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Supplemental figure 1. Temperature and weight curves in monkeys after high dose M.

tuberculosis infection

Non-vaccinated, BCG vaccinated and BCG vaccinated/H56 boosted monkeys were infected with

M.tuberculosis (500 CFU) and evaluated from 0-64 weeks (every 4 weeks) post challenge. Weight

and temperature of the individual animals were determined at the indicated time points.
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Supplemental figure 2. IL-2 ELISPOT after vaccination
IL-2 ELISPOT was performed on 200,000 PBMCs/well from BCG and BCG vaccinated/H56
boosted monkeys, stimulated with Ag85B, ESAT-6, Rv2660c, media (negative control, not shown)

or CFP (culture filtrate proteins) for 48 hours as described in materials and methods.
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Supplemental figure 3. Primer and probe sequences.
flanking forward (ff) and flanking reverse (fr) for pre-amplification, forward (f) and reverse, ()

primers and TaqMan probe (p) for real-time PCR.

Rv2660c:

(ff) gcagcaacaggccaggctag,
(fr) acaaaatctgggctgcgtgaac,
(f) gcggcaggcgcatct,

(r) gaactgactcggtgcaacca,

(p) tgcccacgecgaca.

Rv3875:

(ff) ggaagcagtccctgaccaagctc,
(fr) gccttcggtcgaagcecattg,

(f) accagggtgtccagcaaaaatg,

(r) accggcttcgctgategt,

(p) agctgaacaacgcgctg.
Rv1886c¢c:

(ff) ggtactaccagtcgggactgtcgatag,
(fr) cctgttggcggacaaccattg,
(f) gcgggcagtccagcttctac,
(r) ggtcaggaaggtttcccacttg,
(p) ctgcggtaaggctgg.
Rv2225:

(ff) gcgcacatgcggtcaagct,
(fr) gcgtcggcegatggtttgttc,

(f) ccgagcaaatcgcctgtct,

(r) gccgeccaaggtgttg,

(p) tgatggcacacatcg.
Rv3051c:

(ff) catatcaagtcggtgccctcaatc,
(fr) tgcccgcaacgcegtgatac,

(f) gatcgggctaggacagatgaac,
(r) ggtgaagtcgatgccttegt,

(p) ccgggaacgcatct.
Rv3127:

(ff) caaagacgttgcgatgcttgatg,
fr) ggcgtctgatgccagcegtatc,
f) cgactggtggtagcgtcaca,

r) ggtgaagtccaccattcgagtt,
p) cgggacgatccgtac

Py
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Supplemental figure 4. Antigen specific IFN-y ELISPOT responses in individual monkeys.

Frequency of IFN-y producing T cells specific for vaccine antigens is elevated prior to challenge
and early (<4 weeks) post-challenge in the BCG/H56-vaccinated animals that would become latent
(N=6), but low or absent in the BCG/H56-vaccinated animals (N=2) that developed active TB. The
top 3 panels show responses (IFN-y ELISPOT) from the animals that developed active disease;
three antigens are shown (ESAT-6, Ag85B, Rv2660c) and each line represents an individual
monkey. The bottom 3 panels show the responses from the monkeys who developed latent

infection; each line represents an individual monkey.
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Supplemental table 1. Clinical parameters for individual animals after high dose challenge

Non-vaccinated, BCG vaccinated and BCG vaccinated/H56 boosted monkeys were infected with
M.tuberculosis (500 CFU) and evaluated from 0 to 64 weeks (every 4 weeks) post challenge.
Weight and temperature of the animals were determined at the indicated time points. Erythrocyte
sedimentation rates were determined on whole blood. X-ray: the animals were scored according the
following definitions: (-): negative, SN: scattered nodules, BP(u): unilateral bronchopneumonia,
BP(b): bilateral bronchopneumonia, BP/Con: Bronchopneumonia with consolidation of lung ,

BP/At: Bronchopneumonia with Atelectasis.

