
Addi$onal	File	2:		PDF	file	containing	supplementary	figures	S1-S6.		Legends	are	included	at	the	beginning	of	Addi@onal	file	2.		
	
Supplementary	Figure	S1.		Minimizing	false	discovery	based	on	intron	abundance	(ISRPM)	and	excision	efficiency	(ISRPM/
FPKM).		For	all	59,755	introns	considered	in	this	study,	table	cells	represent	the	number	of	annotated	(A)	or	unannotated	(B)	
introns	whose	maximum	abundance	(in	any	sample)	exceeds	the	specified	levels	for	ISRPM	(rows)	and	splicing	efficiency	
ISRPM/FPKM	(columns).		Red	lines	indicate	cut-offs	selected	to	minimize	false	discovery	(MaxISRPM	≥2.8,	ISRPM/FPKM	≥1.8),	
based	on	panel	(C),	where	table	cells	sum	the	es@mated	number	of	true	posi@ves	(annotated	introns	above	the	cut-off)	and	
true	nega@ves	(unannotated	introns	below	the	cut-off)	from	A	&	B.	
	
Supplementary	Figure	S2.		TgME49_234450	coding	poten$al	and	RPS15A	mul$ple	sequence	alignment.		
	
Supplementary	Figure	S3.		Mul$ple	sequence	alignment	for	isocitrate	dehydrogenase.		
	
Supplementary	Figure	S4.		TgME49_278830	coding	poten$al	and	mul$ple	sequence	alignment.		
	
Supplementary	Figure	S5.		Intron	abundance	(ISR	&	ISRPM)	and	excision	efficiency	(ISRPM/FPKM)	for	G6PDH	introns.		
Intron	abundance	across	the	20	samples	selected	for	this	study	are	presented	for	the	annotated	and	the	maximal	alterna@ve	
introns	(unannotated)	of	the	gene	G6PDH.	The	ra@o	of	unannotated	to	annotated	ISRs	is	colored	to	indicate	the	samples	in	
which	the	alterna@ve	unannotated	intron	is	most	highly	expressed	(darker	red).	 

		
Diaz-Miranda	et	al,	Addi$onal	File	2	(top)	



ISRPM/FPKM	Ratio Step	size 1.414
-1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1.41 2 2.83 4 5.7 8 11 16 23 32 45 64 999999 ISRPM
-1 1E+06 1024 724 512 362 256 181 128 91 64 45 32 23 16 11 8 5.7 4 2.83 2 1.41 1 1 1 1 1 1 1 1 1 1 1 1 1 1 FPKM

MaxISRPM -1 0 1E-03 0.001 0.002 0.003 0.004 0.006 0.008 0.011 0.016 0.022 0.03 0.04 0.06 0.09 0.13 0.18 0.25 0.35 0.5 0.71 1 1.41 2 2.83 4 5.7 8 11 16 23 32 45 64 999999 ratio
Bins -1 27819 29892 29978 30027 30079 30162 30288 30452 30664 30932 31230 31621 32049 32515 32956 33372 33765 34016 34143 33810 31347 24202 16157 10499 6383 3533 1706 764 314 109 36 5 -1 -2 -4

Step	size 0.0 29892 29892 29978 30027 30079 30162 30288 30452 30664 30932 31230 31621 32049 32515 32956 33372 33765 34016 34143 33810 31347 24202 16157 10499 6383 3533 1706 764 314 109 36 5 -1 -2 -4
1.41 1.0 31054 31054 31093 31109 31142 31199 31277 31367 31489 31647 31827 32098 32381 32724 33071 33430 33795 34026 34132 33787 31338 24197 16156 10499 6382 3532 1705 763 313 108 35 5 -1 -2 -4

