(from 1-642 bp) 2/29/2024 9:49:15 AM

PBiFC-SS-VN155(1152L)-IRE1-dLD (2940 bp)

NNNNNNNNNNNNNNNNNNGNNGAGCTCGTTTAGTGAACCGTCAGATCGCCTGGAGACGCCATCCACGCTGTTTTGACCTCCATAGAAGACACCGGGACCGATCCAGC
NNNNNNNNNNNNNNNNNNCNNCTCGAGCAAATCACTTGGCAGTCTAGCGGACCTCTGCGGTAGGTGCGACAAAACTGGAGGTATCTTCTGTGGCCCTGGCTAGGTCG

10 20 30 40 50 60 70 80 90 100

CTCCGGACTCTAGAGGATCCGGTACTAGAGGAACTGAAAAACCAGAAAGTTAACTGGTAAGTTTAGTCTTTTTGTCTTTTATTTCAGGTCCCGGATCCGGTGGTGGT
GAGGCCTGAGATCTCCTAGGCCATGATCTCCTTGACTTTTTGGTCTTTCAATTGACCATTCAAATCAGAAAAACAGAAAATAAAGTCCAGGGCCTAGGCCACCACCA

110 120 130 140 150 160 170 180 190 200 210

GCAAATCAAAGAACTGCTCCTCAGTGGATGTTGCCTTTACTTCTAGGCCTGTACGGAAGTGTTACTTCTGCTCTAAAAGCTGCGGAATTGTACCCGCGGGCCCACCA
CGTTTAGTTTCTTGACGAGGAGTCACCTACAACGGAAATGAAGATCCGGACATGCCTTCACAATGAAGACGAGATTTTCGACGCCTTAACATGGGCGCCCGGGTGGT

220 230 240 250 260 270 280 290 300 310 320

TGCCGGCCCGGCGGCTGCTGCTGCTGCTGACGCTGCTGCTGCCCGGCCTCGGGGCATCAATGCAGAAGCTGATCTCAGAGGAGGACCTGCTTATGGCCATGGAGGCC

ACGGCCGGGCCGCCGACGACGACGACGACTGCGACGACGACGGGCCGGAGCCCCGTAGTTACGTCTTCGACTAGAGTCTCCTCCTGGACGAATACCGGTACCTCCGG

2 4 6 8 10 12 14 16 18 20 22 24 26 28 30 32 34 36
MP ARRL L L L L T LLLUPGLGASMOQIKTILTISEZEWDTLILMAMEA
1

SS (IRE1 1-18aa) Myc tag (E missing)

330 340 350 360 370 380 390 400 410 420

CGAATTCGGTCGACCGAGATCTCTCGAGGTACCGGAGGTGGCGGGAGCGGAGGTGGCGGGAGTatggtgagcaagggegaggagetgttcaccggggtggtgeccat

GCTTAAGCCAGCTGGCTCTAGAGAGCTCCATGGCCTCCACCGCCCTCGCCTCCACCGCCCTCAtaccactcegttecccgetectecgacaagtggecccaccacgggta

38 40 42 44 46 48 50 52 54 56 58 60 62 64 66 68 70 72

R I R STETI SRGTSGSGSGSGSGGGSGSGSMVSKGETELEFETG/V V P.I
1

VN155(1152L)

430 440 450 460 470 480 490 500 510 520 530

cctggtcgagetggacggegacgtaaacggecacaagttcagegtgtecggegagggegagggegatgecacctacggcaagetgaccetgaagetgatetgeacca

ggaccagctcgacctgecgetgeatttgecggtgttcaagtegeacaggecgeteecgeteecgetacggtggatgeegttegactgggacttegactagacgtggt
74 76 78 80 82 84 86 88 90 92 94 96 98 100 102 104 106
L vV ELDGDVNSGHIKE FSVSGEG GEGDATYGK L T L KULTICT
1

VN155(1152L)

540 550 560 570 580 590 600 610 620 630 640
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pBiFC-SS-VN155(1152L)-IRE1-dLD (2940 bp) (from 643-1177 bp) 2/29/2024 9:49:15 AM

ccggcaagetgecegtgecetggeccaccctegtgaccaccetgggetacggectgeagtgettegecegetacecccgaccacatgaagecageacgacttcttcaag

ggecegttegacgggcacgggaccgggtgggageactggtgggacecgatgecggacgtcacgaagegggegatggggetggtgtacttegtegtgetgaagaagttce

