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Lymphocyte secretion assay: TPTest
ALS: antibody in lymphocyte supernatant

- 1 cc blood

- Buffy coat or PBMCs.

- Culture 37C 18-48 hours in media, unstimulated
- Recover supernatant

- Can use in ELISA or dot blot assays

- These cells reflect “in vivo” stimulated cells
- They are acute phase

- Could consider this analysis an “antibody amplification
assay”
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Gut-derived Iymphocytes transiently migrate through the peripheral circulation before homing back to
mucosal sites and can be detected using an ELISPOT-based antibodv secretine cell (ASC) assav. Alternativel.
transiently circulating lymphocytes may be cultured in vitro
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Many currently available diagnostic tests for typhoid Fever lack sensitivity and/or specificity, especially in
areas of the world where the disease is endemic. In order to identify a diagnostic test that better correlates with
typhoid fever, we evaluated immune responses to Sabnonella enterica serovar Typhi (serovar Typhi) in indi-
viduals with suspected typhoid fever in Dhaka, Bangladesh. We enrolled 112 individuals with suspected typhoid
fever, cultured day 0 blood for serovar Typhi organisms, and performed Widal assays on days 0, 5, and 20, We
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Protein Microarray

- Collaborators: Li Liang and Phil Felgner; UC Irvine

- Salmonella arrays contain ~ 2000 proteins including
membrane proteins and others predicted by software to
potentially be immunogenic

- Proteins are expressed in 96 well plates using E coli in
vitro transcription and translation kits before being spotted
on to a nitrocellulose-coated glass slides.



T
Samples

1) Typhoid Positive samples, n=10
2) Healthy controls, n=5

3) Other febrile iliness, n=5

Each sample was probed with the following secondary
Antibodies

1) Biotin-conjugated a-Human IgA

2) Biotin-conjugated a-Human
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Seroreactive in both
studies (n=7)

Seroreactive for
ALS only (n=17)

Seroreactive in
Vietnam sera study
only
(n=117)
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Salmonella enverica serotype Typhi is the cause of typhoid fever and

available typhoid vaccines provide 50 o MK protection for 2w 5 1
assays to identify individuals with tvphoid fever lack sensitivity and/c
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Summary

- We have identified a sub-set of proteins in MP, that can be
advanced for next generation TPTest based detection
systems.

- We have found that TPTest fluid is both sensitive and

specific for detecting acute stage infection, even in
edemic zones.

- These findings probably also applicable to other
Infections.
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