1.4 31624 31624 31653 31665 31688 31727 31784 31862 31961 32088 32242 32468 32703 32984 33261 33551 33852 34043 34130 33766 31324 24196 16157 10501 6382 3533 1705 762 313 108 35 5 -1 -2 -4
2.0 32367 32367 32386 32395 32410 32441 32484 32537 32610 32704 32806 32968 33145 33363 33576 33790 33990 34096 34125 33748 31313 24196 16157 10501 6386 3535 1705 763 314 109 35 5 -1 -2 -4
2.8 32996 32996 33009 33012 33024 33046 33075 33109 33158 33226 33311 33432 33571 33724 33872 34010 34132 34163 34113 33698 31287 24200 16166 10510 6394 3543 1710 767 316 111 37 7 1 0 -2
4.0 33021 33021 33029 33029 33033 33047 33063 33085 33114 33166 33231 33326 33430 33542 33634 33703 33761 33742 33627 33221 30934 24041 16103 10486 6379 3535 1706 764 317 113 39 9 3 2 0
5.7 32243 32243 32249 32249 32253 32260 32269 32285 32309 32347 32394 32459 32536 32603 32662 32678 32686 32607 32445 32025 29983 23514 15879 10399 6347 3520 1699 761 316 112 38 10 3 2 0
8.0 30368 30368 30371 30371 30373 30378 30383 30393 30408 30432 30458 30507 30567 30598 30631 30617 30585 30469 30291 29885 28219 22509 15395 10222 6285 3496 1691 756 315 110 36 10 3 2 -1
11.3 27401 27401 27403 27403 27404 27407 27410 27413 27416 27429 27440 27461 27493 27524 27531 27509 27454 27320 27120 26728 25349 20706 14478 9760 6084 3396 1645 743 309 108 34 10 3 2 -1
16.0 23602 23602 23603 23603 23604 23604 23606 23607 23608 23615 23618 23626 23641 23655 23657 23630 23565 23432 23222 22888 21797 18144 12974 8907 5650 3185 1565 716 299 107 35 13 6 4 1
22.6 19337 19337 19337 19337 19338 19338 19340 19340 19340 19345 19344 19348 19354 19360 19360 19341 19289 19157 18981 18697 17860 15193 11165 7828 5059 2887 1432 666 277 98 32 11 4 2 -1
32.0 15032 15032 15032 15032 15033 15033 15035 15035 15035 15036 15036 15037 15041 15044 15044 15018 14979 14879 14734 14511 13887 11990 9016 6486 4300 2504 1278 599 253 93 31 10 3 1 -1
45.3 11421 11421 11421 11421 11421 11421 11423 11423 11423 11423 11423 11424 11427 11427 11425 11401 11371 11294 11187 11013 10553 9242 7056 5166 3553 2101 1095 513 218 79 22 5 0 -2 -2
64.0 8369 8369 8369 8369 8369 8369 8370 8370 8370 8370 8370 8370 8372 8371 8369 8358 8339 8293 8221 8093 7789 6894 5327 3989 2781 1715 891 422 181 64 14 2 -1 -1 -1
90.5 5943 5943 5943 5943 5943 5943 5943 5943 5943 5943 5943 5943 5944 5944 5943 5934 5923 5894 5844 5760 5561 4989 3906 2956 2110 1325 710 357 159 57 13 2 -1 -1 -1
128.0 4174 4174 4174 4174 4174 4174 4174 4174 4174 4174 4174 4174 4175 4175 4175 4171 4164 4148 4121 4066 3940 3598 2866 2194 1590 1017 566 287 129 46 11 0 -2 -1 0
181.0 2854 2854 2854 2854 2854 2854 2854 2854 2854 2854 2854 2854 2854 2855 2855 2853 2848 2840 2828 2792 2715 2489 2032 1582 1158 748 420 217 105 42 11 1 0 0 1
256.0 1953 1953 1953 1953 1953 1953 1953 1953 1953 1953 1953 1953 1953 1954 1954 1952 1948 1942 1934 1916 1871 1716 1417 1135 837 540 316 162 79 33 10 3 2 2 2
362.0 1285 1285 1285 1285 1285 1285 1285 1285 1285 1285 1285 1285 1285 1286 1286 1285 1284 1280 1279 1268 1244 1152 966 779 575 369 223 124 66 26 9 3 2 2 2
512.0 844 844 844 844 844 844 844 844 844 844 844 844 844 845 845 844 844 841 841 836 821 775 655 532 392 247 147 86 45 18 8 3 2 2 2
724.1 580 580 580 580 580 580 580 580 580 580 580 580 580 581 581 580 580 577 578 575 572 543 469 387 281 177 108 69 37 14 7 3 2 2 2
1024.0 395 395 395 395 395 395 395 395 395 395 395 395 395 395 395 394 394 392 393 390 388 375 320 265 194 125 71 48 26 12 7 3 2 2 2
1448.2 273 273 273 273 273 273 273 273 273 273 273 273 273 273 273 272 272 271 272 269 268 262 229 190 145 92 54 33 20 9 5 2 2 2 2
2048.0 140 140 140 140 140 140 140 140 140 140 140 140 140 140 140 140 140 139 140 138 138 135 119 110 90 65 43 26 13 9 5 2 2 2 2
2896.3 64 64 64 64 64 64 64 64 64 64 64 64 64 64 64 64 64 64 65 64 64 62 60 60 56 46 33 20 10 7 3 1 1 1 1
4096.0 31 31 31 31 31 31 31 31 31 31 31 31 31 31 31 31 31 31 32 31 31 31 30 30 28 24 21 12 7 5 2 1 1 1 1
5792.6 16 16 16 16 16 16 16 16 16 16 16 16 16 16 16 16 16 16 17 16 16 16 16 16 16 13 10 5 2 1 0 0 0 0 0
8192.0 11 11 11 11 11 11 11 11 11 11 11 11 11 11 11 11 11 11 12 12 12 12 12 11 11 9 6 5 2 1 0 0 0 0 0
11585.2 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 9 9 9 9 9 8 8 6 4 3 1 1 0 0 0 0 0
16384.0 7 7 7 7 7 7 7 7 7 7 7 7 7 7 7 7 7 7 7 7 7 7 7 6 6 4 2 1 1 1 0 0 0 0 0
23170.5 4 4 4 4 4 4 4 4 4 4 4 4 4 4 4 4 4 4 4 4 4 4 4 3 3 2 0 0 0 0 0 0 0 0 0
999999