108 110 112 114 116 118 120 122 124 126 128 130 132 134 136 138 140 142
TG K L PV PWZPTLV TTLG,)Y G/IL Q C,F ARY PDHMMIKOQHDF F K
1

VN155(1152L)

650 660 670 680 690 700 710 720 730 740

tccgecatgeccgaaggetacgtccaggagegecaccatcttettcaaggacgacggcaactacaagaccegegecgaggtgaagttegagggegacaccctggtgaa

aggcggtacgggcttecgatgeaggtectegegtggtagaagaagttectgetgeegttgatgttetgggegeggetecacttcaagetecegetgtgggaccactt
144 146 148 150 152 154 156 158 160 162 164 166 168 170 172 174 176 178

S AMPEG)Y VOERTTIFEFIKUDUDGNYKTIRAEVKEFEGDTL VN
1

VN155(1152L)

750 760 770 780 790 800 810 820 830 840 850

ccgcatcgagctgaagggcatcgacttcaaggaggacggcaacatcctggggcacaagetggagtacaactacaacagecacaacgtctatctcaccgecATTTTTG

ggcgtagctcgacttceccgtagetgaagttectectgecgttgtaggaccecgtgttecgacctcatgttgatgttgteggtgttgecagatagagtggcggTAAAAAC
180 182 184 186 188 190 192 194 196 198 200 202 204 206 208 210 212 214
R I E L K G I DFKEWDG GNTILG GHIKILEYNYN NS HNWVYLTATITFE

1

VN155(1152L)

860 870 880 890 900 910 920 930 940 950 960

GAAGTACCAGCACAGTGACGCTTCAGACTTCAGAAAACGCACCTACCACCGTGTCTCGGGATGTGGAGGAGAAGCCCGCCCATGCCCCTGCCCGGCCCGAGGLLCCC

CTTCATGGTCGTGTCACTGCGAAGTCTGAAGTCTTTTGCGTGGATGGTGGCACAGAGCCCTACACCTCCTCTTCGGGCGGGTACGGGGACGGGCCGGGCTCCGGGGG

216 218 220 222 224 226 228 230 232 234 236 238 240 242 244 246 248 250
¢GS T S TV TLQTSENAPTTVSRDVETEIK®PAHAZPARUPEA AP
1

IRE1(19-28aa) 1 dLD (IRE1 409-443aa)

970 980 990 1,000 1,010 1,020 1,030 1,040 1,050 1,060 1,070

GTGGACTCCATGCTTAAGGACATGGCTACCATCATCCTGAGCACCTTCCTGCTGATTGGCTGGGTGGCCTTCATCATCACCTATCCCCTGAGCATGCATCAGCAGCA

CACCTGAGGTACGAATTCCTGTACCGATGGTAGTAGGACTCGTGGAAGGACGACTAACCGACCCACCGGAAGTAGTAGTGGATAGGGGACTCGTACGTAGTCGTCGT

252 254 256 258 260 262 264 266 268 270 272 274 276 278 280 282 284 286
v bsSMLKDMATTITIULSTFLLIGWVAFTITIT)YPLSMHZ® QA QNQQ
1

dLD (IR...443aa) TMD (IRE1 444-464aa) KEN (IRE...-977aa)

1,080 1,090 1,100 1,110 1,120 1,130 1,140 1,150 1,160 1,170
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pBiFC-SS-VN155(1152L)-IRE1-dLD (2940 bp) (from 1178-1712 bp) 2/29/2024 9:49:15 AM

GCAGCTCCAGCACCAGCAGTTCCAGAAGGAACTGGAGAAGATCCAGCTCCTGCAGCAGCAGCAGCAGCAGCTGCCCTTCCACCCACCTGGAGACACGGCTCAGGACG

CGTCGAGGTCGTGGTCGTCAAGGTCTTCCTTGACCTCTTCTAGGTCGAGGACGTCGTCGTCGTCGTCGTCGACGGGAAGGTGGGTGGACCTCTGTGCCGAGTCCTGC
288 290 292 294 296 298 300 302 304 306 308 310 312 314 316 318 320
QL QHQQF QKELEKTIOQLLQQQQQQLPFHPPGIDTAZQ.D

