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Appendix 34.1: PVYDOMICS OMICS Blood and Urine Collection 1:
Processing, Aliquoting, Recording and Storing of Biospecimens

Record the time of Peripheral

blood and urine Record if Urine

arriving into the lab —_— B Gl
l Record start time of
GREEN TOP 4ml| | LAVENDER TOP 10ml | Record if all 6 Blood vacutainers Urine processing
Genomics Cell Biomics were collected l
| |
v Record start time of
NO processing Blood processing '!'rar?sfer at least 2_5 ml of
Keep vacutainers at RT urine into 50 ml conical tube
l l l Centrifuge at 22009 at 4°C
10 min swing bucket
LAVENDER TOP 4ml Blue TOP 4.5ml GOLD Top 5ml (N=2) 15 min fixed bucket
Plasma Plasma-Cit Serum CC-PRL - -
Urine Urine Stock Re-suspend
10 min swing bucket min a 1.5ml 10ml provided tube
15 min fixed bucket Centrifuge at 2200g at 4°C Centrifuge
10 min swing bucket - -
PR Rlasma:Cit 15 min fixec? bucket Plac_:e |mme_d lately S—
13 cryovial | | 13 cryovial into dry ice Remove
0.2ml 0.2ml Serum Serum supernatant
v v CC-PRL
: : ’ i 4 cryovial 10 cryovial Urine pellet
Place immediately | | Place immediately 0.4ml 0.2ml 1 cryovial
into dry ice into dry ice
: i : Place immediately
Place u’r:jme_dlately into into dry ice
ry ice
Scan all cryovials into the BST
\4

Store at -80°C
Place cryovials into provided boxes

v

Ship first Monday of the month on dry ice to
the Biorepository

Ship same day at RT to
the DCC Biorepository

RT= Room temperature
BST= Biological specimen
tracking system

10/24/2016



Collection 1 Kit:
Includes 1 bag of
aliquot tubes and 1
bag of blood
vacutainers with
urine cup.



Collection 1
11-0001

Blood

Blood Vacutainers: lavender top 10ml
cell biomics, green top 4ml genomics,
blue top 4.5ml plasma-cit, lavender top
4ml plasma, and two gold top 5ml serum
CC-PRL. Urine Cup

/‘\ =S

o = __),_., ~ ’ 3 Urine

Aliguot Tubes: 13 lavender tubes, 13 blue
tubes, 4 gold serum CC-PRL tubes, and 10
gold serum tubes, 6 orange tubes, 15ml
tube, 50 ml tube.




After blood draw, place the
following tubes on wet ice:

BLUE TOP 4.5ml
Plasma-Cit

GOLD TOP 5ml (N=2)
Serum CC-PRL

After blood draw, keep the
following tubes at room
temperature and set aside for
separate shipment:

GREEN TOP
4ml
Genomics

v

NO processing required



Place the two Gold Top
Serum CC-PRL tubes
upright at room temperature
for 30 minutes.



Next, print and begin to fill out form 301 (#1-7)

Revision of 09/01/2016 Form #301

Page 1 of2
* PVDOMICS STUDY
Center Blood Collection 1 -
Processing Sample Form #301

PYDOMICS

Instructions: Person processing blood should be familiar with the PVDOMICS blood
processing MOP Chapter 34.

L0100 01916720 b

1. Identification Number 2. Alphacode 3. Processing Date (mm/dd/yyyy)

Place bag label here,

o j and the ID number
Collection 1 4mm should match the
11-0001 number on the sticker
4. Username of the person processing the sample_bﬁLLEQQ
5. Time received at lab (24-hr clotk) BRI oo} 28 D 8
6. Time of start of processing sample (24-hr clock) {hhmm)_ligé
7. Date sample frozen (mlnfddiywy)g_/_o_i_LQLQ




e Then fill out #8 and #9

8. Was the 9. Was the 10. Start time of | 11, Specimen 12. Time 13, Time
required volume | specimen placed || processing condition specimen frozen | specimen placed
T £ tub(s) of blood on ice before sample 0=Normal, in dry ice in -70°C/-80°C
ype o tubets collected? processing? (24-hr clock) 1=Hemolysis, | (24-hr clock) freezer
0=No, 1=Yes, [0=No, 1=Yes, (hh:mm) 2=Milky {(hh:mm) (24-hr clock)
8=Not collected | 8=Not collected (hh:mm}
_Gold T O
" SST sl il O wz3 Py 4ys |50
b.Gold T
1) 1 U335 o |14:H5114.50
c. Lavender Top
EDTA Pl
4ml . al _\_ 1 H_= Q5_ _Q i it _2 Q l_q_ S_O_
d.Blue T
Na-Citrate 4.5m] Al \ A4:.09] 0 14.20614 .5 o




Write the processing start time on the
form for the blue top (4.5ml) and
lavender top (4ml) samples.