Max	(True	Pos	-	
False	Neg)

ISRPM/FPKM	Ratio Step	size 1.414
-1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1.41 2 2.83 4 5.7 8 11 16 23 32 45 64 999999 ISRPM
-1 1E+06 1024 724 512 362 256 181 128 91 64 45 32 23 16 11 8 5.7 4 2.83 2 1.41 1 1 1 1 1 1 1 1 1 1 1 1 1 1 FPKM

MaxISRPM -1 0 1E-03 0.001 0.002 0.003 0.004 0.006 0.008 0.011 0.016 0.022 0.03 0.04 0.06 0.09 0.13 0.18 0.25 0.35 0.5 0.71 1 1.41 2 2.83 4 5.7 8 11 16 23 32 45 64 999999 True– False-

Bins -1 3558 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 3558 3558 0

Step	size 0 0 47 33 19 30 49 77 94 117 124 135 159 149 119 74 37 27 30 22 6 2 2 1 1 0 0 0 0 0 0 0 0 0 0 0 1354 1354 0

1.41 1.0 0 10 4 10 18 21 15 23 33 28 54 53 70 77 76 69 43 26 36 17 9 3 1 2 0 2 1 0 0 0 0 0 0 0 0 701 701 0

1.4 0 10 3 8 8 14 25 26 34 56 67 62 73 73 81 110 91 67 43 49 30 11 4 4 3 2 1 1 0 1 0 0 0 0 0 957 957 0

2.0 0 6 6 3 9 14 19 24 27 20 43 41 66 67 78 84 85 89 73 52 52 18 4 7 3 4 1 2 1 0 0 0 0 0 3 901 901 0