1

KEN (IRE1 465-977aa)

1,180 1,190 1,200 1,210 1,220 1,230 1,240 1,250 1,260 1,270 1,280

GCGAGCTCCTGGACACGTCTGGCCCGTACTCAGAGAGCTCGGGCACCAGCAGCCCCAGCACGTCCCCCAGGGCCTCCAACCACTCGCTCTGCTCCGGCAGCTCTGCC

CGCTCGAGGACCTGTGCAGACCGGGCATGAGTCTCTCGAGCCCGTGGTCGTCGGGGTCGTGCAGGGGGTCCCGGAGGTTGGTGAGCGAGACGAGGCCGTCGAGACGG

322 324 326 328 330 332 334 336 338 340 342 344 346 348 350 352 354 356
GELLDTSG®P)XY SESSGTSSPSTSPRASNUHSILCSGS S A
1

KEN (IRE1 465-977aa)

1,290 1,300 1,310 1,320 1,330 1,340 1,350 1,360 1,370 1,380 1,390

TCCAAGGCTGGCAGCAGCCCCTCCCTGGAACAAGACGATGGAGATGAGGAAACCAGCGTGGTGATAGTTGGGAAAATTTCCTTCTGTCCCAAGGATGTCCTGGGCCA

AGGTTCCGACCGTCGTCGGGGAGGGACCTTGTTCTGCTACCTCTACTCCTTTGGTCGCACCACTATCAACCCTTTTAAAGGAAGACAGGGTTCCTACAGGACCCGGT

358 360 362 364 366 368 370 372 374 376 378 380 382 384 386 388 390 392
S K AGSSPSLEOQDDTGDETETSVVIVGGKTISFCPIKWDWVLGH
1

KEN (IRE1 465-977aa)

1,400 1,410 1,420 1,430 1,440 1,450 1,460 1,470 1,480 1,490

TGGAGCTGAGGGCACAATTGTGTACCGGGGCATGTTTGACAACCGCGACGTGGCCGTGAAGAGGATCCTCCCCGAGTGTTTTAGCTTCGCAGACCGTGAGGTCCAGC

ACCTCGACTCCCGTGTTAACACATGGCCCCGTACAAACTGTTGGCGCTGCACCGGCACTTCTCCTAGGAGGGGCTCACAAAATCGAAGCGTCTGGCACTCCAGGTCG

394 396 398 400 402 404 406 408 410 412 414 416 418 420 422 424 426 428
G AEGTIVYRGMFDNRDVAVKARTILUZPET CFESFADIREVAQ
1

KEN (IRE1 465-977aa)

1,500 1,510 1,520 1,530 1,540 1,550 1,560 1,570 1,580 1,590 1,600

TGTTGCGAGAATCGGATGAGCACCCGAACGTGATCCGCTACTTCTGCACGGAGAAGGACCGGCAATTCCAGTACATTGCCATCGAGCTGTGTGCAGCCACCCTGCAA

ACAACGCTCTTAGCCTACTCGTGGGCTTGCACTAGGCGATGAAGACGTGCCTCTTCCTGGCCGTTAAGGTCATGTAACGGTAGCTCGACACACGTCGGTGGGACGTT

430 432 434 436 438 440 442 444 446 448 450 452 454 456 458 460 462 464
LL RESDEMHZPNVTIIRYFCTEIKHDIRU QFQYTIATIETULT CAATLNAQ
1

KEN (IRE1 465-977aa)

1,610 1,620 1,630 1,640 1,650 1,660 1,670 1,680 1,690 1,700 1,710
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pBiFC-SS-VN155(1152L)-IRE1-dLD (2940 bp) (from 1713-2247 bp) 2/29/2024 9:49:15 AM

GAGTATGTGGAGCAGAAGGACTTTGCGCATCTCGGCCTGGAGCCCATCACCTTGCTGCAGCAGACCACCTCGGGCCTGGCCCACCTCCACTCCCTCAACATCGTTCA

CTCATACACCTCGTCTTCCTGAAACGCGTAGAGCCGGACCTCGGGTAGTGGAACGACGTCGTCTGGTGGAGCCCGGACCGGGTGGAGGTGAGGGAGTTGTAGCAAGT
466 468 470 472 474 476 478 480 482 484 486 488 490 492 494 496 498 500

