent postmortem examination for the
presence of VL characteristic of TB. An extended postmortem examination of some animals was carried
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out that involved histological analyses and staining of tissues with the Ziehl-Neelsen stain by APHA,
Starcross, United Kingdom. Cultures for M. bovis were set up for selected animals to conﬁrm a diagnosis
of TB. Most of the animals from the index herd were slaughtered without postmortem examination.
Statistics. Nonparametric statistical analyses were performed with the GraphPad Prism 6.04 statistical program. The Mann-Whitney rank test, Spearman’s rank correlation test, Fisher’s exact test, and the
Kappa agreement test were used.
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