2.8 0 5 3 8 8 13 12 20 16 21 27 37 48 59 80 75 64 89 70 63 47 37 14 6 1 2 0 0 0 1 0 0 0 0 2 828 496 332
4.0 0 3 0 0 7 7 6 5 14 19 30 27 48 41 66 63 76 79 110 74 36 30 13 9 3 1 2 0 0 0 0 1 0 0 1 771 412 359
5.7 0 3 0 2 3 5 6 9 14 21 20 27 39 38 40 55 50 54 77 59 59 32 20 10 11 1 3 0 1 1 0 0 0 1 0 661 332 329
8.0 0 1 0 1 2 2 7 13 11 15 30 33 16 44 29 40 50 61 66 77 30 38 26 18 18 11 1 1 0 1 0 0 0 0 1 643 294 349
11.3 0 1 0 0 3 1 2 3 6 8 13 21 22 20 22 34 30 48 30 39 47 27 24 15 10 6 3 2 3 1 1 0 1 0 2 445 186 259
16.0 0 1 0 0 0 0 1 2 2 4 4 10 12 9 9 24 27 18 47 24 28 25 18 7 14 9 4 3 1 0 0 0 0 0 0 303 105 198
22.6 0 0 0 0 0 0 0 0 4 0 4 3 7 8 19 15 18 16 23 36 21 24 11 6 5 4 3 4 0 2 1 0 0 0 1 235 78 157
32.0 0 0 0 1 0 0 0 0 1 0 0 2 3 6 3 6 8 12 19 10 18 11 6 6 9 3 2 1 0 0 1 0 0 0 0 128 30 98
45.3 0 0 0 0 0 1 0 0 0 0 1 1 2 2 0 2 3 4 17 18 13 16 10 7 4 2 2 0 0 0 0 0 0 0 1 106 12 94
64.0 0 0 0 0 0 1 0 0 0 0 0 1 0 0 0 2 3 6 7 10 9 9 7 5 4 3 0 1 1 0 0 0 0 0 0 69 7 62
90.5 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 3 1 3 5 5 6 5 4 2 1 0 3 2 0 0 0 0 0 0 1 41 4 37
128.0 0 0 0 0 0 0 0 0 0 0 0 1 0 0 0 1 0 2 4 4 8 3 4 3 3 1 2 2 0 1 0 0 1 0 1 41 2 39
181.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 1 6 6 6 2 5 4 1 1 0 0 0 0 0 0 1 1 35 0 35
256.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 5 4 1 3 0 1 1 0 0 0 0 0 0 0 0 16 0 16
362.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 3 4 2 2 2 0 0 0 0 0 0 0 0 0 13 0 13
512.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 2 2 1 1 0 0 2 0 0 1 0 0 0 0 0 0 9 0 9
724.1 0 0 0 0 0 0 0 0 0 0 0 0 1 0 0 0 0 0 1 0 1 0 3 1 0 1 0 1 0 0 0 0 0 0 0 9 1 8
1024.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 0 1 1 0 0 0 1 1 0 0 0 0 0 0 0 5 0 5
1448.2 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 1 0 1 0 0 0 0 0 0 0 0 0 3 0 3
2048.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2896.3 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0
4096.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0
5792.6 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 0 0 0 0 0 0 0 0 0 0 0 1 0 1
8192.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0
11585.2 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 1
16384.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0
23170.5 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0
999999 3558 87 49 52 88 128 170 219 279 316 428 478 556 563 577 620 576 606 652 552 429 306 181 120 95 59 31 21 8 8 3 1 2 2 14 11834 9430 2404

Ignore: 3558 87 49 52 88 128 170 219 279 316 428 478 556 563 577 620 576 212 174 124 93 34 10 14 6 8 3 3 1 1 0 0 0 0 3 9430

Add? 394 478 428 336 272 171 106 89 51 28 18 7 7 3 1 2 2 11 2404 6.1%

Unannotated	

Introns

ISRPM/FPKM	Ratio Step	size 1.414
-1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1.41 2 2.83 4 5.7 8 11 16 23 32 45 64 999999 ISRPM
-1 1E+06 1024 724 512 362 256 181 128 91 64 45 32 23 16 11 8 5.7 4 2.83 2 1.41 1 1 1 1 1 1 1 1 1 1 1 1 1 1 FPKM

MaxISRPM -1 0 1E-03 0.001 0.002 0.003 0.004 0.006 0.008 0.011 0.016 0.022 0.03 0.04 0.06 0.09 0.13 0.18 0.25 0.35 0.5 0.71 1 1.41 2 2.83 4 5.7 8 11 16 23 32 45 64 999999 True+ False+
Bins -1 1485 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1485 0 1485

Step	size 0 0 0 0 0 4 1 3 4 7 6 15 14 26 25 17 9 7 9 10 20 6 6 2 0 0 0 0 0 0 0 1 0 0 0 0 192 0 192
1.41 1.0 0 0 0 0 0 0 3 0 2 2 9 5 8 7 7 5 3 7 17 24 22 5 2 0 1 1 0 1 0 0 0 0 0 0 0 131 0 131

