next generation sequencing

quick reference guide

xGen™ INDEXING PRIMERS

OVERVIEW

Use the xGen Indexing Primers to perform indexing PCR

on next generation sequencing (NGS) libraries that contain
TruSeq™-compatible truncated adapters ligated to the library
molecules. Be sure to refer to the library prep kit protocol you
are using for any additional instructions before using these

primers.

Primer formats

xGen Indexing Primers are available as four different

deliverables:

¢ Tubes. To be arrayed into an 8x12 plate. Combinatorial
dual index, barcode length of 8 nucleotides.

e xGen CDI Primers, 96 rxn

* Single Use Plates. Individual single-use (96-well) plates
with a pierceable seal. Unique dual index, barcode length
of 8 nucleotides. Each well contains one specific index
pair for indexing one sample.

e xGen UDI Primers, 16 rxn
e xGen UDI Primers Plate 1, 8 nt
e xGen UDI Primers Plate 2, 8 nt

* Single Use Plate Bundles. Groups of either 384, 768, or
1536 primer pairs. All are single use (96-well) plates, with
a pierceable seal. Designed for high plexity workflows
with a 10 nt barcode to allow proper edit distance
between sample indexes. Each well contains one specific
index pair for indexing one sample.

e xGen UDI 10 nt Primer Plates 1-4
e xGen UDI 10 nt Primer Plates 1-8
e xGen UDI 10 nt Primer Plates 1-16

e Bulk Primers. Like the bundles above, but available in
bulk quantities (2 nmol of each primer), delivered in a 96-
well deep-well plate. Groups of either 384, 768, or 1536
primer pairs. Designed for both high plexity and high-
throughput workflows with a 10 nt barcode to allow the
proper edit distance between sample indexes. Each well
contains one specific index pair in bulk format.

e xGen UDI 10 nt Primer Plates 1-4, 2 nmol
e xGen UDI 10 nt Primer Plates 1-8, 2 nmol

e xGen UDI 10 nt Primer Plates 1-16, 2 nmol

For research use only. Not for use in diagnostic procedures.

> SEE WHAT MORE WE CAN DO FOR YOU AT WWW.IDTDNA.COM.

Low level multiplexing

Low level multiplexing, also known as low-plexity multiplexing
(i.e., mixing up to 12 samples), is a compromise cost-to-
coverage option that may have inadequate diversity due

to the limited number of barcodes available. Because each
position in a set of index sequences needs to include at least
one A or C base, and at least one G or T base—and ideally a
balance of both—barcode sequences in low level multiplexing
should be carefully chosen to result in both red and green
color channels. It is not recommended to mix indexes between
products, unless you can verify color-balancing of the barcodes,
and sufficient edit distance. If you have specific questions,
please reach out to our Scientific Applications Support team at
applicationsupport@idtdna.com.

Handling and storage

e Store the xGen Indexing Primers at —20°C.

e [f any material remains unused, carefully re-seal the plate

with a new adhesive seal to prevent cross-contamination

Important: Do not attempt to heat seal the

plate again.

DIRECTIONS FOR USE

1. Thaw the xGen Indexing Primers at room temperature before
use, then keep on ice during use.

2. After thawing, briefly vortex the plates (or tubes, if using CDI
primers) to mix, then centrifuge to collect the liquid in the
bottom of the well before breaking the seal.

3. For Plates: When preparing the indexing PCR reaction, pre-
pierce the seal of the plate using a pipette tip, then directly
pipette the required volume of primers.

4. Prepare the PCR Master Mix as instructed in the library prep
protocol you are using, then add the designated volume of
primers.

Sequencing and analysis

To fill out index sequences in the sample sheet, use the IDT
Master Index List file, found under ‘Resources’ on the xGen
NGS Adapters & Indexing Primers web page.

>XIDI
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https://www.idtdna.com/pages/products/next-generation-sequencing/workflow/xgen-ngs-library-preparation/ngs-adapters-indexing-primers
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Plating CDI primers for indexing

The recommended pattern for arraying each CDI primer on a

sample plate is indicated in Figure 1.