8. Was the 9. Was the 10. Start time of
required volume [ specimen placed | processing |
T £ tubo(s of blood on ice before sample |
ype of tube(s) collected? processing? (24-hr clock)
0=No, [=Yes, |0=No, 1=Yes, {hh:mm)
8=Not collected | 8=Not collected
a. Gold Top U 5
SST 5ml _l = __\ _l_i i —
b. Gold Top | 3
SST sml . L _‘L\_ ;7
c. Lavender Top
EDTA Plasma
4ml A _\ '_'j’_ Qi
d.Blue Top
Na-Citrate 4.5ml Jl il 14:.09)

e Centrifuge the blue top and lavender
top tubes at 2200g at 4° for 10
minutes (swing bucket) or 15 minutes
(fixed bucket).



* While waiting for the centrifuge step, set up aliquot tubes and get
dry ice ready.
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e After the
centrifugation
step, note the
quality of the
specimen on
the form for

both the blue
and lavender
top tubes.
8. Was the 9. Was the 10. Start time of | 11. Specimen | 12. Time 13. Time
required volume | specimen placed | processing condition specimen frozen | specimen placed
T £ tubo(s of blood on ice before sample 0=Normal, in dry ice in -70°C/-80°C
ype of tube(s) collected? processing? (24-hr clock) [=Hemolysis, | (24-hr clock) freezer
0=No, [=Yes, |0=No, 1=Yes, {hh:mm) 2=Milky {(hh:mm) (24-hr clock)
8=Not collected | 8=Not collected (hh:mm)
a. Gold Top O &
SST 5ml _l TR _‘_ﬂié_ — l_i i LL’_ EO_
b.Gold T
1} 1 33 o [14.45)14.50
c. Lavender Top
EDTA Pl
ol i topqios] O Jdd.26) Y. SO
d.Blue Top (
Na-Citrate 4.5ml l . \_ l L' : 0 6_ Q L Lii le l L{ : i Q




Lavender Top Tube

Plasma
13 aliquot
0.2ml into each tube

v

Place immediately
into dry ice

Blue Top Tube

Plasma-Cit
13 aliquot
0.2ml into each tube

v

Place immediately
into dry ice
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* Note: If the last tube has less than
0.2ml, put a dot on the top of the tube.

* This will be done for the last lavender,
blue, and gold 0.2ml aliquots.

8. Was the 9. Was the 10. Start time of | 11, Specimen | 12. Time 13. Time
required volume | specimen placed | processing condition specimen frozen | specimen placed
T £tub of blood on ice before sample 0=Normal, in dry ice in -70°C/-80°C
PpEIeRbE(E) collected? processing? (24-hr clock) [=Hemolysis, [ (24-hr clock) freezer
0=No, [=Yes, |0=No, 1=Yes, (hh:mm) 2=Milky (hh:mm) (24-hr clock)
8=Not collected | §=Not collected (hh:mm)
a. Gold Top L O g_ H_ | ‘
SST 5ml _| TR _Liéé . _l_ : i _L_l__go_
b. Gold Top
SST 5ml l nY 1M, ié 0 |4:.45|14.50
c. Lavender Top
EDTA Plsns | \ | 4.05 0 LY. 206 Y sO
m —— S VI me? . comm— i p—— e " ey ] | e —" | c— —
d. Blue Top
Na-Citrate 4.5ml 1l | 1409 0 142914 s Q

e On the form, make note of the time when the blue
top and lavender top specimens were placed into dry
ice.