1.4 0 0 0 0 0 0 0 0 1 4 3 4 10 9 5 9 6 9 30 56 41 11 4 8 1 0 2 1 0 0 0 0 0 0 0 214 0 214
2.0 0 0 0 0 0 0 0 0 1 3 2 3 1 2 2 6 10 10 35 76 82 23 4 6 3 1 0 0 1 0 0 0 0 0 1 272 0 272
2.8 0 0 0 0 0 0 0 0 0 1 1 2 7 3 11 11 14 24 79 187 241 133 53 15 8 6 1 4 1 1 0 0 0 0 0 803 753 50
4.0 0 1 0 0 0 0 0 0 0 1 0 0 3 8 13 13 16 32 96 319 460 333 150 64 20 9 6 2 0 0 2 0 0 0 1 1549 1494 55
5.7 0 0 0 0 1 1 0 0 0 0 4 10 3 12 10 15 13 38 91 435 818 553 327 125 49 17 6 4 0 1 2 0 0 0 1 2536 2467 69
8.0 0 0 0 0 0 0 0 1 0 0 2 5 16 18 21 17 32 39 80 364 1097 924 481 279 119 65 34 8 4 1 2 0 0 0 1 3610 3498 112
11.3 0 0 0 0 0 0 0 1 0 0 0 4 5 15 17 24 31 38 88 327 1037 1085 675 434 233 137 56 19 12 3 3 0 0 0 0 4244 4147 97
16.0 0 0 0 0 0 0 0 1 0 0 0 1 4 7 17 37 28 52 97 278 1014 1167 748 495 307 174 87 31 14 6 1 0 0 0 2 4568 4473 95
22.6 0 0 0 0 0 0 0 0 0 1 1 1 4 8 12 28 50 47 84 249 791 1078 818 589 381 233 90 47 19 6 1 0 0 1 1 4540 4435 105
32.0 0 0 0 0 0 0 0 0 0 0 0 1 0 4 5 15 31 50 68 174 604 799 646 579 353 223 99 52 21 5 5 2 0 2 1 3739 3683 56
45.3 0 0 0 0 0 0 0 0 0 0 0 0 1 2 13 13 34 39 63 174 429 635 562 412 390 184 115 54 22 7 5 2 2 0 0 3158 3095 63
64.0 0 0 0 0 0 0 0 0 0 0 0 0 1 1 2 10 20 28 51 115 332 493 395 367 285 212 116 44 16 6 1 0 0 0 0 2495 2461 34
90.5 0 0 0 0 0 0 0 0 0 0 0 0 0 1 5 7 14 26 34 78 236 356 282 244 213 164 77 42 19 9 0 1 1 1 0 1810 1783 27
128.0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 2 3 8 17 23 53 124 278 226 183 166 124 78 48 20 5 1 1 0 0 0 1361 1347 14
181.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 2 5 19 38 77 164 170 131 117 105 50 29 17 8 3 0 0 0 0 936 933 3
256.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 3 2 7 7 22 68 117 96 97 91 79 56 25 6 6 1 0 0 0 0 684 678 6
362.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 1 1 6 9 46 69 68 66 63 48 38 17 13 7 1 0 0 0 0 454 452 2
512.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 2 14 19 47 42 34 41 33 22 9 5 3 1 0 0 0 0 273 273 0
724.1 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 1 1 17 19 30 36 35 16 16 11 9 2 0 0 0 0 0 194 193 1
1024.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 1 1 7 23 17 26 16 16 3 10 3 1 1 1 0 0 0 127 126 1
1448.2 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 0 0 1 1 3 17 31 26 28 17 4 0 7 0 0 0 0 0 0 136 135 1
2048.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 1 0 1 14 9 16 15 9 4 3 1 0 1 0 0 0 1 76 75 1
2896.3 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 2 1 0 2 6 10 4 5 1 1 1 0 0 0 0 33 33 0
4096.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 2 1 0 4 2 1 2 1 0 0 0 1 15 15 0
5792.6 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 0 0 0 0 1 0 4 0 0 0 0 0 0 0 0 6 6 0
8192.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 1 1 0 0 0 0 0 0 3 3 0
11585.2 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 2 0 0 0 0 0 0 0 2 2 0
16384.0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 1 0 0 1 0 0 0 0 0 3 3 0
23170.5 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 0 1 0 1 2 0 0 0 0 0 0 0 0 0 4 4 0
999999 1485 1 0 0 5 2 6 7 11 18 37 50 90 122 161 227 325 479 985 3015 7574 8351 5839 4236 2945 1886 973 471 213 81 34 7 3 4 10 39653 36567 3086
Keep 444 893 2839 7423 8306 5827 4222 2940 1884 971 469 212 81 33 7 3 4 9 36567