Non Vacc BCG BCG/H56
Weeks | 3008L | 5566 E* | 8197 A | 28611 | 7156 C | 6651D 77058 | 6784 C* | 7947B | 197 BJ | 4418y | 5985 C 8262 A [s 4708 EC| 5923 D |s2934N| 7531 ¢ | 1290 6B
0 2,35 26 26 23 2,65 32 285 23 2,45 22 26 28 2,7 2,1 2,75 22 23 2,35
4 3,15 24 27 26 2,15 25 28] 25 255 225 265 285 275 2,15 2,75 225 23 25
8 3,05 2.4 2,7 255 2,25 25 2,75 25 255 2,15 26 28 2,7 2,1 2,65 23 2,35 255
16 2,95 2,45 28 2,7 24 25 2.9 2,55 2,65 22 26 2,95 239 23 2,95 235 24 2,65
20 225 29 285 255 255 3,05 27 275 2.4 27 31 305 245 3 245 2.4 28
24 23 28 29 2,45 25 3.1 255 2,35 28 32 3,1 2.5 3,05 24 2,05 2,75
28 255 265 265 2,05 255 3 25 2,35 26 3,15 285 235 31 24 27
32 2,35 2.4 26 2.4 255 28| 2,4 2,25 255 3,05 2,65 2,25 3 2,25 26
36 23 27 255 3 27 21 28 32 3 22 325 235 239
40 3| 25 2,95 3,35 3 23 34 255 29
44 275 26 239 325 325 245 37 26 255
48 25 2,7 3.4 3,05 2 4] 33 25 28
52 27 32 345 32 26 335 275 3
60 255 3,25 3,45 3,05 26 3,55 255 3
64 25 32 3,55 3,05 2,7 3,7 2,65 29
Weeks 3008 L | 5566 E* | 8197 A 2861 | 7156 C | 6651 D 7705B | 6784 C* | 7947 B 197 BJ 4418 J 5985 C 8262A [S4708EC| 5923D S2934N [ 7531C | 1290GB
o 378 381 382 376 373 318 382 383 364 371 377 374 374 375 363 37 365 379
4 38,3 385 38,3 396 37,7 36,2 37,9 37,3 37 37,3 368 37 4 38,4 38,1 375 382 37,7 375
8 393 382 383 388 379 3856 382 38,1 378 382 385 38 %5 385 382 38| 374 38|
16 382 38,2 374 395 382 385 383 378 379 375 385 385 37,7 379 373 377 381 378
20 3838 36,9 39,1 38 38,6 37 5] 38,4 355 385 384 347 375 386 375 378 376 38,1
24 38 39 393 376 382 375 378 373 384 376 386 383 378 383 384 38,1
28 374 36,3 36,9 371 38,1 378 378 376 37,7 38 376 37 5] 38,4 3738 373
32 36.7 314 378 376 375 376 373 38 £ R 33 382 373 379 38
36 36,8 38 38,6 37,9 378 378 38,7 379 38,1 38,2 38 374 38
10 369 36,7 38,7 373 376 376 368 372 371
48 38 37,1 376 379 37,71 378 372 3738
52 375 372 365 374 384 373 38] 378
56 35,1 375 368 37,1 374 378 37,1 372
60 38,4 383 383 38,2 Bﬂ 38 37,1 38,1
64 383 375 38,2 38 382 379 378 375
Weeks 3008 L | 5566 E* | 8197 A 2861 | 7156 C | 6651 D 7705B | 6784 C* | 7947 B 197 BJ 4418 J 5985 C 8262 A [S4708 EC| 5923 D |S2934 N| 7531 C | 1290 GB
0 0 0 1 0 1 0 0 0 0 0 0 0 0 0 0 0 0 1
4 0 0 2 0 0 0 T 0 0 0 0 2 0 0 0 0 1 T
8 5 0 0 0 0 0 0 0 T 0 0 0 0 0 0 0 T T
16 10 0 3 0 0 4 0| 0 3 0 2 0 1 0 0 0 5 0
20 0 3 0 0 2 T 0 3 T 0 0 0 0 0 0 3 0
24 0 4 2 0 7 0| 0 0 0 1 0 0 0 0 5 0
28 0 21 El 0 6 0 0 5 0 0 0 0 T 0 0
32 0 9 24 0 2 0| 0 7 0 0 0 0 0 0 1
36 20 T 2 2 T 0 0 0 0 0 0 1 T 0
40 4] 1 3 1 0 2] 0 0 2
14 i 3 1 0 0 0 0 T
48 0 0 0 0 0 0 0 1
52 0 0 0 0 0 0 1 0
56 0 0 0 0 0 0 0 0
60 0 0 0 0 1 1 0 0
64 0 0 0 0 0 0 0 0
Weeks 3008 L 5566 E  |8197 A (2861 | 71656 C  |6651 D 7706 B (6784 C [7947 B 197 BJ 4418 J 5985 C 8262 A |S 4708 EQ5923 D S 2934 N |7531 C 1290 GB
00 [0) 0] 0] 0 [0 Q) 0 0] 0 0] [G) 0 0] 0 0] 0 0]
4P [BPM [0 ) 3] 3] 5 SN 3] 0 3] 3] 0 5 0 3] 0 3]
8[0 EROM) ) 0 BP(U) ( SN ) 0 3] ) 0 5 0 ) 0 3]
16[() BP() _ [BPAY Q) BP() _|BP() [ SN BP( __[BPB)__|0) @) Q) 3 Q) 0 BPE) [0
20[() BP() _ [BP 0 BP(b 3 SN BP() _[BP() __[BPW [0 SN 3 5] [B) BPG) [0
24[SN BP() _[BP/AL__|SN BP( 3 SN BP(R) _[BP() __[BP(W) [0 0 3 Q) 8] BP/Con_|()
28[SN BP(h) _ [BP/At__|BP()__ [BP( [B) SN BP(b) _ [BPW [0 0 [3) 0 [3) 0
320 BP(b) BP/At__|BP(u) BP(b [5) SN BP(b) BP(U () [B] [5) 8] () )
36[() BP/AL__|BP(1)___|BP( [B) SN BP/Con_|BP(W)__[0) Q) [3) 5] [B) )
4 ) SN BP/Con _[BP(W) __[() 0 ) 5] ) 5}
48 SN BP(u () 0] [0 0] [0 0]
52 BPW) BPE) () 0 5 0 5 0
56 0] BP(u () 0] [0 0] [0 0]
60 0] BP(u () 0] [0 Q] [0 0]
64 0] BP(u () 0] [0 0] [0 0]
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Supplemental table 2. Pathology scores at necropsy after high dose challenge