8. Was the 9. Was the 10. Start time of
required volume | specimen placed | processing
T £ tub of blood on ice before sample
ype of tube(s) collected? processing? (24-hr clock)
0=No, [=Yes, |0=No, 1=Yes, {hh:mm)
8=Not collected | §=Not collected
a. Gold Top ' U g
SST Sml _| R _l ._l_i i
b. Gold Top | %
SST Sml o iy l’:\_ i
c. Lavender Top
EDTA Plasma
4ml o _\_ L H_: Q‘s_
d.Blue Top
Ne-Citrate 4.5ml 1 i 14.09

After the gold top tubes have been at room temperature for 30
minutes, write the processing start time on the form and centrifuge

the samples.
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As before, after centrifugation, note the quality of
the specimen on the form for the gold top tubes.

e Centrifuge the same as before at
2200g at 4° for 10 minutes (swing
bucket) or 15 minutes (fixed
bucket).

8. Was the 9. Was the 10. Start time of | 11. Specimen
required volume | specimen placed | processing condition
T £ tubo( of blood on ice before sample 0=Normal,
ype of tubo(s) collected? processing? {(24-hr clock) [=Hemolysis,
0=No, 1=Yes, [0=No, 1=Yes, (hh:mm) 2=Milky
8=Not collected | 8=Not collected
a. Gold Top U ‘5 O
SST 5ml _l . _.l J..i & — —
b. Gold Top | 3
SST 5ml . it _U:\_ i_ 0
c. Lavender Top
EDTA Plasma
4ml g _\_ L'j’_ Q5_ _Q
d.Blue Top
Na-Citrate 4.5ml L il 1809 0

15




Gold Top Tubes

Serum CC-PRL
4 aliquot
0.4ml into each tube

Serum
10 aliquot
0.2ml into each tube

I

v

Place immediately
into dry ice
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* On the form, make note of the time when the gold top
tube specimens were placed into dry ice.
8. Was the 9. Was the 10. Start time of | 11, Specimen | 12. Time 13. Time
required volume | specimen placed | processing condition specimen frozen | specimen placed
T £ tube(s) of blood on ice before sample 0=Normal, in dry ice in -70°C/-80°C
Ype OTTubets collected? processing? (24-hr clock) [=Hemolysis, [ (24-hr clock) freezer
0=No, [=Yes, |0=No, 1=Yes, (hh:mm) 2=Milky (hh:mm) (24-hr clock)
8=Not collected | 8=Not collected (hh:mm)
a. Gold Top L O
SST 5ml _l o _‘i&é — l_g_&i LLI_EQ
b.Gold T
SST Sl I nY _\H_ié 0 14.45[14.50
c. Lavender Top
EDTA PI
L o 1 pyos 0 [14.2L) Y. SO
d.Blue Top i
Na-Citrate 4.5m] L ol 1409 0 14,2014 5 O
[

14. Number of cryovials of 400ul Serum-CC-PRL

15. Number of cryovials of 200ul Serum

16. Number of cryovials of 200ul Plasma ...........ccceiveinie

17. Number of cryovials of 200ul Plasma-Cit

Note: Place a black dot with permanent marker on the screw cap if the volume is less than 200 ul

................................................................................

...............................................................................................

........................................................................................

Then fill in #14-17 regarding the number of cryovials.
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8. Was the 9. Was the 10. Start time of | 11. Specimen | 12. Time 13. Time
required volume | specimen placed | processing condition specimen frozen | specimen placed
Type of tubefs) of blood on ice before sample 0=Normal, in dry ice in -70°C/-80°C
ype ol be collected? processing? (24-hr clock) [=Hemolysis, | (24-hr clock) freezer
0=No, [=Yes, |0=No, 1=Yes, {hh:mm) 2=Milky {(hh;mm) (24-hr clock)
8=Not collected | 8=Not collected (hh:mm})
a. Gold Top U O &
] 033 P g5 (1e.50
b.Gold Top
SST sml A iy l&;é 0 14.45114.50
c. Lavender Top
EDTA Pl
e |4 |1 [14.05] 0 [1U.2bhY SO
d.Blue Top (
Na-Citrate 4.5ml _l i _l_ L|_: _Q.g_ Q L Lii _2 Lﬂ _LL é. Q
Revision of 09/01/2016ID __ AC ____ Dateofprocessing __ _ / [/ Form #301
Page 2 of 2