Remove? 1485 1 0 0 5 2 6 7 11 18 37 50 90 122 161 227 325 35 92 176 151 45 12 14 5 2 2 2 1 0 1 0 0 0 1 3086 7.8%

Annotated	
Introns

C	

B	

A	

Supplemental	Figure	S1.		Minimizing	false	discovery	based	on	intron	abundance	(ISRPM)	and	excision	efficiency	(ISRPM/FPKM).		For	all	
59,755	introns	considered	in	this	study,	table	cells	represent	the	number	of	annotated	(A)	or	unannotated	(B)	introns	whose	maximum	
abundance	(in	any	sample)	exceeds	the	specified	levels	for	ISRPM	(rows)	and	splicing	efficiency	ISRPM/FPKM	(columns).		Red	lines	indicate	
cut-offs	selected	to	minimize	false	discovery	(MaxISRPM	≥2.8,	ISRPM/FPKM	≥1.8),	based	on	panel	(C),	where	table	cells	sum	the	es@mated	
number	of	true	posi@ves	(annotated	introns	above	the	cut-off)	and	true	nega@ves	(unannotated	introns	below	the	cut-off)	from	A	&	B.	

		
Diaz-Miranda	et	al,	Supplementary	Figure	S1	(top)	



TgME49_234450	(Rps15a) Exon	I	(long) Exon	I	(short) Intron	I Exon	II Intron	II Intron	I-II Exon	III Intron	III Exon	IV
current	annotation: + – – – – + + + +

CZ-H3	Tachyzoites	(Hehl) coverage	depth	(log2): 1 13 8 12 8 13 5 13
%	maximum: <1% 100% 50% 100% 100%

intron-spanning	reads	(per	million): 142.1 184.5 395.8 592.5

excision	efficiency	(ISRPM/FPKM): 28% 36% 78% 117%

%	maximum: 24% 31% 67% 100%

CZ-H3	Gametocytes,	d7	in	vivo 	(Hehl) coverage	depth	(log2): 5 15 8 13 8 16 7 16
%	maximum: <1% 50% 12.5% 100% 100%

intron-spanning	reads	(per	million): 97.6 157.3 912.3 1401.6

excision	efficiency	(ISRPM/FPKM): 8% 13% 75% 115%

%	maximum: 7% 11% 65% 100%

M4	Bradyzoites,	In	vivo 	(Buchholz) coverage	depth	(log2): 0 11 6 11 6 12 2 12
%	maximum: <1% 50% 50% 100% 100%

intron-spanning	reads	(per	million): 206.5 268.5 147.9 805.9

excision	efficiency	(ISRPM/FPKM): 32% 42% 23% 126%

%	maximum: 26% 33% 18% 100%

revised	annotation: – + – – – + + + +

TgME49_200320	(HXGPRT) Exon	I	(long) Exon	I	(short) Intron	I Exon	II Intron	II Exon	III Intron	III Intron	II-III Exon	IV Intron	IV Exon	V Intron	V Exon	VI	(short)Exon	VI	(long)
current	annotation:

Tachyzoites	(Hehl) coverage	depth	(log2): 3 9.5 6 9.5 4 8 4 9.5 2 9.5 2 9.5 5
%	maximum: <1% 100% 100% 33% 100% 100% 100% 4%

intron-spanning	reads	(per	million): 48.86 9.88 14.31 30.84 40.21 51.46
excision	efficiency	(ISRPM/FPKM): 75% 16% 23% 49% 64% 82%

%	maximum: 91% 19% 28% 60% 78% 100%
d7	Gametocytes	(Hehl) coverage	depth	(log2): 3 15 11 15 9 13 10 15 7 15 7 15 8