EYVEOQKDUEFAHLSGILEW®PTITLLQQTTSSGLAHTILUHSILNTIUVH
1

KEN (IRE1 465-977aa)

1,720 1,730 1,740 1,750 1,760 1,770 1,780 1,790 1,800 1,810

CAGAGACCTAAAGCCACACAACATCCTCATATCCATGCCCAATGCACACGGCAAGATCAAGGCCATGATCTCCGACTTTGGCCTCTGCAAGAAGCTGGCAGTGGGCA
GTCTCTGGATTTCGGTGTGTTGTAGGAGTATAGGTACGGGTTACGTGTGCCGTTCTAGTTCCGGTACTAGAGGCTGAAACCGGAGACGTTCTTCGACCGTCACCCGT

502 504 506 508 510 512 514 516 518 520 522 524 526 528 530 532 534

R DL KPHNTITILTISMPNAHSGKTIJ KA AMMISIDTEG,/L CKKILAVSG
1

KEN (IRE1 465-977aa)

1,820 1,830 1,840 1,850 1,860 1,870 1,880 1,890 1,900 1,910 1,920

GACACAGTTTCAGCCGCCGATCTGGGGTGCCTGGCACAGAAGGCTGGATCGCTCCAGAGATGCTGAGCGAAGACTGTAAGGAGAACCCTACCTACACGGTGGACATC
CTGTGTCAAAGTCGGCGGCTAGACCCCACGGACCGTGTCTTCCGACCTAGCGAGGTCTCTACGACTCGCTTCTGACATTCCTCTTGGGATGGATGTGCCACCTGTAG

536 538 540 542 544 546 548 550 552 554 556 558 560 562 564 566 568 570

RH S'F S RRSGV?PGTEGWTIAPEWMILSEUDT CKENPT)Y TV DTI
1

KEN (IRE1 465-977aa)

1,930 1,940 1,950 1,960 1,970 1,980 1,990 2,000 2,010 2,020 2,030

TTTTCTGCAGGCTGCGTCTTTTACTACGTAATCTCTGAGGGCAGCCACCCTTTTGGCAAGTCCCTGCAGCGGCAGGCCAACATCCTCCTGGGTGCCTGCAGCCTTGA

AAAAGACGTCCGACGCAGAAAATGATGCATTAGAGACTCCCGTCGGTGGGAAAACCGTTCAGGGACGTCGCCGTCCGGTTGTAGGAGGACCCACGGACGTCGGAACT

572 574 576 578 580 582 584 586 588 590 592 594 596 598 600 602 604 606

F S AGCV FYYVISEGSHZPEGKSLQRQANTTLILGATCS'ILD
1

KEN (IRE1 465-977aa)

2,040 2,050 2,060 2,070 2,080 2,090 2,100 2,110 2,120 2,130 2,140

CTGCTTGCACCCAGAGAAGCACGAAGACGTCATTGCACGTGAATTGATAGAGAAGATGATTGCGATGGATCCTCAGAAACGCCCCTCAGCGAAGCACGTGCTCAAAC

GACGAACGTGGGTCTCTTCGTGCTTCTGCAGTAACGTGCACTTAACTATCTCTTCTACTAACGCTACCTAGGAGTCTTTGCGGGGAGTCGCTTCGTGCACGAGTTTG

608 610 612 614 616 618 620 622 624 626 628 630 632 634 636 638 640 642

c L HPEJKUHEDVTIARETVLTIEIKMIAMDZPI QKU RPSAIKUHVLK
1

KEN (IRE1 465-977aa)

2,150 2,160 2,170 2,180 2,190 2,200 2,210 2,220 2,230 2,240
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pBiFC-SS-VN155(1152L)-IRE1-dLD (2940 bp) (from 2248-2889 bp) 2/29/2024 9:49:15 AM

ACCCGTTCTTCTGGAGCCTAGAGAAGCAGCTCCAGTTCTTCCAGGACGTGAGCGACAGAATAGAAAAGGAATCCCTGGATGGCCCGATCGTGAAGCAGTTAGAGAGA

TGGGCAAGAAGACCTCGGATCTCTTCGTCGAGGTCAAGAAGGTCCTGCACTCGCTGTCTTATCTTTTCCTTAGGGACCTACCGGGCTAGCACTTCGTCAATCTCTCT

644 646 648 650 652 654 656 658 660 662 664 666 668 670 672 674 676 678

HP F F WS L EKOQLQFFQDVSDARTIEZKTESTLDSGPTI VKU QLETR
1

KEN (IRE1 465-977aa)