18. Were any issues experienced during processing (0=No, 15Yes) v cvovereeeeenresivisieinesenionns e f o

Comments (will not be recorded in the database):

0

200. Date form completed (mm/dd/yyyy)

_Oﬂ/_o_?/_ZQL(‘_Q

On the form,
make note of

the time

when the all

of the
specimens
were places
in the
freezer.

e Lastly, fill out
the remainder

of the form,
make note of
any issues, and
write in the date
the form was
completed.
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Transfer Urine to 50ml to spin

You should see a small pellet at the bottom

Aliguot 1.5ml of supernatant
into 5 cyrovials and 10 mL to conical tube

19



Pipet off remaining
supernatant

Pipet pellet from
bottom of 50ml into
Urine Pellet tube

Spin in centrifuge

Remove supernatant
and freeze in dry ice

20



Shipping of room temperature Na-Heparin and EDTA tubes

Wrap tubes for same day shipment in parafilm

Place tubes in absorbent pouch




Place tubes in absorbent pouch in bag

Sandwich bag in unfrozen gel wrap

22



Slide gel pack into insulated envelope
Include contents list

Close package and place UN3373 label
and shipping document on box




Collection 2: Processing,
Aliguoting, Recording and Storing
of Biospecimens



Appendix 34.2: PVDOMICS OMICS Blood Collection 2: Processing, Aliquoting, Recording and Storing of Biospecimens

Venous Blood REST
Systemic Artery “Syst Art” Blood *
Pulmonary Capillary “Wedge” Blood Record the time of blood
Pulmonary Artery “Mix” Blood arriving into the lab
Record start time of blood
processing

Record if all 10 vacutainers
were collected

!

Process LAVENDER TOPS (N=5) Process GOLD Top 5ml
Plasma Rest Venous-Omics (N=2) 10ml Serum
Plasma Rest Mix-Omics (N=1) 4ml|
Plasma Rest-Wedge-Omics (N=1) 4ml Plass QP A
Plasma Rest-Syst Art-Omics* (N=1) 4ml 30 min at RT

Centrifuge at 2200g at 4°C
10 min swing bucket
15 min fixed bucket

Centrifuge at 2200g at 4°C
10 min swing bucket
15 min fixed bucket

Plasma Plasma Plasma Plasma* . Se\;“m
Rest Rest Rest Rest 10 SStc;viZ?gL;nl
Venous Wedge-Omics Mix-Omics Syst-Art-Omics v :
Plasma Plasma Plasma Plasma Place immediately
Rest-Venous Rest-Wedge Rest-Mix Rest-Syst Art into dry ice
40 cryovial 0.2ml| 11 cryovial 0.2ml 11 cryovial 0.2ml 11 cryovial 0.2ml
Buffy coat
Venous
1 cryovial

Place immediately into dry ice
|

v

Order of processing: Scan all cryovials into the BST  Obtional
1. Place the Gold t dRed t ight tiona
ace. e @Go op an eda topsuprig Store at -80°C p
2. Centrifuge the 5 Purple tops L .
Place cryovials into provided boxes RT= Room temperature

3. Cryovial Purple tops
4. Centrifuge Gold top Ship first Monday of the month on dry ice to BST= Biological specimen tracking system

5. Cryovial Gold top the Biorepository 25



Collection 2
~ Vacutainers

Collection 2.
RHC at Rest
Blood Vacutainers e
11000 TN

* Blood Vacutainers: two lavender top » Aliquot Tubes: 73 lavender tubes, 10 gold
10ml, three lavender top 4ml plasma, serum tubes, and 1 clear buffy coat tube
and one gold top 5ml serum, four red top
tubes

26



Keep the PAXgene tubes at room
temperature

Upright at Room Temp
2hrs

J

-20 Freezer
24hrs

V

-80 Freezer
Longterm

after 2 hours

Aftér 24 hours move to -80 for |
term storage

cg;g'



The Serum and Plasma tubes
should arrive in the lab on ice

LAVENDER TOP (N=2)
10ml Plasma

LAVENDER TOP (N=3)
4ml Plasma

GOLD TOP 5ml
Serum CC-PRL

Place the
tube upright at room

temperature for 30 minutes.