%	maximum: <1% 100% 100% 25% 100% 100% 100%
intron-spanning	reads	(per	million): 938.56 161.28 196.31 566.33 815.66 912.7
excision	efficiency	(ISRPM/FPKM): 74% 13% 15% 44% 64% 72%

%	maximum: 100% 17% 21% 60% 87% 97%
In	vivo	Bradyzoites	(Buchholz) coverage	depth	(log2): 3 8 6 8 0 5 4 7 0 7 0 8 2

%	maximum: <1% 100% 100% 12.5% 50% 50% 100%
intron-spanning	reads	(per	million): 16.24 0 2.65 9.95 31.16 12.93
excision	efficiency	(ISRPM/FPKM): 39% 0% 6% 24% 75% 31%

%	maximum: 52% 0% 9% 32% 10000% 42%
revised	annotation:

		
Diaz-Miranda	et	al,	Supplementary	Figure	S2	(top)	



		
Diaz-Miranda	et	al,	Supplementary	Figure	S3	(top)	



		
Diaz-Miranda	et	al,	Supplementary	Figure	S4	(top)	



		
Diaz-Miranda	et	al,	Supplementary	Figure	S5	(top)	

TgME49_278830	(G6PDH)	intron	2 Annotated:		TGME49_chrXII:5834356..5835329 Unannotated	(Alternative):		TGME49_chrXII:5834356..5835269

Experiment Sample Unique	ISRs ISRPM Nonunique ISRPM/FPKM %	Sample Unique	ISRs ISRPM Nonunique ISRPM/FPKM %	Sample Unann/Ann

Bradyzoite	in	vitro	 Transcriptome	(ME49) bradyzoite 79 44.43 0 355.8674 8.0 58 32.62 0 261.2697 5.9 0.73
Bradyzoite	in	vivo 	transcriptome	(M4) bradyzoite 94 31.16 0 0.7113 23.3 5 1.66 0 0.0378 1.2 0.05
Oocyst	Time	Series	(M4) day	0 11 14.91 0 3.9817 100.0 0.00

day	4 362 290.43 0 320.1447 19.4 1 0.80 0 0.8844 0.1 0.00
day	10 527 444.63 0 503.7622 33.1 12 10.12 0 11.4709 0.8 0.02

Tachyzoite	Transcriptome	3	and	4	days	post-infection	(VEG	NcLIV) day	3 91 43.38 0 0.3115 30.2 34 16.21 1 0.1164 11.3 0.37
day	4 65 25.40 0 0.1987 19.6 33 12.89 1 0.1009 10.0 0.51

Tachyzoite	Transcriptome	Time	Series	(GT1) hour	2 1 24.66 0 0.2527 10.0
hour	4 1 74.37 0 0.7019 20.0
hour	8 3 44.09 0 0.5758 13.0
hour	16 56 18.60 0 0.2019 5.9 12 3.99 0 0.0433 1.3 0.21

Tachyzoite	Transcriptome	Time	Series	(ME49) hour	2 1 4.50 0 0.0598 2.1 6 26.98 0 0.3589 12.5 6.00
hour	4 5 12.59 0 0.1405 5.7 12 30.22 0 0.3371 13.8 2.40
hour	8 2 5.07 0 0.0726 4.9
hour	16 5 15.48 0 0.1952 9.1 2 6.19 0 0.0781 3.6 0.40
hour	36 37 26.35 0 0.1992 4.3 34 24.21 0 0.1830 3.9 0.92
hour	44 32 23.44 0 0.1368 2.8 61 44.69 0 0.2609 5.3 1.91

Tachyzoite	Transcriptome	Time	Series	(RH) hour	2 2 95.00 0 0.4833 11.1
hour	22 23 17.83 0 0.0888 2.1 10 7.75 0 0.0386 0.9 0.43
hour	36 44 24.87 0 0.1046 2.4 51 28.83 0 0.1212 2.8 1.16

Tachyzoite	Transcriptome	Time	Series	(VEG) hour	2 14 16.77 0 0.1389 5.1 26 31.15 0 0.2580 9.4 1.86
hour	4 10 19.55 0 0.1659 7.0 13 25.42 0 0.2156 9.2 1.30
hour	8 4 6.42 0 0.0633 2.9 6 9.63 0 0.0950 4.3 1.50
hour	16 7 13.17 0 0.1146 5.7 10 18.81 0 0.1637 8.1 1.43
hour	36 123 75.04 0 0.4352 9.0 58 35.39 0 0.2052 4.3 0.47
hour	44 91 81.75 0 0.4922 12.3 26 23.36 0 0.1406 3.5 0.29