2,250 2,260 2,270 2,280 2,290 2,300 2,310 2,320 2,330 2,340 2,350

GGCGGGAGAGCCGTGGTGAAGATGGACTGGCGGGAGAACATCACTGTCCCCCTCCAGACAGACCTGCGTAAATTCAGGACCTATAAAGGTGGTTCTGTCAGAGATCT

CCGCCCTCTCGGCACCACTTCTACCTGACCGCCCTCTTGTAGTGACAGGGGGAGGTCTGTCTGGACGCATTTAAGTCCTGGATATTTCCACCAAGACAGTCTCTAGA

680 682 684 686 688 690 692 694 696 698 700 702 704 706 708 710 712 714
G GRAVVKMDWRENTTVPLQTDILIRI KT FEFRT))YKGGS VR DL
1

KEN (IRE1 465-977aa)

2,360 2,370 2,380 2,390 2,400 2,410 2,420 2,430 2,440 2,450 2,460

CCTCCGAGCCATGAGAAATAAGAAGCACCACTACCGGGAGCTGCCTGCAGAGGTGCGGGAGACGCTGGGGTCCCTCCCCGACGACTTCGTGTGCTACTTCACGTCTC

GGAGGCTCGGTACTCTTTATTCTTCGTGGTGATGGCCCTCGACGGACGTCTCCACGCCCTCTGCGACCCCAGGGAGGGGCTGCTGAAGCACACGATGAAGTGCAGAG

716 718 720 722 724 726 728 730 732 734 736 738 740 742 744 746 748
L R AMRNIKIKMHMHYRELWPAEVRETILSGSLPDUDE EVC))X F TS
1

KEN (IRE1 465-977aa)

2,470 2,480 2,490 2,500 2,510 2,520 2,530 2,540 2,550 2,560

GCTTCCCCCACCTCCTCGCACACACCTACCGGGCCATGGAGCTGTGCAGCCACGAGAGACTCTTCCAGCCCTACTACTTCCACGAGCCCCCAGAGCCCCAGCCCCCA

CGAAGGGGGTGGAGGAGCGTGTGTGGATGGCCCGGTACCTCGACACGTCGGTGCTCTCTGAGAAGGTCGGGATGATGAAGGTGCTCGGGGGTCTCGGGGTCGGGGGT

750 752 754 756 758 760 762 764 766 768 770 772 774 776 778 780 782 784
RF P H L L AHT)YRAMETULTCSHEWRLTFOQP)Y Y FHEWPZPEUPOQUPTFP
1

KEN (IRE1 465-977aa)

2,570 2,580 2,590 2,600 2,610 2,620 2,630 2,640 2,650 2,660 2,670

GTGACTCCAGACGCCTTGTGAGCGGCCGCGGGGATCCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATT
CACTGAGGTCTGCGGAACACTCGCCGGCGCCCCTAGGTCTGTACTATTCTATGTAACTACTCAAACCTGTTTGGTGTTGATCTTACGTCACTTTTTTTACGAAATAA

786 788 790 792
vV T P D A L =*
1

KEN (I...77aa)

2,680 2,690 2,700 2,710 2,720 2,730 2,740 2,750 2,760 2,770 2,780

TGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGT
ACACTTTAAACACTACGATAACGAAATAAACATTGGTAATATTCGACGTTATTTGTTCAATTGTTGTTGTTAACGTAAGTAAAATACAAAGTCCAAGTCCCCCTCCA

2,790 2,800 2,810 2,820 2,830 2,840 2,850 2,860 2,870 2,880
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pBiFC-SS-VN155(1152L)-IRE1-dLD (2940 bp) (from 2890-2940 bp) 2/29/2024 9:49:15 AM

GTGGGAGGTTTTTTCGGNTCCTCTAGAGTCGATNNGCAGGCNNNNNNNNNN
CACCCTCCAAAAAAGCCNAGGAGATCTCAGCTANNCGTCCGNNNNNNNNNN

2,890 2,900 2,910 2,920 2,930 2,940
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