28



White Buffy Coat layer is

sandwiched between Plasma
and RBC

Buffy Coat
1 aliquot

Slow decel on centrifuge makes
it easier to pipet Buffy Coat

Pipet Buffy Coat using wide tip
pipet, try to minimize RBC

29



Venous Blood

Plasma Serum
40 aliquot B;Zﬁqﬁgﬁt 10 aliquot
0.2ml into each tube 0.2ml into each tube
| 7 I
Place immediately
into dry ice

30



Mix, Wedge, and Syst Art Blood cyrovials

Plasma Mix Plasma Wedge Plasma Syst Art*
11 aliquot 11 aliquot 11 aliquot
0.2ml into each tube 0.2ml into each tube 0.2ml into each tube
I T I
Place immediately
into dry ice

* Optional
31



Appendix 34.2: PVDOMICS OMICS Blood Collection 2: Processing, Aliquoting, Recording and Storing of Biospecimens

Pulmonary Artery “Mix” Blood
Systemic Artery “Syst Art” Blood

PEAK and POST

Record the time of blood
arriving into the lab

Record start time of blood
processing

Record if all 8 vacutainers

were collected

v

Only sites doing
exercise portion

Process LAVENDER TOPS (N=4) 4ml
Plasma Peak Mix-Omics
Plasma Peak-Syst Art-Omics
Plasma Post Mix-Omics
Plasma Post-Syst Art-Omics

Centrifuge at 2200g at 4°C

10 min swing bucket
15 min fixed bucket

Plasma Plasma Plasma Plasma
Peak Peak Post Post
Mix-Omics | |Syst Art-Omics| [Mix-Omics| |Syst Art-Omics
Plasma Plasma Plasma Plasma
Peak-Mix Peak-Syst Art Post-Mix Post-Syst Art
11 cryovial 11 cryovial 11 cryovial 11 cryovial
0.2ml 0.2ml 0.2ml 0.2ml
Buffy coat
Peak-Mix
1 cryovial

Place immediately into dry ice

RT= Room temperature
BST= Biological specimen tracking system

v

Scan all cryovials into the BST

Store at -80°C
Place cryovials into providedI boxes

Ship Ship first Monday of the month on dry ice to
the Biorepository

32



* Blood Vacutainers: two lavender top e Aliquot Tubes: 117 lavender tubes, 10 gold
10ml, seven lavender top 4ml plasma, serum tubes, and 1 clear buffy coat tube

and one gold top 5ml serum, eight red
top tubes

33



Keep the PAXgene tubes at room
temperature

Upright at Room Temp
2hrs

J

-20 Freezer
24hrs

V

-80 Freezer
Longterm

after 2 hours

Aftér 24 hours move to -80 for |
term storage

cglg'



The Serum and Plasma tubes
should arrive in the lab on ice

LAVENDER TOP (N=2)
10ml Plasma

LAVENDER TOP (N=7)
4ml Plasma

GOLD TOP 5ml
Serum CC-PRL

Place the Gold Top Serum
tube upright at room
temperature for 30 minutes.
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White Buffy Coat layer is
sandwiched between Plasma
and RBC

Slow decel on centrifuge makes
it easier to pipet Buffy Coat

Buffy Coat
1 aliquot

Pipet Buffy Coat using wide tip

pipet, try to minimize RBC

36



Venous Blood

Plasma Serum
40 aliquot B;Zﬁqﬁgﬁt 10 aliquot
0.2ml into each tube 0.2ml into each tube
| 7 I
Place immediately
into dry ice
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Mix, Wedge, and Syst Art Blood cyrovials

Plasma Mix Plasma Wedge Plasma Syst Art*
11 aliquot 11 aliquot 11 aliquot
0.2ml into each tube 0.2ml into each tube 0.2ml into each tube
I T I
Place immediately
into dry ice

* Optional
33



Peak Plasma Wedge
11 aliquot
0.2ml into each tube

Peak and Post Exercise cyrovials

Peak Plasma Syst Art
11 aliquot
0.2ml into each tube

Post Plasma Wedge
11 aliquot
0.2ml into each tube

Post Plasma Syst Art
11 aliquot
0.2ml into each tube

Place immediately
into dry ice

39




For Questions Please Contact

Laura Peterson, Biorepository
Manager
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