Transcriptome	during	acute	or	chronic	infection	in	mouse	brain chronic	infection	28	days	p.i.2 24.37 0 0.4041 50.0 0.00
Transcriptomes	of	29	strains	during	murine	macrophage	infection ARI	infected 20 14.39 0 0.1950 19.8 12 8.63 0 0.1170 11.9 0.60

B41	infected 6 16.81 0 0.2514 19.4 2 5.60 0 0.0838 6.5 0.33
B73	infected 15 47.07 0 0.5829 51.7 1 3.14 0 0.0389 3.4 0.07
BOF	infected 7 16.73 0 0.2393 20.0 3 7.17 0 0.1026 8.6 0.43
CAST	infected 9 15.77 0 0.2740 25.7 1 1.75 0 0.0304 2.9 0.11
CASTELLS	infected 5 9.61 0 0.1582 15.6 0.00
CEP	delta	HXGPRT	infected12 23.90 0 0.2915 30.8 3 5.98 0 0.0729 7.7 0.25
COUGAR	infected 15 34.42 0 0.3643 30.6 1 2.29 0 0.0243 2.0 0.07
DEG	infected 12 18.78 0 0.3205 30.0 3 4.69 0 0.0801 7.5 0.25
FOU	infected 4 17.63 0 0.3622 26.7

1 4.96 0 0.0935 8.3
GT1	infected 7 9.02 0 0.1553 14.6 3 3.87 0 0.0665 6.3 0.43
GUYDOS	infected 7 14.09 0 0.1230 7.1 1 2.01 0 0.0176 1.0 0.14
GUYKOE	infected 8 7.90 0 0.0842 7.8 6 5.93 0 0.0632 5.8 0.75
GUYMAT	infected 5 11.68 0 0.1543 12.5 0.00
MAS	infected 7 15.57 0 0.2186 21.2 4 8.90 0 0.1249 12.1 0.57
ME49	infected 18 36.53 0 0.4548 32.7 2 4.06 0 0.0505 3.6 0.11
P89	infected 1 1.25 0 0.0236 2.6 3 3.74 0 0.0707 7.9 3.00
PRU	delta	HXGPRT	infected20 21.19 0 0.2149 22.2 7 7.42 0 0.0752 7.8 0.35
RAY	infected 13 27.01 0 0.3716 35.1 1 2.08 0 0.0286 2.7 0.08
RH	delta	HXGPRT	infected 16 11.49 0 0.1713 13.0 1 0.72 0 0.0107 0.8 0.06
ROD	infected 18 16.00 0 0.2013 19.4 4 3.56 0 0.0447 4.3 0.22
RUB	infected 1 1.21 0 0.0312 3.1 4 4.86 0 0.1249 12.5 4.00
TgCATBr44	infected 1 1.20 0 0.0250 2.9 1 1.20 0 0.0250 2.9 1.00
TgCATBr5	infected 7 25.45 0 0.3037 28.0 0.00
TgCATBr9	infected 17 14.58 0 0.3265 37.8 4 3.43 0 0.0768 8.9 0.24
VAND	infected 6 4.11 0 0.0779 8.2 1 0.69 0 0.0130 1.4 0.17
VEG	infected 8 17.27 0 0.2188 24.2 4 8.63 0 0.1094 12.1 0.50
WTD3	infected 13 17.30 0 0.2165 22.8 6 7.98 0 0.0999 10.5 0.46

Transcriptomes	of	Cat	Enteroepithelial	Stages	(CZ-H3) Tachyzoite 172 29.31 0 0.2524 27.6 168 28.63 0 0.2465 27.0 0.98
day	3 21 11.48 0 0.4996 56.8 1 0.55 0 0.0238 2.7 0.05
day	5 217 17.64 1 0.4330 56.8 2 0.16 0 0.0040 0.5 0.01
day	7 310 15.72 0 0.4282 56.1 1 0.05 0 0.0014 0.2 0.00