Figure 1. The recommended array pattern for CDI primers on a sample plate.
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10005922—xGen™ UDI Primers Plate 1, 8 nt
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10008052—xGen™ UDI 10 nt Primer Plates 1-4 and 10008055 - xGen™ UDI 10 nt Primer Plates 1-4, 2 nmol
xGen UDI 10 nt Primers 1-96 (and 2 nmol)
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For research use only. Not for use in diagnostic procedures.
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xGen UDI 10 nt Primers 289-384 (and 2 nmol)

1
289
301
313
325
337
349
361
373

2
290
302
314
326
338
350
362
374

3
291
303
315
327
339
351
363
375

4
292
304
316
328
340
352
364
376

293
305
317
329
341
353
365
377

294
306
318
330
342
354
366
378

295
307
319
331
343
355
367
379

8
296
308
320
332
344
356
368
380

297
309
321
333
345
357
369
381

quick reference guide

10 11 12
298 299 300
310 311 312
322 323 324
334 335 336
346 347 348
358 359 360
370 371 372
382 383 384

10008053-xGen™ UDI 10 nt Primer Plates 1-8 and 10008056—xGen™ UDI 10 nt Primer Plates 1-8, 2 nmol
[Includes plates 1-4, see above for layouts]
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For research use only. Not for use in diagnostic procedures.
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xGen UDI 10 nt Primers 577-672 (and 2 nmol)
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10008054-xGen™ UDI 10 nt Primer Plates 1-16 and 10008057-xGen™ UDI 10 nt Primer Plates 1-16,
2 nmol [Includes plates 1-8, see above for layouts]

xGen UDI 10 nt Primers 769-864 (and 2 nmol)
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For research use only. Not for use in diagnostic procedures.
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xGen UDI 10 nt Primers 865-960 (and 2 nmol)

1
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xGen UDI 10 nt Primers 961-1056 (and 2 nmol)
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xGen UDI 10 nt Primers 1057-1152 (and 2 nmol)
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For research use only. Not for use in diagnostic procedures.
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xGen UDI 10 nt Primers 1153-1248 (and 2 nmol)

1
1153
1165
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1189
1201
1213
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1237

xGen UDI 10 nt Primers 1249-1344 (and 2 nmol)
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1333

xGen UDI 10 nt Primers 1345-1440 (and 2 nmol)
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1393
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1417
1429

For research use only. Not for use in diagnostic procedures.

2
1154
1166
1178
1190
1202
1214
1226
1238

2
1250
1262
1274
1286
1298
1310
1322
1334
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xGen UDI 10 nt Primers 1441-1536 (and 2 nmol)
1 2 3 4 5 6 7 8 9 10 11 12
1441 1442 1443 1444 1445 1446 1447 1448 1449 1450 1451 1452
1453 1454 1455 1456 1457 1458 1459 1460 1461 1462 1463 1464
1465 1466 1467 1468 1469 1470 1471 1472 1473 1474 1475 1476
1477 1478 1479 1480 1481 1482 1483 1484 1485 1486 1487 1488
1489 1490 1491 1492 1493 1494 1495 1496 1497 1498 1499 1500
1501 1502 1503 1504 1505 1506 1507 1508 1509 1510 1511 1512
1513 1514 1515 1516 1517 1518 1519 1520 1521 1522 1523 1524
1525 1526 1527 1528 1529 1530 1531 1532 1533 1534 1535 1536

Technical support: applicationsupport@idtdna.com

For more than 30 years, IDT's innovative tools and solutions for genomics applica-
tions have been driving advances that inspire scientists to dream big and achieve
their next breakthroughs. IDT develops, manufactures, and markets nucleic acid
products that support the life sciences industry in the areas of academic and com-
mercial research, agriculture, medical diagnostics, and pharmaceutical develop-
ment. We have a global reach with personalized customer service.

> SEE WHAT MORE WE CAN DO FOR YOU AT WWW.IDTDNA.COM.

For research use only. Not for use in diagnostic procedures. Unless otherwise agreed
to in writing, IDT does not intend these products to be used in clinical applications and
does not warrant their fitness or suitability for any clinical diagnostic use. Purchaser is
solely responsible for all decisions regarding the use of these products and any associated
regulatory or legal obligations

TruSeq™ is a registered trademark of lllumina, Inc., used with permission. All rights reserved.
© 2022 Integrated DNA Technologies, Inc. All rights reserved. xGen is a trademark of

Integrated DNA Technologies, Inc. and is registered in the US. All other marks are the
property of their respective owners. For specific trademark and licensing information, see
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