Gross pathology in lungs and other organs. Pathology scores (maximum score is 10) given as

individual organ scores of lungs and other organs in the vaccine and control groups after infection

with M. tuberculosis. “Additional organs” include Pericardium, Stomach and bone.

Animal number | SCORE | RT.LUNG| LF.LUNG| SPLEEN | KIDNEY LIVER | PERICARDIUM [STOMACH| BONE THORACIC LYPMH N.
Non-vacc.

6651 D 22 7 7 7 0 0 0 0 0 1
3008 L 19 3 0 3 0 7 0 0 6 0
5566 E 24 7 6 3 0 4 0 0 4 0
8197 A 30 10 7 4 0 5 0 0 4 0
2861 | 08 2 2 0 2 0 0 0 0 2
7156 C 16 4 4 3 3 2 0 0 0 0
BCG

7705 B 02 0 2 0 0 0 0 0 0 0
6784 C 00 0 0 0 0 0 0 0 0 0
7947 B 27 10 9 5 3 0 0 0 0 0
197 BJ 35 10 7 0 5 7 2 0 4 0
4418 J 09 7 0 2 0 0 0 0 0 0
5985 C 00 0 0 0 0 0 0 0 0 0
BCHMH56

8262 A 00 0 0 0 0 0 0 0 0 0
S4708 EC 00 0 0 0 0 0 0 0 0 0
5923 D 00 0 0 0 0 0 0 0 0 0
S2934 N 05 0 5 0 0 0 0 0 0 0
7531 C 34 10 10 4 0 3 0 0 4 3
1290 GE 00 0 0 0 0 0 0 0 0 0




